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COMPOSITIONS AND METHODS FOR TREATING HEMOGLOBINOPATHIES

CROSS REFERENCE TO RELATED APPLICATIONS
This application is an International PCT application which claims priority to and benefit
of U.S. Provisional Application Nos. 62/805,271 filed February 13, 2019; 62/805,277, filed
February 13, 2019; 62/852,224, filed May 23, 2019, 62/852,228, filed May 23, 2019;
62/931,722, filed November 6, 2019; 62/931,747, filed November 6, 2019; 62/941,569, filed
November 27, 2019; and 62/966,526, filed January 27, 2020, the contents of all of which are

incorporated by reference herein in their entireties.

INCORPORATION BY REFERENCE
All publications, patents, and patent applications mentioned in this specification are
herein incorporated by reference to the same extent as if each individual publication, patent, or
patent application was specifically and individually indicated to be incorporated by reference.
Absent any indication otherwise, publications, patents, and patent applications mentioned in this

specification are incorporated herein by reference in their entireties.

BACKGROUND OF THE INVENTION

Sickle cell disease (SCD) is a group of disorders that affects hemoglobin, the molecule in
red blood cells that delivers oxygen to cells throughout the body. People with this disorder have
atypical hemoglobin molecules, which can distort red blood cells into a sickle, or crescent,
shape. The clinical manifestations of sickle cell disease (SCD) result from intermittent episodes
of microvascular occlusion leading to tissue ischemia/reperfusion injury and chronic hemolysis.
Vaso-occlusive events are associated with ischemia/reperfusion damage to tissues resulting in
pain and acute or chronic injury affecting any organ system. The bones/marrow, spleen, liver,
brain, lungs, kidneys, and joints are often affected.

SCD is a genetic disorder characterized by the presence of at least one hemoglobin S
allele (HbS; p.Glu6Val in HBB) and a second HBB pathogenic variant resulting in abnormal
hemoglobin polymerization. HbS/S (homozygous p.Glu6Val in HBB) accounts for 60%-70% of
SCD in the United States. The life expectancy for men and women suffering from SCD is only

42 and 48 years, respectively. Current methods of treatment are focused on managing the
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symptoms of the disease. Methods for editing the genetic mutations that cause SCD and other

hemoglobinopathies are urgently required.
SUMMARY

As described below, the present invention features compositions and methods for editing
deleterious mutations associated with sickle cell disease (SCD). In particular embodiments, the
invention provides for the correction of SCD mutations using a modified adenosine deaminase
base editor termed “ABES8” having unprecedented levels (e.g., >60-70%) of efficiency.

In one aspect, the invention features a method of editing a beta globin polynucleotide
comprising a single nucleotide polymorphism (SNP) associated with sickle cell disease, the
method comprising contacting a beta globin polynucleotide with one or more guide RNAs and a
fusion protein comprising a polynucleotide programmable DNA binding domain and at least one
base editor domain that is an adenosine deaminase variant comprising an alteration at amino
acid position 82 and/or 166 of

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE

CAALLCYFFRMPRQVENAQKKAQSSTD, wherein the guide RNA targets the base editor to effect an

alteration of the SNP associated with sickle cell disease.

In another aspect, the invention features a method of editing a beta globin (HBB)
polynucleotide comprising a single nucleotide polymorphism (SNP) associated with sickle cell
disease, the method comprising contacting a beta globin polynucleotide with one or more guide
RNAs and a fusion protein comprising a polynucleotide programmable DNA binding domain
comprising the following sequence:
EIGKATAKYFFYSNIMNFFKTEITLANGEIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKK
TEVQTGGFSKES ILPKRNSDKLIARKKDWD PKKY GGFMQOPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT
IMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKY SLFELENGRKRMLASAKFLQKGNELALPSKYVNFLY
LASHYEKLKGSPEDNEQKQLFVEQHKHYLDEI IEQI SEFSKRVILADANLDKVLSAYNKHRDKPIREQAE
NIIHLFTLTNLGAPRAFKYFDTTIARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGDGGSGGSGGS
GGSGGSGGSGGMDKKY SIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETA
EATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEE SFLVEEDKKHERHPIFGNIVDEVAYH
EKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEEN
PINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKD
TYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTE ITKAPLSASMIKRYDEHHQDLTLLKALV
RQQLPEKYKEIFFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGS
IPHQIHLGELHAILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETI TPWNFE
EVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIV

DLLEFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDI
2
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VLTLTLFEDREMIEERLKTYAHLEFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFA
NRNFMQLIHDDSLTFKEDIQKAQVSGQGDSLHEHIANLAGSPATIKKGILQTVKVVDELVKVMGRHKPENT
VIEMARENQTTQKGOQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYTLONGRDMYVDQELD
INRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLI.NAKL T TOQRKEFDN
LTKAERGGLSELDKAGFIKRQLVETRQI TKHVAQTIT.DSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKD
FOQFYKVREINNYHHAHDAYINAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSE

FESPKKKRKV*, wherein the bold sequence indicates sequence derived from Cas9, the italics
sequence denotes a linker sequence, and the underlined sequence denotes a bipartite nuclear
localization sequence, and at least one base editor domain comprising an adenosine deaminase
variant comprising an alteration at amino acid position 82 and/or 166 of
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAE IMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCYFFRMPRQVFNAQKKAQSSTD.

In another aspect, the invention features a base editing system comprising the fusion
protein of any previous aspect or otherwise described herein and a guide RNA comprising a
nucleic acid sequence selected from the following CUUCUCCACAGGAGUCAGAU;
ACUUCUCCACAGGAGUCAGAU; and GACUUCUCCACAGGAGUCAGAU. In one embodiment, the gRNA
further contains a nucleic acid sequence
GUUUUUGUACUCUCAAGAUUUAAGUAACUGUACAACGAAACUUACACAGUUACUUARAUCUUGCAGAAGC
UACAAAGAUAAGGCUUCAUGCCGAAAUCAACACCCUGUCAUUUUAUGGCAGGGUG. In another
embodiment, the gRNA contains a nucleic acid sequence selected from
CUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUARACUGUACAACGAAACUUACACAGU
UACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUCAUGCCGARAUCAACACCCUGUCAUUUUAUGGCA
GGGUG;
ACUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUAACUGUACAACGAAACUUACACAG

UUACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUCAUGCCGAAAUCAACACCCUGUCAUUUUAUGGC
AGGGUG; and
GACUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUAACUGUACAACGAARACUUACACA
GUUACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUCAUGCCGARAUCAACACCCUGUCAUUUUAUGG
CAGGGUG.

In another aspect, the invention features a cell produced by introducing into the cell, or a
progenitor thereof: a base editor, a polynucleotide encoding the base editor, to the cell, wherein
the base editor comprises a polynucleotide programmable DNA binding domain and an
adenosine deaminase domain described in any aspect described herein; and one or more guide
polynucleotides that target the base editor to effect an AT to G+C alteration of the SNP

associated with sickle cell disease. In one embodiment, the cell produced is a hematopoietic
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stem cell, a common myeloid progenitor, proerythroblast, erythroblast, reticulocyte, or
erythrocyte. In another embodiment, the cell or progenitor thereof is a hematopoietic stem cell,
a common myeloid progenitor, proerythroblast, or erythroblast. In another embodiment, the
hematopoietic stem cell is a CD34" cell. In another embodiment, the cell is from a subject
having sickle cell disease. In another embodiment, the cell is a mammalian cell or human cell.

In another aspect, the invention features a method of treating sickle cell disease in a
subject comprising administering to the subject a cell of any previous aspect or any other aspect
of the invention delineated herein. In one embodiment, the cell is autologous to the subject. In
another embodiment, the cell is allogenic to the subject.

In another aspect, the invention provides an isolated cell or population of cells
propagated or expanded from the cell of any previous aspect or any other aspect of the invention
delineated herein.

In another aspect, the invention provides a method of producing a red blood cell, or
progenitor thereof, involving introducing into a red blood cell progenitor comprising an SNP
associated with sickle cell disease, a base editor, or a polynucleotide encoding the base editor,
wherein the base editor comprises a polynucleotide-programmable nucleotide-binding domain
and an adenosine deaminase variant domain described in any previous aspect; and one or more
guide polynucleotides, wherein the one or more guide polynucleotides target the base editor to
effect an A*T to G+C alteration of the SNP associated with sickle cell disease; and
differentiating the red blood cell progenitor into an erythrocyte. In one embodiment, the method
involves differentiating the red blood cell progenitor into one or more of a hematopoietic stem
cell, a common myeloid progenitor, proerythroblast, erythroblast, reticulocyte, or erythrocyte.
In one embodiment, the method involves the red blood cell progenitor is a CD34" cell. In
another embodiment, the red blood cell progenitor is obtained from a subject having sickle cell
disease. In another embodiment, the red blood cell progenitor is a mammalian cell or human
cell. In another embodiment, the A*T to G+C alteration at the SNP associated with sickle cell
disease changes a valine to an alanine in the HBB polypeptide. In another embodiment, the SNP
associated with sickle cell disease results in expression of an HBB polypeptide having a valine
at amino acid position 6. In another embodiment, the SNP associated with sickle cell disease
substitutes a glutamic acid with a valine. In another embodiment, the cell is selected for the AT
to G+C alteration of the SNP associated with sickle cell disease. In another embodiment, the
polynucleotide programmable DNA binding domain comprises a modified Staphylococcus
aureus Cas9 (SaCas9), Streptococcus thermophilus 1 Cas9 (St1Cas9), a modified Streptococcus
pyogenes Cas9 (SpCas9), or variants thereof.
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In various embodiments of any of the above aspects or any other aspect of the invention
described herein, the adenosine deaminase variant comprises alterations at amino acid position
82 and 166. In various embodiments of any of the above aspects or any other aspect of the
invention described herein, the adenosine deaminase variant comprises a V82S alteration. In
various embodiments of any of the above aspects or any other aspect of the invention described
herein, the adenosine deaminase variant comprises a T166R alteration. In various embodiments
of any of the above aspects or any other aspect of the invention described herein, the adenosine
deaminase variant comprises V82S and T166R alterations. In various embodiments of any of
the above aspects or any other aspect of the invention described herein, the adenosine deaminase
variant further comprises one or more of the following alterations: Y147T, Y147R, Q154S,
Y123H, and Q154R. In various embodiments of any of the above aspects or any other aspect of
the invention described herein, the adenosine deaminase variant comprises a combination of
alterations selected from the following: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S;
V82S + Q154S; V82S + Y147R; V82S + Q154R; V82S + Y123H; I76Y + V82S; V82S +
Y123H+ Y147T; VB82S + Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R
+Y123H: Y147R + Q154R + I76Y: Y147R + Q154R + T166R; Y123H + Y147R + Q154R +
176Y; V82S + Y123H + Y147R + Q154R; or [76Y + V82S + Y123H + Y147R + Q154R. In an
embodiment of the above-delineated aspects, the adenosine deaminase variant comprises Y147R
+ Q154R +Y123H. In an embodiment of the above-delineated aspects, the adenosine deaminase
variant comprises Y147R + Q154R +176Y. In an embodiment of the above-delineated aspects,
the adenosine deaminase variant comprises Y147R + Q154R + T166R. In an embodiment of the
above-delineated aspects, the adenosine deaminase variant comprises Y147T + Q154R. In an
embodiment of the above-delineated aspects, the adenosine deaminase variant comprises Y147T
+ Q1548S. In an embodiment of the above-delineated aspects, the adenosine deaminase variant
comprises Y147R + Q154S. In an embodiment of the above-delineated aspects, the adenosine
deaminase variant comprises V82S + Q154S. In an embodiment of the above-delineated
aspects, the adenosine deaminase variant comprises V82S + Y147R. In an embodiment of the
above-delineated aspects, the adenosine deaminase variant comprises V82S + Q154R. In an
embodiment of the above-delineated aspects, the adenosine deaminase variant comprises V82S
+ Y123H. In an embodiment of the above-delineated aspects, the adenosine deaminase variant
comprises I76Y + V82S. In an embodiment of the above-delineated aspects, the adenosine
deaminase variant comprises V82S + Y123H + Y147T. In an embodiment of the above-
delineated aspects, the adenosine deaminase variant comprises V82S + Y123H + Y147R. In an
embodiment of the above-delineated aspects, the adenosine deaminase variant comprises V82S

+ Y123H + Q154R. In an embodiment of the above-delineated aspects, the adenosine
5



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

deaminase variant comprises Y123H + Y147R + Q154R + I76Y. In an embodiment of the
above-delineated aspects, the adenosine deaminase variant comprises V82S + Y123H + Y147R
+ Q154R. In an embodiment of the above-delineated aspects, the adenosine deaminase variant
comprises [76Y + V82S + Y123H + Y147R + Q154R. In other embodiments of the above
aspects, the adenosine deaminase variant comprises a deletion of the C terminus beginning at a
residue selected from the group consisting of 149, 150, 151, 152, 153, 154, 155, 156, and 157.

In various embodiments of any of the above aspects or any other aspect of the invention
described herein, the cell is in vivo or ex vivo. In various embodiments of any of the above
aspects or any other aspect of the invention described herein, the A*T to G+C alteration at the
SNP associated with sickle cell disease changes a valine to an alanine in the HBB polypeptide.
In various embodiments of any of the above aspects or any other aspect of the invention
described herein, the SNP associated with sickle cell disease results in expression of an HBB
polypeptide having a valine at amino acid position 6. In various embodiments of any of the
above aspects or any other aspect of the invention described herein, the SNP associated with
sickle cell disease substitutes a glutamic acid with a valine. In various embodiments of any of
the above aspects or any other aspect of the invention described herein, the A*T to G*C
alteration at the SNP associated with sickle cell disease results in expression of an HBB
polypeptide having an alanine at amino acid position 6. In various embodiments of any of the
above aspects or any other aspect of the invention described herein, the A*T to G+C alteration at
the SNP associated with sickle cell disease substitutes a glutamic acid with an alanine.

In various embodiments of any of the above aspects or any other aspect of the invention
described herein, the polynucleotide programmable DNA binding domain is a modified
Staphylococcus aureus Cas9 (SaCas9), Streptococcus thermophilus 1 Cas9 (St1Cas9), a
modified Streptococcus pyogenes Cas9 (SpCas9), or variants thereof. In various embodiments
of any of the above aspects or any other aspect of the invention described herein, the
polynucleotide programmable DNA binding domain comprises a variant of SpCas9 having an
altered protospacer-adjacent motif (PAM) specificity or specificity for a non-G PAM. In
various embodiments of any of the above aspects or any other aspect of the invention described
herein, the altered PAM has specificity for the nucleic acid sequence 5’-NGC-3’. In various
embodiments of any of the above aspects or any other aspect of the invention described herein,
the modified SpCas9 comprises amino acid substitutions D1135M, S1136Q, G1218K, E1219F,
A1322R, D1332A, R1335E, and T1337R, or corresponding amino acid substitutions thereof. In
various embodiments of any of the above aspects or any other aspect of the invention described
herein, the polynucleotide programmable DNA binding domain is a nuclease inactive or nickase

variant. In various embodiments of any of the above aspects or any other aspect of the invention
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described herein, the nickase variant comprises an amino acid substitution D10A or a
corresponding amino acid substitution thereof. In various embodiments of any of the above
aspects or any other aspect of the invention described herein, the base editor further comprises a
zinc finger domain. In various embodiments of any of the above aspects or any other aspect of
the invention described herein, the zinc finger domain comprises recognition helix sequences
RNEHLEV, QSTTLKR, and RTEHLAR or recognition helix sequences RGEHLRQ,
QSGTLKR, and RNDKLVP. In various embodiments of any of the above aspects or any other
aspect of the invention described herein, the zinc finger domain is one or more of zflra or zf1rb.
In various embodiments of any of the above aspects or any other aspect of the invention
described herein, the adenosine deaminase domain is capable of deaminating adenine in
deoxyribonucleic acid (DNA). In various embodiments of any of the above aspects or any other
aspect of the invention described herein, the one or more guide RNAs comprises a CRISPR
RNA (crRNA) and a trans-encoded small RNA (tracrRNA), wherein the crRNA comprises a
nucleic acid sequence complementary to an /BB nucleic acid sequence comprising the SNP
associated with sickle cell disease. In various embodiments of any of the above aspects or any
other aspect of the invention described herein, the base editor is in complex with a single guide
RNA (sgRNA) comprising a nucleic acid sequence complementary to an BB nucleic acid
sequence comprising the SNP associated with sickle cell disease. In various embodiments of
any of the above aspects or any other aspect of the invention described herein, the AT to G*C
alteration at the SNP associated with sickle cell disease changes a valine to an alanine in the
HBB polypeptide. In another embodiment, the SNP associated with sickle cell disease results in
expression of an HBB polypeptide having a valine at amino acid position 6. In another
embodiment, the SNP associated with sickle cell disease substitutes a glutamic acid with a
valine. In another embodiment, the AT to G+C alteration at the SNP associated with sickle cell
disease results in expression of an HBB polypeptide having an alanine at amino acid position 6.
In another embodiment, the A*T to G+C alteration at the SNP associated with sickle cell disease
substitutes a glutamic acid with an alanine. In another embodiment, the cell is selected for the
AT to G+C alteration of the SNP associated with sickle cell disease. In another embodiment,
the polynucleotide programmable DNA binding domain is a modified Staphylococcus aureus
Cas9 (SaCas9), Streptococcus thermophilus 1 Cas9 (St1Cas9), a modified Streptococcus
pyogenes Cas9 (SpCas9), or variants thereof.

In an aspect, a method for treating sickle cell disease (SCD) in a subject is provided, in
which the method comprises administering to the subject a fusion protein comprising an
adenosine deaminase variant inserted within a Cas9 or a Cas12 polypeptide, or a polynucleotide

encoding the fusion protein thereof; and one or more guide polynucleotides to target the fusion
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protein to effect an A+T to G+C alteration of a single nucleotide polymorphism (SNP) associated
with SCD, thereby treating SCD in the subject.

In another aspect, a method of treating sickle cell disease (SCD) in a subject is provided,
in which the method comprises administering to the subject an adenosine base editor 8 (ABES),
or a polynucleotide encoding said base editor, wherein the ABE8 comprises an adenosine
deaminase variant inserted within a Cas9 or Cas12 polypeptide; and one or more guide
polynucleotides that target the ABES to effect an A«T to GC alteration of a SNP associated with
SCD, thereby treating SCD in the subject.

In an embodiment of the above-delineated methods, the ABES is selected from ABES8.1-
m, ABE8.2-m, ABES.3-m, ABE8.4-m, ABES.5-m, ABE8.6-m, ABES.7-m, ABES.8-m,
ABES.9-m, ABE8.10-m, ABE8.11-m, ABE8.12-m, ABES.13-m, ABE8.14-m, ABES.15-m,
ABES.16-m, ABES.17-m, ABES.18-m, ABES.19-m, ABE8.20-m, ABES8.21-m, ABES.22-m,
ABES.23-m, ABES.24-m, ABES.1-d, ABES.2-d, ABES.3-d, ABES.4-d, ABES.5-d, ABES.6-d,
ABES.7-d, ABES.8-d, ABES.9-d, ABES.10-d, ABE8.11-d, ABES.12-d, ABES.13-d, ABES.14-
d, ABES.15-d, ABES.16-d, ABES.17-d, ABES.18-d, ABES.19-d, ABE8.20-d, ABES.21-d,
ABES8.22-d, ABES8.23-d, or ABES8.24-d. In an embodiment of the above-delineated methods, the
adenosine deaminase variant comprises the amino acid sequence of:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAH
AEIMALRQGGLVMQNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAA
GSLMDVLHYPGMNHRVEITEGILADECAALLCYFFRMPRQVFNAQKKAQSSTD and
wherein the amino acid sequence comprises at least one alteration. In an embodiment, the
adenosine deaminase variant comprises alterations at amino acid position 82 and/or 166. In an
embodiment, the at least one alteration comprises: V82S, T166R, Y147T, Y147R, Q154S,

Y 123H, and/or Q154R.

In an embodiment of the above-delineated methods, the adenosine deaminase variant comprises
one of the following combination of alterations: Y147T + Q154R; Y147T + Q154S; Y147R +
Q154S; V82S + Q154S: V82S + Y147R: V82S + Q154R: V82S + Y123H: I76Y + V82S: V82S
+ YI123H+ Y147T, V82S + Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R
+Y123H: Y147R + Q154R + I76Y: Y147R + Q154R + T166R; Y123H + Y147R + Q154R +
176Y; V82S + Y123H + Y147R + Q154R; and 176Y + V82S + Y123H + Y147R + Q154R. In
an embodiment of the above-delineated methods, the adenosine deaminase variant is TadA*8.1,
TadA*8.2, TadA*8.3, TadA*8.4, TadA*8.5, TadA*8.6, TadA*8.7, TadA*8.8, TadA*8.9,
TadA*8.10, TadA*8.11, TadA*8.12, TadA*8.13, TadA*8.14, TadA*8.15, TadA*8.16,
TadA*8.17, TadA*8.18, TadA*8.19, TadA*8.20, TadA*8.21, TadA*8.22, TadA*8.23, or

TadA*8.24. In an embodiment, the adenosine deaminase variant comprises a deletion of the C
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terminus beginning at a residue selected from the group consisting of 149, 150, 151, 152, 153,
154, 155, 156, and 157. In an embodiment, the adenosine deaminase variant is an adenosine
deaminase monomer comprising a TadA*8 adenosine deaminase variant domain. In an
embodiment, the adenosine deaminase variant is an adenosine deaminase heterodimer
comprising a wild-type adenosine deaminase domain and a TadA*8 adenosine deaminase
variant domain. In an embodiment, the adenosine deaminase variant is an adenosine deaminase
heterodimer comprising a TadA domain and a TadA*8 adenosine deaminase variant domain.

In an embodiment of the above-delineated methods, the SNP associated with SCD is
located in the beta globin (HBB) gene. In an embodiment of the above-delineated methods, the
SNP results in expression of an HBB polypeptide having a valine at amino acid position 6. In an
embodiment of the above-delineated methods, the SNP substitutes a glutamic acid with a valine.
In an embodiment of the above-delineated methods, the AT to G+C alteration at the SNP
changes a valine to an alanine in the HBB polypeptide. In an embodiment of the above-
delineated methods, the AT to G+C alteration at the SNP results in expression of an HBB
polypeptide having an alanine at amino acid position 6. In an embodiment of the above-
delineated methods, the A*T to G+C alteration at the SNP substitutes a glutamic acid with an
alanine.

In an embodiment of the above-delineated methods, the adenosine deaminase variant is
inserted within a flexible loop, an alpha helix region, an unstructured portion, or a solvent
accessible portion of the Cas9 or Cas12 polypeptide. In an embodiment of the above-delineated
methods, the adenosine deaminase variant is flanked by a N-terminal fragment and a C-terminal
fragment of the Cas9 or Cas12 polypeptide. In an embodiment of the above-delineated methods,
the fusion protein or ABE8 comprises the structure NH2-[N-terminal fragment of the Cas9 or
Casl12 polypeptide]-[adenosine deaminase variant]-[C-terminal fragment of the Cas9 or Cas12
polypeptide]-COOH, wherein each instance of “]-[* is an optional linker. In an embodiment, the
C-terminus of the N terminal fragment or the N-terminus of the C terminal fragment comprises a
part of a flexible loop of the Cas9 or the Cas12 polypeptide. In an embodiment, the flexible
loop comprises an amino acid in proximity to the target nucleobase when the adenosine
deaminase variant deaminates the target nucleobase.

In an embodiment of the above-delineated methods, the methods further comprise
administering to the subject a guide nucleic acid sequence to effect deamination of the SNP
target nucleobase associated with SCD. In an embodiment, the deamination of the SNP target
nucleobase replaces the target nucleobase with a non-wild type nucleobase, and wherein the

deamination of the target nucleobase ameliorates symptoms of sickle cell disease. In an
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embodiment, the deamination of the SNP associated with sickle cell disease substitutes a
glutamic acid with an alanine.

In an embodiment of the above-delineated methods, the target nucleobase is 1-20
nucleobases away from a PAM sequence in the target polynucleotide sequence. In an
embodiment, the target nucleobase is 2-12 nucleobases upstream of the PAM sequence. In an
embodiment of the above-delineated methods, the N-terminal fragment or the C-terminal
fragment of the Cas9 or Cas12 polypeptide binds the target polynucleotide sequence. In certain
embodiments, the N-terminal fragment or the C-terminal fragment comprises a RuvC domain;
the N-terminal fragment or the C-terminal fragment comprises a HNH domain; neither of the N-
terminal fragment and the C-terminal fragment comprises an HNH domain; or neither of the N-
terminal fragment and the C-terminal fragment comprises a RuvC domain. In an embodiment,
the Cas9 or Cas12 polypeptide comprises a partial or complete deletion in one or more structural
domains and wherein the deaminase is inserted at the partial or complete deletion position of the
Cas9 or Cas12 polypeptide. In certain embodiments, the deletion is within a RuvC domain; the
deletion is within an HNH domain; or the deletion bridges a RuvC domain and a C-terminal
domain.

In an embodiment of the above-delineated methods, the fusion protein or ABES
comprises a Cas9 polypeptide. In an embodiment, the Cas9 polypeptide is a Streptococcus
pyogenes Cas9 (SpCas9), Staphylococcus aureus Cas9 (SaCas9), Streptococcus thermophilus 1
Cas9 (St1Cas9), or variants thereof. In an embodiment, the Cas9 polypeptide comprises the
following amino acid sequence (Cas9 reference sequence):
MDKKYSIGLDIGTNSVGWAVITDEYKVPSKKFKVIL.GNTDRHSIKKNLIGALLFDSGETA
EATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIF
GNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDN
SDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLF
GNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLS
DAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKN
GYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLG
ELHAILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWN
FEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMR
KPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTY
HDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHLFDDKVMKQLKRR
RYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQKAQV
SGQGDSLHEHIANLAGSPAIKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQK

GOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDI
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NRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROQLL
NAKLITORKFDNLTKAERGGLSELDKAGFIKROLVETROITKHVAQILDSRMNTKYDEN
DKLIREVKVITLKSKLVSDFRKDFOFYKVREINNYHHAHDAYILNAVVGTALIKKYPKLE
SEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFYSNIMNFFKTEITLANGEIRKRPLIET
NGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKK
DWDPKKYGGFDSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLE
AKGYKEVKKDLIIKLPKYSLFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASH
YEKLKGSPEDNEQKQLFVEQHKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDK
PIREQAENIIHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLDATLIHQSITGLYETRIDL
SQLGGD (single underline: HNH domain; double underline: RuvC domain; (Cas9 reference

sequence), or a corresponding region thereof. In certain embodiments, the Cas9 polypeptide
comprises a deletion of amino acids 1017-1069 as numbered in the Cas9 polypeptide reference
sequence or corresponding amino acids thereof; the Cas9 polypeptide comprises a deletion of
amino acids 792-872 as numbered in the Cas9 polypeptide reference sequence or corresponding
amino acids thereof; or the Cas9 polypeptide comprises a deletion of amino acids 792-906 as
numbered in the Cas9 polypeptide reference sequence or corresponding amino acids thereof.

In an embodiment of the above-delineated methods, the adenosine deaminase variant is inserted
within a flexible loop of the Cas9 polypeptide. In an embodiment, the flexible loop comprises a
region selected from the group consisting of amino acid residues at positions 530-537, 569-579,
686-691, 768-793, 943-947, 1002-1040, 1052-1077, 1232-1248, and 1298-1300 as numbered in
the Cas9 reference sequence, or corresponding amino acid positions thereof.

In an embodiment of the above-delineated methods, the deaminase variant is inserted
between amino acid positions 768-769, 791-792, 792-793, 1015-1016, 1022-1023, 1026-1027,
1029-1030, 1040-1041, 1052-1053, 1054-1055, 1067-1068, 1068-1069, 1247-1248, or 1248-
1249 as numbered in the Cas9 reference sequence, or corresponding amino acid positions
thereof. In an embodiment of the above-delineated methods, the deaminase variant is inserted
between amino acid positions 768-769, 792-793, 1022-1023, 1026-1027, 1040-1041, 1068-
1069, or 1247-1248 as numbered in the Cas9 reference sequence or corresponding amino acid
positions thereof. In an embodiment of the above-delineated methods, the deaminase variant is
inserted between amino acid positions 1016-1017, 1023-1024, 1029-1030, 1040-1041, 1069-
1070, or 1247-1248 as numbered in the Cas9 reference sequence or corresponding amino acid
positions thereof. In an embodiment of the above-delineated methods, the adenosine deaminase
variant is inserted within the Cas9 polypeptide at the loci identified in Table 14A. In an
embodiment, the N-terminal fragment comprises amino acid residues 1-529, 538-568, 580-685,
692-942, 948-1001, 1026-1051, 1078-1231, and/or 1248-1297 of the Cas9 reference sequence,

11



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

or corresponding residues thereof. In an embodiment, the C-terminal fragment comprises amino
acid residues 1301-1368, 1248-1297, 1078-1231, 1026-1051, 948-1001, 692-942, 580-685,
and/or 538-568 of the Cas9 reference sequence, or corresponding residues thereof.

In an embodiment of the above-delineated methods, the Cas9 polypeptide is a modified
Cas9 and has specificity for an altered PAM or a non-G PAM. In an embodiment of the above-
delineated methods, the Cas9 polypeptide is a nickase or wherein the Cas9 polypeptide is
nuclease inactive. In an embodiment of the above-delineated methods, the Cas9 polypeptide is a
modified SpCas9 polypeptide. In an embodiment, the modified SpCas9 polypeptide, which
includes amino acid substitutions D1135M, S1136Q, G1218K, E1219F, A1322R, D1332A,
R1335E, and T1337R (SpCas9-MQKFRAER) and which has specificity for the altered PAM 5’-
NGC-3’.

In another embodiment of the above-delineated methods, the fusion protein or ABES
comprises a Cas12 polypeptide. In an embodiment, the adenosine deaminase variant is inserted
into the Cas12 polypeptide. In an embodiment, the Cas12 polypeptide is Cas12a, Cas12b,
Casl2c, Casl2d, Casl2e, Casl2g, Casl2h, or Cas12i. In an embodiment, the adenosine
deaminase variant is inserted between amino acid positions: a) 153-154, 255-256, 306-307, 980-
981, 1019-1020, 534-535, 604-605, or 344-345 of BhCas12b or a corresponding amino acid
residue of Casl2a, Casl2c, Cas12d, Casl12e, Casl2g, Cas12h, or Cas12i; b) 147 and 148, 248
and 249, 299 and 300, 991 and 992, or 1031 and 1032 of BvCas12b or a corresponding amino
acid residue of Casl2a, Casl2c, Cas12d, Casl2e, Casl2g, Cas12h, or Cas12i; or ¢) 157 and 158,
258 and 259, 310 and 311, 1008 and 1009, or 1044 and 1045 of AaCas12b, or a corresponding
amino acid residue of Casl12a, Casl2c, Casl12d, Casl2e, Casl2g, Casl12h, or Casl12i. In an
embodiment, the adenosine deaminase variant is inserted within the Cas12 polypeptide at the
loci identified in Table 14B. In an embodiment, the Cas12 polypeptide is Cas12b. In an
embodiment, the Cas12 polypeptide comprises a BhCas12b domain, a BvCas12b domain, or an
AACas12b domain.

In an embodiment of the above-delineated methods, the guide RNA comprises a CRISPR
RNA (crRNA) and a trans-activating crRNA (tractRNA). In an embodiment of the above-
delineated methods, the subject is a mammal or a human.

In another aspect, a pharmaceutical composition comprising a base editing system
comprising the fusion protein of any one of the above-delineated methods, aspects and
embodiments, and a pharmaceutically acceptable carrier, vehicle, or excipient is provided. In an
embodiment, the pharmaceutical composition further comprises a guide RNA comprising a
nucleic acid sequence selected from the group consisting of CUUCUCCACAGGAGUCAGALU;

ACUUCUCCACAGGAGUCAGAU; and GACUUCUCCACAGGAGUCAGAU. Inan
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embodiment, the gRNA further comprises a nucleic acid sequence
GUUUUUGUACUCUCAAGAUUUAAGUAACUGUACAACGAAACUUACACAGUUACU
UAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUCAUGCCGAAAUCAACACCCUGU
CAUUUUAUGGCAGGGUG. In an embodiment, the gRNA comprises a nucleic acid sequence
selected from
CUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUAACUGUACA
ACGAAACUUACACAGUUACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUCA
UGCCGAAAUCAACACCCUGUCAUUUUAUGGCAGGGUG;
ACUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUAACUGUAC
AACGAAACUUACACAGUUACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUUC
AUGCCGAAAUCAACACCCUGUCAUUUUAUGGCAGGGUG; and
GACUUCUCCACAGGAGUCAGAUGUUUUUGUACUCUCAAGAUUUAAGUAACUGUA
CAACGAAACUUACACAGUUACUUAAAUCUUGCAGAAGCUACAAAGAUAAGGCUU
CAUGCCGAAAUCAACACCCUGUCAUUUUAUGGCAGGGUG

In an aspect, a pharmaceutical composition comprising a base editor or a polynucleotide
encoding the base editor is provided, wherein the base editor comprises a polynucleotide
programmable DNA binding domain and an adenosine deaminase domain described in any one
the above-delineated methods, aspects and embodiments; and one or more guide polynucleotides
that target the base editor to effect an A«T to G+C alteration of the SNP associated with sickle
cell disease, and a pharmaceutically acceptable carrier, vehicle or excipient.

In another aspect, a pharmaceutical composition comprising the cell of the above-
delineated aspects and embodiments, and a pharmaceutically acceptable carrier, vehicle or
excipient, is provided.

In another aspect, a kit comprising a base editing system comprising the fusion protein of
any one of the above-delineated methods, aspects and embodiments is provided. In an
embodiment, the kit further comprises a guide RNA comprising a nucleic acid sequence selected
from the group consisting of CUUCUCCACAGGAGUCAGAU;
ACUUCUCCACAGGAGUCAGAU; and GACUUCUCCACAGGAGUCAGAU.

In another aspect, a kit comprising a base editor or a polynucleotide encoding the base
editor is provided, wherein the base editor comprises a polynucleotide programmable DNA
binding domain and an adenosine deaminase domain described in any one of the above-
delineated methods, aspects and embodiments; and one or more guide polynucleotides that
target the base editor to effect an AT to G+C alteration of the SNP associated with sickle cell

disease.
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In another aspect, a kit comprising the cell of any one of the above-delineated aspects
and embodiments is provided. In an embodiment of the kits, the kit further comprises a package
insert with instructions for use.

In an aspect, provided herein is a base editor system comprising a polynucleotide
programmable DNA binding domain and at least one base editor domain that comprises an
adenosine deaminase variant comprising an alteration at amino acid position 82 or 166 of
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAH
AEIMALRQGGLVMQNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAA
GSLMDVLHYPGMNHRVEITEGILADECAALLCYFFRMPRQVFNAQKKAQSSTD and a
guide RNA, wherein said guide RNA targets said base editor to effect an alteration of the SNP
associated with alpha-1 antitrypsin deficiency. In some embodiments, the adenosine deaminase
variant comprises a V82S alteration and/or a T166R alteration. In some embodiments, the
adenosine deaminase variant further comprises one or more of the following alterations: Y147T,
Y147R, Q154S, Y123H, and Q154R. In some embodiments, the base editor domain comprises
an adenosine deaminase heterodimer comprising a wild-type adenosine deaminase domain and
an adenosine deaminase variant. In some embodiments, the adenosine deaminase variant is a
truncated TadAS that is missing 1, 2, 3,4, 5,6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20
N-terminal amino acid residues relative to the full length TadA8. In some embodiments, the
adenosine deaminase variant is a truncated TadAS8 that is missing 1, 2, 3,4, 5,6, 7, 8,9, 10, 11,
12,13, 14, 15, 6, 17, 18, 19, or 20 C-terminal amino acid residues relative to the full length
TadAS8. In some embodiments, the polynucleotide programmable DNA binding domain is a
modified Staphylococcus aureus Cas9 (SaCas9), Streptococcus thermophilus 1 Cas9 (St1Cas9),
a modified Streptococcus pyogenes Cas9 (SpCas9), or variants thereof. In some embodiments,
the polynucleotide programmable DNA binding domain is a variant of SpCas9 having an altered
protospacer-adjacent motif (PAM) specificity or specificity for a non-G PAM. In some
embodiments, the polynucleotide programmable DNA binding domain is a nuclease inactive
Cas9. In some embodiments, the polynucleotide programmable DNA binding domain is a Cas9
nickase.

In an aspect, provided herein is a base editor system comprising one or more guide
RNAs and a fusion protein comprising a polynucleotide programmable DNA binding domain
comprising the following sequence:
EIGKATAKYFFYSNIMNFFKTEITLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVL
SMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGFMQPTVAYSVLV
VAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKYSLFEL

ENGRKRMLASAKFLQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHK
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HYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENIIHLFTLTNLGAPRAF
KYFDTTIARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGDGGSGGSGGSGGSGGSG
GSGGMDKKY SIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDS
GETAEATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHE
RHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDL
NPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKK
NGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAA
KNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFD
QSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPH
QIHLGELHAILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETI
TPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVT
EGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNAS
LGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHLFDDKVMKQ
LKRRRYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQ
KAQVSGQGDSLHEHIANLAGSPAIKKGILQTVKVVDELVKVMGRHKPENIVIEMAREN
QTTQKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLQNEKLYLYYLQNGRDMYVD
QELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYW
RQLLNAKLITQRKFDNLTKAERGGLSELDKAGFIKRQLVETRQITKHVAQILDSRMNTK
YDENDKLIREVKVITLKSKLVSDFRKDFQFYKVREINNYHHAHDAYLNAVVGTALIKK
YPKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSEFESPKKKRKV*, wherein the
bold sequence indicates sequence derived from Cas9, the italics sequence denotes a linker
sequence, and the underlined sequence denotes a bipartite nuclear localization sequence, and at
least one base editor domain comprising an adenosine deaminase variant comprising an
alteration at amino acid position 82 and/or 166 of
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAH
AEIMALRQGGLVMQNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAA
GSLMDVLHYPGMNHRVEITEGILADECAALLCYFFRMPRQVFNAQKKAQSSTD, and
wherein the one or more guide RNAs target said base editor to effect an alteration of the SNP
associated with alpha-1 antitrypsin deficiency..

In one aspect, a cell comprising any one of the above delineated the base editor systems
is provided. In some embodiments, the cell is a human cell or a mammalian cell. In some
embodiments, the cell is ex vivo, in vivo, or in vitro.

The description and examples herein illustrate embodiments of the present disclosure in
detail. It is to be understood that this disclosure is not limited to the particular embodiments

described herein and as such can vary. Those of skill in the art will recognize that there are
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numerous variations and modifications of this disclosure, which are encompassed within its
scope.

The invention provides compositions and methods for editing mutations associated with
sickle cell disease (SCD). Compositions and articles defined by the invention were isolated or
otherwise manufactured in connection with the examples provided below. Other features and
advantages of the invention will be apparent from the detailed description, and from the claims.
The practice of some embodiments disclosed herein employ, unless otherwise indicated,
conventional techniques of immunology, biochemistry, chemistry, molecular biology,
microbiology, cell biology, genomics and recombinant DNA, which are within the skill of the
art. See for example Sambrook and Green, Molecular Cloning: A Laboratory Manual, 4th
Edition (2012); the series Current Protocols in Molecular Biology (F. M. Ausubel, ef al. eds.);
the series Methods In Enzymology (Academic Press, Inc.), PCR 2: A Practical Approach (M.J.
MacPherson, B.D. Hames and G.R. Taylor eds. (1995)), Harlow and Lane, eds. (1988)
Antibodies, A Laboratory Manual, and Culture of Animal Cells: A Manual of Basic Technique
and Specialized Applications, 6th Edition (R.I. Freshney, ed. (2010)).

The section headings used herein are for organizational purposes only and are not to be
construed as limiting the subject matter described.

Although various features of the present disclosure can be described in the context of a
single embodiment, the features can also be provided separately or in any suitable combination.
Conversely, although the present disclosure can be described herein in the context of separate
embodiments for clarity, the present disclosure can also be implemented in a single embodiment.
The section headings used herein are for organizational purposes only and are not to be
construed as limiting the subject matter described.

The features of the present disclosure are set forth with particularity in the appended
claims. A better understanding of the features and advantages of the present will be obtained by
reference to the following detailed description that sets forth illustrative embodiments, in which
the principles of the disclosure are utilized, and in view of the accompanying drawings as

described hereinbelow.

Definitions

The following definitions supplement those in the art and are directed to the current
application and are not to be imputed to any related or unrelated case, e.g., to any commonly
owned patent or application. Although any methods and materials similar or equivalent to those

described herein can be used in the practice for testing of the present disclosure, the preferred

16



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

materials and methods are described herein. Accordingly, the terminology used herein is for the
purpose of describing particular embodiments only and is not intended to be limiting.

Unless defined otherwise, all technical and scientific terms used herein have the meaning
commonly understood by a person skilled in the art to which this invention belongs. The
following references provide one of skill with a general definition of many of the terms used in
this invention: Singleton ef al., Dictionary of Microbiology and Molecular Biology (2nd ed.
1994); The Cambridge Dictionary of Science and Technology (Walker ed., 1988); The Glossary
of Genetics, 5th Ed., R. Rieger ef al. (eds.), Springer Verlag (1991); and Hale & Marham, The
Harper Collins Dictionary of Biology (1991).

In this application, the use of the singular includes the plural unless specifically stated

29 CC

otherwise. It must be noted that, as used in the specification, the singular forms “a,” “an,” and
“the” include plural references unless the context clearly dictates otherwise. In this application,
the use of “or” means “and/or,” unless stated otherwise, and is understood to be inclusive.
Furthermore, use of the term “including” as well as other forms, such as “include,” “includes,”
and “included,” is not limiting.

As used in this specification and claim(s), the words “comprising” (and any form of
comprising, such as “comprise” and “comprises”), “having” (and any form of having, such as
“have” and “has”), “including” (and any form of including, such as “includes” and “include”) or
“containing” (and any form of containing, such as “contains” and “contain”) are inclusive or
open-ended and do not exclude additional, unrecited elements or method steps. It is
contemplated that any embodiment discussed in this specification can be implemented with
respect to any method or composition of the present disclosure, and vice versa. Furthermore,
compositions of the present disclosure can be used to achieve methods of the present disclosure.

The term “about” or “approximately” means within an acceptable error range for the
particular value as determined by one of ordinary skill in the art, which will depend in part on
how the value is measured or determined, 7.e., the limitations of the measurement system. For
example, “about” can mean within 1 or more than 1 standard deviation, per the practice in the
art. Alternatively, “about” can mean a range of up to 20%, up to 10%, up to 5%, or up to 1% of a
given value. Alternatively, particularly with respect to biological systems or processes, the term
can mean within an order of magnitude, such as within 5-fold or within 2-fold, of a value.
Where particular values are described in the application and claims, unless otherwise stated the
term “about” meaning within an acceptable error range for the particular value should be
assumed.

Ranges provided herein are understood to be shorthand for all of the values within the

range. For example, a range of 1 to 50 is understood to include any number, combination of
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numbers, or sub-range from the group consisting 1, 2, 3,4, 5,6,7,8,9, 10, 11, 12, 13, 14, 15,
16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41,
42, 43,44, 45,46, 47, 48, 49, or 50.

2%

Reference in the specification to “some embodiments,” “an embodiment,” “one
embodiment” or “other embodiments” means that a particular feature, structure, or characteristic
described in connection with the embodiments is included in at least some embodiments, but not
necessarily all embodiments, of the present disclosures.

By “adenosine deaminase” is meant a polypeptide or fragment thereof capable of
catalyzing the hydrolytic deamination of adenine or adenosine. In some embodiments, the
deaminase or deaminase domain is an adenosine deaminase catalyzing the hydrolytic
deamination of adenosine to inosine or deoxy adenosine to deoxyinosine. In some
embodiments, the adenosine deaminase catalyzes the hydrolytic deamination of adenine or
adenosine in deoxyribonucleic acid (DNA). The adenosine deaminases (e.g., engineered
adenosine deaminases, evolved adenosine deaminases) provided herein may be from any

organism, such as a bacterium. In some embodiments, the adenosine deaminase comprises an

alteration in the following sequence:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAE IMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCYFFRMPRQVFNAQKKAQSSTD

(also termed TadA*7.10).

In some embodiments, TadA*7.10 comprises at least one alteration. In some
embodiments, TadA*7.10 comprises an alteration at amino acid 82 and/or 166. In particular
embodiments, a variant of the above-referenced sequence comprises one or more of the
following alterations: Y147T, Y147R, Q154S, Y123H, V828§, T166R, and/or Q154R. In other
embodiments, a variant of the TadA7.10 sequence comprises a combination of alterations
selected from the following: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S +
Q154S; V82S + Y147R; V82S + Q154R; V82S + Y123H; I76Y + V82S; V82S + Y123H +
Y147T; V82S + Y123H + Y147R: V82S + Y123H + Q154R; Y147R + Q154R +Y123H;
Y147R + Q154R +176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R + I76Y; V82S
+ Y123H + Y147R + Q154R; and 176Y + V82S + Y123H + Y147R + Q154R.

In other embodiments, the invention provides adenosine deaminase variants that include
deletions, e.g., TadA*8, comprising a deletion of the C terminus beginning at residue 149, 150,
151, 152, 153, 154, 155, 156, or 157. In other embodiments, the adenosine deaminase variant is
a TadA (e.g., TadA*8) monomer comprising one or more of the following alterations: Y147T,

Y147R, Q154S, Y123H, V82S, T166R, and/or Q154R. In other embodiments, the adenosine
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deaminase variant is a monomer comprising a combination of alterations selected from the
following: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V82S +
Y147R; V82S + Q154R; V82S + Y123H; 176Y + V82S; V82S + Y123H + Y147T; V82S +
Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R +Y123H; Y147R + Q154R +
176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R +176Y; V82S + Y123H + Y147R
+ Q154R; and I76Y + V82S + Y123H + Y147R + Q154R.

In still other embodiments, the adenosine deaminase variant is a homodimer comprising
two adenosine deaminase domains (e.g., TadA*8) each having one or more of the following
alterations Y147T, Y147R, Q154S, Y123H, V82S, T166R, and/or Q154R. In other
embodiments, the adenosine deaminase variant is a homodimer comprising two adenosine
deaminase domains (e.g., TadA*8) each having a combination of alterations selected from the
group of: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V828 +
Y147R; V82S + Q154R; V82S + Y123H; 176Y + V82S; V82S + Y123H + Y147T; V82S +
Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R +Y123H; Y147R + Q154R +
176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R +176Y; V82S + Y123H + Y147R
+ Q154R; and I76Y + V82S + Y123H + Y147R + Q154R.

In other embodiments, the adenosine deaminase variant is a heterodimer comprising a
wild-type TadA adenosine deaminase domain and an adenosine deaminase variant domain (e.g.,
TadA*8) comprising one or more of the following alterations Y147T, Y147R, Q154S, Y123H,
V82S, T166R, and/or Q154R. In other embodiments, the adenosine deaminase variant is a
heterodimer comprising a wild-type TadA adenosine deaminase domain and an adenosine
deaminase variant domain (e.g., TadA*8) comprising a combination of alterations selected from
the following: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V82S +
Y147R; V82S + Q154R; V82S + Y123H; 176Y + V82S; V82S + Y123H + Y147T; V82S +
Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R +Y123H; Y147R + Q154R +
176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R +176Y; V82S + Y123H + Y147R
+ Q154R; and I76Y + V82S + Y123H + Y147R + Q154R.

In other embodiments, the adenosine deaminase variant is a heterodimer comprising a
TadA*7.10 domain and an adenosine deaminase variant domain (e.g., TadA*8) comprising one
or more of the following alterations Y147T, Y147R, Q154S, Y123H, V82S, T166R, and/or
Q154R. In other embodiments, the adenosine deaminase variant is a heterodimer comprising a
TadA*7.10 domain and an adenosine deaminase variant domain (e.g. TadA*8) comprising a
combination of the following alterations: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S;
V82S + Q154S; V82S + Y147R; V82S + Q154R; V82S + Y123H; I76Y + V82S; V82S +

YI123H +Y147T; V82S + Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R
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+Y123H: Y147R + Q154R + I76Y: Y147R + Q154R + T166R; Y123H + Y147R + Q154R +
176Y; V82S + Y123H + Y147R + Q154R; or [76Y + V82S + Y123H + Y147R + Q154R.

In one embodiment, the adenosine deaminase is a TadA*8 that comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCTFFRMPRQVFNAQKKAQSSTD.

In some embodiments, the TadA*8 is truncated. In some embodiments, the truncated
TadA*8 is missing 1, 2,3, 4,5 .,6,7, 8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 N-terminal
amino acid residues relative to the full length TadA*8. In some embodiments, the truncated
TadA*8 is missing 1, 2,3,4,5.,6,7,8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 C-terminal
amino acid residues relative to the full length TadA*8. In some embodiments the adenosine
deaminase variant is a full-length TadA*8.

In particular embodiments, an adenosine deaminase heterodimer comprises a TadA*8
domain and an adenosine deaminase domain selected from one of the following:

Staphylococcus aureus (S. aureus) TadA:
MGSHMTNDIYFMTLATEEAKKAAQLGEVPIGATITKDDEVIARAHNLRETLQQPTAHAEHTIATERAAKVL

GSWRLEGCTLYVTLEPCVMCAGTIVMSRIPRVVYGADDPKGGCSGSLMNLLOOSNEFNHRATVDKGVLKEA
CSTLLTTEFKNLRANKKSTN

Bacillus subtilis (B. subtilis) TadA:
MTODELYMKEATIKEAKKAEEKGEVPIGAVLVINGEITARAHNLRETEQRSTAHAEMLVIDEACKALGTWR
LEGATLYVTLEPCPMCAGAVVLSRVEKVVEFGAFDPKGGCSGTLMNLLOQEERFNHQAEVVSGVLEEECGGM
LSAFFRELRKKKKAARKNLSE

Salmonella typhimurium (S. typhimurium) TadA:
MPPAFITGVTSLSDVELDHEYWMRHALTLAKRAWDEREVPVGAVLVHNHRVIGEGWNRPIGRHDPTAHAE
IMALROQGGLVLONYRLLDTTLYVTLEPCVMCAGAMVHSRIGRVVEGARDAKTGAAGSLIDVLHHPGMNHR
VEITEGVLRDECATLLSDEFFRMRROQETIKALKKADRAEGAGPAV

Shewanella putrefaciens (S. putrefaciens) TadA:
MDEYWMQVAMOMAEKAEAAGEVPVGAVLVKDGOQIATGYNLSISQHDPTAHAETILCLRSAGKKLENYRLL
DATLYITLEPCAMCAGAMVHSRIARVVYGARDEKTGAAGTVVNLLOHPAFNHQVEVTSGVLAEACSAQLS
REFFKRRRDEKKALKLAQRAQOQGIE

Haemophilus influenzae ¥3031 (H. influenzae) TadA:
MDAAKVRSEFDEKMMRYALELADKAEATLGETIPVGAVLVDDARNI IGEGWNLSIVQSDPTAHAEITALRNG
ARKNIONYRLLNSTLYVTLEPCTMCAGATILHSRIKRLVEGASDYKTGAIGSREHFFDDY KMNHTLEITSGV
LAEECSQKLSTFFOQKRREEKKIEKALLKSLSDK

Caulobacter crescentus (C. crescentus) TadA:
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MRTDESEDOQDHRMMRLALDAARAAAFEAGETPVGAVILDPSTGEVIATAGNGPIAAHDPTAHAETAAMRAA
AAKLGNYRLTDLTLVVTLEPCAMCAGATISHARIGRVVEGADDPKGGAVVHGPKEFFAQPTCHWRPEVT GGV

LADESADLLRGFFRARRKAKI

Geobacter sulfurreducens (G. sulfurreducens) TadA:
MSSLKKTPIRDDAYWMGKATIREAAKAAARDEVPIGAVIVRDGAVIGRGHNLREGSNDPSAHAEMIATROA
ARRSANWRLTGATLYVTLEPCLMCMGAT ILARLERVVEGCYDPKGGAAGSLY DLSADPRLNHOQVRLSPGV
CQEECGTMLSDEFFRDLRRRKKAKATPALFIDERKVPPEP

TadA*7.10
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE

CAALLCYFFRMPRQVFNAQKKAQSSTD

By “Adenosine Deaminase Base Editor 8 (ABES8) polypeptide” is meant a base editor
(BE) as defined and/or described herein comprising an adenosine deaminase variant comprising
an alteration at amino acid position 82 and/or 166 of the following reference sequence:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAH
AEIMALRQGGLVMQNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAA
GSLMDVLHYPGMNHRVEITEGILADECAALLCYFFRMPRQVFNAQKKAQSSTD. In
some embodiments, ABE8 comprises further alterations relative to the reference sequence.

By “Adenosine Deaminase Base Editor 8 (ABES) polynucleotide” is meant a
polynucleotide (polynucleotide sequence) encoding an ABES8 polypeptide.

“Administering” is referred to herein as providing one or more compositions described
herein to a patient or a subject. By way of example and without limitation, composition
administration, e.g., injection, can be performed by intravenous (i.v.) injection, sub-cutaneous
(s.c.) injection, intradermal (i.d.) injection, intraperitoneal (i.p.) injection, or intramuscular (i.m.)
injection. One or more such routes can be employed. Parenteral administration can be, for
example, by bolus injection or by gradual perfusion over time. Alternatively, or concurrently,
administration can be by the oral route.

By “agent” is meant any small molecule chemical compound, antibody, nucleic acid
molecule, or polypeptide, or fragments thereof.

By “alteration” is meant a change (e.g. increase or decrease) in the structure, expression
levels or activity of a gene or polypeptide as detected by standard art known methods such as
those described herein. As used herein, an alteration includes a change in a polynucleotide or
polypeptide sequence or a change in expression levels, such as a 25% change, a 40% change, a

50% change, or greater.
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By “ameliorate” is meant decrease, suppress, attenuate, diminish, arrest, or stabilize the
development or progression of a disease.

By “analog” is meant a molecule that is not identical but has analogous functional or
structural features. For example, a polynucleotide or polypeptide analog retains the biological
activity of a corresponding naturally-occurring polynucleotide or polypeptide while having
certain modifications that enhance the analog’s function relative to a naturally occurring
polynucleotide or polypeptide. Such modifications could increase the analog's affinity for DNA,
efficiency, specificity, protease or nuclease resistance, membrane permeability, and/or half-life,
without altering, for example, ligand binding. An analog may include an unnatural nucleotide or
amino acid.

By "base editor (BE)" or "nucleobase editor (NBE)" is meant an agent that binds a
polynucleotide and has nucleobase modifying activity. In various embodiment, the base editor
comprises a nucleobase modifying polypeptide (e.g., a deaminase) and a nucleic acid
programmable nucleotide binding domain in conjunction with a guide polynucleotide (e.g.,
guide RNA). In various embodiments, the agent is a biomolecular complex comprising a
protein domain having base editing activity, i.e., a domain capable of modifying a base (e.g., A,
T, C, G, or U) within a nucleic acid molecule (e.g., DNA). In some embodiments, the
polynucleotide programmable DNA binding domain is fused or linked to a deaminase domain.
In one embodiment, the agent is a fusion protein comprising a domain having base editing
activity. In another embodiment, the protein domain having base editing activity is linked to the
guide RNA (e.g., via an RNA binding motif on the guide RNA and an RNA binding domain
fused to the deaminase). In some embodiments, the domain having base editing activity is
capable of deaminating a base within a nucleic acid molecule. In some embodiments, the base
editor is capable of deaminating one or more bases within a DNA molecule. In some
embodiments, the base editor is capable of deaminating an adenosine (A) within DNA. In some
embodiments, the base editor is an adenosine base editor (ABE).

In some embodiments, base editors are generated (e.g. ABE8) by cloning an adenosine
deaminase variant (e.g., TadA*8) into a scaffold that includes a circular permutant Cas9 (e.g.,
spCAS9 or saCAS9) and a bipartite nuclear localization sequence. Circular permutant Cas9s are
known in the art and described, for example, in Oakes et al., Cell 176, 254-267, 2019.
Exemplary circular permutants follow where the bold sequence indicates sequence derived from
Cas9, the italics sequence denotes a linker sequence, and the underlined sequence denotes a
bipartite nuclear localization sequence.

CP5 (with MSP “NGC=Pam Variant with mutations Regular Cas9 likes NGG” PID=Protein
Interacting Domain and “D10A” nickase):
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EIGKATAKYFFYSNIMNFFKTEITLANGEIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKK
TEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY GGFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT
IMERSSFEKNPIDFLEAKGYKEVKKDLI ITKLPKY SLFELENGRKRMLASAKFLQKGNELATLPSKYVNFLY
LASHYEKLKGSPEDNEQKQLFVEQHKHYIDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAE
NITHLFTLTNLGAPRAFKYFDTTIARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGD GGSGGSGGES
GGSGGSGGSGGMDKKY SIGLAIGTNSVGWAVI TDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETA
EATRLKRTARRRY TRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYH
EKYPTIYHLRKKLVDSTDKADLRLIYILALAHMIKFRGHFLIEGDLNPDNSDVDKLF IQLVQTYNQLFEEN
PINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKIL.QL.SKD
TYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDL. TLLKATLV
RQOLPEKYKEIFFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGS
IPHQIHL.GELHATILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEE TI TPWNFE
EVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIV
DLLEFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDI
VLTLTLFEDREMIEERLKTYAHLEFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFA
NRNFMQLIHDDSLTFKEDIQKAQVSGQGDSLHEHIANLAGSPATIKKGILQTVKVVDELVKVMGRHKPENT
VIEMARENQTTQKGOQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYTLONGRDMYVDQELD
INRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLI.NAKL T TOQRKEFDN
LTKAERGGLSELDKAGFIKRQLVETRQI TKHVAQTIT.DSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKD
FOQFYKVREINNYHHAHDAYINAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSE

FESPKKKRKV*

In some embodiments, the ABES is selected from a base editor from Table 6-9, 13, or 14
infra. In some embodiments, ABE8 contains an adenosine deaminase variant evolved from
TadA. In some embodiments, the adenosine deaminase variant of ABES8 is a TadA*8 variant as
described in Table 7, 9, 13 or 14 infra. In some embodiments, the adenosine deaminase variant
is TadA*7.10 variant (e.g. TadA*8) comprising one or more of an alteration selected from the
group of Y147T, Y147R, Q154S, Y123H, V82S, T166R, and/or Q154R. In various
embodiments, ABE8 comprises TadA*7.10 variant (e.g. TadA*8) with a combination of
alterations selected from the group of Y147T + Q154R; Y147T + Q154S; Y147R + Q154S;
V82S + Q154S; V82S + Y147R; V82S + Q154R; V82S + Y123H; I76Y + V82S; V82S +
Y123H+ Y147T; VB82S + Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R
+Y123H: Y147R + Q154R + I76Y: Y147R + Q154R + T166R; Y123H + Y147R + Q154R +
176Y; V82S + Y123H + Y147R + Q154R; and 176Y + V82S + Y123H + Y147R + Q154R. In
some embodiments ABES is a monomeric construct. In some embodiments, ABE8 is a

heterodimeric construct. In some embodiments, the ABE8 comprises the sequence:
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MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCTFFRMPRQVFNAQKKAQSSTD.

In some embodiments, the polynucleotide programmable DNA binding domain is a
CRISPR associated (e.g., Cas or Cpfl) enzyme. In some embodiments, the base editor is a
catalytically dead Cas9 (dCas9) fused to a deaminase domain. In some embodiments, the base
editor is a Cas9 nickase (nCas9) fused to a deaminase domain. Details of base editors are
described in International PCT Application Nos. PCT/2017/045381 (WO 2018/027078) and
PCT/US2016/058344 (WO 2017/070632), each of which is incorporated herein by reference for
its entirety. Also see Komor, A.C., ef al., “Programmable editing of a target base in genomic
DNA without double-stranded DNA cleavage” Nature 533, 420-424 (2016); Gaudelli, N.M., et
al., “Programmable base editing of AT to G+C in genomic DNA without DNA cleavage”
Nature 551, 464-471 (2017); Komor, A.C., et al., “Improved base excision repair inhibition and
bacteriophage Mu Gam protein yields C:G-to-T: A base editors with higher efficiency and
product purity” Science Advances 3:eaao4774 (2017), and Rees, H. A, ef al., “Base editing:
precision chemistry on the genome and transcriptome of living cells.” Nat Rev Genet. 2018
Dec;19(12):770-788. doi: 10.1038/s41576-018-0059-1, the entire contents of which are hereby
incorporated by reference.

By way of example, the adenine base editor (ABE) as used in the base editing
compositions, systems and methods described herein has the nucleic acid sequence (8877 base
pairs), (Addgene, Watertown, MA.; Gaudelli NM, ef al., Nature. 2017 Nov 23;551(7681):464-
471. doi: 10.1038/nature24644; Koblan LW, ef al., Nat Biotechnol. 2018 Oct;36(9):843-846.
doi: 10.1038/nbt.4172.) as provided below. Polynucleotide sequences having at least 95% or
greater identity to the ABE nucleic acid sequence are also encompassed.
ATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACAT
GACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGT CATCGCTATTACCATGGTGATGCGG
TTTTGGCAGTACATCAAT GGGCGTGGATAGCGGTTTGACT CACGGGGATTTCCAAGTCTCCACCCCATTG
ACGTCAATGGGAGTTTGTTTT GGCACCAAAAT CAACGGGACTTTCCAAAATGTCGTAACAACTCCGCCCC
ATTGACGCAAATGGGCGGTAGGCGTGTACGGT GGGAGGT CTATATAAGCAGAGCTGGTTTAGT GAACCGT
CAGATCCGCTAGAGATCCGCGGCCGCTAATACGACTCACTATAGGGAGAGCCGCCACCATGARACGGACA
GCCGACGGAAGCGAGTTCGAGTCACCARAGAAGAAGCGGARAGTCTCTGAAGT CGAGT TTAGCCACGAGT
ATTGGATGAGGCACGCACT GACCCTGGCARAGCGAGCATGGGATGAAAGAGAAGTCCCCGTGGGCGCCGT
GCTGGTGCACAACAATAGAGT GATCGGAGAGGGATGGAACAGGCCAATCGGCCGCCACGACCCTACCGCA
CACGCAGAGATCATGGCACTGAGGCAGGGAGGCCTGGTCATGCAGAATTACCGCCTGATCGATGCCACCC
TGTATGTGACACTGGAGCCATGCGTGATGTGCGCAGGAGCAATGATCCACAGCAGGAT CGGAAGAGTGGT

GTTCGGAGCACGGGACGCCAAGACCGGCGCAGCAGGCTCCCTGATGGATGTGCTGCACCACCCCGGCATG

AACCACCGGGTGGAGATCACAGAGGGAATCCTGGCAGACGAGTGCGCCGCCCTGCTGAGCGATTTCTTTA
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GAATGCGGAGACAGGAGATCAAGGCCCAGAAGAAGGCACAGAGCTCCACCGACT CTGGAGGATCTAGCGG
AGGATCCTCTGGAAGCGAGACACCAGGCACAAGCGAGTCCGCCACACCAGAGAGCTCCGGCGGCTCCTCC
GGAGGATCCTCTGAGGTGGAGTTTTCCCACGAGTACTGGATGAGACATGCCCTGACCCTGGCCAAGAGGG
CACGCGATGAGAGGGAGGTGCCTGTGGGAGCCGTGCTGGTGCTGAACAATAGAGTGATCGGCGAGGGCTG
GAACAGAGCCATCGGCCTGCACGACCCAACAGCCCATGCCGAAATTATGGCCCTGAGACAGGGCGGCCTG
GTCATGCAGAACTACAGACTGATTGACGCCACCCTGTACGTGACATTCGAGCCTTGCGTGATGTGCGCCG
GCGCCATGATCCACTCTAGGATCGGCCGCGTGGTGTTTGGCGTGAGGAACGCARAAAACCGGCGCCGCAGG
CTCCCTGATGGACGTGCTGCACTACCCCGGCATGAATCACCGCGTCGAAATTACCGAGGGAATCCTGGCA
GATGAATGTGCCGCCCTGCTGTGCTATTTCTTTCGGATGCCTAGACAGGTGTTCAATGCTCAGAAGAAGG
CCCAGAGCTCCACCGACTCCGGAGGATCTAGCGGAGGCTCCTCTGGCTCTGAGACACCTGGCACAAGCGA
GAGCGCAACACCTGAAAGCAGCGGGGGCAGCAGCGGGGGGETCAGACAAGAAGTACAGCATCGGCCTGGCC
ATCGGCACCAACTCTGTGGGCTGGGCCGTGATCACCGACGAGTACAAGGTGCCCAGCAAGAAATTCAAGG
TGCTGGGCAACACCGACCGGCACAGCATCAAGAAGAACCTGATCGGAGCCCTGCTGTTCGACAGCGGCGA
AACAGCCGAGGCCACCCGGCTGAAGAGAACCGCCAGAAGAAGATACACCAGACGGAAGAACCGGATCTGC
TATCTGCAAGAGATCTTCAGCAACGAGATGGCCAAGGTGGACGACAGCTTCTTCCACAGACTGGAAGAGT
CCTTCCTGGTGGAAGAGGATAAGAAGCACGAGCGGCACCCCATCTTCGGCAACATCGTGGACGAGGTGGC
CTACCACGAGAAGTACCCCACCATCTACCACCTGAGAAAGAAACTGGTGGACAGCACCGACAAGGCCGAC
CTGCGGCTGATCTATCTGGCCCTGGCCCACATGATCAAGTTCCGGGGCCACTTCCTGATCGAGGGCGACC
TGAACCCCGACAACAGCGACGTGGACAAGCTGTTCATCCAGCTGGTGCAGACCTACAACCAGCTGTTCGA
GGAAAACCCCATCAACGCCAGCGGCGTGGACGCCAAGGCCATCCTGTCTGCCAGACTGAGCAAGAGCAGA
CGGCTGGAAAATCTGATCGCCCAGCTGCCCGGCGAGAAGAAGAATGGCCTGTTCGGAAACCTGATTGCCC
TGAGCCTGGGCCTGACCCCCAACTTCAAGAGCAACTTCGACCTGGCCGAGGATGCCAAACTGCAGCTGAG
CAAGGACACCTACGACGACGACCTGGACAACCTGCTGGCCCAGATCGGCGACCAGTACGCCGACCTGTTT
CTGGCCGCCAAGAACCTGTCCGACGCCATCCTGCTGAGCGACATCCTGAGAGTGAACACCGAGATCACCA
AGGCCCCCCTGAGCGCCTCTATGATCAAGAGATACGACGAGCACCACCAGGACCTGACCCTGCTGAAAGC
TCTCGTGCGGCAGCAGCTGCCTGAGAAGTACAAAGAGATTTTCTTCGACCAGAGCAAGAACGGCTACGCC
GGCTACATTGACGGCGGAGCCAGCCAGGAAGAGTTCTACAAGTTCATCAAGCCCATCCTGGAAAAGATGG
ACGGCACCGAGGAACTGCTCGTGAAGCTGAACAGAGAGGACCTGCTGCGGAAGCAGCGGACCTTCGACAA
CGGCAGCATCCCCCACCAGATCCACCTGGGAGAGCTGCACGCCATTCTGCGGCGGCAGGAAGATTTTTAC
CCATTCCTGAAGGACAACCGGGAAAAGAT CGAGAAGATCCTGACCTTCCGCATCCCCTACTACGTGGGCC
CTCTGGCCAGGGGAAACAGCAGATTCGCCTGGATGACCAGAAAGAGCGAGGAAACCATCACCCCCTGGAA
CTTCGAGGAAGTGGTGGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGATGACCAACTTCGATAAG
AACCTGCCCAACGAGAAGGTGCTGCCCAAGCACAGCCTGCTGTACGAGTACTTCACCGTGTATAACGAGC
TGACCAAAGTGAAATACGTGACCGAGGGAATGAGAAAGCCCGCCTTCCTGAGCGGCGAGCAGAAAAAGGC
CATCGTGGACCTGCTGTTCAAGACCAACCGGAAAGTGACCGTGAAGCAGCTGAAAGAGGACTACTTCAAG
AAAATCGAGTGCTTCGACTCCGTGGAAATCTCCGGCGTGGAAGATCGGTTCAACGCCTCCCTGGGCACAT
ACCACGATCTGCTGAAAATTATCAAGGACAAGGACTTCCTGGACAATGAGGAAAACGAGGACATTCTGGA
AGATATCGTGCTGACCCTGACACTGTTTGAGGACAGAGAGATGAT CGAGGAACGGCTGAAAACCTATGCC
CACCTGTTCGACGACAAAGTGATGAAGCAGCTGAAGCGGCGGAGATACACCGGCTGGGGCAGGCTGAGCC
GGAAGCTGATCAACGGCATCCGGGACAAGCAGTCCGGCAAGACAATCCTGGATTTCCTGAAGTCCGACGG
CTTCGCCAACAGAAACTTCATGCAGCTGATCCACGACGACAGCCTGACCTTTAAAGAGGACATCCAGAAA

GCCCAGGTGTCCGGCCAGGGCGATAGCCTGCACGAGCACATTGCCAATCTGGCCGGCAGCCCCGCCATTA
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AGAAGGGCATCCTGCAGACAGTGAAGGTGGTGGACGAGCTCGTGAAAGTGATGGGCCGGCACAAGCCCGA
GAACATCGTGATCGAAATGGCCAGAGAGAACCAGACCACCCAGAAGGGACAGAAGAACAGCCGCGAGAGA
ATGAAGCGGATCGAAGAGGGCATCAAAGAGCTGGGCAGCCAGATCCTGAAAGAACACCCCGTGGAAAACA
CCCAGCTGCAGAACGAGAAGCTGTACCTGTACTACCTGCAGAATGGGCGGGATATGTACGTGGACCAGGA
ACTGGACATCAACCGGCTGTCCGACTACGATGTGGACCATATCGTGCCTCAGAGCTTTCTGAAGGACGAC
TCCATCGACAACAAGGTGCTGACCAGAAGCGACAAGAACCGGGGCAAGAGCGACAACGTGCCCTCCGAAG
AGGTCGTGAAGAAGATGAAGAACTACTGGCGGCAGCTGCTGAACGCCAAGCTGATTACCCAGAGAAAGTT
CGACAATCTGACCAAGGCCGAGAGAGGCGGCCTGAGCGAACTGGATAAGGCCGGCTTCATCAAGAGACAG
CTGGTGGAAACCCGGCAGATCACAAAGCACGTGGCACAGATCCTGGACTCCCGGATGAACACTAAGTACG
ACGAGAATGACAAGCTGATCCGGGAAGTGAAAGTGATCACCCTGAAGTCCAAGCTGGTGTCCGATTTCCG
GAAGGATTTCCAGTTTTACAAAGTGCGCGAGATCAACAACTACCACCACGCCCACGACGCCTACCTGAAC
GCCGTCGTGGGAACCGCCCTGATCAAAAAGTACCCTAAGCTGGAAAGCGAGTTCGTGTACGGCGACTACA
AGGTGTACGACGTGCGGAAGATGATCGCCAAGAGCGAGCAGGAAATCGGCAAGGCTACCGCCAAGTACTT
CTTCTACAGCAACATCATGAACTTTTTCAAGACCGAGATTACCCTGGCCAACGGCGAGATCCGGAAGCGG
CCTCTGATCGAGACAAACGGCGAAACCGGGGAGAT CGTGTGGGATAAGGGCCGGGATTTTGCCACCGTGC
GGAAAGTGCTGAGCATGCCCCAAGTGAATATCGTGAAAAAGACCGAGGTGCAGACAGGCGGCTTCAGCAA
AGAGTCTATCCTGCCCAAGAGGAACAGCGATAAGCTGATCGCCAGAAAGAAGGACTGGGACCCTAAGAAG
TACGGCGGCTTCGACAGCCCCACCGTGGCCTATTCTGTGCTGGTGGTGGCCAAAGTGGAAAAGGGCAAGT
CCAAGAAACTGAAGAGTGTGAAAGAGCTGCTGGGGATCACCATCATGGAAAGAAGCAGCTTCGAGAAGAA
TCCCATCGACTTTCTGGAAGCCAAGGGCTACAAAGAAGTGAAAAAGGACCTGATCATCAAGCTGCCTAAG
TACTCCCTGTTCGAGCTGGAAAACGGCCGGAAGAGAATGCTGGCCTCTGCCGGCGAACTGCAGAAGGGAA
ACGAACTGGCCCTGCCCTCCAAATATGTGAACTTCCTGTACCTGGCCAGCCACTATGAGAAGCTGAAGGG
CTCCCCCGAGGATAATGAGCAGAAACAGCTGTTTGTGGAACAGCACAAGCACTACCTGGACGAGATCATC
GAGCAGATCAGCGAGTTCTCCAAGAGAGTGATCCTGGCCGACGCTAAT CTGGACAAAGTGCTGTCCGCCT
ACAACAAGCACCGGGATAAGCCCATCAGAGAGCAGGCCGAGAATATCATCCACCTGTTTACCCTGACCAA
TCTGGGAGCCCCTGCCGCCTTCAAGTACTTTGACACCACCATCGACCGGAAGAGGTACACCAGCACCAAA
GAGGTGCTGGACGCCACCCTGATCCACCAGAGCATCACCGGCCTGTACGAGACACGGATCGACCTGTCTC
AGCTGGGAGGTGACTCTGGCGGCTCAAAAAGAACCGCCGACGGCAGCGAATTCGAGCCCAAGAAGAAGAG
GAAAGTCTAACCGGTCATCATCACCATCACCATTGAGTTTAAACCCGCTGATCAGCCTCGACTGTGCCTT
CTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCAC
TGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGT
GGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGTGGGCT
CTATGGCTTCTGAGGCGGAAAGAACCAGCTGGGGCTCGATACCGTCGACCTCTAGCTAGAGCTTGGCGTA
ATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGA
AGCATAAAGTGTAAAGCCTAGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGC
CCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGG
TTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGA
GCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACA
TGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCT
CCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAA
AGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGAT

ACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTC
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GGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTA
TCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTA
ACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTA
CACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGC
TCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCA
GAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACACTCAGTGGAACGAAAACTC
ACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGA
AGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGG
CACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTAC
GATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCA
GATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCT
CCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGT
TGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCC
CAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGA
TCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTAC
TGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGT
ATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAA
AAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAG
TTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGA
GCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATAC
TCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATG
TATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCGACGGA
TCGGGAGATCGATCTCCCGATCCCCTAGGGTCGACTCTCAGTACAATCTGCTCTGATGCCGCATAGTTAA
GCCAGTATCTGCTCCCTGCTTGTGTGTTGGAGGTCGCTGAGTAGTGCGCGAGCAAAATTTAAGCTACAAC
AAGGCAAGGCTTGACCGACAATTGCATGAAGAATCTGCTTAGGGTTAGGCGTTTTGCGCTGCTTCGCGAT
GTACGGGCCAGATATACGCGTTGACATTGATTATTGACTAGTTATTAATAGTAATCAATTACGGGGTCAT
TAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCC
CAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCAT
TGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATC

By “base editing activity” is meant acting to chemically alter a base within a
polynucleotide. In one embodiment, a first base is converted to a second base. In one

embodiment, the base editing activity is adenosine or adenine deaminase activity, e.g.,

converting A+T to G*C. In some embodiments, base editing activity is assessed by efficiency of
editing. Base editing efficiency may be measured by any suitable means, for example, by sanger
sequencing or next generation sequencing. In some embodiments, base editing efficiency is
measured by percentage of total sequencing reads with nucleobase conversion effected by the
base editor, for example, percentage of total sequencing reads with target A. T base pair

converted to a G.C base pair. In some embodiments, base editing efficiency is measured by

27



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

percentage of total cells with nucleobase conversion effected by the abse editor, when base
editing is performed in a population of cells.

The term “base editor system” refers to a system for editing a nucleobase of a target
nucleotide sequence. In various embodiments, the base editor system comprises (1) a
polynucleotide programmable nucleotide binding domain (e.g. Cas9); (2) a deaminase domain
(e.g. an adenosine deaminase) for deaminating said nucleobase; and (3) one or more guide
polynucleotide (e.g., guide RNA). In some embodiments, the polynucleotide programmable
nucleotide binding domain is a polynucleotide programmable DNA binding domain. In some
embodiments, the base editor is an adenine or adenosine base editor (ABE). In some
embodiments, the base editor system is ABES.

In some embodiments, a base editor system may comprise more than one base editing
component. For example, a base editor system may include more than one deaminase. In some
embodiments, a base editor system may include one or more adenosine deaminases. In some
embodiments, a single guide polynucleotide may be utilized to target different deaminases to a
target nucleic acid sequence. In some embodiments, a single pair of guide polynucleotides may
be utilized to target different deaminases to a target nucleic acid sequence.

The deaminase domain and the polynucleotide programmable nucleotide binding
component of a base editor system may be associated with each other covalently or non-
covalently, or any combination of associations and interactions thereof. For example, in some
embodiments, a deaminase domain can be targeted to a target nucleotide sequence by a
polynucleotide programmable nucleotide binding domain. In some embodiments, a
polynucleotide programmable nucleotide binding domain can be fused or linked to a deaminase
domain. In some embodiments, a polynucleotide programmable nucleotide binding domain can
target a deaminase domain to a target nucleotide sequence by non-covalently interacting with or
associating with the deaminase domain. For example, in some embodiments, the deaminase
domain can comprise an additional heterologous portion or domain that is capable of interacting
with, associating with, or capable of forming a complex with an additional heterologous portion
or domain that is part of a polynucleotide programmable nucleotide binding domain. In some
embodiments, the additional heterologous portion may be capable of binding to, interacting
with, associating with, or forming a complex with a polypeptide. In some embodiments, the
additional heterologous portion may be capable of binding to, interacting with, associating with,
or forming a complex with a polynucleotide. In some embodiments, the additional heterologous
portion may be capable of binding to a guide polynucleotide. In some embodiments, the
additional heterologous portion may be capable of binding to a polypeptide linker. In some

embodiments, the additional heterologous portion may be capable of binding to a polynucleotide
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linker. The additional heterologous portion may be a protein domain. In some embodiments,
the additional heterologous portion may be a K Homology (KH) domain, a MS2 coat protein
domain, a PP7 coat protein domain, a SfMu Com coat protein domain, a steril alpha motif, a
telomerase Ku binding motif and Ku protein, a telomerase Sm7 binding motif and Sm7 protein,
or a RNA recognition motif.

A base editor system may further comprise a guide polynucleotide component. It should
be appreciated that components of the base editor system may be associated with each other via
covalent bonds, noncovalent interactions, or any combination of associations and interactions
thereof. In some embodiments, a deaminase domain can be targeted to a target nucleotide
sequence by a guide polynucleotide. For example, in some embodiments, the deaminase domain
can comprise an additional heterologous portion or domain (e.g., polynucleotide binding domain
such as an RNA or DNA binding protein) that is capable of interacting with, associating with, or
capable of forming a complex with a portion or segment (e.g., a polynucleotide motif) of a guide
polynucleotide. In some embodiments, the additional heterologous portion or domain (e.g.,
polynucleotide binding domain such as an RNA or DNA binding protein) can be fused or linked
to the deaminase domain. In some embodiments, the additional heterologous portion may be
capable of binding to, interacting with, associating with, or forming a complex with a
polypeptide. In some embodiments, the additional heterologous portion may be capable of
binding to, interacting with, associating with, or forming a complex with a polynucleotide. In
some embodiments, the additional heterologous portion may be capable of binding to a guide
polynucleotide. In some embodiments, the additional heterologous portion may be capable of
binding to a polypeptide linker. In some embodiments, the additional heterologous portion may
be capable of binding to a polynucleotide linker. The additional heterologous portion may be a
protein domain. In some embodiments, the additional heterologous portion may be a K
Homology (KH) domain, a MS2 coat protein domain, a PP7 coat protein domain, a SfMu Com
coat protein domain, a sterile alpha motif, a telomerase Ku binding motif and Ku protein, a
telomerase Sm7 binding motif and Sm7 protein, or a RNA recognition motif.

In some embodiments, a base editor system can further comprise an inhibitor of base
excision repair (BER) component. It should be appreciated that components of the base editor
system may be associated with each other via covalent bonds, noncovalent interactions, or any
combination of associations and interactions thereof. The inhibitor of BER component may
comprise a BER inhibitor. In some embodiments, the inhibitor of BER can be a uracil DNA
glycosylase inhibitor (UGI). In some embodiments, the inhibitor of BER can be an inosine BER
inhibitor. In some embodiments, the inhibitor of BER can be targeted to the target nucleotide

sequence by the polynucleotide programmable nucleotide binding domain. In some
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embodiments, a polynucleotide programmable nucleotide binding domain can be fused or linked
to an inhibitor of BER. In some embodiments, a polynucleotide programmable nucleotide
binding domain can be fused or linked to a deaminase domain and an inhibitor of BER. In some
embodiments, a polynucleotide programmable nucleotide binding domain can target an inhibitor
of BER to a target nucleotide sequence by non-covalently interacting with or associating with
the inhibitor of BER. For example, in some embodiments, the inhibitor of BER component can
comprise an additional heterologous portion or domain that is capable of interacting with,
associating with, or capable of forming a complex with an additional heterologous portion or
domain that is part of a polynucleotide programmable nucleotide binding domain.

In some embodiments, the inhibitor of BER can be targeted to the target nucleotide
sequence by the guide polynucleotide. For example, in some embodiments, the inhibitor of BER
can comprise an additional heterologous portion or domain (e.g., polynucleotide binding domain
such as an RNA or DNA binding protein) that is capable of interacting with, associating with, or
capable of forming a complex with a portion or segment (e.g., a polynucleotide motif) of a guide
polynucleotide. In some embodiments, the additional heterologous portion or domain of the
guide polynucleotide (e.g., polynucleotide binding domain such as an RNA or DNA binding
protein) can be fused or linked to the inhibitor of BER. In some embodiments, the additional
heterologous portion may be capable of binding to, interacting with, associating with, or forming
a complex with a polynucleotide. In some embodiments, the additional heterologous portion
may be capable of binding to a guide polynucleotide. In some embodiments, the additional
heterologous portion may be capable of binding to a polypeptide linker. In some embodiments,
the additional heterologous portion may be capable of binding to a polynucleotide linker. The
additional heterologous portion may be a protein domain. In some embodiments, the additional
heterologous portion may be a K Homology (KH) domain, a MS2 coat protein domain, a PP7
coat protein domain, a SfMu Com coat protein domain, a sterile alpha motif, a telomerase Ku
binding motif and Ku protein, a telomerase Sm7 binding motif and Sm7 protein, or a RNA
recognition motif.

By “B-globin (HBB) protein” is meant a polypeptide or fragment thereof having at least
about 95% amino acid sequence identity to NCBI Accession No. NP_000509. In particular
embodiments, a 3-globin protein comprises one or more alterations relative to the following
reference sequence. In one particular embodiment, a 3-globin protein associated with sickle cell
disease comprises an E6V (also termed E7V) mutation. An exemplary [3-globin amino acid

sequence is provided below.
1 MVHLTPEEKS AVTALWGKVN VDEVGGEALG RLLVVYPWTQ RFFESFGDLS TPDAVMGNPK
61 VKAHGKKVLG AFSDGLAHLD NLKGTFATLS ELHCDKLHVD PENFRLLGNV LVCVLAHHFG
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121 KEFTPPVQAA YQKVVAGVAN ALAHKYH

By “HBB polynucleotide” is meant a nucleic acid molecule encoding 3-globin protein or

PCT/US2020/018193

fragment thereof. The sequence of an exemplary HBB polynucleotide, which is available at

NCBI Accession No. NM_000518, is provided below:

1
6l
121
181
241
301
361
421
481
541
601

acatttgctt
tgactcctga
ttggtggtga
agtcctttgg
atggcaagaa
gcacctttgce
tcaggctcct
ccccaccagt
acaagtatca
ctaagtccaa

taataaaaaa

ctgacacaac
ggagaagtct
ggccctggge
ggatctgtcc
agtgctcggt
cacactgagt
gggcaacgtg
gcaggctgcc
ctaagctcgce
ctactaaact

catttatttt

tgtgttcact
gccgttactg
aggctgctgg
actcctgatg
gcctttagtyg
gagctgcact
ctggtctgtyg
tatcagaaag
tttcttgctyg
gggggatatt

cattgcaa

agcaacctca
ccctgtgggg
tggtctacce
ctgttatggg
atggcctgge
gtgacaagct
tgctggecca
tggtggctgg
tccaatttcect

atgaagggcc

aacagacacc
caaggtgaac
ttggacccag
caaccctaag
tcacctggac
gcacgtggat
tcactttggce
tgtggctaat
attaaaggtt
ttgagcatct

atggtgcatc
gtggatgaag
aggttctttg
gtgaaggctc
aacctcaagg
cctgagaact
aaagaattca
gccctggeccecce
cctttgttece

ggattctgcce

The term “Cas9” or “Cas9 domain” refers to an RNA-guided nuclease comprising a Cas9
protein, or a fragment thereof (e.g., a protein comprising an active, inactive, or partially active
DNA cleavage domain of Cas9, and/or the gRNA binding domain of Cas9). A Cas9 nuclease is
also referred to sometimes as a Casnl nuclease or a CRISPR (clustered regularly interspaced
short palindromic repeat)-associated nuclease. CRISPR is an adaptive immune system that
provides protection against mobile genetic elements (viruses, transposable elements and
conjugative plasmids). CRISPR clusters contain spacers, sequences complementary to
antecedent mobile elements, and target invading nucleic acids. CRISPR clusters are transcribed
and processed into CRISPR RNA (crRNA). In type IT CRISPR systems correct processing of
pre-crRNA requires a trans-encoded small RNA (tracrRNA), endogenous ribonuclease 3 (rnc)
and a Cas9 protein. The tractRNA serves as a guide for ribonuclease 3-aided processing of pre-
crRNA. Subsequently, Cas9/crRNA/tracrRNA endonucleolytically cleaves linear or circular
dsDNA target complementary to the spacer. The target strand not complementary to crRNA is
first cut endonucleolytically, then trimmed 3'-5' exonucleolytically. In nature, DNA-binding
and cleavage typically requires protein and both RNAs. However, single guide RNAs
(“sgRNA,” or simply “gNRA”) can be engineered so as to incorporate aspects of both the
crRNA and tracrRNA into a single RNA species. See, e.g., Jinek M., Chylinski K., Fonfara L.,
Hauer M., Doudna J.A., Charpentier E. Science 337:816-821(2012), the entire contents of which
is hereby incorporated by reference. Cas9 recognizes a short motif in the CRISPR repeat
sequences (the PAM or protospacer adjacent motif) to help distinguish self versus non-self.
Cas9 nuclease sequences and structures are well known to those of skill in the art (see, e.g.,
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“Complete genome sequence of an M1 strain of Streptococcus pyogenes.” Ferretti eral., J.J.,
McShan W.M, Ajdic D.J., Savic D.J, Savic G., Lyon K., Primeaux C., Sezate S., Suvorov
AN, Kenton S., Lai HS., Lin SP., Qian Y, Jia H G, Najar F.Z., Ren Q., Zhu H., Song L.,
White J., Yuan X, Clifton S W., Roe B.A., McLaughlin R E., Proc. Natl. Acad. Sci. U.S.A.
98:4658-4663(2001); “CRISPR RNA maturation by trans-encoded small RNA and host factor
RNase III.” Deltcheva E., Chylinski K., Sharma C. M., Gonzales K., Chao Y, Pirzada Z A ,
Eckert M.R., Vogel J., Charpentier E., Nature 471:602-607(2011); and “A programmable dual-
RNA-guided DNA endonuclease in adaptive bacterial immunity.” Jinek M., Chylinski K.,
Fonfara I, Hauer M., Doudna J.A., Charpentier E. Science 337:816-821(2012), the entire
contents of each of which are incorporated herein by reference). Cas9 orthologs have been
described in various species, including, but not limited to, S. pyogenes and S. thermophilus.
Additional suitable Cas9 nucleases and sequences will be apparent to those of skill in the art
based on this disclosure, and such Cas9 nucleases and sequences include Cas9 sequences from
the organisms and loci disclosed in Chylinski, Rhun, and Charpentier, “The tracrRNA and Cas9
families of type II CRISPR-Cas immunity systems” (2013) RNA Biology 10:5, 726-737; the
entire contents of which are incorporated herein by reference.

An exemplary Cas9, is Streptococcus pyogenes Cas9 (spCas9), the amino acid sequence

of which is provided below:
MDKKYSIGLDIGTNSVGWAVITDDYKVPSKKFKVLGNTDRHS IKKNLIGALLFGSGETAEATRLKRTARR

RYTRRKNRICYLQEIEFSNEMAKVDDSEFFHRLEESEFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRK
KLADSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEFIQLVQIYNQLEFEENPINASRVDAKA
ILSARLSKSRRLENLIAQLPGEKRNGLEGNLIALSLGLTPNEFKSNEDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNSEITKAPLSASMIKRYDEHHODLTLLKALVRQOLPEKYKET
FEDOSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKOQRTEFDNGSIPHOIHLGELH
ATILRROQEDFYPFLKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNEDKNLPNEKVLPKHSLLYEYEFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLEFKTNRKVT
VKQLKEDY FKKIECEDSVEISGVEDRFNASLGAYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRG
MIEERLKTYAHLEFDDKVMKOQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNEFMQLIHDD
SLTFKEDIQKAQVSGQGHSLHEQIANTLAGSPATKKGILOTVKIVDELVKVMGHKPENTIVIEMARENQTTQ

KGOKNSRERMKRIEEGIKELGSQILKEHPVENTOQLONEKLYLYYLONGRDMYVDOQELDINRLSDYDVDHI

VPOSFIKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROQLLNAKLITQRKEDNLTKAERGGLSEL

DKAGFIKROLVETROITKHVAQITLDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDEFQFYKVRETNNY

HHAHDAYLNAVVGTALTKKYPKLESEFVYGDYKVYDVRKMTIAKSEQETGKATAKY FEY SNIMNEFEFKTETT

LANGETRKRPLIETNGETGEITVWDKGRDFATVRKVLSMPOVNIVKKTEVOTGGESKESILPKRNSDKLIA

RKKDWDPKKYGGEFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVK
KDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHYEKLKGSPEDNEQKQLEVEQ
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HKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKP IREQAENT ITHLFTLTNLGAPAAFKY FDTT I
DRKRYTSTKEVLDATLTHQS ITGLYETRIDLSQLGGD
(single underline: HNH domain; double underline: RuvC domain)

A nuclease-inactivated Cas9 protein may interchangeably be referred to as a “dCas9”
protein (for nuclease-“dead” Cas9) or catalytically inactive Cas9. Methods for generating a
Cas9 protein (or a fragment thereof) having an inactive DNA cleavage domain are known (See,
e.g., Jinek et al., Science. 337:816-821(2012); Q1 et al., “Repurposing CRISPR as an RNA-
Guided Platform for Sequence-Specific Control of Gene Expression” (2013) Cell.
28;152(5):1173-83, the entire contents of each of which are incorporated herein by reference).
For example, the DNA cleavage domain of Cas9 is known to include two subdomains, the HNH
nuclease subdomain and the RuvC1 subdomain. The HNH subdomain cleaves the strand
complementary to the gRNA, whereas the RuvC1 subdomain cleaves the non-complementary
strand. Mutations within these subdomains can silence the nuclease activity of Cas9. For
example, the mutations D10A and H840A completely inactivate the nuclease activity of .
pyogenes Cas9 (Jinek et al., Science. 337:816-821(2012); Qi et al., Cell. 28;152(5):1173-83
(2013)). In some embodiments, a Cas9 nuclease has an inactive (e.g., an inactivated) DNA
cleavage domain, that is, the Cas9 is a nickase, referred to as an “nCas9” protein (for “nickase”
Cas9).

In some embodiments, proteins comprising fragments of Cas9 are provided. For
example, in some embodiments, a protein comprises one of two Cas9 domains: (1) the gRNA
binding domain of Cas9; or (2) the DNA cleavage domain of Cas9. In some embodiments,
proteins comprising Cas9 or fragments thereof are referred to as “Cas9 variants.” A Cas9 variant
shares homology to Cas9, or a fragment thereof. For example, a Cas9 variant is at least about
70% identical, at least about 80% identical, at least about 90% identical, at least about 95%
identical, at least about 96% identical, at least about 97% identical, at least about 98% identical,
at least about 99% identical, at least about 99.5% identical, or at least about 99.9% identical to
wild-type Cas9. In some embodiments, the Cas9 variant may have 1,2, 3,4,5,6,7,8,9, 10, 11,
12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 21, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37,
38, 39,40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50 or more amino acid changes compared to wild-
type Cas9. In some embodiments, the Cas9 variant comprises a fragment of Cas9 (e.g., a gRNA
binding domain or a DNA-cleavage domain), such that the fragment is at least about 70%
identical, at least about 80% identical, at least about 90% identical, at least about 95% identical,
at least about 96% identical, at least about 97% identical, at least about 98% identical, at least
about 99% identical, at least about 99.5% identical, or at least about 99.9% identical to the

corresponding fragment of wild-type Cas9. In some embodiments, the fragment is at least 30%,

33



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

at least 35%, at least 40%, at least 45%, at least 50%, at least 55%, at least 60%, at least 65%, at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 95% identical, at least
96%, at least 97%, at least 98%, at least 99%, or at least 99.5% of the amino acid length of a
corresponding wild-type Cas9.

In some embodiments, the fragment is at least 100 amino acids in length. In some
embodiments, the fragment is at least 100, 150, 200, 250, 300, 350, 400, 450, 500, 550, 600,
650, 700, 750, 800, 850, 900, 950, 1000, 1050, 1100, 1150, 1200, 1250, or at least 1300 amino
acids in length. In some embodiments, wild-type Cas9 corresponds to Cas9 from Streptococcus
pyogenes (NCBI Reference Sequence: NC _017053.1, nucleotide and amino acid sequences as
follows):
ATGGATAAGAAATACTCAATAGGCTTAGATATCGGCACARATAGCGTCGGATGGGCGGTGATCACTGATG
ATTATAAGGTTCCGTCTAAAAAGTTCAAGGTTCTGGGARATACAGACCGCCACAGTATCAAAAAAAATCT
TATAGGGGCTCTTTTATTTGGCAGTGGAGAGACAGCGGAAGCGACTCGTCTCAAACGGACAGCTCGTAGA
AGGTATACACGTCGGAAGAATCGTATTTGTTATCTACAGGAGATTTTTTCAAATGAGATGGCGARAGTAG
ATGATAGTTTCTTTCATCGACTTGAAGAGTCTTTTTTGGTGGAAGAAGACAAGAAGCATGAACGTCATCC
TATTTTTGGAAATATAGTAGATGAAGTTGCTTATCATGAGAARATATCCAACTATCTATCATCTGCGARAAR
ARATTGGCAGATTCTACTGATAAAGCGGATTTGCGCTTAATCTATTTGGCCTTAGCGCATATGATTAAGT
TTCGTGGTCATTTTTTGATTGAGGGAGATTTARATCCTGATAATAGTGATGTGGACAAACTATTTATCCA
GTTGGTACAAATCTACAATCAATTATTTGAAGAAAACCCTATTAACGCAAGTAGAGTAGATGCTARAGCG
ATTCTTTCTGCACGATTGAGTAAATCAAGACGATTAGAAAATCTCATTGCTCAGCTCCCCGGTGAGAAGA
GAAATGGCTTGTTTGGGAATCTCATTGCTTTGTCATTGGGATTGACCCCTAATTTTAAATCARATTTTGA
TTTGGCAGAAGATGCTAAATTACAGCTTTCAAAAGATACTTACGATGATGATTTAGATAATTTATTGGCG
CAAATTGGAGATCAATATGCTGATTTGTTTTTGGCAGCTAAGAATTTATCAGATGCTATTTTACTTTCAG
ATATCCTAAGAGTAAATAGTGAAATAACTAAGGCTCCCCTATCAGCTTCAATGATTAAGCGCTACGATGA
ACATCATCAAGACTTGACTCTTTTAAAAGCTTTAGT TCGACAACAACTTCCAGAAAAGTATARAGAAATC
TTTTTTGATCAATCAAAARAACGGATATGCAGGTTATATTGATGGGGGAGCTAGCCAAGAAGAATTTTATA
AATTTATCAAACCAATTTTAGAAAAAATGGATGGTACTGAGGAATTATTGGTGAAACTARATCGTGAAGA
TTTGCTGCGCAAGCAACGGACCTTTGACAACGGCTCTATTCCCCATCARATTCACTTGGGTGAGCTGCAT
GCTATTTTGAGAAGACAAGAAGACTTTTATCCATTTTTAAAAGACAATCGTGAGAAGATTGARAAAATCT
TGACTTTTCGAATTCCTTATTATGTTGGTCCATTGGCGCGTGGCAATAGTCGTTTTGCATGGATGACTCG
GAAGTCTGAAGAAACAATTACCCCATGGAATTTTGAAGAAGT TGTCGATARAGGTGCTTCAGCTCAATCA
TTTATTGAACGCATGACAAACTTTGATAAAAATCTTCCAAATGAAAAAGTACTACCAAARACATAGTTTGC
TTTATGAGTATTTTACGGTTTATAACGAATTGACAAAGGTCARATATGTTACTGAGGGAATGCGARAACC
AGCATTTCTTTCAGGTGAACAGAAGAARAGCCATTGTTGATTTACTCTTCAAAACAAATCGAARAGTAACC
GTTAAGCAATTAAAAGAAGATTATTTCAAAAAAATAGAATGTTTTGATAGTGTTGAAATTTCAGGAGTTG
AAGATAGATTTAATGCTTCATTAGGCGCCTACCATGATTTGCTAAAAATTATTARAGATAAAGATTTTTT
GGATAATGAAGAAAATGAAGATATCTTAGAGGATATTGTTTTAACATTGACCTTATTTGAAGATAGGGGG
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ATGATTGAGGAAAGACTTAAAACATATGCTCACCTCTTTGATGATAAGGTGATGAAACAGCTTAAACGTC
GCCGTTATACTGGTTGGGGACGTTTGTCTCGAAAATTGATTAATGGTATTAGGGATAAGCAATCTGGCAA
AACAATATTAGATTTTTTGAAATCAGATGGTTTTGCCAATCGCAATTTTATGCAGCTGATCCATGATGAT
AGTTTGACATTTAAAGAAGATATTCAARAAGCACAGGTGTCTGGACAAGGCCATAGTTTACATGAACAGA
TTGCTAACTTAGCTGGCAGTCCTGCTATTAAAAAAGGTATTTTACAGACTGTAAARAATTGTTGATGAACT
GGTCAAAGTAATGGGGCATAAGCCAGAAAATATCGTTATTGAAATGGCACGTGAAAATCAGACAACTCAA
AAGGGCCAGAAAAATTCGCGAGAGCGTATGAAACGAATCGAAGAAGGTATCAAAGAATTAGGAAGTCAGA
TTCTTAAAGAGCATCCTGTTGAAAATACTCAATTGCAAAATGAAAAGCTCTATCTCTATTATCTACAARAA
TGGAAGAGACATGTATGTGGACCAAGAATTAGATATTAATCGTTTAAGTGATTATGATGTCGATCACATT
GTTCCACAAAGTTTCATTAAAGACGATTCAATAGACAATAAGGTACTAACGCGTTCTGATAAAAATCGTG
GTAAATCGGATAACGTTCCAAGTGAAGAAGTAGTCAAAAAGATGAAAAACTATTGGAGACAACTTCTAAA
CGCCAAGTTAATCACTCAACGTAAGTTTGATAATTTAACGAAAGCTGAACGTGGAGGTTTGAGTGAACTT
GATAAAGCTGGTTTTATCAAACGCCAATTGGTTGAAACTCGCCAAATCACTAAGCATGTGGCACAAATTT
TGGATAGTCGCATGAATACTAAATACGATGAAAATGATAAACTTATTCGAGAGGTTAAAGTGATTACCTT
AAAATCTAAATTAGTTTCTGACTTCCGAAAAGATTTCCAATTCTATAAAGTACGTGAGATTAACAATTAC
CATCATGCCCATGATGCGTATCTAAATGCCGTCGTTGGAACTGCTTTGATTAAGAAATATCCAAAACTTG
AATCGGAGTTTGTCTATGGTGATTATAAAGTTTATGATGTTCGTAAAATGATTGCTAAGTCTGAGCAAGA
AATAGGCAAAGCAACCGCAAAATATTTCTTTTACTCTAATATCATGAACTTCTTCAAAACAGAAATTACA
CTTGCAAATGGAGAGATTCGCAAACGCCCTCTAATCGAAACTAATGGGGAAACTGGAGAAATTGTCTGGG
ATAAAGGGCGAGATTTTGCCACAGTGCGCAAAGTATTGTCCATGCCCCAAGTCAATATTGTCAAGAAAAC
AGAAGTACAGACAGGCGGATTCTCCAAGGAGTCAATTTTACCAAAAAGAAATTCGGACAAGCTTATTGCT
CGTAAAAAAGACTGGGATCCAAAAAAATATGGTGGTTTTGATAGTCCAACGGTAGCTTATTCAGTCCTAG
TGGTTGCTAAGGTGGAAAAAGGGAAATCGAAGAAGTTAAAATCCGTTAAAGAGTTACTAGGGATCACAAT
TATGGAAAGAAGTTCCTTTGAAAAAAATCCGATTGACTTTTTAGAAGCTAAAGGATATAAGGAAGTTARAA
AAAGACTTAATCATTAAACTACCTAAATATAGTCTTTTTGAGTTAGAAAACGGTCGTAAACGGATGCTGG
CTAGTGCCGGAGAATTACAAAAAGGAAATGAGCTGGCTCTGCCAAGCAAATATGTGAATTTTTTATATTT
AGCTAGTCATTATGAAAAGTTGAAGGGTAGTCCAGAAGATAACGAACAAAAACAATTGTTTGTGGAGCAG
CATAAGCATTATTTAGATGAGATTATTGAGCAAATCAGTGAATTTTCTAAGCGTGTTATTTTAGCAGATG
CCAATTTAGATAAAGTTCTTAGTGCATATAACAAACATAGAGACAAACCAATACGTGAACAAGCAGAARA
TATTATTCATTTATTTACGTTGACGAATCTTGGAGCTCCCGCTGCTTTTAAATATTTTGATACAACAATT
GATCGTAAACGATATACGTCTACAAAAGAAGTTTTAGATGCCACTCTTATCCATCAATCCATCACTGGTC
TTTATGAAACACGCATTGATTTGAGTCAGCTAGGAGGTGACTGA

MDKKYSIGLDIGTNSVGWAVITDDYKVPSKKEFKVLGNTDRHSTKKNLIGALLFGSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLADSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTIY
NOQLFEENPINASRVDAKAILSARLSKSRRLENLIAQLPGEKRNGLFGNLIALSLGLTPNFKSNFE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNSEITKAPLSAS
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MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGAYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDRGMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGQGHSLHEQIANTAGSPATKKGILQTVKIVDELVKVMGHKPENTVIEMARENQT

TOKGORKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINRL

SDYDVDHIVPOQSFIKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLTTQORKE

DNLTKAERGGLSELDKAGEFIKROLVETROITKHVAQITLDSRMNTKYDENDKL IREVKVITLKSK

LVSDFRKDFQFYKVRE INNYHHAHDAYTLNAVVGTALTKKYPKLESEFVYGDYRKVYDVRKMIAKS

EQETIGKATAKYFEFYSNIMNEFKTETITLANGE IRKRPLIETNGETGE IVWDKGRDFATVRKVLSM

POVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKGK

SKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKYSLFELENGRKRMLASA
GELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQISEFSKRVI
LADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLDA
TLIHQSITGLYETRIDLSQLGGD

(single underline: HNH domain; double underline: RuvC domain)

In some embodiments, wild-type Cas9 corresponds to, or comprises the following
nucleotide and/or amino acid sequences:
ATGGATAAAAAGTATTCTATTGGTTTAGACATCGGCACTAATTCCGTTGGATGGGCTGTCATAA
CCGATGAATACAAAGTACCTTCAAAGAAATTTAAGGTGTTGGGGAACACAGACCGTCATTCGAT
TAAAAAGAATCTTATCGGTGCCCTCCTATTCGATAGTGGCGAAACGGCAGAGGCGACTCGCCTG
AAACGAACCGCTCGGAGAAGGTATACACGTCGCAAGAACCGAATATGTTACTTACAAGAAATTT
TTAGCAATGAGATGGCCAAAGTTGACGATTCTTTCTTTCACCGTTTGGAAGAGTCCTTCCTTGT
CGAAGAGGACAAGAAACATGAACGGCACCCCATCTTTGGAAACATAGTAGATGAGGTGGCATAT
CATGAAAAGTACCCAACGATTTATCACCTCAGAAAAAAGCTAGTTGACTCAACTGATAAAGCGG
ACCTGAGGTTAATCTACTTGGCTCTTGCCCATATGATAAAGTTCCGTGGGCACTTTCTCATTGA
GGGTGATCTAAATCCGGACAACTCGGATGTCGACAAACTGTTCATCCAGTTAGTACAAACCTAT
AATCAGTTGTTTGAAGAGAACCCTATAAATGCAAGTGGCGTGGATGCGAAGGCTATTCTTAGCG
CCCGCCTCTCTAAATCCCGACGGCTAGAARAACCTGATCGCACAATTACCCGGAGAGAAGAAARAA
TGGGTTGTTCGGTAACCTTATAGCGCTCTCACTAGGCCTGACACCAAATTTTAAGTCGAACTTC
GACTTAGCTGAAGATGCCAAATTGCAGCTTAGTAAGGACACGTACGATGACGATCTCGACAATC
TACTGGCACAAATTGGAGATCAGTATGCGGACTTATTTTTGGCTGCCAAAAACCTTAGCGATGC
AATCCTCCTATCTGACATACTGAGAGTTAATACTGAGATTACCAAGGCGCCGTTATCCGCTTCA
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ATGATCAAAAGGTACGATGAACATCACCAAGACTTGACACTTCTCAAGGCCCTAGTCCGTCAGC
AACTGCCTGAGAAATATAAGGAAATATTCTTTGATCAGTCGAAARAACGGGTACGCAGGTTATAT
TGACGGCGGAGCGAGTCAAGAGGAATTCTACAAGTTTATCAAACCCATATTAGAGAAGATGGAT
GGGACGGAAGAGTTGCTTGTAARAACTCAATCGCGAAGATCTACTGCGAAAGCAGCGGACTTTCG
ACAACGGTAGCATTCCACATCAAATCCACTTAGGCGAATTGCATGCTATACTTAGAAGGCAGGA
GGATTTTTATCCGTTCCTCAAAGACAATCGTGAARAAGATTGAGAAAATCCTAACCTTTCGCATA
CCTTACTATGTGGGACCCCTGGCCCGAGGGAACTCTCGGTTCGCATGGATGACAAGAAAGTCCG
AAGAAACGATTACTCCATGGAATTTTGAGGAAGTTGTCGATAAAGGTGCGTCAGCTCAATCGTT
CATCGAGAGGATGACCAACTTTGACAAGAATTTACCGAACGAAARAAGTATTGCCTAAGCACAGT
TTACTTTACGAGTATTTCACAGTGTACAATGAACTCACGAAAGTTAAGTATGTCACTGAGGGCA
TGCGTAAACCCGCCTTTCTAAGCGGAGAACAGAAGAAAGCAATAGTAGATCTGTTATTCAAGAC
CAACCGCAAAGTGACAGTTAAGCAATTGAAAGAGGACTACTTTAAGAAAATTGAATGCTTCGAT
TCTGTCGAGATCTCCGGGGTAGAAGATCGATTTAATGCGTCACTTGGTACGTATCATGACCTCC
TAAAGATAATTAAAGATAAGGACTTCCTGGATAACGAAGAGAATGAAGATATCTTAGAAGATAT
AGTGTTGACTCTTACCCTCTTTGAAGATCGGGAAATGATTGAGGAAAGACTAAARACATACGCT
CACCTGTTCGACGATAAGGTTATGAAACAGTTAAAGAGGCGTCGCTATACGGGCTGGGGACGAT
TGTCGCGGAAACTTATCAACGGGATAAGAGACAAGCARAAGTGGTAAAACTATTCTCGATTTTCT
AAAGAGCGACGGCTTCGCCAATAGGAACTTTATGCAGCTGATCCATGATGACTCTTTAACCTTC
AAAGAGGATATACAAAAGGCACAGGTTTCCGGACAAGGGGACTCATTGCACGAACATATTGCGA
ATCTTGCTGGTTCGCCAGCCATCAAARAAGGGCATACTCCAGACAGTCAAAGTAGTGGATGAGCT
AGTTAAGGTCATGGGACGTCACAAACCGGAAAACATTGTAATCGAGATGGCACGCGAAAATCAA
ACGACTCAGAAGGGGCAAAANANCAGTCGAGAGCGGATGAAGAGAATAGAAGAGGGTATTAAAG
AACTGGGCAGCCAGATCTTAAAGGAGCATCCTGTGGAAAATACCCAATTGCAGAACGAGAAACT
TTACCTCTATTACCTACAAAATGGAAGGGACATGTATGTTGATCAGGAACTGGACATAAACCGT
TTATCTGATTACGACGTCGATCACATTGTACCCCAATCCTTTTTGAAGGACGATTCAATCGACA
ATAAAGTGCTTACACGCTCGGATAAGAACCGAGGGAAAAGTGACAATGTTCCAAGCGAGGAAGT
CGTAAAGAAAATGAAGAACTATTGGCGGCAGCTCCTAAATGCGAAACTGATAACGCAAAGAAAG
TTCGATAACTTAACTAAAGCTGAGAGGGGTGGCTTGTCTGAACTTGACAAGGCCGGATTTATTA
AACGTCAGCTCGTGGAAACCCGCCAAATCACAAAGCATGTTGCACAGATACTAGATTCCCGAAT
GAATACGAAATACGACGAGAACGATAAGCTGATTCGGGAAGTCAAAGTAATCACTTTAAAGTCA
AAATTGGTGTCGGACTTCAGAAAGGATTTTCAATTCTATAAAGTTAGGGAGATAAATAACTACC
ACCATGCGCACGACGCTTATCTTAATGCCGTCGTAGGGACCGCACTCATTAAGAAATACCCGAA
GCTAGAAAGTGAGTTTGTGTATGGTGATTACAAAGTTTATGACGTCCGTAAGATGATCGCGAAA
AGCGAACAGGAGATAGGCAAGGCTACAGCCAAATACTTCTTTTATTCTAACATTATGAATTTCT
TTAAGACGGAAATCACTCTGGCAAACGGAGAGATACGCAAACGACCTTTAATTGAAACCAATGG
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GGAGACAGGTGAAATCGTATGGGATAAGGGCCGGGACTTCGCGACGGTGAGAAAAGTTTTGTCC
ATGCCCCAAGTCAACATAGTAAAGAANACTGAGGTGCAGACCGGAGGGTTTTCAAAGGAATCGA
TTCTTCCAAAAAGGAATAGTGATAAGCTCATCGCTCGTAAARAAGGACTGGGACCCGAAAAAGTA
CGGTGGCTTCGATAGCCCTACAGTTGCCTATTCTGTCCTAGTAGTGGCAAAAGTTGAGAAGGGA
AAATCCAAGAAACTGAAGTCAGTCAAAGAATTATTGGGGATAACGATTATGGAGCGCTCGTCTT
TTGAAAAGAACCCCATCGACTTCCTTGAGGCGAAAGGTTACAAGGAAGTAAAAAAGGATCTCAT
AATTAAACTACCAAAGTATAGTCTGTTTGAGTTAGAAAATGGCCGAAAACGGATGTTGGCTAGC
GCCGGAGAGCTTCAAAAGGGGAACGAACTCGCACTACCGTCTAAATACGTGAATTTCCTGTATT
TAGCGTCCCATTACGAGAAGTTGAAAGGTTCACCTGAAGATAACGAACAGAAGCAACTTTTTGT
TGAGCAGCACAAACATTATCTCGACGAAATCATAGAGCAAATTTCGGAATTCAGTAAGAGAGTC
ATCCTAGCTGATGCCAATCTGGACAAAGTATTAAGCGCATACAACAAGCACAGGGATAAACCCA
TACGTGAGCAGGCGGAAAATATTATCCATTTGTTTACTCTTACCAACCTCGGCGCTCCAGCCGLC
ATTCAAGTATTTTGACACAACGATAGATCGCAAACGATACACTTCTACCAAGGAGGTGCTAGAC
GCGACACTGATTCACCAATCCATCACGGGATTATATGAAACTCGGATAGATTTGTCACAGCTTG
GGGGTGACGGATCCCCCAAGAAGAAGAGGAAAGTCTCGAGCGACTACAAAGACCATGACGGTGA
TTATAAAGATCATGACATCGATTACAAGGATGACGATGACAAGGCTGCAGGA

MDKKYSIGLATGTNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOQTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDHIVPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLTTQORK

FDNLTKAERGGLSELDKAGFIKRQIVETRQITKHVAQTITLDSRMNTKYDENDKLIREVEKVITLKS

KLVSDFRKDFQEFYKVRE INNYHHAHDAYTINAVVGTALTKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQETIGKATARKYFEFYSNIMNEFKTEITLANGETRKRPLIETNGETGETIVWDRKGRDFATVREKVLS

MPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG
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KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHOQSITGLYETRIDLSQLGGD
(single underline: HNH domain; double underline: RuvC domain)

In some embodiments, wild-type Cas9 corresponds to Cas9 from Streptococcus pyogenes
(NCBI Reference Sequence: NC_002737.2 (nucleotide sequence as follows); and Uniprot
Reference Sequence: Q99ZW2 (amino acid sequence as follows):
ATGGATAAGAAATACTCAATAGGCTTAGATATCGGCACAAATAGCGTCGGATGGGCGGTGATCA
CTGATGAATATAAGGTTCCGTCTAAAAAGTTCAAGGTTCTGGGAAATACAGACCGCCACAGTAT
CAAAAAAAATCTTATAGGGGCTCTTTTATTTGACAGTGGAGAGACAGCGGAAGCGACTCGTCTC
AAACGGACAGCTCGTAGAAGGTATACACGTCGGAAGAATCGTATTTGTTATCTACAGGAGATTT
TTTCAAATGAGATGGCGAAAGTAGATGATAGTTTCTTTCATCGACTTGAAGAGTCTTTTTTGGT
GGAAGAAGACAAGAAGCATGAACGTCATCCTATTTTTGGAAATATAGTAGATGAAGTTGCTTAT
CATGAGAAATATCCAACTATCTATCATCTGCGAAAAAAATTGGTAGATTCTACTGATAAAGCGG
ATTTGCGCTTAATCTATTTGGCCTTAGCGCATATGATTAAGTTTCGTGGTCATTTTTTGATTGA
GGGAGATTTAAATCCTGATAATAGTGATGTGGACAAACTATTTATCCAGTTGGTACAAACCTAC
AATCAATTATTTGAAGAAAACCCTATTAACGCAAGTGGAGTAGATGCTAAAGCGATTCTTTCTG
CACGATTGAGTAAATCAAGACGATTAGAAAATCTCATTGCTCAGCTCCCCGGTGAGAAGAARAARA
TGGCTTATTTGGGAATCTCATTGCTTTGTCATTGGGTTTGACCCCTAATTTTAAATCAAATTTT
GATTTGGCAGAAGATGCTAAATTACAGCTTTCAAAAGATACTTACGATGATGATTTAGATAATT
TATTGGCGCAAATTGGAGATCAATATGCTGATTTGTTTTTGGCAGCTAAGAATTTATCAGATGC
TATTTTACTTTCAGATATCCTAAGAGTAAATACTGAAATAACTAAGGCTCCCCTATCAGCTTCA
ATGATTAAACGCTACGATGAACATCATCAAGACTTGACTCTTTTAAAAGCTTTAGTTCGACAAC
AACTTCCAGAAAAGTATAAAGAAATCTTTTTTGATCAATCAAAAAACGGATATGCAGGTTATAT
TGATGGGGGAGCTAGCCAAGAAGAATTTTATAAATTTATCAAACCAATTTTAGAAAARAATGGAT
GGTACTGAGGAATTATTGGTGAAACTAAATCGTGAAGATTTGCTGCGCAAGCAACGGACCTTTG
ACAACGGCTCTATTCCCCATCAAATTCACTTGGGTGAGCTGCATGCTATTTTGAGAAGACAAGA
AGACTTTTATCCATTTTTAAAAGACAATCGTGAGAAGATTGAAAAAATCTTGACTTTTCGAATT
CCTTATTATGTTGGTCCATTGGCGCGTGGCAATAGTCGTTTTGCATGGATGACTCGGAAGTCTG
AAGAAACAATTACCCCATGGAATTTTGAAGAAGTTGTCGATAAAGGTGCTTCAGCTCAATCATT
TATTGAACGCATGACAAACTTTGATAAAAATCTTCCAAATGAAAAAGTACTACCAAAACATAGT
TTGCTTTATGAGTATTTTACGGTTTATAACGAATTGACAAAGGTCAAATATGTTACTGAAGGAA
TGCGAAAACCAGCATTTCTTTCAGGTGAACAGAAGAAAGCCATTGTTGATTTACTCTTCAARAAC
AAATCGAAAAGTAACCGTTAAGCAATTAAAAGAAGATTATTTCAAAAAAATAGAATGTTTTGAT
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AGTGTTGAAATTTCAGGAGTTGAAGATAGATTTAATGCTTCATTAGGTACCTACCATGATTTGC
TAAAAATTATTAAAGATAAAGATTTTTTGGATAATGAAGAAAATGAAGATATCTTAGAGGATAT
TGTTTTAACATTGACCTTATTTGAAGATAGGGAGATGATTGAGGAAAGACTTAAAACATATGCT
CACCTCTTTGATGATAAGGTGATGAAACAGCTTAAACGTCGCCGTTATACTGGTTGGGGACGTT
TGTCTCGAAAATTGATTAATGGTATTAGGGATAAGCAATCTGGCAAAACAATATTAGATTTTTT
GAAATCAGATGGTTTTGCCAATCGCAATTTTATGCAGCTGATCCATGATGATAGTTTGACATTT
AAAGAAGACATTCAAARAAGCACAAGTGTCTGGACAAGGCGATAGTTTACATGAACATATTGCAA
ATTTAGCTGGTAGCCCTGCTATTAAAAAAGGTATTTTACAGACTGTAARAAGTTGTTGATGAATT
GGTCAAAGTAATGGGGCGGCATAAGCCAGAAAATATCGTTATTGAAATGGCACGTGAAAATCAG
ACAACTCAAAAGGGCCAGAAAAATTCGCGAGAGCGTATGAAACGAATCGAAGAAGGTATCAAAG
AATTAGGAAGTCAGATTCTTAAAGAGCATCCTGTTGAAAATACTCAATTGCAAAATGAAANGCT
CTATCTCTATTATCTCCAAAATGGAAGAGACATGTATGTGGACCAAGAATTAGATATTAATCGT
TTAAGTGATTATGATGTCGATCACATTGTTCCACAAAGTTTCCTTAAAGACGATTCAATAGACA
ATAAGGTCTTAACGCGTTCTGATAAAAATCGTGGTAAATCGGATAACGTTCCAAGTGAAGAAGT
AGTCAAAANGATGAAAAACTATTGGAGACAACTTCTAAACGCCAAGTTAATCACTCAACGTAAG
TTTGATAATTTAACGAAAGCTGAACGTGGAGGTTTGAGTGAACTTGATAAAGCTGGTTTTATCA
AACGCCAATTGGTTGAAACTCGCCAAATCACTAAGCATGTGGCACAAATTTTGGATAGTCGCAT
GAATACTAAATACGATGAAAATGATAAACTTATTCGAGAGGTTAAAGTGATTACCTTAAAATCT
AAATTAGTTTCTGACTTCCGAARAAGATTTCCAATTCTATAAAGTACGTGAGATTAACAATTACC
ATCATGCCCATGATGCGTATCTAAATGCCGTCGTTGGAACTGCTTTGATTAAGAAATATCCARAA
ACTTGAATCGGAGTTTGTCTATGGTGATTATAAAGTTTATGATGTTCGTAAAATGATTGCTAAG
TCTGAGCAAGAAATAGGCAAAGCAACCGCAAAATATTTCTTTTACTCTAATATCATGAACTTCT
TCAAAACAGAAATTACACTTGCAAATGGAGAGATTCGCAAACGCCCTCTAATCGAAACTAATGG
GGAAACTGGAGAAATTGTCTGGGATAAAGGGCGAGATTTTGCCACAGTGCGCAAAGTATTGTCC
ATGCCCCAAGTCAATATTGTCAAGAARAACAGAAGTACAGACAGGCGGATTCTCCAAGGAGTCAA
TTTTACCAAAAAGAAATTCGGACAAGCTTATTGCTCGTAAAAAAGACTGGGATCCAAAAAAATA
TGGTGGTTTTGATAGTCCAACGGTAGCTTATTCAGTCCTAGTGGTTGCTAAGGTGGAAARAAGGG
AAATCGAAGAAGTTAAAATCCGTTAAAGAGTTACTAGGGATCACAATTATGGAAAGAAGTTCCT
TTGAAAAAAATCCGATTGACTTTTTAGAAGCTAAAGGATATAAGGAAGTTAAAAAAGACTTAAT
CATTAAACTACCTAAATATAGTCTTTTTGAGT TAGAAAACGGTCGTAAACGGATGCTGGCTAGT
GCCGGAGAATTACAAARAGGAAATGAGCTGGCTCTGCCAAGCAAATATGTGAATTTTTTATATT
TAGCTAGTCATTATGAAAAGTTGAAGGGTAGTCCAGAAGATAACGAACAAARAACAATTGTTTGT
GGAGCAGCATAAGCATTATTTAGATGAGATTATTGAGCAAATCAGTGAATTTTCTAAGCGTGTT
ATTTTAGCAGATGCCAATTTAGATAAAGTTCTTAGTGCATATAACAAACATAGAGACAAACCAA
TACGTGAACAAGCAGAAAATATTATTCATTTATTTACGTTGACGAATCTTGGAGCTCCCGCTGC
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TTTTAAATATTTTGATACAACAATTGATCGTAAACGATATACGTCTACAAAAGAAGTTTTAGAT
GCCACTCTTATCCATCAATCCATCACTGGTCTTTATGAAACACGCATTGATTTGAGTCAGCTAG
GAGGTGACTGA

MDKKYSIGLDIGTNSVGWAVITDEYKVPSKKEFKVLGNTDRHSTKKNLIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMEKNYWROQLLNAKLTITQORK

FDNLTKAERGGLSELDKAGFIKROQIVETROITKHVAQTITLDSRMNTKYDENDKL IREVKVITLKS

KLVSDFRKDFOEFYKVRE INNYHHAHDAYTNAVVGTALTIKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQEIGKATARKYFEFYSNIMNEFKTETITLANGETRKRPLIETNGETGE IVWDKGRDFATVREKVL S

MPOVNIVKKTEVOTGGFSKESTILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG

KSKKLKSVKELLGITIMERSSFERNPIDFLEAKGYKEVKKDLI IKLPKYSLFELENGRKRMLAS
AGELQKRKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENTI THLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHQSITGLYETRIDLSQLGGD (SEQ ID NO: 1. single underline: HNH domain; double
underline: RuvC domain).

In some embodiments, Cas9 refers to Cas9 from: Corynebacterium ulcerans (NCBI
Refs: NC_015683.1, NC_017317.1); Corynebacterium diphtheria (NCBI Refs: NC 016782.1,
NC_016786.1); Spiroplasma syrphidicola (NCBI Ref: NC _021284.1); Prevotella intermedia
(NCBI Ref: NC_017861.1); Spiroplasma taiwanense (NCBI Ref: NC_021846.1); Streptococcus
iniae (NCBI Ref: NC _021314.1); Belliella baltica (NCBI Ref: NC _018010.1); Psychroflexus
torquis] (NCBI Ref: NC_018721.1); Streptococcus thermophilus (NCBI Ref: YP_820832.1),
Listeria innocua (NCBI Ref: NP_472073.1), Campylobacter jejuni (NCBI Ref:
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YP _002344900.1) or Neisseria meningitidis (NCBI Ref: YP_002342100.1) or to a Cas9 from
any other organism.

In some embodiments, the Cas9 is a Neisseria menigitidis Cas9 (NmeCas9) or a variant
thereof. In some embodiments, the NmeCas9 has specificity for a NNNNGAYW PAM,
wherein Y is C or T and W is A or T. In some embodiments, the NmeCas9 has specificity for a
NNNNGYTT PAM, wherein Y is C or T. In some embodiments, the NmeCas9 has specificity
for a NNNNGTCT PAM. In some embodiments, the NmeCas9 is a Nmel Cas9. In some
embodiments, the NmeCas9 has specificity for a NNNNGATT PAM, a NNNNCCTA PAM, a

NNNNCCTC PAM, a NNNNCCTT PAM, a NNNNCCTG PAM, a NNNNCCGT PAM, a
NNNNCCGGPAM, a NNNNCCCA PAM, a NNNNCCCT PAM, a NNNNCCCC PAM, a
NNNNCCAT PAM, a NNNNCCAG PAM, a NNNNCCAT PAM, or a NNNGATT PAM. In
some embodiments, the Nmel1Cas9 has specificity for a NNNNGATT PAM, a NNNNCCTA
PAM, a NNNNCCTC PAM, a NNNNCCTT PAM, or a NNNNCCTG PAM. In some

embodiments, the NmeCas9 has specificity fora CAA PAM, a CAAA PAM, or a CCA PAM. In

some embodiments, the NmeCas9 is a Nme2 Cas9. In some embodiments, the NmeCas9 has
specificity for a NNNNCC (N4CC) PAM, wherein N is any one of A, G, C, or T. in some
embodiments, the NmeCas9 has specificity for a NNNNCCGT PAM, a NNNNCCGGPAM, a
NNNNCCCA PAM, a NNNNCCCT PAM, a NNNNCCCC PAM, a NNNNCCAT PAM, a
NNNNCCAG PAM, a NNNNCCAT PAM, or a NNNGATT PAM. In some embodiments, the

NmeCas9 is a Nme3Cas9. In some embodiments, the NmeCas9 has specificity for a
NNNNCAAA PAM, a NNNNCC PAM, or a NNNNCNNN PAM. In some embodiments, the
PAMe-interacting domains for Nmel, Nme2 or Nme3 are NsGAT, N4CC, and NsCAAA,

respectively. Additional NmeCas9 features and PAM sequences are described in Edraki et al., A

Compact, High-Accuracy Cas9 with a Dinucleotide PAM for /n Vivo Genome Editing, Mol.

Cell (2019) 73(4): 714-726, which is incorporated herein by reference in its entirety.

An exemplary Neisseria meningitidis Cas9 protein, NmelCas9, (NCBI Reference:
WP _002235162.1; type II CRISPR RNA-guided endonuclease Cas9) has the following amino

acid sequence:

1
6l
121
181
241
301
361
421
481
541
601
66l

maafkpnpin
arrlarsvrr
kltplewsav
alnkfekesqg
tgrpalsgda
eratlmdepy
ekeglkdkks
vgislkalrr
lsgarkving
fpnfvgepks
nnkvlvlgse
gfkernlndt

yilgldigia
ltrrrahrll
11hlikhrgy
hirngrgdys
vgkmlghctf
rkskltyaqga
plnlspelgd
ivplmeqgkr
vvrrygspar
kdilklrlye
ngnkgngtpy
ryvnrflcqgf

svgwamveid
rarrllkreg
lsgrkneget
htfsrkdlga
epaepkaakn
rkllgledta
eigtafslfk
ydeacaelyg
ihietarevg
gghgkclysg
eyfngkdnsr
vadrmrltgk

42

edenpiclid
vlgaadfden
adkelgallk
elillfekqgk
tytaerfiwl
ffkglrygkd
tdeditgrlk
dhygkkntee
ksfkdrkeie
keinlgrlne
ewgefkarve
gkkrvfasng

lgvrvferae
glikslpntp
gvadnahalqg
efgnphvsgg
tklnnlrile
naeastlmem
drigpeilea
kiylppipad
krgeenrkdr
kgyveidhal
tsrfprskkqg
gitnllrgfw

vpktgdslam
wglraaaldr
tgdfrtpael
lkegietllm
dgserpltdt
kayhaisral
11khisfdkf
eirnpvvlra
ekaaakfrey
pfsrtwddst
rillgkfded
glrkvraend
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721
781
841
901
961
1021
1081

rhhaldavvv
gevmirvigk
gghmetvksa
kafaepfyky
lvpiyswgva
aschrgtgni
vr

acstvamggk
pdgkpefeea
krldegvsvl
dkagnrtggv
kgilpdravv
nirihdldhk

itrfvrykem
dtpeklrtll
rvpltglklk
kavrveqgvgk
ggkdeedwqgl
igkngilegi

nafdgktidk
aeklssrpea
dlekmvnrer
tgvwvrnhng
iddsfnfkfs
gvktalsfqgk

PCT/US2020/018193

etgevlhqgkt
vheyvtplfv
epklyealka
iadnatmvrv
lhpndlvevi
ygidelgkei

hfpgpweffa
srapnrkmsg
rleahkddpa
dvfekgdkyy
tkkarmfgyf
rpcrlkkrpp

Another exemplary Neisseria meningitidis Cas9 protein, Nme2Cas9, (NCBI Reference:
WP _002230835; type II CRISPR RNA-guided endonuclease Cas9) has the following amino

acid sequence:

1

6l
121
181
241
301
361
421
481
541
601
66l
721
781
841
901
961
1021
1081

maafkpnpin
arrlarsvrr
kltplewsav
alnkfekesqg
tgrpalsgda
eratlmdepy
ekeglkdkks
vgislkalrr
lsgarkving
fpnfvgepks
nnkvlvlgse
gfkecnlndt
rhhaldavvv
gevmirvigk
ahkdtlrsak
gnakgafdpk
dkkgkngyfi
fayyincdss
vr

yilgldigia
ltrrrahrll
11hlikhrgy
hirngrgdys
vgkmlghctf
rkskltyaqga
plnlsselqgd
ivplmeqgkr
vvrrygspar
kdilklrlye
ngnkgngtpy
ryvnrflcqgf
acstvamggk
pdgkpefeea
rfvkhnekis
dnpfykkggg
vplyawgvae
ngrfylawhd

svgwamveid
rarrllkreg
lsgrkneget
htfsrkdlga
epaepkaakn
rkllgledta
eigtafslfk
ydeacaelyg
ihietarevg
gghgkclysg
eyfngkdnsr
vadhilltgk
itrfvrykem
dtpeklrtll
vkrvwlteik
lvkavrvekt
nilpdidckg
kgskeqgfri

eeenpirlid
vlgaadfden
adkelgallk
elillfekqgk
tytaerfiwl
ffkglrygkd
tdeditgrlk
dhygkkntee
ksfkdrkeie
keinlvrlne
ewgefkarve
gkrrvfasng
nafdgktidk
aeklssrpea
ladlenmvny
gesgvllnkk
yriddsytfc
stgnlvligk

lgvrvferae
glikslpntp
gvannahalqg
efgnphvsgg
tklnnlrile
naeastlmem
drvgpeilea
kiylppipad
krgeenrkdr
kgyveidhal
tsrfprskkqg
gitnllrgfw
etgkvlhqgkt
vheyvtplfv
kngreielye
naytiadngd
fslhkydlia
ygvnelgkei

vpktgdslam
wglraaaldr
tgdfrtpael
lkegietllm
dgserpltdt
kayhaisral
11khisfdkf
eirnpvvlra
ekaaakfrey
pfsrtwddst
rillgkfded
glrkvraend
hfpgpweffa
srapnrkmsg
alkarleayg
mvrvdvickv
fgkdekskve
rpcrlkkrpp

In some embodiments, dCas9 corresponds to, or comprises in part or in whole, a Cas9

amino acid sequence having one or more mutations that inactivate the Cas9 nuclease activity.

For example, in some embodiments, a dCas9 domain comprises D10A and an H840A mutation

or corresponding mutations in another Cas9. In some embodiments, the dCas9 comprises the

amino acid sequence of dCas9 (D10A and H840A):
MDKKYSIGLAIGTNSVGWAVITDEYKVPSKKEKVLGNTDRHSTKKNLTIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA

HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
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KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDAIVPOQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLTTQORK

FDNLTKAERGGLSELDKAGFIKRQIVETRQITKHVAQTITLDSRMNTKYDENDKLIREVEKVITLKS

KLVSDFRKDFQEFYKVRE INNYHHAHDAYTINAVVGTALTKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQETIGKATARKYFEFYSNIMNEFKTEITLANGETRKRPLIETNGETGETIVWDRKGRDFATVREKVLS

MPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG

KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHOQSITGLYETRIDLSQLGGD

(single underline: HNH domain; double underline: RuvC domain).

In some embodiments, the Cas9 domain comprises a D10A mutation, while the residue
at position 840 remains a histidine in the amino acid sequence provided above, or at
corresponding positions in any of the amino acid sequences provided herein.

In other embodiments, dCas9 variants having mutations other than D10A and H840A are
provided, which, e.g., result in nuclease inactivated Cas9 (dCas9). Such mutations, by way of
example, include other amino acid substitutions at D10 and H840, or other substitutions within
the nuclease domains of Cas9 (e.g., substitutions in the HNH nuclease subdomain and/or the
RuvC1 subdomain). In some embodiments, variants or homologues of dCas9 are provided
which are at least about 70% identical, at least about 80% identical, at least about 90% identical,
at least about 95% identical, at least about 98% identical, at least about 99% identical, at least
about 99.5% identical, or at least about 99.9% identical. In some embodiments, variants of
dCas9 are provided having amino acid sequences which are shorter, or longer, by about 5 amino
acids, by about 10 amino acids, by about 15 amino acids, by about 20 amino acids, by about 25
amino acids, by about 30 amino acids, by about 40 amino acids, by about 50 amino acids, by
about 75 amino acids, by about 100 amino acids or more.

In some embodiments, Cas9 fusion proteins as provided herein comprise the full-length
amino acid sequence of a Cas9 protein, e.g., one of the Cas9 sequences provided herein. In
other embodiments, however, fusion proteins as provided herein do not comprise a full-length
Cas9 sequence, but only one or more fragments thereof. Exemplary amino acid sequences of
suitable Cas9 domains and Cas9 fragments are provided herein, and additional suitable
sequences of Cas9 domains and fragments will be apparent to those of skill in the art.

It should be appreciated that additional Cas9 proteins (e.g., a nuclease dead Cas9

(dCas9), a Cas9 nickase (nCas9), or a nuclease active Cas9), including variants and homologs
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thereof, are within the scope of this disclosure. Exemplary Cas9 proteins include, without
limitation, those provided below. In some embodiments, the Cas9 protein is a nuclease dead
Cas9 (dCas9). In some embodiments, the Cas9 protein is a Cas9 nickase (nCas9). In some
embodiments, the Cas9 protein is a nuclease active Cas9.

Exemplary catalytically inactive Cas9 (dCas9):

DKKY STGLATIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNL IGALLFDSGETAEATRLKRTARRR
YTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTTYHLRKK
LVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAT
LSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTY DDDLDNLLAQ
IGDQYADLFLAAKNLSDATILLSDILRVNTE ITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKETF
FDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSTPHQTHLGELHA
ILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSF
TERMTNFDKNLPNEKVLPKHSLLYEY FTVYNELTKVKY VTEGMRKPAFLSGEQKKATVDLLFKTNRKVTV
KQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREM
TEERLKTYAHLFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDS
LTFKEDIQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTTQ
KGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLQONGRDMY VDQELDINRLSDYDVDAT
VPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLITQRKFDNLTKAERGGLSEL
DKAGFIKRQLVETRQITKHVAQILDSRMNTKY DENDKL IREVKV ITLKSKLVSDFRKDFQFYKVREINNY
HHAHDAYLNAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFY SNIMNFFKTEIT
LANGETIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIA
RKKDWDPKKYGGFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT IMERSSFEKNPIDFLEAKGYKEVK
KDLT IKLPKY SLFELENGRKRMLASAGELQKGNELALPSKYVNFLY LASHY EKLKGSPEDNEQKQLEFVEQ
HKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKP IREQAENT ITHLFTLTNLGAPAAFKY FDTT I
DRKRYTSTKEVLDATLTHQS ITGLYETRIDLSQLGGD

Exemplary catalytically Cas9 nickase (nCas9):

DKKY STGLATIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNL IGALLFDSGETAEATRLKRTARRR
YTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTTYHLRKK
LVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAT
LSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTY DDDLDNLLAQ
IGDQYADLFLAAKNLSDATILLSDILRVNTE ITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKETF
FDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSTPHQTHLGELHA
ILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSF
TERMTNFDKNLPNEKVLPKHSLLYEY FTVYNELTKVKY VTEGMRKPAFLSGEQKKATVDLLFKTNRKVTV
KQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREM
TEERLKTYAHLFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDS
LTFKEDIQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTTQ
KGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLQONGRDMY VDQELDINRLSDYDVDH T
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VPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLITQRKFDNLTKAERGGLSEL
DKAGFIKRQLVETRQITKHVAQILDSRMNTKY DENDKL IREVKV ITLKSKLVSDFRKDFQFYKVREINNY
HHAHDAYLNAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFY SNIMNFFKTEIT
LANGETIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIA
RKKDWDPKKYGGFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT IMERSSFEKNPIDFLEAKGYKEVK
KDLT IKLPKY SLFELENGRKRMLASAGELQKGNELALPSKYVNFLY LASHY EKLKGSPEDNEQKQLEFVEQ
HKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKP IREQAENT ITHLFTLTNLGAPAAFKY FDTT I
DRKRYTSTKEVLDATLTHQS ITGLYETRIDLSQLGGD

Exemplary catalytically active Cas9:

DKKY STGLDIGTNSVGWAVITDEY KVPSKKFKVLGNTDRHS TKKNL IGALLFDSGETAEATRLKRTARRR
YTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTTYHLRKK
LVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAT
LSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTY DDDLDNLLAQ
IGDQYADLFLAAKNLSDATILLSDILRVNTE ITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKETF
FDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSTPHQTHLGELHA
ILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSF
TERMTNFDKNLPNEKVLPKHSLLYEY FTVYNELTKVKY VTEGMRKPAFLSGEQKKATVDLLFKTNRKVTV
KQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREM
TEERLKTYAHLFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDS
LTFKEDIQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTTQ
KGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLQONGRDMY VDQELDINRLSDYDVDH T
VPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLITQRKFDNLTKAERGGLSEL
DKAGFIKRQLVETRQITKHVAQILDSRMNTKY DENDKL IREVKV ITLKSKLVSDFRKDFQFYKVREINNY
HHAHDAYLNAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFY SNIMNFFKTEIT
LANGETIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIA
RKKDWDPKKYGGFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT IMERSSFEKNPIDFLEAKGYKEVK
KDLT IKLPKY SLFELENGRKRMLASAGELQKGNELALPSKYVNFLY LASHY EKLKGSPEDNEQKQLEFVEQ
HKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKP IREQAENT ITHLFTLTNLGAPAAFKY FDTT I
DRKRYTSTKEVLDATLTHQSITGLYETRIDLSQLGGD.

In some embodiments, Cas9 refers to a Cas9 from archaea (e.g. nanoarchaea), which
constitute a domain and kingdom of single-celled prokaryotic microbes. In some embodiments,
Cas9 refers to CasX or CasY, which have been described in, for example, Burstein ef al., "New
CRISPR-Cas systems from uncultivated microbes." Cell Res. 2017 Feb 21. doi:
10.1038/cr.2017.21, the entire contents of which is hereby incorporated by reference. Using
genome-resolved metagenomics, a number of CRISPR-Cas systems were identified, including

the first reported Cas9 in the archaeal domain of life. This divergent Cas9 protein was found in

little- studied nanoarchaea as part of an active CRISPR-Cas system. In bacteria, two previously
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unknown systems were discovered, CRISPR-CasX and CRISPR-CasY, which are among the
most compact systems yet discovered. In some embodiments, Cas9 refers to CasX, or a variant
of CasX. In some embodiments, Cas9 refers to a CasY, or a variant of CasY. It should be
appreciated that other RNA-guided DNA binding proteins may be used as a nucleic acid
programmable DNA binding protein (napDNAbp) and are within the scope of this disclosure.

In some embodiments, the Cas9 is a Cas9 variant having specificity for an altered PAM
sequence. In some embodiments, the Additional Cas9 variants and PAM sequences are
described in Miller et al., Continuous evolution of SpCas9 variants compatible with non-G
PAMs. Nat Biotechnol (2020), doi.org/10.1038/s41587-020-0412-8, the entirety of which is
incorporated herein by reference. In some embodiments, a Cas9 variant has no specific PAM
requirements. In some embodiments, a Cas9 variant, e.g., a SpCas9 variant has specificity for a
NRNH PAM, wherein R is A or Gand His A, C, or T. ,In some embodiments, the SpCas9
variant has specificity for a PAM sequence AAA, TAA, CAA, GAA, TAT, GAT, or CAC. In
some embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114,
1134, 1135, 1137, 1139, 1151, 1180, 1188, 1211, 1218, 1219, 1221, 1249, 1256, 1264, 1290,
1318, 1317, 1320, 1321, 1323, 1332, 1333, 1335, 1337, or 1339 as numbered relative to the
below reference sequence, or a corresponding position thereof.
MDKKYSIGLDIGTNSVGWAVITDEYKVPSKKFKVIL.GNTDRHSIKKNLIGALLFDSGETA
EATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIF
GNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDN
SDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLF
GNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLS
DAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKN
GYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLG
ELHAILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWN
FEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMR
KPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTY
HDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHLFDDKVMKQLKRR
RYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQKAQV
SGQGDSLHEHIANLAGSPAIKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQK
GOKNSRERMKRIEEGIKELGSQILKEHPVENTOQLONEKLYLYYLONGRDMYVDOQELDI
NRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLL
NAKLITORKFDNLTKAERGGLSELDKAGFIKROLVETROITKHVAQILDSRMNTKYDEN

DKLIREVKVITI KSKI VSDFRKDFOFYKVREINNYHHAHDAYI NAVVGTALIKKYPKLE
SEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFYSNIMNFFKTEITL ANGEIRKRPLIET
47




10

15

20

WO 2020/168133 PCT/US2020/018193

NGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKK
DWDPKKYGGFDSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLE
AKGYKEVKKDLIIKLPKYSLFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASH
YEKLKGSPEDNEQKQLFVEQHKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDK
PIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLDATLIHQSITGLYETRIDL
SQLGGD (single underline: HNH domain; double underline: RuvC domain).

In some embodiments, the SpCas9 variant comprises an amino acid substitution at
position 1114, 1135, 1218, 1219, 1221, 1249, 1320, 1321, 1323, 1332, 1333, 1335, or 1337 as
numbered relative to the above reference sequence, or a corresponding position thereof. In some
embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114, 1134,
1135, 1137, 1139, 1151, 1180, 1188, 1211, 1219, 1221, 1256, 1264, 1290, 1318, 1317, 1320,
1323, 1333 as numbered relative to the above reference sequence, or a corresponding position
thereof. In some embodiments, the SpCas9 variant comprises an amino acid substitution at
position 1114, 1131, 1135, 1150, 1156, 1180, 1191, 1218, 1219, 1221, 1227, 1249, 1253, 1286,
1293, 1320, 1321, 1332, 1335, 1339 as numbered relative to the above reference sequence, or a
corresponding position thereof. In some embodiments, the SpCas9 variant comprises an amino
acid substitution at position 1114, 1127, 1135, 1180, 1207, 1219, 1234, 1286, 1301, 1332, 1335,
1337, 1338, 1349 as numbered relative to the above reference sequence. Exemplary amino acid
substitutions and PAM specificity of SpCas9 variants are shown in the below Tables A-D and
FIG. 49.

Table A
SpCas9 amino acid position
SpCas9 | 1114 | 1135 | 1218 | 1219 | 1221 | 1249 | 1320 | 1321 | 1323 | 1332 | 1333

R D G E Q P A P A D R
AAA N Vv H G
AAA N Vv H G
AAA Vv G
TAA G N Vv I
TAA N Vv I A
TAA G N Vv I A
CAA Vv K
CAA N Vv K
CAA N Vv K
GAA Vv H Vv K
GAA N Vv Vv K
GAA Vv H Vv K
TAT Vv H L
TAT Vv H L
TAT Vv H L
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SpCas9 amino acid position
SpCas9 | 1114 | 1135 | 1218 | 1219 | 1221 | 1249 | 1320 | 1321 | 1323 | 1332
R D G E Q P A P A D

GAT
GAT
GAT
CAC
CAC N
CAC

2

L A I
2
jeRNeRbelpelpe
2

Table B

SpCas9 amino acid position

SpCa 11 11 11 11 | 113 | 115 | 118 | 118 | 121 | 121 | 122 | 125 | 126 | 129 | 131 | 131 | 132 | 132 | 133
s9 14 34 35 37 9 1 0 8 1 9 1 6 4 0 8 7

R F D P Vv K D K K Q Q H Vv L N

m

GAA

I

GAA

GAA

=<

O|CO (0| O

TAA

TAA

<|=<|=<|=<|=<|=<|=<]|=

TAA

Olo |66

TAA

TAA

m
O|lo|lalo|la|a |66 |6

TAA

0]

>

0]
2l2|2|2|2|2|2|2|2|2|2|2|2|2|2|2|2
K || K€ [ ||| K| KK K[|
r|{r|jr|r|jrxfr|jxfrxr|jrx|jx|rx|xT|x|xTxT|xT|=XT
| | R ||| ||| ||| |K|<K || <K |<|<]|>|o
AR|IR|IAR|IAR|IR|IR|R|IAR|R|IAR|AR|IAR|R|R|AR|R|R|RAR|A|W

TAA G

Table C

SpCas9 amino acid position

SpCa | 11 | 11 |11 |11 | 11 |11 |11 |12 |12 |12 |12 (12 (12 (12 | 12 | 13 | 13 (13 |( 13 | 13
s9 14 (31 [ 35 [ 50 [ 56 [ 80 | 91 [ 18 [ 19 [ 21 [ 27 | 49 | 53 | 8 | 93 | 20 | 21 | 32 | 35 | 39

R Y D E K D K G E Q A P E N A A P D R T

SacB.
TAT

SacB.
TAT

Z
wn

AAT

TAT

TAT

2|lZ2|2|2
win|in|ln
| K| <1< | <
||| T
win|in|ln
win|in|ln
OO0 |6 6
r|r- |\ |r

TAT G C
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SpCas9 amino acid position
SpCa 11 (11 ) 11 (11 | 11 | 11 | 11 | 12 |12 (12 |12 |12 (12 | 12 |12 | 13 | 13 |( 13 | 13 | 13
s9 14 | 31 | 35 (50 | 56 | 80 | 91 | 18 | 19 | 21 | 27 | 49 [ 53 | 8 | 93 | 20 | 21 | 32 | 35 | 39
R Y D E K D K G E Q A P E N A A P D R T
TAT G C N G S \' H S S G L
TAT G C N G S \' H S S G L
TAT G C N E G S \' H S S G L
TAT G C N \' G S \' H S S G L
TAT C N G S \' H S S G L
TAT G C N G S \' H S S G L
Table D
SpCas9 amino acid position
SpCaso 111 | 112 | 113 | 118 | 120 | 121 | 123 | 128 | 130 | 133 | 133 | 133 | 133 | 134
4 7 5 0 7 9 4 6 1 2 5 7 8 9
R D D D E E N N P D R T S H
SacB.CAC N \YJ N Q N
AAC G N \YJ N Q N
AAC G N \YJ N Q N
TAC G N \YJ N Q N
TAC G N \YJ H N Q N
TAC G N G \YJ D H N Q N
TAC G N \YJ N Q N
TAC G G N E \YJ H N Q N
TAC G N \YJ H N Q N
TAC G N \YJ N Q N T R

In particular embodiments, napDNAbps useful in the methods of the invention include
circular permutants, which are known in the art and described, for example, by Oakes ez al., Cell
176, 254-267, 2019. An exemplary circular permutant follows where the bold sequence
indicates sequence derived from Cas9, the italics sequence denotes a linker sequence, and the
underlined sequence denotes a bipartite nuclear localization sequence,

CP5 (with MSP “NGC=Pam Variant with mutations Regular Cas9 likes NGG”
PID=Protein Interacting Domain and “D10A” nickase):

EIGKATAKYFFYSNIMNFFKTEITLANGE IRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKK
TEVQTGGFSKES ILPKRNSDKLIARKKDWDPKKY GGFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT
IMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKY SLFELENGRKRMLASAKFLQKGNELALPSKYVNFLY
LASHYEKLKGSPEDNEQKQLFVEQHKHYLDEI IEQI SEFSKRVILADANLDKVLSAYNKHRDKPIREQAE
NIIHLFTLTNLGAPRAFKYFDTTIARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGDGGSGGSGGS
GGSGGSGGSGGMDKKY SIGLAIGTNSVGWAVI TDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETA
EATRLKRTARRRY TRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYH
EKYPTIYHLRKKLVDS TDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEEN
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PINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKIL.QL.SKD
TYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDL. TLLKATLV
RQOLPEKYKEIFFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGS
IPHQIHL.GELHATILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEE TI TPWNFE
EVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIV
DLLEFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDI
VLTLTLFEDREMIEERLKTYAHLEFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFA
NRNFMQLIHDDSLTFKEDIQKAQVSGQGDSLHEHIANLAGSPATIKKGILQTVKVVDELVKVMGRHKPENT
VIEMARENQTTQKGOQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYTLONGRDMYVDQELD
INRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLI.NAKL T TOQRKEFDN
LTKAERGGLSELDKAGFIKRQLVETRQI TKHVAQTIT.DSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKD
FOQFYKVREINNYHHAHDAYINAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSE

FESPKKKRKV*

Non-limiting examples of a polynucleotide programmable nucleotide binding domain
which can be incorporated into a base editor include a CRISPR protein-derived domain, a
restriction nuclease, a meganuclease, TAL nuclease (TALEN), and a zinc finger nuclease
(ZFN).

In some embodiments, the nucleic acid programmable DNA binding protein
(napDNAbp) of any of the fusion proteins provided herein may be a CasX or CasY protein. In
some embodiments, the napDNAbp is a CasX protein. In some embodiments, the napDNAbp is
a CasY protein. In some embodiments, the napDNAbp comprises an amino acid sequence that is
at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at
least 96%, at least 97%, at least 98%, at least 99%, or at ease 99.5% identical to a naturally-
occurring CasX or CasY protein. In some embodiments, the napDNAbp is a naturally-occurring
CasX or CasY protein. In some embodiments, the napDNAbp comprises an amino acid
sequence that is at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%,
at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at ease 99.5% identical to
any CasX or CasY protein described herein. It should be appreciated that Cas12b/C2c1, CasX
and CasY from other bacterial species may also be used in accordance with the present

disclosure.

Cas12b/C2c1 (uniprot.org/uniprot/TOD7A2#2)

sp|TOD7A2|C2C1_ALIAG CRISPR-associated endo- nuclease C2cl OS

= Alicyclobacillus  acido- terrestris  (strain ATCC 49025 / DSM 3922/ CIP 106132 / NCIMB
13137/GD3B) GN=c2c1 PE=1 SV=1
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MAVKSIKVKLRLDDMPEIRAGLWKLHKEVNAGVRYYTEWLSLLROQENLYRRSPNGDGEQECDKTAEECKA
ELLERLRARQVENGHRGPAGSDDELLOQLARQLYELLVPQATGAKGDAQQIARKFLSPLADKDAVGGLGIA
KAGNKPRWVRMREAGEPGWEEEKEKAETRKSADRTADVLRALADFGLKPLMRVYTDSEMS SVEWKPLRKG
QAVRTWDRDMEQOATERMMSWE SWNQRVGOEYAKLVEQKNRFEQKNEFVGOEHLVHLVNQLOODMKEASPG
LESKEQTAHYVTGRALRGSDKVFEKWGKLAPDAPFDLY DAETKNVOQRRNTRRFGSHDLFAKLAEPEYQAL
WREDASFLTRYAVYNSILRKLNHAKMFATEFTLPDATAHPIWT REDKLGGNLHQY TEFLENEFGERRHATIRE
HKLLKVENGVAREVDDVTVPISMSEQLDNLLPRDPNEPIALY FRDYGAEQHFTGEFGGAKIQCRRDQLAH
MHRRRGARDVYLNVSVRVQSQSEARGERRPPYAAVFRLVGDNHRAFVHEDKLSDY LAEHPDDGKLGSEGL
LSGLRVMSVDLGLRTSASISVFRVARKDELKPNSKGRVPFFFPIKGNDNLVAVHERSQLLKLPGETESKD
LRATREERQRTLRQLRTQLAYLRLLVRCGSEDVGRRERSWAKLIEQPVDAANHMTPDWREAFENELOKLK
SLHGICSDKEWMDAVYESVRRVWRHMGKOVRDWRKDVRSGERPKIRGYAKDVVGGNSIEQIEYLERQYKE
LKSWSEFEFGKVSGQVIRAEKGSRFAITLREHIDHAKEDRLKKLADRIIMEALGYVYALDERGKGKWVAKY P
PCOLILLEELSEYQFNNDRPPSENNQLMOWSHRGVEFQELINQAQVHDLLVGTMYAAFSSREFDARTGAPGI
RCRRVPARCTQEHNPEPFPWWLNKEFVVEHTLDACPLRADDLIPTGEGEIFVSPEFSAEEGDFHQIHADLNA
AQNLOQRLWSDEDISQIRLRCDWGEVDGELVLIPRLTGKRTADSY SNKVEYTNTGVTY YERERGKKRRKV
FAQEKLSEEEAELLVEADEAREKSVVLMRDPSGI INRGNWTRQKEFWSMV NQRIEGYLVKQIRSRVPLQ
DSACENTGDI

CasX (uniprot.org/uniprot/FONN87; uniprot.org/uniprot/FONHS3)
>tr|[FONN87|[FONN87 SULIH CRISPR-associated Casx protein OS = Sulfolobus
islandicus (strain HVE10/4) GN =SiH 0402 PE=4 SV=1
MEVPLYNIFGDNYIIQVATEAENSTIYNNKVE IDDEELRNVLNLAYKIAKNNEDAAAERRGKAKKKKGEE
GETTTSNIILPLSGNDKNPWTETLKCYNFPTTVALSEVFKNFSQVKECEEVSAPSFVKPEFYEFGRSPGM
VERTRRVKLEVEPHYLIIAAAGWVLTRLGKAKVSEGDYVGVNVETPTRGILY SLIQNVNGIVPGIKPETA
FGLWIARKVVSSVTNPNVSVVRIYTISDAVGONPTTINGGFSIDLTKLLEKRYLLSERLEATARNALSTIS

SNMRERYIVLANYIYEYLTG SKRLEDLLYFANRDLIMNLNSDDGKVRDLKLISAYVNGELIRGEG

>tr][FONHS3|FONHS3 SULIR CRISPR associated protein, Casx OS = Sulfolobus
islandicus (strain REY15A) GN=SiRe 0771 PE=4 SV=1
MEVPLYNIFGDNYIIQVATEAENSTIYNNKVEIDDEELRNVLNLAY KIAKNNEDAAAERRGKAKKKKGEE
GETTTSNITLPLSGNDKNPWTETLKCYNFPTTVALSEVFKNFSQVKECEEVSAPSEFVKPEFYKFGRSPGM
VERTRRVKLEVEPHYLIMAAAGWVLTRLGKAKVSEGDYVGVNVETPTRGILY SLIQNVNGIVPGIKPETA
FGLWIARKVVSSVTNPNVSVVSIYTISDAVGONPTTINGGEFSIDLTKLLEKRDLLSERLEATARNALSIS
SNMRERYIVLANYIYEYLTGSKRLEDLLYFANRDLIMNLNSDDGKVRDLKLISAYVNGELIRGEG

Deltaproteobacteria CasX
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MEKRINKIRKKLSADNATKPVSRSGPMKTLLVRVMTDDLKKRLEKRRKKPEVMPOVISNNAANNLRMLLD
DYTKMKEATILOQVYWQEFKDDHVGLMCKEFAQPASKKIDONKLKPEMDEKGNLTTAGFACSQCGQPLEVYKL
EQVSEKGKAYTNY FGRCNVAEHEKLILLAQLKPVKDSDEAVTYSLGKEFGQRALDEFYSIHVTKESTHPVKP
LAQIAGNRYASGPVGKALSDACMGTIASFLSKYQDITITEHOKVVKGNQKRLESLRELAGKENLEYPSVTL
PPOPHTKEGVDAYNEVIARVRMWVNLNLWOKLKLSRDDAKPLLRLKGEFPSFPVVERRENEVDWWNT INEV
KKLIDAKRDMGRVEWSGVTAEKRNTILEGYNY LPNENDHKKREGSLENPKKPAKRQFGDLLLYLEKKYAG
DWGKVEFDEAWERIDKKIAGLTSHIEREEARNAEDAQSKAVLTDWLRAKASEFVLERLKEMDEKEFYACETQ
LOKWYGDLRGNPFAVEAENRVVDISGESIGSDGHSIQY RNLLAWKY LENGKREEFYLLMNY GKKGRIRETD
GTDIKKSGKWQGLLYGGGKAKVIDLTFDPDDEQLITILPLAFGTRQGREFIWNDLLSLETGLIKLANGRVI
EKTIYNKKIGRDEPALEFVALTFERREVVDPSNIKPVNLIGVARGENIPAVIALTDPEGCPLPEFKDSSGG
PTDILRIGEGYKEKQRATIQAAKEVEQRRAGGY SRKFASKSRNLADDMVRNSARDLEYHAVTHDAVLVEAN
LSRGEFGROGKRTFMTERQYTKMEDWLTAKLAY EGLTSKTYLSKTLAQYTSKTCSNCGEFTITYADMDVMLYV
RLKKTSDGWATTLNNKELKAEYQITYYNRYKROTVEKELSAELDRLSEESGNNDISKWTKGRRDEALEFLL
KKRESHRPVQEQEFVCLDCGHEVHAAEQAATLNIARSWLEFLNSNSTEFKSYKSGKOPEFVGAWQAFEFY KRRLKE
VWKPNA

CasY (ncbi.nlm.nih.gov/protein/APG80656.1)

>APG80656.1 CRISPR-associated protein CasY [uncultured Parcubacteria group
bacterium]

MSKRHPRISGVKGYRLHAQRLEYTGKSGAMRT IKYPLYSSPSGGRTVPREIVSAINDDYVGLYGLSNFDD
LYNAEKRNEEKVYSVLDFWYDCVQYGAVFSYTAPGLLKNVAEVRGGSYELTKTLKGSHLYDELQIDKVIK
FLNKKEISRANGSLDKLKKDIIDCFKAEYRERHKDQCNKLADDI KNAKKDAGASLGERQKKLFRDFFGIS
EQSENDKPSFTNPLNLTCCLLPFDTVNNNRNRGEVLFNKLKEYAQKLDKNEGSLEMWEY IGIGNSGTAFS
NFLGEGFLGRLRENKITELKKAMMDITDAWRGQEQEEELEKRLRILAALT IKLREPKFDNHWGGYRSDIN
GKLSSWLQONY INQTVKIKEDLKGHKKDLKKAKEMINRFGESDTKEEAVVSSLLESIEKIVPDDSADDEKP
DIPAIAIYRRFLSDGRLTLNRFVQREDVQEALIKERLEAEKKKKPKKRKKKSDAEDEKET IDFKELFPHL
AKPLKLVPNFYGDSKRELYKKYKNAAIYTDALWKAVEKIYKSAFSSSLKNSFFDTDFDKDFFIKRLOKIF
SVYRRFNTDKWKPIVKNSFAPYCDIVSLAENEVLYKPKQSRSRKSAAIDKNRVRLPSTENIAKAGIALAR
ELSVAGFDWKDLLKKEEHEEYIDLIELHKTALALLLAVTETQLDISALDFVENGTVKDFMKTRDGNLVLE
GRFLEMFSQSIVFSELRGLAGLMSRKEFITRSAIQTMNGKQAELLY IPHEFQSAKITTPKEMSRAFLDLA
PAEFATSLEPESLSEKSLLKLKQMRY YPHY FGYELTRTGQGIDGGVAENALRLEKS PVKKRE IKCKQYKT
LGRGONKIVLYVRSSYYQTQFLEWFLHRPKNVQTDVAVSGSFLIDEKKVKTRWNYDALTVALEPVSGSER
VFVSQPFTIFPEKSAEEEGORYLGIDIGEYGIAYTALEITGDSAKILDONFISDPQLKTLREEVKGLKLD
QRRGTFAMPSTKIARIRESLVHSLRNRIHHLALKHKAKIVYELEVSRFEEGKQKIKKVYATLKKADVYSE
IDADKNLQTTVWGKLAVASEISASYTSQFCGACKKLWRAEMQVDET ITTQELIGTVRVIKGGTLIDAIKD
FMRPPIFDENDTPFPKYRDFCDKHHISKKMRGNSCLFICPFCRANADADIQASQTIALLRYVKEEKKVED

YFERFRKLKN IKVLGQMKKI
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The term “conservative amino acid substitution” or “conservative mutation” refers to the
replacement of one amino acid by another amino acid with a common property. A functional
way to define common properties between individual amino acids is to analyze the normalized
frequencies of amino acid changes between corresponding proteins of homologous organisms
(Schulz, G. E. and Schirmer, R. H., Principles of Protein Structure, Springer-Verlag, New York
(1979)). According to such analyses, groups of amino acids can be defined where amino acids
within a group exchange preferentially with each other, and therefore resemble each other most
in their impact on the overall protein structure (Schulz, G. E. and Schirmer, R. H., supra). Non-
limiting examples of conservative mutations include amino acid substitutions of amino acids, for
example, lysine for arginine and vice versa such that a positive charge can be maintained,;
glutamic acid for aspartic acid and vice versa such that a negative charge can be maintained,
serine for threonine such that a free -OH can be maintained; and glutamine for asparagine such
that a free -NHa can be maintained.

The term “coding sequence” or “protein coding sequence” as used interchangeably
herein refers to a segment of a polynucleotide that codes for a protein. The region or sequence is
bounded nearer the 5° end by a start codon and nearer the 3” end with a stop codon. Coding
sequences can also be referred to as open reading frames.

The term “deaminase” or “deaminase domain,” as used herein, refers to a protein or
enzyme that catalyzes a deamination reaction. In some embodiments, the deaminase is an
adenosine deaminase, which catalyzes the hydrolytic deamination of adenine to hypoxanthine.
In some embodiments, the deaminase is an adenosine deaminase, which catalyzes the hydrolytic
deamination of adenosine or adenine (A) to inosine (I). In some embodiments, the deaminase or
deaminase domain is an adenosine deaminase catalyzing the hydrolytic deamination of
adenosine or deoxyadenosine to inosine or deoxyinosine, respectively. In some embodiments,
the adenosine deaminase catalyzes the hydrolytic deamination of adenosine in deoxyribonucleic
acid (DNA). The adenosine deaminases (e.g., engineered adenosine deaminases, evolved
adenosine deaminases) provided herein can be from any organism, such as a bacterium. In some
embodiments, the adenosine deaminase is from a bacterium, such as Escherichia coli,
Staphylococcus aureus, Salmonella typhimurium, Shewanella putrefaciens, Haemophilus
influenzae, or Caulobacter crescentus.

In some embodiments, the adenosine deaminase is a TadA deaminase. In some
embodiments, the TadA deaminase is TadA variant. In some embodiments, the TadA variant is
a TadA*8. In some embodiments, the deaminase or deaminase domain is a variant of a naturally
occurring deaminase from an organism, such as a human, chimpanzee, gorilla, monkey, cow,

dog, rat, or mouse. In some embodiments, the deaminase or deaminase domain does not occur
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in nature. For example, in some embodiments, the deaminase or deaminase domain is at least
50%, at least 55%, at least 60%, at least 65%, at least 70%, at least 75% at least 80%, at least
85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least
96%, at least 97%, at least 98%, at least 99%, at least 99.1%, at least 99.2%, at least 99.3%, at
least 99.4%, at least 99.5%, at least 99.6%, at least 99.7%, at least 99.8%, or at least 99.9%
identical to a naturally occurring deaminase. For example, deaminase domains are described in
International PCT Application Nos. PCT/2017/045381 (WO 2018/027078) and
PCT/US2016/058344 (WO 2017/070632), each of which is incorporated herein by reference for
its entirety. Also, see Komor, A.C,, ef al., “Programmable editing of a target base in genomic
DNA without double-stranded DNA cleavage” Nature 533, 420-424 (2016); Gaudelli, N.M., et
al., “Programmable base editing of AT to G+C in genomic DNA without DNA cleavage”
Nature 551, 464-471 (2017); Komor, A.C., et al., “Improved base excision repair inhibition and
bacteriophage Mu Gam protein yields C:G-to-T: A base editors with higher efficiency and
product purity” Science Advances 3:eaao4774 (2017) ), and Rees, H A, ef al., “Base editing:
precision chemistry on the genome and transcriptome of living cells.” Nat Rev Genet. 2018
Dec;19(12):770-788. doi: 10.1038/s41576-018-0059-1, the entire contents of which are hereby
incorporated by reference.

“Detect” refers to identifying the presence, absence or amount of the analyte to be
detected. In one embodiment, a sequence alteration in a polynucleotide or polypeptide is
detected. In another embodiment, the presence of indels is detected.

By "detectable label" is meant a composition that when linked to a molecule of interest
renders the latter detectable, via spectroscopic, photochemical, biochemical, immunochemical,
or chemical means. For example, useful labels include radioactive isotopes, magnetic beads,
metallic beads, colloidal particles, fluorescent dyes, electron-dense reagents, enzymes (for
example, as commonly used in an ELISA), biotin, digoxigenin, or haptens.

By “disease” is meant any condition or disorder that damages or interferes with the normal
function of a cell, tissue, or organ. In an embodiment, the disease is SCD. In an embodiment, the
disease is B-thallasemia.

The term “effective amount,” as used herein, refers to an amount of a biologically active
agent that is sufficient to elicit a desired biological response. The effective amount of active
compound(s) used to practice the present invention for therapeutic treatment of a disease varies
depending upon the manner of administration, the age, body weight, and general health of the
subject. Ultimately, the attending physician or veterinarian will decide the appropriate amount
and dosage regimen. Such amount is referred to as an “effective” amount. In particular

embodiments, an effective amount is the amount of a base editor system of the invention (e.g., a
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fusion protein comprising a programable DNA binding protein, a nucleobase editor and gRNA)
that is sufficient to alter a SCD mutation in a cell to achieve a therapeutic effect (e.g., to reduce
or control SCD in a subject or a symptom or condition thereof). Such therapeutic effect need
not be sufficient to alter a SCD in all cells of a tissue or organ, but only in about 1%, 5%, 10%,
25%, 50%, 75% or more of the cells present in a tissue or organ. In one embodiment, an
effective amount is sufficient to ameliorate one or more symptom of SCD, such symptoms
include anemia and ischemia.

By "fragment" is meant a portion of a polypeptide or nucleic acid molecule. This portion
contains, at least about 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, or 90% of the entire length
of the reference nucleic acid molecule or polypeptide. A fragment may contain 10, 20, 30, 40,
50, 60, 70, 80, 90, or 100, 200, 300, 400, 500, 600, 700, 800, 900, or 1000 nucleotides or amino
acids.

By “guide RNA” or “gRNA” is meant a polynucleotide which can be specific for a
target sequence and can form a complex with a polynucleotide programmable nucleotide
binding domain protein (e.g., Cas9 or Cpfl). In an embodiment, the guide polynucleotide is a
guide RNA (gRNA). gRNASs can exist as a complex of two or more RNAs, or as a single RNA
molecule. gRNAs that exist as a single RNA molecule may be referred to as single-guide RNAs
(sgRNAs), though “gRNA” is used interchangeably to refer to guide RNAs that exist as either
single molecules or as a complex of two or more molecules. Typically, gRNAs that exist as
single RNA species comprise two domains: (1) a domain that shares homology to a target
nucleic acid (e.g., and directs binding of a Cas9 complex to the target); and (2) a domain that
binds a Cas9 protein. In some embodiments, domain (2) corresponds to a sequence known as a
tractrRNA and comprises a stem-loop structure. For example, in some embodiments, domain (2)
is identical or homologous to a tractRNA as provided in Jinek ef al., Science 337:816-
821(2012), the entire contents of which is incorporated herein by reference. Other examples of
gRNAs (e.g., those including domain 2) can be found in U.S. Provisional Patent Application,
U.S.S.N. 61/874,682, filed September 6, 2013, entitled "Switchable Cas9 Nucleases and Uses
Thereof," and U.S. Provisional Patent Application, U.S.S.N. 61/874,746, filed September 6,
2013, entitled "Delivery System For Functional Nucleases," the entire contents of each are
hereby incorporated by reference in their entirety. In some embodiments, a gRNA comprises
two or more of domains (1) and (2), and may be referred to as an “extended gRNA.” An
extended gRNA will bind two or more Cas9 proteins and bind a target nucleic acid at two or
more distinct regions, as described herein. The gRNA comprises a nucleotide sequence that
complements a target site, which mediates binding of the nuclease/RNA complex to said target

site, providing the sequence specificity of the nuclease:RNA complex. As will be appreciated
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by those skilled in the art, RNA polynucleotide sequences, e.g., gRNA sequences, include the
nucleobase uracil (U), a pyrimidine derivative, rather than the nucleobase thymine (T), which is
included in DNA polynucleotide sequences. In RNA, uracil base-pairs with adenine and

replaces thymine during DNA transcription.

“Hb G-Makassar” or “Makassar” refers to a human B-hemoglobin variant, the human
Hemoglobin (Hb) of G-Makassar variant or mutation (HB Makassar variant), which is an
asymptomatic, naturally-occurring variant (E6A) hemoglobin. Hb G-Makassar was first
identified in Indonesia. (Mohamad, A.S. et al., 2018, Hematol. Rep., 10(3):7210
(do01:10.4081/hr.2018.7210). The Hb G-Makassar mobility is slower when subjected to
electrophoresis. The Makassar B-hemoglobin variant has its anatomical abnormality at the -6
or A3 location where the glutamyl residue typically is replaced by an alanyl residue. The
substitution of single amino acid in the gene encoding the B-globin subunit -6 glutamyl to
valine will result as sickle cell disease. Routine procedures, such as isoelectric focusing,
hemoglobin electrophoresis separation by cation-exchange High Performance Liquid
Chromatography (HPLC) and cellulose acetate electrophoresis, have been unable to separate the
Hb G-Makassar and HbS globin forms, as they were found to have identical properties when
analyzed by these methods. Consequently, Hb G-Makassar and HbS have been incorrectly
identified and mistaken for each other by those skilled in the art, thus leading to misdiagnosis of
Sickle Cell Disease (SCD).

“Hybridization” means hydrogen bonding, which may be Watson-Crick, Hoogsteen or
reversed Hoogsteen hydrogen bonding, between complementary nucleobases. For example,
adenine and thymine are complementary nucleobases that pair through the formation of
hydrogen bonds.

The term "inhibitor of base repair" or "IBR" refers to a protein that is capable in
inhibiting the activity of a nucleic acid repair enzyme, for example a base excision repair (BER)
enzyme. In some embodiments, the IBR is an inhibitor of inosine base excision repair.
Exemplary inhibitors of base repair include inhibitors of APE1, Endo III, Endo IV, Endo V,
Endo VIII, Fpg, hOGGI, hNEILI, T7 Endol, TAPDG, UDG, hSMUGI, and hAAG. In some
embodiments, the IBR is an inhibitor of Endo V or hAAG. In some embodiments, the IBR is a
catalytically inactive EndoV or a catalytically inactive hAAG. In some embodiments, the base
repair inhibitor is an inhibitor of Endo V or hAAG. In some embodiments, the base repair
inhibitor is a catalytically inactive EndoV or a catalytically inactive hAAG.

In some embodiments, the base repair inhibitor is uracil glycosylase inhibitor (UGI).

UGI refers to a protein that is capable of inhibiting a uracil-DNA glycosylase base-excision
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repair enzyme. In some embodiments, a UGI domain comprises a wild-type UGI or a fragment
of a wild-type UGI. In some embodiments, the UGI proteins provided herein include fragments
of UGI and proteins homologous to a UGI or a UGI fragment. In some embodiments, the base
repair inhibitor is an inhibitor of inosine base excision repair. In some embodiments, the base
repair inhibitor is a “catalytically inactive inosine specific nuclease” or “dead inosine specific
nuclease. Without wishing to be bound by any particular theory, catalytically inactive inosine
glycosylases (e.g., alkyl adenine glycosylase (AAG)) can bind inosine but cannot create an
abasic site or remove the inosine, thereby sterically blocking the newly formed inosine moiety
from DNA damage/repair mechanisms. In some embodiments, the catalytically inactive inosine
specific nuclease can be capable of binding an inosine in a nucleic acid but does not cleave the
nucleic acid. Non-limiting exemplary catalytically inactive inosine specific nucleases include
catalytically inactive alkyl adenosine glycosylase (AAG nuclease), for example, from a human,
and catalytically inactive endonuclease V (EndoV nuclease), for example, from £. coli. In some
embodiments, the catalytically inactive AAG nuclease comprises an E125Q mutation or a
corresponding mutation in another AAG nuclease.

By “increases” is meant a positive alteration of at least 10%, 25%, 50%, 75%, or 100%.

An "intein" is a fragment of a protein that is able to excise itself and join the remaining
fragments (the exteins) with a peptide bond in a process known as protein splicing. Inteins are
also referred to as "protein introns." The process of an intein excising itself and joining the
remaining portions of the protein is herein termed "protein splicing" or "intein-mediated protein
splicing." In some embodiments, an intein of a precursor protein (an intein containing protein
prior to intein-mediated protein splicing) comes from two genes. Such intein is referred to
herein as a split intein (e.g., split intein-N and split intein-C). For example, in cyanobacteria,
DnakE, the catalytic subunit a of DNA polymerase 11, is encoded by two separate genes, dnaE-n
and dnaE-c. The intein encoded by the dnaE-n gene may be herein referred as "intein-N." The
intein encoded by the dnaE-c gene may be herein referred as "intein-C."

Other intein systems may also be used. For example, a synthetic intein based on the
dnaE intein, the Cfa-N (e.g., split intein-N) and Cfa-C (e.g., split intein-C) intein pair, has been
described (e.g., in Stevens ef al., ] Am Chem Soc. 2016 Feb. 24; 138(7):2162-5, incorporated
herein by reference). Non-limiting examples of intein pairs that may be used in accordance with
the present disclosure include: Cfa DnaFE intein, Ssp GyrB intein, Ssp DnaX intein, Ter DnaE3
intein, Ter ThyX intein, Rma DnaB intein and Cne Prp8 intein (e.g., as described in U.S. Patent
No. 8,394,604, incorporated herein by reference.

Exemplary nucleotide and amino acid sequences of inteins are provided.

58



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

DnaFE Intein-N DNA:
TGCCTGTCATACGAAACCGAGATACTGACAGTAGAATATGGCCTTCTGCCAATCGGGAAGATTGTGGAGA
AACGGATAGAATGCACAGTTTACTCTGTCGATAACAATGGTAACATTTATACTCAGCCAGTTGCCCAGTG
GCACGACCGGGGAGAGCAGGAAGTATTCGAATACTGTCTGGAGGATGGAAGTCTCATTAGGGCCACTAAG
GACCACAAATTTATGACAGTCGATGGCCAGATGCTGCCTATAGACGAAATCTTTGAGCGAGAGTTGGACC
TCATGCGAGTTGACAACCTTCCTAAT

DnaE Intein-N Protein:

CLSYETEILTVEYGLLPIGKIVEKRIECTVYSVDNNGNIYTQPVAQWHDR
GEQEVFEYCLEDGSLIRATKDHKFMTVDGQMLPIDEIFERELDLMRVDNLPN

DnaFE Intein-C DNA:

ATGATCAAGATAGCTACAAGGAAGTATCTTGGCAAACAAAACGTTTATGA
TATTGGAGTCGAAAGAGATCACAACTTTGCTCTGAAGAACGGATTCATAGCTTCTAAT

Intein-C: MIKIATRKYLGKQNVYDIGVERDHNFALKNGEFIASN

Cfa-N DNA:
TGCCTGTCTTATGATACCGAGATACTTACCGTTGAATATGGCTTCTTGCCTATTGGARAAGATTGTCGAAG
AGAGAATTGAATGCACAGTATATACTGTAGACAAGAATGGTTTCGTTTACACACAGCCCATTGCTCAATG
GCACAATCGCGGCGAACAAGAAGTATTTGAGTACTGTCTCGAGGATGGAAGCATCATACGAGCAACTAAA
GATCATAAATTCATGACCACTGACGGGCAGATGTTGCCAATAGATGAGATATTCGAGCGGGGCTTGGATC
TCAAACAAGTGGATGGATTGCCA

Cfa-N Protein:
CLSYDTEILTVEYGFLPIGKIVEERIECTVYTVDKNGEVYTQPIAQWHNRGEQEVFEYCLEDGSIIRATK
DHKFMTTDGQMLPIDEIFERGLDLKQVDGLP

Cfa-C DNA:
ATGAAGAGGACTGCCGATGGATCAGAGTTTGAATCTCCCAAGAAGAAGAGGAAAGTAAAGATAATATCTC
GAAAAAGTCTTGGTACCCAAAATGTCTATGATATTGGAGTGGAGAAAGATCACAACTTCCTTCTCAAGAA
CGGTCTCGTAGCCAGCAAC

Cfa-C Protein: MKRTADGSEFESPKKKRKVKIISRKSLGTONVYDIGVEKDHNFLLKNGLVASN
Intein-N and intein-C may be fused to the N-terminal portion of the split Cas9 and the C-
terminal portion of the split Cas9, respectively, for the joining of the N-terminal portion of the
split Cas9 and the C-terminal portion of the split Cas9. For example, in some embodiments, an
intein-N is fused to the C-terminus of the N-terminal portion of the split Cas9, i.e., to form a
structure of N--[N-terminal portion of the split Cas9]-[intein-N]--C. In some embodiments, an
intein-C is fused to the N-terminus of the C-terminal portion of the split Cas9, i.e., to form a
structure of N-[intein-C]--[C-terminal portion of the split Cas9]-C. The mechanism of intein-
mediated protein splicing for joining the proteins the inteins are fused to (e.g., split Cas9) is
known in the art, e.g., as described in Shah ef al., Chem Sci. 2014; 5(1):446-461, incorporated

herein by reference. Methods for designing and using inteins are known in the art and
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described, for example by W02014004336, W02017132580, US20150344549, and
US20180127780, each of which is incorporated herein by reference in their entirety.

The terms "isolated," "purified," or "biologically pure" refer to material that is free to
varying degrees from components which normally accompany it as found in its native state.
"Isolate" denotes a degree of separation from original source or surroundings. "Purify" denotes a
degree of separation that is higher than isolation. A "purified" or "biologically pure" protein is
sufficiently free of other materials such that any impurities do not materially affect the
biological properties of the protein or cause other adverse consequences. That is, a nucleic acid
or peptide of this invention is purified if it is substantially free of cellular material, viral
material, or culture medium when produced by recombinant DNA techniques, or chemical
precursors or other chemicals when chemically synthesized. Purity and homogeneity are
typically determined using analytical chemistry techniques, for example, polyacrylamide gel
electrophoresis or high-performance liquid chromatography. The term "purified" can denote that
a nucleic acid or protein gives rise to essentially one band in an electrophoretic gel. For a protein
that can be subjected to modifications, for example, phosphorylation or glycosylation, different
modifications may give rise to different isolated proteins, which can be separately purified.

By "isolated polynucleotide" is meant a nucleic acid (e.g., a DNA) that is free of the
genes which, in the naturally-occurring genome of the organism from which the nucleic acid
molecule of the invention is derived, flank the gene. The term therefore includes, for example, a
recombinant DNA that is incorporated into a vector; into an autonomously replicating plasmid
or virus; or into the genomic DNA of a prokaryote or eukaryote; or that exists as a separate
molecule (for example, a cDNA or a genomic or cDNA fragment produced by PCR or
restriction endonuclease digestion) independent of other sequences. In addition, the term
includes an RNA molecule that is transcribed from a DNA molecule, as well as a recombinant
DNA that is part of a hybrid gene encoding additional polypeptide sequence.

By an "isolated polypeptide" is meant a polypeptide of the invention that has been
separated from components that naturally accompany it. Typically, the polypeptide is isolated
when it is at least 60%, by weight, free from the proteins and naturally-occurring organic
molecules with which it is naturally associated. Preferably, the preparation is at least 75%, more
preferably at least 90%, and most preferably at least 99%, by weight, a polypeptide of the
invention. An isolated polypeptide of the invention may be obtained, for example, by extraction
from a natural source, by expression of a recombinant nucleic acid encoding such a polypeptide;
or by chemically synthesizing the protein. Purity can be measured by any appropriate method,

for example, column chromatography, polyacrylamide gel electrophoresis, or by HPLC analysis.
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The term “linker”, as used herein, can refer to a covalent linker (e.g., covalent bond), a
non-covalent linker, a chemical group, or a molecule linking two molecules or moieties, e.g.,
two components of a protein complex or a ribonucleocomplex, or two domains of a fusion
protein, such as, for example, a polynucleotide programmable DNA binding domain (e.g.,
dCas9) and a deaminase domain ((e.g., an adenosine deaminase, or an adenosine deaminase and
a cytidine deaminase, e.g., as described in PCT/US19/44935). A linker can join different
components of, or different portions of components of, a base editor system. For example, in
some embodiments, a linker can join a guide polynucleotide binding domain of a polynucleotide
programmable nucleotide binding domain and a catalytic domain of a deaminase. In some
embodiments, a linker can join a CRISPR polypeptide and a deaminase. In some embodiments,
a linker can join a Cas9 and a deaminase. In some embodiments, a linker can join a dCas9 and a
deaminase. In some embodiments, a linker can join a nCas9 and a deaminase. In some
embodiments, a linker can join a guide polynucleotide and a deaminase. In some embodiments,
a linker can join a deaminating component and a polynucleotide programmable nucleotide
binding component of a base editor system. In some embodiments, a linker can join a RNA-
binding portion of a deaminating component and a polynucleotide programmable nucleotide
binding component of a base editor system. In some embodiments, a linker can join a RNA-
binding portion of a deaminating component and a RNA-binding portion of a polynucleotide
programmable nucleotide binding component of a base editor system. A linker can be
positioned between, or flanked by, two groups, molecules, or other moieties and connected to
each one via a covalent bond or non-covalent interaction, thus connecting the two. In some
embodiments, the linker can be an organic molecule, group, polymer, or chemical moiety. In
some embodiments, the linker can be a polynucleotide. In some embodiments, the linker can be
a DNA linker. In some embodiments, the linker can be a RNA linker. In some embodiments, a
linker can comprise an aptamer capable of binding to a ligand. In some embodiments, the ligand
may be carbohydrate, a peptide, a protein, or a nucleic acid. In some embodiments, the linker
may comprise an aptamer may be derived from a riboswitch. The riboswitch from which the
aptamer is derived may be selected from a theophylline riboswitch, a thiamine pyrophosphate
(TPP) riboswitch, an adenosine cobalamin (AdoCbl) riboswitch, an S-adenosyl methionine
(SAM) riboswitch, an SAH riboswitch, a flavin mononucleotide (FMN) riboswitch, a
tetrahydrofolate riboswitch, a lysine riboswitch, a glycine riboswitch, a purine riboswitch, a
GImS riboswitch, or a pre-queosinel (PreQ1) riboswitch. In some embodiments, a linker may
comprise an aptamer bound to a polypeptide or a protein domain, such as a polypeptide ligand.
In some embodiments, the polypeptide ligand may be a K Homology (KH) domain, a MS2 coat

protein domain, a PP7 coat protein domain, a SfMu Com coat protein domain, a sterile alpha
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motif, a telomerase Ku binding motif and Ku protein, a telomerase Sm7 binding motif and Sm7
protein, or a RNA recognition motif. In some embodiments, the polypeptide ligand may be a
portion of a base editor system component. For example, a nucleobase editing component may
comprise a deaminase domain and a RNA recognition motif.

In some embodiments, the linker can be an amino acid or a plurality of amino acids (e.g.,
a peptide or protein). In some embodiments, the linker can be about 5-100 amino acids in
length, for example, about 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 20-30, 30-40,
40-50, 50-60, 60-70, 70-80, 80-90, or 90-100 amino acids in length. In some embodiments, the
linker can be about 100-150, 150-200, 200-250, 250-300, 300-350, 350-400, 400-450, or 450-
500 amino acids in length. Longer or shorter linkers can be also contemplated.

In some embodiments, a linker joins a gRNA binding domain of an RNA-programmable
nuclease, including a Cas9 nuclease domain, and the catalytic domain of a nucleic-acid editing
protein (e.g., adenosine deaminase). In some embodiments, a linker joins a dCas9 and a nucleic-
acid editing protein. For example, the linker is positioned between, or flanked by, two groups,
molecules, or other moieties and connected to each one via a covalent bond, thus connecting the
two. In some embodiments, the linker is an amino acid or a plurality of amino acids (e.g., a
peptide or protein). In some embodiments, the linker is an organic molecule, group, polymer, or
chemical moiety. In some embodiments, the linker is 5-200 amino acids in length, for example,
5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 25, 35, 45, 50, 55, 60, 60, 65, 70, 70, 75,
80, 85, 90, 90, 95, 100, 101, 102, 103, 104, 105, 110, 120, 130, 140, 150, 160, 175, 180, 190, or
200 amino acids in length. Longer or shorter linkers are also contemplated.

In some embodiments, the domains of the nucleobase editor are fused via a linker that
comprises the amino acid sequence of SGGSSGSETPGTSESATPESSGGS,
SGGSSGGSSGSETPGTSESATPESSGGSSGGS, or
GGSGGSPGSPAGSPTSTEEGTSESATPESGPGTSTEPSEGSAPGSPAGSPTSTEEGTSTE
PSEGSAPGTSTEPSEGSAPGTSESATPESGPGSEPATSGGSGGS.

In some embodiments, domains of the nucleobase editor are fused via a linker
comprising the amino acid sequence SGSETPGTSESATPES, which may also be referred to as
the XTEN linker. In some embodiments, a linker comprises the amino acid sequence SGGS.

In some embodiments, a linker comprises (SGGS)n, (GGGS)n, (GGGGS) n, (G)n, (EAAAK)n,
(GGS)n, SGSETPGTSESATPES, or (XP)n motif, or a combination of any of these, wherein n is
independently an integer between 1 and 30, and wherein X is any amino acid. In some
embodiments, nis 1,2, 3,4,5,6,7,8 9,10, 11, 12, 13, 14, or 15.

In some embodiments, the linker is 24 amino acids in length. In some embodiments, the
linker comprises the amino acid sequence SGGSSGGSSGSETPGTSESATPES. In some
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embodiments, the linker is 40 amino acids in length. In some embodiments, the linker comprises
the amino acid sequence SGGSSGGSSGSETPGTSESATPESSGGSSGGSSGGSSGGS. In
some embodiments, the linker is 64 amino acids in length. In some embodiments, the linker
comprises the amino acid sequence
SGGSSGGSSGSETPGTSESATPESSGGSSGGSSGGSSGGSSGSETPGTSESATPESSGGS
SGGS. In some embodiments, the linker is 92 amino acids in length. In some embodiments, the
linker comprises the amino acid sequence
PGSPAGSPTSTEEGTSESATPESGPGTSTEPSEGSAPGSPAGSPTSTEEGTSTEPSEGSAPG
TSTEPSEGSAPGTSESATPESGPGSEPATS.

By “marker” is meant any protein or polynucleotide having an alteration in expression
level or activity that is associated with a disease or disorder.

The term “mutation,” as used herein, refers to a substitution of a residue within a
sequence, e.g., a nucleic acid or amino acid sequence, with another residue, or a deletion or
insertion of one or more residues within a sequence. Mutations are typically described herein by
identifying the original residue followed by the position of the residue within the sequence and
by the identity of the newly substituted residue. Various methods for making the amino acid
substitutions (mutations) provided herein are well known in the art, and are provided by, for
example, Green and Sambrook, Molecular Cloning: A Laboratory Manual (4" ed., Cold Spring
Harbor Laboratory Press, Cold Spring Harbor, N.Y. (2012)). In some embodiments, the
presently disclosed base editors can efficiently generate an “intended mutation,” such as a point
mutation, in a nucleic acid (e.g., a nucleic acid within a genome of a subject) without generating
a significant number of unintended mutations, such as unintended point mutations. In some
embodiments, an intended mutation is a mutation that is generated by a specific base editor (e.g.,
an adenosine base editor) bound to a guide polynucleotide (e.g., gRNA), specifically designed to
generate the intended mutation.

In general, mutations made or identified in a sequence (e.g., an amino acid sequence as
described herein) are numbered in relation to a reference (or wild type) sequence, i.e., a
sequence that does not contain the mutations. The skilled practitioner in the art would readily
understand how to determine the position of mutations in amino acid and nucleic acid sequences
relative to a reference sequence.

The term “non-conservative mutations” involve amino acid substitutions between
different groups, for example, lysine for tryptophan, or phenylalanine for serine, etc. In this
case, it is preferable for the non-conservative amino acid substitution to not interfere with, or

inhibit the biological activity of, the functional variant. The non-conservative amino acid

63



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

substitution can enhance the biological activity of the functional variant, such that the biological
activity of the functional variant is increased as compared to the wild-type protein.

29 CC

The term “nuclear localization sequence,” “nuclear localization signal,” or “NLS” refers
to an amino acid sequence that promotes import of a protein into the cell nucleus. Nuclear
localization sequences are known in the art and described, for example, in Plank ez al.,
International PCT application, PCT/EP2000/011690, filed November 23, 2000, published as
WO/2001/038547 on May 31, 2001, the contents of which are incorporated herein by reference
for their disclosure of exemplary nuclear localization sequences. In other embodiments, the
NLS is an optimized NLS described, for example, by Koblan ez al., Nature Biotech. 2018
doi:10.1038/nbt.4172. In some embodiments, an NLS comprises the amino acid sequence
KRTADGSEFESPKKKRKYV, KRPAATKKAGQAKKKK, KKTELQTTNAENKTKKL,
KRGINDRNFWRGENGRKTR, RKSGKIAAIVVKRPRK, PKKKRKYV, or
MDSLLMNRRKFLYQFKNVRWAKGRRETYLC

The terms “nucleic acid” and “nucleic acid molecule,” as used herein, refer to a
compound comprising a nucleobase and an acidic moiety, e.g., a nucleoside, a nucleotide, or a
polymer of nucleotides. Typically, polymeric nucleic acids, e.g., nucleic acid molecules
comprising three or more nucleotides are linear molecules, in which adjacent nucleotides are
linked to each other via a phosphodiester linkage. In some embodiments, “nucleic acid” refers
to individual nucleic acid residues (e.g. nucleotides and/or nucleosides). In some embodiments,
“nucleic acid” refers to an oligonucleotide chain comprising three or more individual nucleotide
residues. As used herein, the terms “oligonucleotide” and “polynucleotide” can be used
interchangeably to refer to a polymer of nucleotides (e.g., a string of at least three nucleotides).
In some embodiments, “nucleic acid” encompasses RNA as well as single and/or double-
stranded DNA. Nucleic acids may be naturally occurring, for example, in the context of a
genome, a transcript, an mRNA, tRNA, rRNA, siRNA, snRNA, a plasmid, cosmid,
chromosome, chromatid, or other naturally occurring nucleic acid molecule. On the other hand,
a nucleic acid molecule may be a non-naturally occurring molecule, e.g., a recombinant DNA or
RNA, an artificial chromosome, an engineered genome, or fragment thereof, or a synthetic
DNA, RNA, DNA/RNA hybrid, or including non-naturally occurring nucleotides or
nucleosides. Furthermore, the terms “nucleic acid,” “DNA,” “RNA,” and/or similar terms
include nucleic acid analogs, e.g., analogs having other than a phosphodiester backbone.
Nucleic acids can be purified from natural sources, produced using recombinant expression
systems and optionally purified, chemically synthesized, efc. Where appropriate, e.g., in the
case of chemically synthesized molecules, nucleic acids can comprise nucleoside analogs such

as analogs having chemically modified bases or sugars, and backbone modifications. A nucleic
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acid sequence is presented in the 5’ to 3’ direction unless otherwise indicated. In some
embodiments, a nucleic acid is or comprises natural nucleosides (e.g. adenosine, thymidine,
guanosine, cytidine, uridine, deoxyadenosine, deoxythymidine, deoxyguanosine, and
deoxycytidine); nucleoside analogs (e.g., 2-aminoadenosine, 2-thiothymidine, inosine, pyrrolo-
pyrimidine, 3-methyl adenosine, S-methylcytidine, 2-aminoadenosine, C5-bromouridine, C5-
fluorouridine, C5-1odouridine, C5-propynyl-uridine, C5-propynyl-cytidine, C5-methylcytidine,
2-aminoadenosine, 7-deazaadenosine, 7-deazaguanosine, 8-oxoadenosine, 8-oxoguanosine,
O(6)-methylguanine, and 2-thiocytidine); chemically modified bases; biologically modified
bases (e.g., methylated bases); intercalated bases; modified sugars ( 2'-e.g. ,fluororibose, ribose,
2'-deoxyribose, arabinose, and hexose); and/or modified phosphate groups (e.g.,
phosphorothioates and 5'-N-phosphoramidite linkages).

The term "nucleic acid programmable DNA binding protein" or "napDNAbp" may be
used interchangeably with “polynucleotide programmable nucleotide binding domain” to refer
to a protein that associates with a nucleic acid (e.g., DNA or RNA), such as a guide nucleic acid
or guide polynucleotide (e.g., gRNA), that guides the napDNADbp to a specific nucleic acid
sequence. In some embodiments, the polynucleotide programmable nucleotide binding domain
is a polynucleotide programmable DNA binding domain. In some embodiments, the
polynucleotide programmable nucleotide binding domain is a polynucleotide programmable
RNA binding domain. In some embodiments, the polynucleotide programmable nucleotide
binding domain is a Cas9 protein. A Cas9 protein can associate with a guide RNA that guides
the Cas9 protein to a specific DNA sequence that is complementary to the guide RNA. In some
embodiments, the napDNAbp is a Cas9 domain, for example a nuclease active Cas9, a Cas9
nickase (nCas9), or a nuclease inactive Cas9 (dCas9). Non-limiting examples of nucleic acid
programmable DNA binding proteins include, Cas9 (e.g., dCas9 and nCas9), Cas12a/Cpfl,
Cas12b/C2cl, Casl12¢/C2c3, Cas12d/CasY, Cas12e/CasX, Casl2g, Casl2h, and Cas12i. Non-
limiting examples of Cas enzymes include Casl, Cas1B, Cas2, Cas3, Cas4, Cas5, Cas5d, Cas5t,
Cas5h, CasSa, Cas6, Cas7, Cas8, Cas8a, Cas8b, Cas8c, Cas9 (also known as Csnl or Csx12),
Casl0, Casl10d, Cas12a/Cpfl, Cas12b/C2cl, Cas12c/C2c3, Cas12d/CasY, Casl2e/CasX, Casl2g,
Casl2h, Casl2i, Csyl, Csy2, Csy3, Csy4, Csel, Cse2, Cse3, Cse4d, CseSe, Cscl, Csc2, Csa5,
Csnl, Csn2, Csml, Csm2, Csm3, Csm4, Csm5, Csm6, Cmrl, Cmr3, Cmr4, Cmr5, Cmr6, Csb1,
Csb2, Csb3, Csx17, Csx14, Csx10, Csx16, CsaX, Csx3, Csx1, Csx1S, Csx11, Csfl, Csf2, CsO,
Csf4, Csdl, Csd2, Cstl, Cst2, Cshl, Csh2, Csal, Csa2, Csa3, Csa4, Csa5, Type II Cas effector
proteins, Type V Cas effector proteins, Type VI Cas effector proteins, CARF, DinG,
homologues thereof, or modified or engineered versions thereof. Other nucleic acid

programmable DNA binding proteins are also within the scope of this disclosure, although they
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may not be specifically listed in this disclosure. See, e.g., Makarova ef al. “Classification and
Nomenclature of CRISPR-Cas Systems: Where from Here?” CRISPR J. 2018 Oct;1:325-336.
doi: 10.1089/crispr.2018.0033; Yan et al., “Functionally diverse type V CRISPR-Cas systems”
Science. 2019 Jan 4;363(6422):88-91. doi: 10.1126/science.aav7271, the entire contents of each
are hereby incorporated by reference.

2%

The term “nucleobase,” “nitrogenous base,” or “base,” used interchangeably herein,
refers to a nitrogen-containing biological compound that forms a nucleoside, which in turn is a
component of a nucleotide. The ability of nucleobases to form base pairs and to stack one upon
another leads directly to long-chain helical structures such as ribonucleic acid (RNA) and
deoxyribonucleic acid (DNA). Five nucleobases — adenine (A), cytosine (C), guanine (G),
thymine (T), and uracil (U) — are called primary or canonical. Adenine and guanine are derived
from purine, and cytosine, uracil, and thymine are derived from pyrimidine. DNA and RNA can
also contain other (non-primary) bases that are modified. Non-limiting exemplary modified
nucleobases can include hypoxanthine, xanthine, 7-methylguanine, 5,6-dihydrouracil, 5-
methylcytosine (m5C), and 5-hydromethylcytosine. Hypoxanthine and xanthine can be created
through mutagen presence, both of them through deamination (replacement of the amine group
with a carbonyl group). Hypoxanthine can be modified from adenine. Xanthine can be
modified from guanine. Uracil can result from deamination of cytosine. A “nucleoside”
consists of a nucleobase and a five carbon sugar (either ribose or deoxyribose). Examples of a
nucleoside include adenosine, guanosine, uridine, cytidine, S-methyluridine (m5U),
deoxyadenosine, deoxyguanosine, thymidine, deoxyuridine, and deoxycytidine. Examples of a
nucleoside with a modified nucleobase includes inosine (I), xanthosine (X), 7-methylguanosine
(m7@G), dihydrouridine (D), S-methylcytidine (m5C), and pseudouridine (V). A “nucleotide”
consists of a nucleobase, a five carbon sugar (either ribose or deoxyribose), and at least one
phosphate group.

The terms “nucleobase editing domain” or “nucleobase editing protein,” as used herein,
refers to a protein or enzyme that can catalyze a nucleobase modification in RNA or DNA, such
as cytosine (or cytidine) to uracil (or uridine) or thymine (or thymidine), and adenine (or
adenosine) to hypoxanthine (or inosine) deaminations, as well as non-templated nucleotide
additions and insertions. In some embodiments, the nucleobase editing domain is a deaminase
domain (e.g., an adenine deaminase or an adenosine deaminase; or a cytidine deaminase or a
cytosine deaminase). In some embodiments, the nucleobase editing domain is more than one
deaminase domain (e.g., an adenine deaminase, or an adenosine deaminase and a cytidine or a
cytosine deaminase, e.g., as described in PCT/US19/44935). In some embodiments, the

nucleobase editing domain can be a naturally occurring nucleobase editing domain. In some
66



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

embodiments, the nucleobase editing domain can be an engineered or evolved nucleobase
editing domain from the naturally occurring nucleobase editing domain. The nucleobase editing
domain can be from any organism, such as a bacterium, human, chimpanzee, gorilla, monkey,
cow, dog, rat, or mouse.

As used herein, “obtaining” as in “obtaining an agent” includes synthesizing, purchasing,
generating, preparing, or otherwise acquiring the agent.

A “patient” or “subject” as used herein refers to a mammalian subject or individual
diagnosed with, having, at risk of having or developing, susceptible to, or suspected of having or
developing a disease or a disorder. In some embodiments, the term “patient” refers to a
mammalian subject with a higher than average likelihood of developing a disease or a disorder.
Exemplary patients can be humans, non-human primates, cats, dogs, pigs, cattle, cats, horses,
camels, llamas, goats, sheep, rodents (e.g., mice, rabbits, rats, or guinea pigs) and other
mammals that can benefit from the therapies disclosed herein. Exemplary human patients can
be male and/or female.

“Patient in need thereof” or “subject in need thereof™ is referred to herein as a patient
diagnosed with, at risk or having, predetermined to have, or suspected of having a disease or
disorder.

2%

The terms “pathogenic mutation,” “pathogenic variant,” “disease casing mutation,”
“disease causing variant,” “deleterious mutation,” or “predisposing mutation” refers to a genetic
alteration or mutation that increases an individual’s susceptibility or predisposition to a certain
disease or disorder. In some embodiments, the pathogenic mutation comprises at least one wild-
type amino acid substituted by at least one pathogenic amino acid in a protein encoded by a
gene.

2%

The terms “protein,” “peptide,” “polypeptide,” and their grammatical equivalents are
used interchangeably herein, and refer to a polymer of amino acid residues linked together by
peptide (amide) bonds. The terms refer to a protein, peptide, or polypeptide of any size,
structure, or function. Typically, a protein, peptide, or polypeptide will be at least three amino
acids long. A protein, peptide, or polypeptide can refer to an individual protein or a collection
of proteins. One or more of the amino acids in a protein, peptide, or polypeptide can be
modified, for example, by the addition of a chemical entity such as a carbohydrate group, a
hydroxyl group, a phosphate group, a farnesyl group, an isofarnesyl group, a fatty acid group, a
linker for conjugation, functionalization, or other modifications, etc. A protein, peptide, or
polypeptide can also be a single molecule or can be a multi-molecular complex. A protein,

peptide, or polypeptide can be just a fragment of a naturally occurring protein or peptide. A

protein, peptide, or polypeptide can be naturally occurring, recombinant, or synthetic, or any
67



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

combination thereof. The term “fusion protein” as used herein refers to a hybrid polypeptide
which comprises protein domains from at least two different proteins. One protein can be
located at the amino-terminal (N-terminal) portion of the fusion protein or at the carboxy-
terminal (C-terminal) protein thus forming an amino-terminal fusion protein or a carboxy-
terminal fusion protein, respectively. A protein can comprise different domains, for example, a
nucleic acid binding domain (e.g., the gRNA binding domain of Cas9 that directs the binding of
the protein to a target site) and a nucleic acid cleavage domain, or a catalytic domain of a nucleic
acid editing protein. In some embodiments, a protein comprises a proteinaceous part, e.g., an
amino acid sequence constituting a nucleic acid binding domain, and an organic compound, e.g.,
a compound that can act as a nucleic acid cleavage agent. In some embodiments, a protein is in
a complex with, or is in association with, a nucleic acid, e.g., RNA or DNA. Any of the proteins
provided herein can be produced by any method known in the art. For example, the proteins
provided herein can be produced via recombinant protein expression and purification, which is
especially suited for fusion proteins comprising a peptide linker. Methods for recombinant
protein expression and purification are well known, and include those described by Green and
Sambrook, Molecular Cloning: A Laboratory Manual (4th ed., Cold Spring Harbor Laboratory
Press, Cold Spring Harbor, N.Y. (2012)), the entire contents of which are incorporated herein by
reference.

Polypeptides and proteins disclosed herein (including functional portions and functional
variants thereof) can comprise synthetic amino acids in place of one or more naturally-occurring
amino acids. Such synthetic amino acids are known in the art, and include, for example,
aminocyclohexane carboxylic acid, norleucine, a-amino n-decanoic acid, homoserine, S-
acetylaminomethyl-cysteine, trans-3- and trans-4-hydroxyproline, 4-aminophenylalanine, 4-
nitrophenylalanine, 4-chlorophenylalanine, 4-carboxyphenylalanine, B-phenylserine 3-
hydroxyphenylalanine, phenylglycine, a-naphthylalanine, cyclohexylalanine, cyclohexylglycine,
indoline-2-carboxylic acid, 1,2,3,4-tetrahydroisoquinoline-3-carboxylic acid, aminomalonic
acid, aminomalonic acid monoamide, N’-benzyl-N’-methyl-lysine, N’ N’-dibenzyl-lysine, 6-
hydroxylysine, ornithine, a~aminocyclopentane carboxylic acid, a-aminocyclohexane carboxylic
acid, a-aminocycloheptane carboxylic acid, a-(2-amino-2-norbornane)-carboxylic acid, a,y-
diaminobutyric acid, a,p-diaminopropionic acid, homophenylalanine, and a-tert-butylglycine.
The polypeptides and proteins can be associated with post-translational modifications of one or
more amino acids of the polypeptide constructs. Non-limiting examples of post-translational
modifications include phosphorylation, acylation including acetylation and formylation,
glycosylation (including N-linked and O-linked), amidation, hydroxylation, alkylation including

methylation and ethylation, ubiquitylation, addition of pyrrolidone carboxylic acid, formation of
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disulfide bridges, sulfation, myristoylation, palmitoylation, isoprenylation, farnesylation,
geranylation, glypiation, lipoylation and iodination.

The term "recombinant” as used herein in the context of proteins or nucleic acids refers
to proteins or nucleic acids that do not occur in nature, but are the product of human
engineering. For example, in some embodiments, a recombinant protein or nucleic acid
molecule comprises an amino acid or nucleotide sequence that comprises at least one, at least
two, at least three, at least four, at least five, at least six, or at least seven mutations as compared
to any naturally occurring sequence.

By “reduces” is meant a negative alteration of at least 10%, 25%, 50%, 75%, or 100%.

By “reference” is meant a standard or control condition. In one embodiment, the
reference is a wild-type or healthy cell. In other embodiments and without limitation, a
reference is an untreated cell that is not subjected to a test condition, or is subjected to placebo
or normal saline, medium, buffer, and/or a control vector that does not harbor a polynucleotide
of interest.

A "reference sequence" is a defined sequence used as a basis for sequence comparison. A
reference sequence may be a subset of or the entirety of a specified sequence; for example, a
segment of a full-length cDNA or gene sequence, or the complete cDNA or gene sequence. For
polypeptides, the length of the reference polypeptide sequence will generally be at least about 16
amino acids, at least about 20 amino acids, more at least about 25 amino acids, and even more
preferably about 35 amino acids, about 50 amino acids, or about 100 amino acids. For nucleic
acids, the length of the reference nucleic acid sequence will generally be at least about 50
nucleotides, at least about 60 nucleotides, at least about 75 nucleotides, and about 100
nucleotides or about 300 nucleotides or any integer thereabout or therebetween. In some
embodiments, a reference sequence is a wild-type sequence of a protein of interest. In other
embodiments, a reference sequence is a polynucleotide sequence encoding a wild-type protein.

The term "RNA-programmable nuclease," and "RNA-guided nuclease" are used with
(e.g., binds or associates with) one or more RNA(s) that is not a target for cleavage. In some
embodiments, an RNA-programmable nuclease, when in a complex with an RNA, may be
referred to as a nuclease:RNA complex. Typically, the bound RNA(s) is referred to as a guide
RNA (gRNA). gRNAs can exist as a complex of two or more RNAs, or as a single RNA
molecule. gRNAs that exist as a single RNA molecule may be referred to as single-guide RNAs
(sgRNAs), though "gRNA" is used interchangeably to refer to guide RNAs that exist as either
single molecules or as a complex of two or more molecules. Typically, gRNAs that exist as
single RNA species comprise two domains: (1) a domain that shares homology to a target

nucleic acid (e.g., and directs binding of a Cas9 complex to the target); and (2) a domain that
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binds a Cas9 protein. In some embodiments, domain (2) corresponds to a sequence known as a
tractrRNA, and comprises a stem-loop structure. For example, in some embodiments, domain (2)
is identical or homologous to a tractrRNA as provided in Jinek et ah, Science 337:816-
821(2012), the entire contents of which is incorporated herein by reference. Other examples of
gRNAs (e.g., those including domain 2) can be found in U.S. Provisional Patent Application,
U.S.S.N. 61/874,682, filed September 6, 2013, entitled "Switchable Cas9 Nucleases and Uses
Thereof," and U.S. Provisional Patent Application, U.S.S.N. 61/874,746, filed September 6,
2013, entitled "Delivery System For Functional Nucleases," the entire contents of each are
hereby incorporated by reference in their entirety. In some embodiments, a gRNA comprises
two or more of domains (1) and (2), and may be referred to as an "extended gRNA." For
example, an extended gRNA will, e.g., bind two or more Cas9 proteins and bind a target nucleic
acid at two or more distinct regions, as described herein. The gRNA comprises a nucleotide
sequence that complements a target site, which mediates binding of the nuclease/RNA complex
to said target site, providing the sequence specificity of the nuclease:RNA complex.

In some embodiments, the RNA-programmable nuclease is the (CRISPR-associated
system) Cas9 endonuclease, for example, Cas9 (Csnl) from Streptococcus pyogenes (see, e.g.,
"Complete genome sequence of an Ml strain of Streptococcus pyogenes." Ferretti J.J., McShan
WM., Ajdic D.J., Savic D.J, Savic G, Lyon K., Primeaux C, Sezate S., Suvorov A.N., Kenton
S,LaiH.S,Lin S.P,Qian Y., JiaH G, Najar F.Z., Ren Q., Zhu H., Song L., White J., Yuan
X., Clifton SW._, Roe B.A, McLaughlin R.E., Proc. Natl. Acad. Sci. U.S.A. 98:4658-
4663(2001); "CRISPR RNA maturation by trans-encoded small RNA and host factor RNase
II1." Deltcheva E., Chylinski K., Sharma CM., Gonzales K., Chao Y, Pirzada Z.A ., Eckert
M.R,, Vogel J., Charpentier E., Nature 471:602-607(2011).

Because RNA-programmable nucleases (e.g., Cas9) use RNA:DNA hybridization to
target DNA cleavage sites, these proteins are able to be targeted, in principle, to any sequence
specified by the guide RNA. Methods of using RNA-programmable nucleases, such as Cas9,
for site-specific cleavage (e.g., to modify a genome) are known in the art (see e.g., Cong, L. et
al., Multiplex genome engineering using CRISPR/Cas systems. Science 339, 819-823 (2013);
Mali, P. et ah, RNA-guided human genome engineering via Cas9. Science 339, 823-826 (2013);
Hwang, W.Y. ef al., Efficient genome editing in zebrafish using a CRISPR-Cas system. Nature
biotechnology 31, 227-229 (2013); Jinek, M. et ah, RNA-programmed genome editing in human
cells. eLife 2, e00471 (2013); Dicarlo, J.E. et al., Genome engineering in Saccharomyces
cerevisiae using CRISPR-Cas systems. Nucleic acids research (2013); Jiang, W. et ah RNA-
guided editing of bacterial genomes using CRISPR-Cas systems. Nature biotechnology 31, 233-

239 (2013); the entire contents of each of which are incorporated herein by reference).
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The term “single nucleotide polymorphism (SNP)” is a variation in a single nucleotide
that occurs at a specific position in the genome, where each variation is present to some
appreciable degree within a population (e.g., > 1%). For example, at a specific base position in
the human genome, the C nucleotide can appear in most individuals, but in a minority of
individuals, the position is occupied by an A. This means that there is a SNP at this specific
position, and the two possible nucleotide variations, C or A, are said to be alleles for this
position. SNPs underlie differences in susceptibility to disease. The severity of illness and the
way our body responds to treatments are also manifestations of genetic variations. SNPs can fall
within coding regions of genes, non-coding regions of genes, or in the intergenic regions
(regions between genes). In some embodiments, SNPs within a coding sequence do not
necessarily change the amino acid sequence of the protein that is produced, due to degeneracy of
the genetic code. SNPs in the coding region are of two types: synonymous and nonsynonymous
SNPs. Synonymous SNPs do not affect the protein sequence, while nonsynonymous SNPs
change the amino acid sequence of protein. The nonsynonymous SNPs are of two types:
missense and nonsense. SNPs that are not in protein-coding regions can still affect gene
splicing, transcription factor binding, messenger RNA degradation, or the sequence of
noncoding RNA. Gene expression affected by this type of SNP is referred to as an eSNP
(expression SNP) and can be upstream or downstream from the gene. A single nucleotide
variant (SNV) is a variation in a single nucleotide without any limitations of frequency and can
arise in somatic cells. A somatic single nucleotide variation can also be called a single-
nucleotide alteration.

By "specifically binds" is meant a nucleic acid molecule, polypeptide, or complex
thereof (e.g., a nucleic acid programmable DNA binding domain and guide nucleic acid),
compound, or molecule that recognizes and binds a polypeptide and/or nucleic acid molecule of
the invention, but which does not substantially recognize and bind other molecules in a sample,
for example, a biological sample.

Nucleic acid molecules useful in the methods of the invention include any nucleic acid
molecule that encodes a polypeptide of the invention or a fragment thereof. Such nucleic acid
molecules need not be 100% identical with an endogenous nucleic acid sequence, but will
typically exhibit substantial identity. Polynucleotides having “substantial identity” to an
endogenous sequence are typically capable of hybridizing with at least one strand of a double-
stranded nucleic acid molecule. Nucleic acid molecules useful in the methods of the invention
include any nucleic acid molecule that encodes a polypeptide of the invention or a fragment
thereof. Such nucleic acid molecules need not be 100% identical with an endogenous nucleic

acid sequence, but will typically exhibit substantial identity. Polynucleotides having
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“substantial identity” to an endogenous sequence are typically capable of hybridizing with at
least one strand of a double-stranded nucleic acid molecule. By "hybridize" is meant pair to
form a double-stranded molecule between complementary polynucleotide sequences (e.g., a
gene described herein), or portions thereof, under various conditions of stringency. (See, e.g.,
Wahl, G. M. and S. L. Berger (1987) Methods Enzymol. 152:399; Kimmel, A. R. (1987)
Methods Enzymol. 152:507).

For example, stringent salt concentration will ordinarily be less than about 750 mM NaCl
and 75 mM trisodium citrate, preferably less than about S00 mM NaCl and 50 mM trisodium
citrate, and more preferably less than about 250 mM NaCl and 25 mM trisodium citrate. Low
stringency hybridization can be obtained in the absence of organic solvent, e.g., formamide,
while high stringency hybridization can be obtained in the presence of at least about 35%
formamide, and more preferably at least about 50% formamide. Stringent temperature
conditions will ordinarily include temperatures of at least about 30° C, more preferably of at
least about 37° C, and most preferably of at least about 42° C. Varying additional parameters,
such as hybridization time, the concentration of detergent, e.g., sodium dodecyl sulfate (SDS),
and the inclusion or exclusion of carrier DNA, are well known to those skilled in the art.
Various levels of stringency are accomplished by combining these various conditions as needed.
In a one: embodiment, hybridization will occur at 30° C in 750 mM NaCl, 75 mM trisodium
citrate, and 1% SDS. In another embodiment, hybridization will occur at 37° C in 500 mM
NaCl, 50 mM trisodium citrate, 1% SDS, 35% formamide, and 100 ug/ml denatured salmon
sperm DNA (ssDNA). In another embodiment, hybridization will occur at 42° C in 250 mM
NaCl, 25 mM trisodium citrate, 1% SDS, 50% formamide, and 200 pug/ml ssDNA. Useful
variations on these conditions will be readily apparent to those skilled in the art.

For most applications, washing steps that follow hybridization will also vary in
stringency. Wash stringency conditions can be defined by salt concentration and by
temperature. As above, wash stringency can be increased by decreasing salt concentration or by
increasing temperature. For example, stringent salt concentration for the wash steps will
preferably be less than about 30 mM NaCl and 3 mM trisodium citrate, and most preferably less
than about 15 mM NaCl and 1.5 mM trisodium citrate. Stringent temperature conditions for the
wash steps will ordinarily include a temperature of at least about 25° C, more preferably of at
least about 42° C, and even more preferably of at least about 68° C. In an embodiment, wash
steps will occur at 25° C in 30 mM NaCl, 3 mM trisodium citrate, and 0.1% SDS. In a more
preferred embodiment, wash steps will occur at 42 C in 15 mM NaCl, 1.5 mM trisodium citrate,
and 0.1% SDS. In a more preferred embodiment, wash steps will occur at 68° C in 15 mM

NaCl, 1.5 mM trisodium citrate, and 0.1% SDS. Additional variations on these conditions will
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be readily apparent to those skilled in the art. Hybridization techniques are well known to those
skilled in the art and are described, for example, in Benton and Davis (Science 196:180, 1977);
Grunstein and Hogness (Proc. Natl. Acad. Sci., USA 72:3961, 1975); Ausubel et al. (Current
Protocols in Molecular Biology, Wiley Interscience, New York, 2001); Berger and Kimmel
(Guide to Molecular Cloning Techniques, 1987, Academic Press, New York); and Sambrook e?
al., Molecular Cloning: A Laboratory Manual, Cold Spring Harbor Laboratory Press, New York.

By “split” is meant divided into two or more fragments.

A "split Cas9 protein" or "split Cas9" refers to a Cas9 protein that is provided as an N-
terminal fragment and a C-terminal fragment encoded by two separate nucleotide sequences.
The polypeptides corresponding to the N-terminal portion and the C-terminal portion of the
Cas9 protein may be spliced to form a “reconstituted” Cas9 protein. In particular embodiments,
the Cas9 protein is divided into two fragments within a disordered region of the protein, e.g., as
described in Nishimasu ef al., Cell, Volume 156, Issue 5, pp. 935-949, 2014, or as described in
Jiang et al. (2016) Science 351: 867-871. PDB file: SFOR, each of which is incorporated herein
by reference. In some embodiments, the protein is divided into two fragments at any C, T, A, or
S within a region of SpCas9 between about amino acids A292-G364, F445-K483, or ES65-
T637, or at corresponding positions in any other Cas9, Cas9 variant (e.g., nCas9, dCas9), or
other napDNAbp. In some embodiments, protein is divided into two fragments at SpCas9 T310,
T313, A456, S469, or C574. In some embodiments, the process of dividing the protein into two
fragments is referred to as “splitting” the protein.

In other embodiments, the N-terminal portion of the Cas9 protein comprises amino acids
1-573 or 1-637 of S. pyogenes Cas9 wild-type (SpCas9) (NCBI Reference Sequence:

NC 002737.2, Uniprot Reference Sequence: Q99ZW2), or a corresponding position/mutation
thereof, and the C-terminal portion of the Cas9 protein comprises a portion of amino acids 574-
1368 or 638-1368 of SpCas9 wild-type.

The C-terminal portion of the split Cas9 can be joined with the N-terminal portion of the
split Cas9 to form a complete Cas9 protein. In some embodiments, the C-terminal portion of the
Cas9 protein starts from where the N-terminal portion of the Cas9 protein ends. As such, in
some embodiments, the C-terminal portion of the split Cas9 comprises a portion of amino acids
(551-651)-1368 of spCas9. "(551-651)-1368" means starting at an amino acid between amino
acids 551-651 (inclusive) and ending at amino acid 1368. For example, the C-terminal portion of
the split Cas9 may comprise a portion of any one of amino acid 551-1368, 552-1368, 553-1368,
554-1368, 555-1368, 556-1368, 557-1368, 558-1368, 559-1368, 560-1368, 561-1368, 562-1368,
563-1368, 564-1368, 565-1368, 566-1368, 567-1368, 568-1368, 569-1368, 570-1368, 571-1368,

572-1368, 573-1368, 574-1368, 575-1368, 576-1368, 577-1368, 578-1368, 579-1368, 580-1368,
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581-1368, 582-1368, 583-1368, 584-1368, 585-1368, 586-1368, 587-1368, 588-1368, 589-1368,
590-1368, 591-1368, 592-1368, 593-1368, 594-1368, 595-1368, 596-1368, 597-1368, 598-1368
599-1368, 600-1368, 601-1368, 602-1368, 603-1368, 604-1368, 605-1368, 606-1368, 607-1368
608-1368, 609-1368, 610-1368, 611-1368, 612-1368, 613-1368, 614-1368, 615-1368, 616-1368
617-1368, 618-1368, 619-1368, 620-1368, 621-1368, 622-1368, 623-1368, 624-1368, 625-1368
626-1368, 627-1368, 628-1368, 629-1368, 630-1368, 631-1368, 632-1368, 633-1368, 634-1368
635-1368, 636-1368, 637-1368, 638-1368, 639-1368, 640-1368, 641-1368, 642-1368, 643-1368
644-1368, 645-1368, 646-1368, 647-1368, 648-1368, 649-1368, 650-1368, or 651-1368 of

2
2
2
2
2

2

spCas9. In some embodiments, the C-terminal portion of the split Cas9 protein comprises a
portion of amino acids 574-1368 or 638-1368 of SpCas9.

By "subject" is meant a mammal, including, but not limited to, a human or non-human
mammal, such as a bovine, equine, canine, ovine, or feline. Subjects include livestock,
domesticated animals raised to produce labor and to provide commodities, such as food,
including without limitation, cattle, goats, chickens, horses, pigs, rabbits, and sheep.

By "substantially identical" is meant a polypeptide or nucleic acid molecule exhibiting at
least 50% identity to a reference amino acid sequence (for example, any one of the amino acid
sequences described herein) or nucleic acid sequence (for example, any one of the nucleic acid
sequences described herein). In one embodiment, such a sequence is at least 60%, 80% or 85%,
90%, 95% or even 99% identical at the amino acid level or nucleic acid to the sequence used for
comparison.

Sequence identity is typically measured using sequence analysis software (for example,
Sequence Analysis Software Package of the Genetics Computer Group, University of Wisconsin
Biotechnology Center, 1710 University Avenue, Madison, Wis. 53705, BLAST, BESTFIT,
GAP, or PILEUP/PRETTYBOX programs). Such software matches identical or similar
sequences by assigning degrees of homology to various substitutions, deletions, and/or other
modifications. Conservative substitutions typically include substitutions within the following
groups: glycine, alanine; valine, isoleucine, leucine; aspartic acid, glutamic acid, asparagine,
glutamine; serine, threonine; lysine, arginine; and phenylalanine, tyrosine. In an exemplary
approach to determining the degree of identity, a BLAST program may be used, with a
probability score between e~ and €% indicating a closely related sequence.

COBALT is used, for example, with the following parameters:
a) alignment parameters: Gap penalties-11,-1 and End-Gap penalties-5,-1,
b) CDD Parameters: Use RPS BLAST on; Blast E-value 0.003; Find Conserved

columns and Recompute on, and
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¢) Query Clustering Parameters: Use query clusters on; Word Size 4, Max cluster
distance 0.8; Alphabet Regular.

EMBOSS Needle is used, for example, with the following parameters:

a) Matrix: BLOSUM®62;

b) GAP OPEN: 10;

c) GAP EXTEND: 0.5;

d) OUTPUT FORMAT: pair;

e) END GAP PENALTY: false;

f) END GAP OPEN: 10; and

g)  END GAP EXTEND: 0.5.

The term "target site" refers to a sequence within a nucleic acid molecule that is modified
by a nucleobase editor. In one embodiment, the target site is deaminated by a deaminase or a
fusion protein comprising a deaminase (e.g., adenine deaminase).

2%

As used herein, the terms “treat,” treating,” “treatment,” and the like refer to reducing or
ameliorating a disease, disorder and/or symptoms associated therewith or obtaining a desired
pharmacologic and/or physiologic effect. It will be appreciated that, although not precluded,
treating a disorder or condition does not require that the disorder, condition or symptoms
associated therewith be completely eliminated. In some embodiments, the effect is therapeutic,
i.e., without limitation, the effect partially or completely reduces, diminishes, abrogates, abates,
alleviates, decreases the intensity of, or cures a disease and/or adverse symptom attributable to
the disease. In some embodiments, the effect is preventative, i.e., the effect protects or prevents
an occurrence or reoccurrence of a disease or condition. To this end, the presently disclosed
methods comprise administering a therapeutically effective amount of a compositions as
described herein. In some embodiments, the disease or disorder is sickle cell disease (SCD) or
B-thalassemia.

By “uracil glycosylase inhibitor” or “UGI” is meant an agent that inhibits the uracil-
excision repair system. In one embodiment, the agent is a protein or fragment thereof that binds
a host uracil-DNA glycosylase and prevents removal of uracil residues from DNA. In an
embodiment, a UGI is a protein, a fragment thereof, or a domain that is capable of inhibiting a
uracil-DNA glycosylase base-excision repair enzyme. In some embodiments, a UGI domain
comprises a wild-type UGI or a modified version thereof. In some embodiments, a UGI domain
comprises a fragment of the exemplary amino acid sequence set forth below. In some
embodiments, a UGI fragment comprises an amino acid sequence that comprises at least 60%, at
least 65%, at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 95%, at

least 96%, at least 97%, at least 98%, at least 99%, or 100% of the exemplary UGI sequence
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provided below. In some embodiments, a UGI comprises an amino acid sequence that is
homologous to the exemplary UGI amino acid sequence or fragment thereof, as set forth below.
In some embodiments, the UGI, or a portion thereof, is at least 70%, at least 75%, at least 80%,
at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, at
least 99.5%, at least 99.9%, or 100% identical to a wild type UGI or a UGI sequence, or portion
thereof, as set forth below. An exemplary UGI comprises an amino acid sequence as follows:

>splP14739IUNGI_BPPB2 Uracil-DNA glycosylase inhibitor
MTNLSDITIEKETGKQLVIQESIIMLPEEVEEVIGNKPESDILVHTAYDESTDENVMLLTSD
APEYKPWALVIQDSNGENKIKML.

The term “vector” refers to a means of introducing a nucleic acid sequence into a cell,
resulting in a transformed cell. Vectors include plasmids, transposons, phages, viruses,
liposomes, and episome. “Expression vectors” are nucleic acid sequences comprising the
nucleotide sequence to be expressed in the recipient cell. Expression vectors may include
additional nucleic acid sequences to promote and/or facilitate the expression of the of the
introduced sequence such as start, stop, enhancer, promoter, and secretion sequences.

Any compositions or methods provided herein can be combined with one or more of any
of the other compositions and methods provided herein.

DNA editing has emerged as a viable means to modify disease states by correcting
pathogenic mutations at the genetic level. Until recently, all DNA editing platforms have
functioned by inducing a DNA double strand break (DSB) at a specified genomic site and
relying on endogenous DNA repair pathways to determine the product outcome in a semi-
stochastic manner, resulting in complex populations of genetic products. Though precise, user-
defined repair outcomes can be achieved through the homology directed repair (HDR) pathway,
a number of challenges have prevented high efficiency repair using HDR in therapeutically-
relevant cell types. In practice, this pathway is inefficient relative to the competing, error-prone
non-homologous end joining pathway. Further, HDR is tightly restricted to the G1 and S phases
of the cell cycle, preventing precise repair of DSBs in post-mitotic cells. As a result, it has
proven difficult or impossible to alter genomic sequences in a user-defined, programmable

manner with high efficiencies in these populations.

BRIEF DESCRIPTION OF THE DRAWINGS
FIGs. 1A-1C depict plasmids. FIG. 1A is an expression vector encoding a TadA7.10-
dCas9 base editor. FIG. 1B is a plasmid comprising nucleic acid molecules encoding proteins
that confer chloramphenicol resistance (CamR) and spectinomycin resistance (SpectR). The

plasmid also comprises a kanamycin resistance gene disabled by two point mutations. FIG. 1C
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is a plasmid comprising nucleic acid molecules encoding proteins that confer chloramphenicol
resistance (CamR) and spectinomycin resistance (SpectR). The plasmid also comprises a
kanamycin resistance gene disabled by three point mutations.

FIG. 2 presents images of bacterial colonies transduced with the expression vectors
depicted in FIG. 1, which included a defective kanamycin resistance gene. The vectors
contained ABE7.10 variants that were generated using error prone PCR. Bacterial cells
expressing these “evolved” ABE7.10 variants were selected for kanamycin resistance using
increasing concentrations of kanamycin. Bacteria expressing ABE7.10 variants having
adenosine deaminase activity were capable of correcting the mutations introduced into the
kanamycin resistance gene, thereby restoring kanamycin resistance. The kanamycin resistant
cells were selected for further analysis.

FIGs. 3A and 3B illustrate editing of a regulatory region of the hemoglobin subunit
gamma (HGB1) locus, which is a therapeutically relevant site for upregulation of fetal
hemoglobin. FIG. 3A is a drawing of a portion of the regulatory region for the HGB1 gene.
FIG. 3B quantifies the efficiency and specificity of adenosine deaminase variants listed in
Table 15. Editing is assayed at the hemoglobin subunit gamma 1 (HGB1) locus in HEK293T
cells, which is therapeutically relevant site for upregulation of fetal hemoglobin. The top panel
depicts nucleotide residues in the target region of the regulatory sequence of the HGB1 gene.
A5, A8, A9, and A11 denote the edited adenosine residues in HGB1.

FIG. 4 illustrates the relative effectiveness of adenosine base editors comprising a dCas9
that recognizes a noncanonical PAM sequence. The top panel depicts the coding sequence of
the hemoglobin subunit. The bottom panel is a graph demonstrating the efficiency of adenosine
deaminase variant base editors with guide RNAs of varying lengths.

FIG. 5 is a graph illustrating the efficiency and specificity of ABE8s. The percent
editing at intended target nucleotides and unintended target nucleotides (bystanders) is
quantified.

FIG. 6 is a graph illustrating the efficiency and specificity of ABE8s. The percent
editing at intended target nucleotides and unintended target nucleotides (bystanders) is
quantified.

FIGs. 7A-7C depict a schematic and bar graphs related to A*T to G+C conversion and
phenotypic outcomes in primary cells. FIG. 7A presents a schematic drawing of embryonic,
fetal and adult globin genes situated on chromosome 11 and indicates the HBG1/2 HPFH sites at
which a single base editor introduces duplex editing. FIG. 7B is a graph depicting DNA editing
efficiency in CD34+ cells. Shown is A*T to G+C conversion at the -198 HBG1/2 promoter site

in CD34+ cells treated with ABE from two separate donors. NGS analysis conducted at 48 and
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144h post treatment. The -198 HBG1/2 target sequence is as follows:
GTGGGGAZAGGGGCCCCCAAGAGG with A7 in bold and double-underline. Percent A«T to
G+C plotted for A7. FIG. 7C is a graph reflecting percent y-globin/a-globin expression in
erythrocytes derived from ABE-edited cells. Shown in FIG. 7C is the percentage of y-globin
formed as a fraction of alpha-globin. Values for FIGS. 7B and 7C are shown from two
different donors, post ABE treatment and erythroid differentiation. As observed in FIG. 7B,
ABES editing efficiencies at the -198 HBG1/2 promoter target site were comparatively 2-3 times
higher at early time points (48 hr). As observed in FIG. 7C, the ABES editing in CD34+ cells
yielded an approximately 1.4-fold increase in y-globin formation in differentiated erythrocytes.
By way of example, the ABES8.13-d base editor resulted in 55% y-globin/a-globin expression.

FIGs. 8A and 8B depict A«T to G+C conversion of CD34+ cells treated with ABES at
the -198 promoter site upstream of HBG1/2. FIG. 8A is a heat map depicting A to G editing
frequency of ABES8s in CD34+ cells from two donors, where Donor 2 is heterozygous for sickle
cell disease, at 48 and 144h post editor treatment. FIG. 8B is a graphical representation of
distribution of total sequencing reads which contain either A7 only edits or combined (A7 + A8)
edits.

FIG. 9 is a heat map depicting INDEL frequency of CD34+ cells treated with ABES at
the -198 site of the gamma-globin promoter. Frequencies shown from two donors at 48h and
144h time points. Complete AT to G+C conversion at the HBG1/2 -198 promoter target site as
described herein creates a poly-G stretch of 10-nt. Because such homopolymer runs often
increase the rate of PCR- and sequencing-induced errors, elevated INDEL frequencies are
observed at this site.

FIG. 10 depicts an ultra-high performance liquid chromatography (UHPLC) UV-Vis
trace (220 nm) and integration of globin chain levels of untreated differentiated CD34+ cells
(donor 1).

FIG. 11 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE7.10-m (donorl)

FIG. 12 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE7.10-d (donor1).

FIG. 13 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE8.8-m (donorl)

FIG. 14 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.8-d (donorl).

FIG. 15 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels

of differentiated CD34+ cells treated with ABES8.13-m (donorl).
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FIG. 16 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.13-d (donor1).

FIG. 17 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.17-m (donorl).

FIG. 18 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.17-d (donor1).

FIG. 19 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE8.20-m (donorl).

FIG. 20 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE8.20-d (donor 1).

FIG. 21 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells untreated (donor 2). Note: donor 2 is heterozygous for sickle cell
disease.

FIG. 22 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE7.10-m (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 23 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABE7.10-d (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 24 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.8-m (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 25 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.8-d (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 26 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.13-m (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 27 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.13-d (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIG. 28 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.17-m (donor 1).
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FIG. 29 depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels
of differentiated CD34+ cells treated with ABES8.17-d (donor 2). Note: donor 2 is heterozygous
for sickle cell disease.

FIGs. 30A and 30B depict UHPLC UV-Vis traces (220 nm) and integration of globin
chain levels of differentiated CD34+ cells treated with ABE8s. FIG. 30A depicts an UHPLC
UV-Vis trace (220 nm) and integration of globin chain levels of differentiated CD34+ cells
treated with ABE8.20-m (donor 2). Note: donor 2 is heterozygous for sickle cell disease. FIG.
30B depicts an UHPLC UV-Vis trace (220 nm) and integration of globin chain levels of
differentiated CD34+ cells treated with ABE8.20-d (donor 2). Note: donor 2 is heterozygous for
sickle cell disease.

FIG. 31A-31E depict editing with ABES8.8 at two independent sites reached over 90%
editing on day 11 post erythroid differentiation before enucleation and about 60% of gamma
globin over alpha globin or total beta family globin on day 18 post erythroid differentiation.
FIG. 31A is a graph depicting an average of ABES.8 editing in 2 healthy donors in 2
independent experiments. Editing efficiency was measured with primers that distinguish HBG1
and HBG2. FIG. 31B is a graph depicting an average of 1 healthy donor in 2 independent
experiments. Editing efficiency was measured with primers that recognize both HBG1 and
HBG2. FIG. 31C is a graph depicting editing of ABES8.8 in a donor with heterozygous E6V
mutation. FIGs. 31D and 31E are graphs depicting gamma globin increase in the ABE8.8 edited
cells.

FIGs. 32A and 32B depict percent editing using ABE variants to correct sickle cell
mutations. FIG. 32A is a graph depicting a screen of different editor variants with about 70%
editing in SCD patient fibroblasts. FIG. 32B is a graph depicting CD34 cells from healthy
donors edited with a lead ABE variant, targeting a synonymous mutation A13 in an adjacent
proline that resides within the editing window and serves as a proxy for editing the SCD
mutation. ABES variants showed an average editing frequency around 40% at the proxy A13.

FIGs. 33A and 33B depict RNA amplicon sequencing to detect cellular A-to-I editing in
RNA associated with ABE treatment. Individual data points are shown and error bars represent
s.d. for n=3 independent biological replicates, performed on different days. FIG. 33A is a graph
depicting A-to-I editing frequencies in targeted RNA amplicons for core ABE 8 constructs as
compared to ABE7 and Cas9(D10A) nickase control. FIG. 33B is a graph depicting A-to-I
editing frequencies in targeted RNA amplicons for ABE8 with mutations that have been
reported to improve RNA off-target editing.

FIGs. 34A and 34B present graphs and UPHLC chromatographic traces related to

editing of SCD CD34+ cells. CD34+ cells from a patient having SCD were transfected with
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ABES8.8 mRNA and sgRNA (HBG1/2, 50 nM) using electroporation. Edited cells were
differentiated to erythroid cells in vifro. The editing rate at HBG1/2 promoters was measured by
Next-Genome Sequencing (NGS). As shown in FIG. 34A, 16.5% editing by the ABE8.8 base
editor was observed at 48 hours post differentiation, and 89.2% editing was measured on day 14
post differentiation. FIG. 34B shows the breakdown of bystander editing at 48 hours and on
day 14 post-differentiation.

FIGs. 35A-35D present UPHLC chromatographic traces of globin levels and graphs
related to functional readout of HbF upregulation and HbS downregulation in SCD CD34+ cells
subjected to editing as described for FIGS. 34A and 34B. Edited SCD CD34+ cells were
differentiated to erythroid cells and globin levels were analyzed on day 18 post differentiation.
FIG. 35A presents a trace showing globin levels in erythroid cells differentiated from unedited
SCD CD34+ cells. FIG. 35B presents a trace showing globin levels in erythroid cells
differentiated from edited SCD CD34+ cells. FIG. 35C shows that 63.2% of y globin level was
detected in erythroid cells differentiated from edited SCD CD34+ cells versus unedited cells.
FIG. 35D shows that S globin was reduced from 86% to 32.9% differentiated from edited SCD
CD34+ cells versus unedited cells. The upregulation of fetal hemoglobin is an approach that is
advantageous for the treatment of SCD as well as beta-thalassemia.

FIGs. 36A-36C show a ribbon structure, target sequence, and graph related to the
generation of a variant of the ABE editor for editing a non-canonical Cas9 NGG PAM sequence.
Designing an ABE base editor containing a modified SpCas9 including MQKFRAER amino
acid substitutions and having specificity for the altered PAM 5’-NGC-3’ as described herein
(FIG. 36A), allowed for targeting the sickle allele (“target A”) within the editing window of
ABE as shown in FIG. 36B, thereby providing ability to directly edit this position in the target
site, which would not normally be accessible using a traditional spCas9. FIG. 36C shows a
graph of the base editing activities of variant editors containing the MQKFRAER amino acid
substitutions, which allow recognition of the target site and the conversion of nucleobase A to
nucleobase T (A+T) to achieve the desired correction of the Val-> Ala. For each variant plotted
on the x-axis, “Pro2>Pro” represents the leftmost bar; “Val—-> Ala” represents the middle bar; and
“Ser>Pro” represents the rightmost bar.

FIG. 37 presents a graph, target site sequence and table related to the generation of
additional adenosine deaminase variants in which the linker to the TadA was removed and
placed in closer proximity to the Cas9 complex. These variants exhibited increased efficacy in
editing of a model cell line (HEK293T) that expressed the sickle allele target site. The term
“ISLAY” or “IBE” refers to base editors that have an insertion of the TadA adenosine

deaminase within the Cas9 sequence, for example, ISLAY1 V1015, ISLAY2 11022, ISLAY3
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11029, ISLAY4 E1040, ISLAYS5 E1058, ISLAY6 G1347, ISLAY7 E1054, ISLAY8 E1026 and
ISLAY9 Q768, as set forth in Table14A infra. At the right side of the figure, the target site in

the nucleic acid sequence, the PAM site and the corresponding amino acid sequence are shown.
“Cp5” (MSP552) in the table refers to an ABES in a scaffold that includes a circular permutant

Cas9 having the amino acid sequence below and as described infra.

MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLSDEFFRMRROQEIKAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSSEVEFSHEYWM
RHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAETIMALRQGGLVMONYRLIDATLY S
TFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADECAATLLCYFEFRMP
ROVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSEIGKATAKY FEFYSNIMNEEFKTE T
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLT
ARKKDWDPKKYGGEFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEV
KKDLIIKLPKYSLEFELENGRKRMLASAKFLOKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPRAFKYEFDTT
IARKEYRSTKEVLDATLTIHQSITGLYETRIDLSQLGGDGGSGGSGGSGGSGGSGGSGGMDKKYSIGLATIG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSEFESPKKKRKV

For the experiments, 20nt guide sgRNA (1000 ng), spCas9-MQKFRAER, having specificity for
NGC PAM, were used to transform HEK293T cells (2x10° cells/well) in triplicate.

FIGs. 38 and 39 show schematic representations of the different adenosine deaminase
ISLAY variants that demonstrated increased editing of the target site (as shown in FIG. 37).
Schematically shown for comparison in the middle panels are other ABE editors (ABE7.10)
with a linker to the TadA domain.

FIG. 40 shows bar graphs depicting percentage of base editing achieved in CD34+ cells
that expressed the SCD target site and a table showing edited nucleic acids and amino acid
changes. CD34+ cells from a heterozygous sickle trait patient were treated with ABE editors
and editing of the target site (9G), i.e., conversion of nucleobase A to nucleobase T to achieve
the desired correction of the Val > Ala, was measured. Greater than 50% editing of the sickle
cell allele by the variant ABE editors was achieved in the CD34+ cells at 96 hours post

electroporation. This was sustained after the cells had differentiated into red blood cells in vifro
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(IVD), as greater than 60% editing was shown in differentiated erythroid cells (heterozygous for
sickle trait) 12 days after erythroid differentiation. For the graphs, Editor nM
mRNA [sgRNA]:[mRNA] Timepoint are evaluated, and 21nt gRNA was utilized.

FIGs. 41A and 41B present an ultra-high-performance liquid chromatography (UHPLC)
chromatographic trace and LC-MS results related to the detection of distinct B-globin species in
edited heterozygous HbS (3-globin in sickle cells) differentiated erythroid cells. Prior to these
studies and analyses, discriminating and separating the HbG Makassar variant globin from HbS
sickle globin variant using conventional methods were routinely unsuccessful by practitioners in
the art. A UHPLC method was developed and used herein to discriminate between these two
different globin variants in cells, e.g., CD34+ cells, from SCD patients that had been edited
using ABES editors as described herein. Following editing of CD34+ cells from a heterozygous
HbSS sample, different beta globin (Hb) variants corresponding to those having the Val> Ala
substitution could be detected based on molecular weight using UHPLC (FIG. 41A). The edit
peak analyzed by Liquid Chromatography-Mass Spectrometry (LC-MS) shows the charge
envelope indicating a distinct, new beta globin variant (Makassar variant), (FIG. 41B).

FIG. 42 presents a table of base editors and sgRNA sequences for base editing SCD
samples with an HbS globin variant to achieve correction to an HbG Makassar variant globin.
ABES8 mutations were introduced into leading editor candidates and sgRNA of different lengths
(21nt, 20nt, 19nt protospacers) were assessed to examine whether on-target editing could be
improved while reducing potentially harmful 1G edit (Ser10Pro conversion). The “A”
nucleotide in bold/italics/underline depicts the sickle substitution. The lowercase letters in the
sgRNA/protospacer sequences indicate nucleobases that are 2'-O-methylated. The lowercase
“s” in the sgRNA/protospacer sequences indicates phosphorothioates.

FIGs. 43A and 43B show bar graphs of total percent editing at the 9G target site (or 9G
and other sites) in CD34+ cells (heterozygous sickle cell trait sample) by different ABE editors
at 48h post electroporation (FIG. 43A) or in in vitro differentiated erythroid cells (heterozygous
sickle trait sample) 7d after differentiation (FIG. 43B). While additional mutations did not
greatly improve on-target editing, 4 editors demonstrated comparable on-targeting editing
efficiency. 20nt sgRNA length achieved lower 1G undesired bystander editing. For these
graphs, Editor sgRNA nt or Editor 100nM mRNA uM sgRNA (20nt) are evaluated. Editing
was maintained throughout erythroid differentiation in vitro, nearing 80%.

FIGs. 44A and 44B present bar graphs and a table showing edited nucleic acid sequence
and corresponding amino acid sequence conversion related to total base editing at position 9G of
HbS in homozygous SCD (HbSS) samples. Cells were obtained from a whole blood (non-

mobilized) sample from a patient with SCD (HbSS) and subjected to base editing using ABE
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variant base editors. FIG. 44A: CD34+ cells (~200,000 cells, homozygous SCD sample)) were
electroporated with 50nM ABE variant editor (MSP619 (ISLAYS)) at a 100:1 ratio (2ug of
mRNA, 4.1pg of sgRNA (21nt)). The ABE variant base editors achieved approximately 65%
editing at position 9G in the cells at 7d following electroporation, and about 60% editing at
position 9G at 14d following electroporation. FIG. 44B: CD34+ cells (~200,000 cells,
homozygous SCD sample)) were electroporated with 30nM ABE variant editor (MSP616
(ISLAY2)) at a 200:1 ratio (1.3 pg of mRNA, 4.95ug of sgRNA (21nt)). The ABE variant base
editors achieved at least approximately 50% editing at position 9G in the erythroid cells at 7d
and 14 d following electroporation.

FIG. 45 presents a UHPLC chromatographic trace following UHPLC analysis, which
shows a clear separation of and discrimination between the HbS form and the HbG Makassar
variant forms of globin proteins following base editing using ABE variant base editors in
homozygous HbSS cells obtained from a SCD patient sample.

FIGs. 46A and 46B present a UHPLC chromatographic trace and LC-MS results related
to the detection of distinct 3-globin species in edited heterozygous HbS (3-globin in sickle cells)
differentiated erythroid cells. As described for FIGs. 41A and 41B, UHPLC was used to
discriminate these two different globin variants. In an edited heterozygous HbSS sample,
different beta globin (Hb) variants corresponding to those having the Val-=> Ala substitution
could be detected based on molecular weight (FIG. 46A). The edit peak in the LC-MS trace
shows the charge envelope indicating a new beta globin variant (FIG. 46B).

FIG. 47 shows UHPLC chromatographic traces and LC-MS results of HbSS (SCD)
samples subjected to base editing (“HbSS — edited”) or not subjected to base editing (“HbSS —
unedited”). As shown in the top and middle UHPLC chromatographs, the HbG Makassar globin
variant (at 9.81 min) is distinguished from the HbS (SCD) globin form (10,03 min) based on
elution time differentials on UHPLC. The other globin forms are readily distinguished. In the
bottom LC-MS graph, the Makassar HbG variant and the HbS form of globin have different and
distinguishable identities. Similar to the results presented for FIGs. 41A, 41B, 45, 46A and 46B,
the UHPLC and LC-MS analyses of cells from SCD (HbSS) erythroid cell samples edited with
the ABE variant base editors described herein provide clear identification and separation of the
HbG Makassar variant and the HbS (SCD) globin variant in the samples, thus providing a
beneficial means of identifying authentic SCD (HbS) patients and of alleviating or preventing
misdiagnosis of SCD (HbSS) in patients who instead present with the HbG Makassar globin
variant.

FIGs. 48A-48C show bar graphs representing relative areas under the peaks of UHPLC

chromatography data. The area under the peaks was used to quantify the total change in amount
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of the different B-globin variants in a homozygous SCD sample that had been subjected to base
editing employing an ABE variant of the invention. (Base Editor MSP619, 50nM mRNA,
5000nM sgRNA (21nt)). The results presented suggest that the levels of conversion of the HbS
variant globin to the asymptomatic HbG-Makassar globin are directly correlated.

FIG. 49 is a table depicting Cas9 variants for accessing all possible PAMs within the
NRNN PAM space. Only Cas9 variants that require recognition of three or fewer defined
nucleotides in their PAMs are listed. The non-G PAM variants include SpCas9-NRRH, SpCas9-
NRTH, and SpCas9-NRCH. (Miller, S.M., ef al. Continuous evolution of SpCas9 variants
compatible with non-G PAMs, Nat. Biotechnol. (2020), (//doi.org/10.1038/s41587-020-0412-8),

the contents of which are incorporated herein by reference in their entirety.

DETAILED DESCRIPTION OF THE INVENTION
As described below, the present invention features compositions and methods for
altering mutations associated with sickle cell disease (SCD). In some embodiments, the editing
corrects a deleterious mutation, such that the edited polynucleotide is indistinguishable from a
wild-type reference polynucleotide sequence. In another embodiment, the editing alters the

deleterious mutation, such that the edited polynucleotide comprises a benign mutation.

HBB Gene Editing

As described herein, the compositions and methods of the invention are useful and
advantageous for the treatment of sickle cell disease (SCD), which is caused by a Glu = Val
mutation at the sixth amino acid of the B-globin protein encoded by the HBB gene. Despite
many developments to date in the field of gene editing, precise correction of the diseased HBB
gene to revert Val > Glu remains elusive and is presently not achievable using either
CRISPR/Cas nuclease or CRISPR/Cas base editing approaches.

Genome editing of the HBB gene to replace the affected nucleotide using a CRISPR/Cas
nuclease approach requires cleavage of genomic DNA. However, cleavage of genomic DNA
carries an increased risk of generating base insertions/deletions (indels), which have the
potential to cause unintended and undesirable consequences, including generating premature
stop codons, altering the codon reading frame, etc. Furthermore, generating double-stranded
breaks at the 3-globin locus has the potential to radically alter the locus through recombination
events. The [B-globin locus contains a cluster of globin genes having sequence identity to one
another - 5’- g- ; Gy- ; Ay-; 0-; and B-globin -3°. Because of the structure of the 3-globin locus,

recombination repair of a double-stranded break within the locus has the potential to result in
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gene loss of intervening sequences between globin genes, for example between - and [3-globin
genes.

Unintended alterations to the locus also carry a risk of causing thalassemia.
CRISPR/Cas base editing approaches hold promise in that they have the ability to generate
precise alterations at the nucleobase level. However, precise correction of Val 2 Glu (GTG -
GAG) requires a T*A to AT transversion editor, which is not presently known to exist.
Additionally, the specificity of CRISPR/Cas base editing is due in part to a limited window of
editable nucleotides created by R-loop formation upon CRISPR/Cas binding to DNA. Thus,
CRISPR/Cas targeting must occur at or near the sickle cell site to allow base editing to be
possible, and there may be additional sequence requirements for optimal editing within the
window. One requirement for CRISPR/Cas targeting is the presence of a protospacer-adjacent
motif (PAM) flanking the site to be targeted. For example, many base editors are based on
SpCas9 which requires an NGG PAM. Even assuming hypothetically that an T+A to AT
transversion were possible, no NGG PAM exists that would place the target “A” at a desirable
position for such an SpCas9 base editor. Although many new CRISPR/Cas proteins have been
discovered or generated that expand the collection of available PAMs, PAM requirements
remain a limiting factor in the ability to direct CRISPR/Cas base editors to specific nucleotides
at any location in the genome.

The present invention is based, at least in part, on several discoveries described herein
that address the foregoing challenges for providing a genome editing approach for treatment of
sickle cell anemia. In one aspect, the invention is based in part on the ability to replace the
valine at amino acid position 6, which causes sickle cell disease, with an alanine, to thereby
generate an Hb variant (Hb Makassar) that does not generate a sickle cell phenotype. While
precise correction (GTG = GAGQG) is not possible without a T*A to A«T transversion base editor,
the studies performed herein have found that a Val = Ala (GIG = GCG) replacement (i.e., the
Hb Makassar variant) can be generated using an A*T to G*C base editor (ABE). This was
achieved in part by the development of novel base editors and novel base editing strategies, as
provided herein. For example, novel ABE base editors (i.e., having an adenosine deaminase
domain) that utilize flanking sequences (e.g., PAM sequences; zinc finger binding sequences)
for optimal base editing at the sickle cell target site.

Thus, the present invention includes compositions and methods for base editing a
thymidine (T) to a cytidine (C) in the codon of the sixth amino acid of a sickle cell disease
variant of the B-globin protein (Sickle HbS; E6V), thereby substituting an alanine for a valine
(V6A) at this amino acid position. Substitution of alanine for valine at position 6 of HbS

generates a 3-globin protein variant that does not have a sickle cell phenotype (e.g., does not
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have the potential to polymerize as in the case of the pathogenic variant HbS). Accordingly, the
compositions and methods of the invention are useful for the treatment of sickle cell disease

(SCD).

NUCLEOBASE EDITOR

Disclosed herein is a base editor or a nucleobase editor for editing, modifying or altering
a target nucleotide sequence of a polynucleotide (e.g., HBB polynucleotide). Described herein is
a nucleobase editor or a base editor comprising a polynucleotide programmable nucleotide
binding domain and a nucleobase editing domain (e.g., adenosine deaminase). A polynucleotide
programmable nucleotide binding domain, when in conjunction with a bound guide
polynucleotide (e.g., gRNA), can specifically bind to a target polynucleotide sequence (i.e., via
complementary base pairing between bases of the bound guide nucleic acid and bases of the
target polynucleotide sequence) and thereby localize the base editor to the target nucleic acid
sequence desired to be edited. In some embodiments, the target polynucleotide sequence
comprises single-stranded DNA or double-stranded DNA. In some embodiments, the target
polynucleotide sequence comprises RNA. In some embodiments, the target polynucleotide

sequence comprises a DNA-RNA hybrid.

Polynucleotide Programmable Nucleotide Binding Domain

It should be appreciated that polynucleotide programmable nucleotide binding domains
can also include nucleic acid programmable proteins that bind RNA. For example, the
polynucleotide programmable nucleotide binding domain can be associated with a nucleic acid
that guides the polynucleotide programmable nucleotide binding domain to an RNA. Other
nucleic acid programmable DNA binding proteins are also within the scope of this disclosure,
though they are not specifically listed in this disclosure.

A polynucleotide programmable nucleotide binding domain of a base editor can itself
comprise one or more domains. For example, a polynucleotide programmable nucleotide
binding domain can comprise one or more nuclease domains. In some embodiments, the
nuclease domain of a polynucleotide programmable nucleotide binding domain can comprise an
endonuclease or an exonuclease. Herein the term “exonuclease” refers to a protein or
polypeptide capable of digesting a nucleic acid (e.g., RNA or DNA) from free ends, and the
term “endonuclease” refers to a protein or polypeptide capable of catalyzing (e.g., cleaving)
internal regions in a nucleic acid (e.g., DNA or RNA). In some embodiments, an endonuclease
can cleave a single strand of a double-stranded nucleic acid. In some embodiments, an

endonuclease can cleave both strands of a double-stranded nucleic acid molecule. In some
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embodiments a polynucleotide programmable nucleotide binding domain can be a
deoxyribonuclease. In some embodiments a polynucleotide programmable nucleotide binding
domain can be a ribonuclease.

In some embodiments, a nuclease domain of a polynucleotide programmable nucleotide
binding domain can cut zero, one, or two strands of a target polynucleotide. In some
embodiments, the polynucleotide programmable nucleotide binding domain can comprise a
nickase domain. Herein the term “nickase” refers to a polynucleotide programmable nucleotide
binding domain comprising a nuclease domain that is capable of cleaving only one strand of the
two strands in a duplexed nucleic acid molecule (e.g., DNA). In some embodiments, a nickase
can be derived from a fully catalytically active (e.g., natural) form of a polynucleotide
programmable nucleotide binding domain by introducing one or more mutations into the active
polynucleotide programmable nucleotide binding domain. For example, where a polynucleotide
programmable nucleotide binding domain comprises a nickase domain derived from Cas9, the
Cas9-derived nickase domain can include a D10A mutation and a histidine at position 840. In
such cases, the residue H840 retains catalytic activity and can thereby cleave a single strand of
the nucleic acid duplex. In another example, a Cas9-derived nickase domain can comprise an
H840A mutation, while the amino acid residue at position 10 remains a D. In some
embodiments, a nickase can be derived from a fully catalytically active (e.g., natural) form of a
polynucleotide programmable nucleotide binding domain by removing all or a portion of a
nuclease domain that is not required for the nickase activity. For example, where a
polynucleotide programmable nucleotide binding domain comprises a nickase domain derived
from Cas9, the Cas9-derived nickase domain can comprise a deletion of all or a portion of the
RuvC domain or the HNH domain.

The amino acid sequence of an exemplary catalytically active Cas9 is as follows:
MDKKY STGLDIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLTHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGS PATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLY YLONGRDMYVDQELDINRLSDYDVDH
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IVPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROLLNAKLITQRKEDNLTKAERGGLSE
LDKAGEFIKROLVETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDEQFYKVRE INN
YHHAHDAYINAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEEFKTET
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLT
ARKKDWDPKKYGGEDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGY KEV
KKDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYEFDTT
IDRKRYTSTKEVLDATLTIHQSITGLYETRIDLSQLGGD.

A base editor comprising a polynucleotide programmable nucleotide binding domain
comprising a nickase domain is thus able to generate a single-strand DNA break (nick) at a
specific polynucleotide target sequence (e.g., determined by the complementary sequence of a
bound guide nucleic acid). In some embodiments, the strand of a nucleic acid duplex target
polynucleotide sequence that is cleaved by a base editor comprising a nickase domain (e.g.,
Cas9-derived nickase domain) is the strand that is not edited by the base editor (i.e., the strand
that is cleaved by the base editor is opposite to a strand comprising a base to be edited). In other
embodiments, a base editor comprising a nickase domain (e.g., Cas9-derived nickase domain)
can cleave the strand of a DNA molecule which is being targeted for editing. In such cases, the
non-targeted strand is not cleaved.

Also provided herein are base editors comprising a polynucleotide programmable
nucleotide binding domain which is catalytically dead (i.e., incapable of cleaving a target
polynucleotide sequence). Herein the terms “catalytically dead” and “nuclease dead” are used
interchangeably to refer to a polynucleotide programmable nucleotide binding domain which has
one or more mutations and/or deletions resulting in its inability to cleave a strand of a nucleic
acid. In some embodiments, a catalytically dead polynucleotide programmable nucleotide
binding domain base editor can lack nuclease activity as a result of specific point mutations in
one or more nuclease domains. For example, in the case of a base editor comprising a Cas9
domain, the Cas9 can comprise both a D10A mutation and an H840A mutation. Such mutations
inactivate both nuclease domains, thereby resulting in the loss of nuclease activity. In other
embodiments, a catalytically dead polynucleotide programmable nucleotide binding domain can
comprise one or more deletions of all or a portion of a catalytic domain (e.g., RuvC1 and/or
HNH domains). In further embodiments, a catalytically dead polynucleotide programmable
nucleotide binding domain comprises a point mutation (e.g., D10A or H840A) as well as a
deletion of all or a portion of a nuclease domain.

Also contemplated herein are mutations capable of generating a catalytically dead

polynucleotide programmable nucleotide binding domain from a previously functional version
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of the polynucleotide programmable nucleotide binding domain. For example, in the case of
catalytically dead Cas9 (“dCas9”), variants having mutations other than D10A and H840A are
provided, which result in nuclease inactivated Cas9. Such mutations, by way of example,
include other amino acid substitutions at D10 and H840, or other substitutions within the
nuclease domains of Cas9 (e.g., substitutions in the HNH nuclease subdomain and/or the RuvC1
subdomain). Additional suitable nuclease-inactive dCas9 domains can be apparent to those of
skill in the art based on this disclosure and knowledge in the field and are within the scope of
this disclosure. Such additional exemplary suitable nuclease-inactive Cas9 domains include, but
are not limited to, D10A/H840A, D10A/D839A/H840A, and D10A/D839A/H840A/N863 A
mutant domains (See, e.g., Prashant ez al., CAS9 transcriptional activators for target specificity
screening and paired nickases for cooperative genome engineering. Nature Biotechnology. 2013;
31(9): 833-838, the entire contents of which are incorporated herein by reference).

Non-limiting examples of a polynucleotide programmable nucleotide binding domain
which can be incorporated into a base editor include a CRISPR protein-derived domain, a
restriction nuclease, a meganuclease, TAL nuclease (TALEN), and a zinc finger nuclease
(ZFN). In some embodiments, a base editor comprises a polynucleotide programmable
nucleotide binding domain comprising a natural or modified protein or portion thereof which via
a bound guide nucleic acid is capable of binding to a nucleic acid sequence during CRISPR (i.e.,
Clustered Regularly Interspaced Short Palindromic Repeats)-mediated modification of a nucleic
acid. Such a protein is referred to herein as a “CRISPR protein.” Accordingly, disclosed herein
is a base editor comprising a polynucleotide programmable nucleotide binding domain
comprising all or a portion of a CRISPR protein (i.e. a base editor comprising as a domain all or
a portion of a CRISPR protein, also referred to as a “CRISPR protein-derived domain” of the
base editor). A CRISPR protein-derived domain incorporated into a base editor can be modified
compared to a wild-type or natural version of the CRISPR protein. For example, as described
below a CRISPR protein-derived domain can comprise one or more mutations, insertions,
deletions, rearrangements and/or recombinations relative to a wild-type or natural version of the
CRISPR protein.

CRISPR is an adaptive immune system that provides protection against mobile genetic
elements (viruses, transposable elements and conjugative plasmids). CRISPR clusters contain
spacers, sequences complementary to antecedent mobile elements, and target invading nucleic
acids. CRISPR clusters are transcribed and processed into CRISPR RNA (ctRNA). In type II
CRISPR systems, correct processing of pre-crRNA requires a trans-encoded small RNA
(tractRNA), endogenous ribonuclease 3 (rnc) and a Cas9 protein. The tractrRNA serves as a

guide for ribonuclease 3-aided processing of pre-crRNA. Subsequently, Cas9/crRNA/tractRNA
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endonucleolytically cleaves linear or circular dsSDNA target complementary to the spacer. The
target strand not complementary to ctrRNA is first cut endonucleolytically, and then trimmed 3'-
5" exonucleolytically. In nature, DNA-binding and cleavage typically requires protein and both
RNAs. However, single guide RNAs (“sgRNA,” or simply “gNRA”) can be engineered so as to
incorporate aspects of both the crRNA and tracrRNA into a single RNA species. See, e.g., Jinek
M., Chylinski K., Fonfara I., Hauer M., Doudna J. A., Charpentier E. Science 337:816-
821(2012), the entire contents of which is hereby incorporated by reference. Cas9 recognizes a
short motif in the CRISPR repeat sequences (the PAM or protospacer adjacent motif) to help
distinguish self versus non-self.

In some embodiments, the methods described herein can utilize an engineered Cas
protein. A guide RNA (gRNA) is a short synthetic RNA composed of a scaffold sequence
necessary for Cas-binding and a user-defined ~20 nucleotide spacer that defines the genomic
target to be modified. Thus, a skilled artisan can change the genomic target of the Cas protein
specificity is partially determined by how specific the gRNA targeting sequence is for the
genomic target compared to the rest of the genome.

In some embodiments, the gRNA scaffold sequence is as follows: GUUUUAGAGC
UAGAAAUAGC AAGUUAAAAU AAGGCUAGUC CGUUAUCAAC UUGAAAAAGU
GGCACCGAGU CGGUGCUUUU.

In some embodiments, a CRISPR protein-derived domain incorporated into a base editor
is an endonuclease (e.g., deoxyribonuclease or ribonuclease) capable of binding a target
polynucleotide when in conjunction with a bound guide nucleic acid. In some embodiments, a
CRISPR protein-derived domain incorporated into a base editor is a nickase capable of binding a
target polynucleotide when in conjunction with a bound guide nucleic acid. In some
embodiments, a CRISPR protein-derived domain incorporated into a base editor is a
catalytically dead domain capable of binding a target polynucleotide when in conjunction with a
bound guide nucleic acid. In some embodiments, a target polynucleotide bound by a CRISPR
protein derived domain of a base editor is DNA. In some embodiments, a target polynucleotide
bound by a CRISPR protein-derived domain of a base editor is RNA.

Cas proteins that can be used herein include class 1 and class 2. Non-limiting examples
of Cas proteins include Casl, CaslB, Cas2, Cas3, Cas4, Cas5, Cas5d, Cas5t, CasSh, Cas5a,
Cas6, Cas7, Cas8, Cas9 (also known as Csnl or Csx12), Cas10, Csyl, Csy2, Csy3, Csy4, Csel,
Cse2, Cse3, Csed, CseSe, Cscl, Csc2, Csa5, Csnl, Csn2, Csml, Csm2, Csm3, Csm4, Csm5,
Csm6, Cmrl, Cmr3, Cmr4, Cmr5, Cmr6, Csb1, Csb2, Csb3, Csx17, Csx14, Csx10, Csx16,
CsaX, Csx3, Csx1, Csx18, Csfl, Csf2, CsO, Csf4, Csd1, Csd2, Cstl, Cst2, Cshl, Csh2, Csal,

Csa2, Csa3, Csa4, CsaS, Cas12a/Cpfl, Cas12b/C2cl1, Cas12¢/C2c3, Casl2d/CasY,
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Casl2e/CasX, Casl2g, Casl2h, and Cas12i, CARF, DinG, homologues thereof, or modified
versions thereof. An unmodified CRISPR enzyme can have DNA cleavage activity, such as
Cas9, which has two functional endonuclease domains: RuvC and HNH. A CRISPR enzyme
can direct cleavage of one or both strands at a target sequence, such as within a target sequence
and/or within a complement of a target sequence. For example, a CRISPR enzyme can direct
cleavage of one or both strands within about 1, 2, 3,4, 5, 6, 7, 8, 9, 10, 15, 20, 25, 50, 100, 200,
500, or more base pairs from the first or last nucleotide of a target sequence.

A vector that encodes a CRISPR enzyme that is mutated to with respect, to a
corresponding wild-type enzyme such that the mutated CRISPR enzyme lacks the ability to
cleave one or both strands of a target polynucleotide containing a target sequence can be used.
Cas9 can refer to a polypeptide with at least or at least about 50%, 60%, 70%, 80%, 90%, 91%,
92%, 93%, 94%, 95%, 96%, 97%, 98%, 99%, or 100% sequence identity and/or sequence
homology to a wild type exemplary Cas9 polypeptide (e.g., Cas9 from S. pyogenes). Cas9 can
refer to a polypeptide with at most or at most about 50%, 60%, 70%, 80%, 90%, 91%, 92%,
93%, 94%, 95%, 96%, 97%, 98%, 99%, or 100% sequence identity and/or sequence homology
to a wild type exemplary Cas9 polypeptide (e.g., from S. pyogenes). Cas9 can refer to the wild-
type or a modified form of the Cas9 protein that can comprise an amino acid change such as a
deletion, insertion, substitution, variant, mutation, fusion, chimera, or any combination thereof.

In some embodiments, a CRISPR protein-derived domain of a base editor can include all
or a portion of Cas9 from Corynebacterium ulcerans (NCBI Refs: NC 015683.1,

NC _017317.1); Corynebacterium diphtheria (NCBI Refs: NC _016782.1, NC _016786.1);
Spiroplasma syrphidicola (NCBI Ref: NC_021284.1); Prevotella intermedia (NCBI Ref:
NC_017861.1); Spiroplasma taiwanense (NCBI Ref: NC_021846.1); Streptococcus iniae
(NCBI Ref: NC _021314.1); Belliella baltica (NCBI Ref: NC_018010.1); Psychroflexus torquis
(NCBI Ref: NC_018721.1); Streptococcus thermophilus (NCBI Ref: YP 820832.1); Listeria
innocua (NCBI Ref: NP 472073.1); Campylobacter jejuni (NCBI Ref: YP 002344900.1);
Neisseria meningitidis (NCBI Ref: YP_002342100.1), Streptococcus pyogenes, or

Staphylococcus aureus.

Cas9 domains of Nucleobase Editors
Cas9 nuclease sequences and structures are well known to those of skill in the art (See,
e.g., “Complete genome sequence of an Ml strain of Streptococcus pyogenes.” Ferretti et al.,
J.J., McShan W .M., Ajdic D.J., Savic D.J., Savic G., Lyon K., Primeaux C, Sezate S., Suvorov
AN, Kenton S., Lai HS., Lin SP., Qian Y, Jia H G, Najar F.Z., Ren Q., Zhu H., Song L.,
White J., Yuan X, Clifton S W., Roe B.A., McLaughlin R E., Proc. Natl. Acad. Sci. U.S.A.
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98:4658-4663(2001); “CRISPR RNA maturation by trans-encoded small RNA and host factor
RNase III.” Deltcheva E., Chylinski K., Sharma C. M., Gonzales K., Chao Y, Pirzada Z A ,
Eckert M.R., Vogel J., Charpentier E., Nature 471:602-607(2011); and “A programmable dual-
RNA-guided DNA endonuclease in adaptive bacterial immunity.” Jinek M., Chylinski K.,
Fonfara I, Hauer M., Doudna J.A., Charpentier E. Science 337:816-821(2012), the entire
contents of each of which are incorporated herein by reference). Cas9 orthologs have been
described in various species, including, but not limited to, S. pyogenes and S. thermophilus.
Additional suitable Cas9 nucleases and sequences will be apparent to those of skill in the art
based on this disclosure, and such Cas9 nucleases and sequences include Cas9 sequences from
the organisms and loci disclosed in Chylinski, Rhun, and Charpentier, “The tracrRNA and Cas9
families of type II CRISPR-Cas immunity systems” (2013) RNA Biology 10:5, 726-737; the
entire contents of which are incorporated herein by reference.

In some embodiments, a nucleic acid programmable DNA binding protein (napDNAbp)
is a Cas9 domain. Non-limiting, exemplary Cas9 domains are provided herein. The Cas9
domain may be a nuclease active Cas9 domain, a nuclease inactive Cas9 domain (dCas9), or a
Cas9 nickase (nCas9). In some embodiments, the Cas9 domain is a nuclease active domain. For
example, the Cas9 domain may be a Cas9 domain that cuts both strands of a duplexed nucleic
acid (e.g., both strands of a duplexed DNA molecule). In some embodiments, the Cas9 domain
comprises any one of the amino acid sequences as set forth herein. In some embodiments the
Cas9 domain comprises an amino acid sequence that is at least 60%, at least 65%, at least 70%,
at least 75%, at least 80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at
least 98%, at least 99%, or at least 99.5% identical to any one of the amino acid sequences set
forth herein. In some embodiments, the Cas9 domain comprises an amino acid sequence that
has1,2,3,4,5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 21, 24, 25, 26, 27,
28,29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50 or more or
more mutations compared to any one of the amino acid sequences set forth herein. In some
embodiments, the Cas9 domain comprises an amino acid sequence that has at least 10, at least
15, at least 20, at least 30, at least 40, at least 50, at least 60, at least 70, at least 80, at least 90, at
least 100, at least 150, at least 200, at least 250, at least 300, at least 350, at least 400, at least
500, at least 600, at least 700, at least 800, at least 900, at least 1000, at least 1100, or at least
1200 identical contiguous amino acid residues as compared to any one of the amino acid
sequences set forth herein.

In some embodiments, proteins comprising fragments of Cas9 are provided. For
example, in some embodiments, a protein comprises one of two Cas9 domains: (1) the gRNA

binding domain of Cas9; or (2) the DNA cleavage domain of Cas9. In some embodiments,
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proteins comprising Cas9 or fragments thereof are referred to as “Cas9 variants.” A Cas9 variant
shares homology to Cas9, or a fragment thereof. For example, a Cas9 variant is at least about
70% identical, at least about 80% identical, at least about 90% identical, at least about 95%
identical, at least about 96% identical, at least about 97% identical, at least about 98% identical,
at least about 99% identical, at least about 99.5% identical, or at least about 99.9% identical to
wild-type Cas9. In some embodiments, the Cas9 variant may have 1,2, 3,4,5,6,7,8,9, 10, 11,
12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 21, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37,
38, 39,40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50 or more amino acid changes compared to wild-
type Cas9. In some embodiments, the Cas9 variant comprises a fragment of Cas9 (e.g., a gRNA
binding domain or a DNA-cleavage domain), such that the fragment is at least about 70%
identical, at least about 80% identical, at least about 90% identical, at least about 95% identical,
at least about 96% identical, at least about 97% identical, at least about 98% identical, at least
about 99% identical, at least about 99.5% identical, or at least about 99.9% identical to the
corresponding fragment of wild-type Cas9. In some embodiments, the fragment is at least 30%,
at least 35%, at least 40%, at least 45%, at least 50%, at least 55%, at least 60%, at least 65%, at
least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at least 95% identical, at least
96%, at least 97%, at least 98%, at least 99%, or at least 99.5% of the amino acid length of a
corresponding wild-type Cas9. In some embodiments, the fragment is at least 100 amino acids
in length. In some embodiments, the fragment is at least 100, 150, 200, 250, 300, 350, 400, 450,
500, 550, 600, 650, 700, 750, 800, 850, 900, 950, 1000, 1050, 1100, 1150, 1200, 1250, or at
least 1300 amino acids in length.

In some embodiments, Cas9 fusion proteins as provided herein comprise the full-length
amino acid sequence of a Cas9 protein, e.g., one of the Cas9 sequences provided herein. In
other embodiments, however, fusion proteins as provided herein do not comprise a full-length
Cas9 sequence, but only one or more fragments thereof. Exemplary amino acid sequences of
suitable Cas9 domains and Cas9 fragments are provided herein, and additional suitable
sequences of Cas9 domains and fragments will be apparent to those of skill in the art.

A Cas9 protein can associate with a guide RNA that guides the Cas9 protein to a specific
DNA sequence that has complementary to the guide RNA. In some embodiments, the
polynucleotide programmable nucleotide binding domain is a Cas9 domain, for example a
nuclease active Cas9, a Cas9 nickase (nCas9), or a nuclease inactive Cas9 (dCas9). Examples of
nucleic acid programmable DNA binding proteins include, without limitation, Cas9 (e.g., dCas9
and nCas9), CasX, CasY, Cpfl, Cas12b/C2Cl1, and Cas12¢/C2C3.

In some embodiments, wild-type Cas9 corresponds to Cas9 from Streptococcus pyogenes

(NCBI Reference Sequence: NC_017053.1, nucleotide and amino acid sequences as follows):
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ATGGATAAGAAATACTCAATAGGCTTAGATATCGGCACAAATAGCGTCGGATGGGCGGTGATCACTGATG
ATTATAAGGTTCCGTCTAAAAAGTTCAAGGTTCTGGGAAATACAGACCGCCACAGTATCAAAAAAAATCT
TATAGGGGCTCTTTTATTTGGCAGTGGAGAGACAGCGGAAGCGACTCGTCTCAAACGGACAGCTCGTAGA
AGGTATACACGTCGGAAGAATCGTATTTGTTATCTACAGGAGATTTTTTCAAATGAGATGGCGARAAGTAG
ATGATAGTTTCTTTCATCGACTTGAAGAGTCTTTTTTGGTGGAAGAAGACAAGAAGCATGAACGTCATCC
TATTTTTGGAAATATAGTAGATGAAGTTGCTTATCATGAGAAATATCCAACTATCTATCATCTGCGAARAA
AAATTGGCAGATTCTACTGATAAAGCGGATTTGCGCTTAATCTATTTGGCCTTAGCGCATATGATTAAGT
TTCGTGGTCATTTTTTGATTGAGGGAGATTTAAATCCTGATAATAGTGATGTGGACAAACTATTTATCCA
GTTGGTACAAATCTACAATCAATTATTTGAAGAAAACCCTATTAACGCAAGTAGAGTAGATGCTAAAGCG
ATTCTTTCTGCACGATTGAGTAAATCAAGACGATTAGAAAATCTCATTGCTCAGCTCCCCGGTGAGAAGA
GAAATGGCTTGTTTGGGAATCTCATTGCTTTGTCATTGGGATTGACCCCTAATTTTAAATCAAATTTTGA
TTTGGCAGAAGATGCTAAATTACAGCTTTCAAAAGATACTTACGATGATGATTTAGATAATTTATTGGCG
CAAATTGGAGATCAATATGCTGATTTGTTTTTGGCAGCTAAGAATTTATCAGATGCTATTTTACTTTCAG
ATATCCTAAGAGTAAATAGTGAAATAACTAAGGCTCCCCTATCAGCTTCAATGATTAAGCGCTACGATGA
ACATCATCAAGACTTGACTCTTTTAAAAGCTTTAGTTCGACAACAACTTCCAGAAAAGTATAAAGAAATC
TTTTTTGATCAATCAAAAAACGGATATGCAGGTTATATTGATGGGGGAGCTAGCCAAGAAGAATTTTATA
AATTTATCAAACCAATTTTAGAARAAATGGATGGTACTGAGGAATTATTGGTGARACTAAATCGTGAAGA
TTTGCTGCGCAAGCAACGGACCTTTGACAACGGCTCTATTCCCCATCAAATTCACTTGGGTGAGCTGCAT
GCTATTTTGAGAAGACAAGAAGACTTTTATCCATTTTTAAAAGACAATCGTGAGAAGATTGAAAAAATCT
TGACTTTTCGAATTCCTTATTATGTTGGTCCATTGGCGCGTGGCAATAGTCGTTTTGCATGGATGACTCG
GAAGTCTGAAGAAACAATTACCCCATGGAATTTTGAAGAAGTTGTCGATAAAGGTGCTTCAGCTCAATCA
TTTATTGAACGCATGACAAACTTTGATAAAAATCTTCCAAATGAAAAAGTACTACCAAAACATAGTTTGC
TTTATGAGTATTTTACGGTTTATAACGAATTGACAAAGGTCAAATATGTTACTGAGGGAATGCGAAAACC
AGCATTTCTTTCAGGTGAACAGAAGAAAGCCATTGTTGATTTACTCTTCAAAACAAATCGAAAAGTAACC
GTTAAGCAATTAAAAGAAGATTATTTCAAAAAAATAGAATGTTTTGATAGTGTTGAAATTTCAGGAGTTG
AAGATAGATTTAATGCTTCATTAGGCGCCTACCATGATTTGCTAAAAATTATTAAAGATAAAGATTTTTT
GGATAATGAAGAAAATGAAGATATCTTAGAGGATATTGTTTTAACATTGACCTTATTTGAAGATAGGGGG
ATGATTGAGGAAAGACTTAAAACATATGCTCACCTCTTTGATGATAAGGTGATGAAACAGCTTAAACGTC
GCCGTTATACTGGTTGGGGACGTTTGTCTCGAAAATTGATTAATGGTATTAGGGATAAGCAATCTGGCAA
AACAATATTAGATTTTTTGAAATCAGATGGTTTTGCCAATCGCAATTTTATGCAGCTGATCCATGATGAT
AGTTTGACATTTAAAGAAGATATTCAARAAGCACAGGTGTCTGGACAAGGCCATAGTTTACATGAACAGA
TTGCTAACTTAGCTGGCAGTCCTGCTATTAAAAAAGGTATTTTACAGACTGTAAARAATTGTTGATGAACT
GGTCAAAGTAATGGGGCATAAGCCAGAAAATATCGTTATTGAAATGGCACGTGAAAATCAGACAACTCAA
AAGGGCCAGAAAAATTCGCGAGAGCGTATGAAACGAATCGAAGAAGGTATCAAAGAATTAGGAAGTCAGA
TTCTTAAAGAGCATCCTGTTGAAAATACTCAATTGCAAAATGAAAAGCTCTATCTCTATTATCTACAARAA
TGGAAGAGACATGTATGTGGACCAAGAATTAGATATTAATCGTTTAAGTGATTATGATGTCGATCACATT
GTTCCACAAAGTTTCATTAAAGACGATTCAATAGACAATAAGGTACTAACGCGTTCTGATAAAAATCGTG

GTAAATCGGATAACGTTCCAAGTGAAGAAGTAGTCAAAAAGATGAAAAACTATTGGAGACAACTTCTAAA
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CGCCAAGTTAATCACTCAACGTAAGTTTGATAATTTAACGAAAGCTGAACGTGGAGGTTTGAGTGAACTT
GATAAAGCTGGTTTTATCAAACGCCAATTGGTTGAAACTCGCCAAATCACTAAGCATGTGGCACAAATTT
TGGATAGTCGCATGAATACTAAATACGATGAAAATGATAAACTTATTCGAGAGGTTAAAGTGATTACCTT
AAAATCTAAATTAGTTTCTGACTTCCGAAAAGATTTCCAATTCTATAAAGTACGTGAGATTAACAATTAC
CATCATGCCCATGATGCGTATCTAAATGCCGTCGTTGGAACTGCTTTGATTAAGAAATATCCAAAACTTG
AATCGGAGTTTGTCTATGGTGATTATAAAGTTTATGATGTTCGTAAAATGATTGCTAAGTCTGAGCAAGA
AATAGGCAAAGCAACCGCAAAATATTTCTTTTACTCTAATATCATGAACTTCTTCAAAACAGAAATTACA
CTTGCAAATGGAGAGATTCGCAAACGCCCTCTAATCGAAACTAATGGGGAAACTGGAGAAATTGTCTGGG
ATAAAGGGCGAGATTTTGCCACAGTGCGCAAAGTATTGTCCATGCCCCAAGTCAATATTGTCAAGAAAAC
AGAAGTACAGACAGGCGGATTCTCCAAGGAGTCAATTTTACCAAAAAGAAATTCGGACAAGCTTATTGCT
CGTAAAAAAGACTGGGATCCAAAAAAATATGGTGGTTTTGATAGTCCAACGGTAGCTTATTCAGTCCTAG
TGGTTGCTAAGGTGGAAAAAGGGAAATCGAAGAAGTTAAAATCCGTTAAAGAGTTACTAGGGATCACAAT
TATGGAAAGAAGTTCCTTTGAAAAAAATCCGATTGACTTTTTAGAAGCTAAAGGATATAAGGAAGTTARAA
AAAGACTTAATCATTAAACTACCTAAATATAGTCTTTTTGAGTTAGAAAACGGTCGTAAACGGATGCTGG
CTAGTGCCGGAGAATTACAAAAAGGAAATGAGCTGGCTCTGCCAAGCAAATATGTGAATTTTTTATATTT
AGCTAGTCATTATGAAAAGTTGAAGGGTAGTCCAGAAGATAACGAACAAAAACAATTGTTTGTGGAGCAG
CATAAGCATTATTTAGATGAGATTATTGAGCAAATCAGTGAATTTTCTAAGCGTGTTATTTTAGCAGATG
CCAATTTAGATAAAGTTCTTAGTGCATATAACAAACATAGAGACAAACCAATACGTGAACAAGCAGAARA
TATTATTCATTTATTTACGTTGACGAATCTTGGAGCTCCCGCTGCTTTTAAATATTTTGATACAACAATT
GATCGTAAACGATATACGTCTACAAAAGAAGTTTTAGATGCCACTCTTATCCATCAATCCATCACTGGTC
TTTATGAAACACGCATTGATTTGAGTCAGCTAGGAGGTGACTGA

MDKKYSIGLDIGTNSVGWAVITDDYKVPSKKEFKVLGNTDRHSTKKNLIGALLFGSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLADSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTIY
NOQLFEENPINASRVDAKAILSARLSKSRRLENLIAQLPGEKRNGLFGNLIALSLGLTPNFKSNFE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNSEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGAYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDRGMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGQGHSLHEQIANTAGSPATKKGILOTVKIVDELVKVMGHKPENTVIEMARENQT

TOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINRL

SDYDVDHIVPQSFIKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMEKNYWROLLNAKLTITQRKE

DNLTKAERGGLSELDKAGFIKROLVETROTITKHVAQITLDSRMNTKYDENDKL IREVKVITLKSK
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LVSDFRKDFOFYKVRE INNYHHAHDAYTLNAVVGTALTKKYPKILESEFVYGDYRKVYDVRKMIAKS

EQETGKATAKYFFYSNIMNEFKTETTLANGE IRKRPLIETNGETGE IVWDKGRDFATVRKVLSM

POVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKGK

SKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKYSLFELENGRKRMLASA
GELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQISEFSKRVI
LADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLDA
TLIHQSITGLYETRIDLSQLGGD

(single underline: HNH domain; double underline: RuvC domain)

In some embodiments, wild-type Cas9 corresponds to, or comprises, the following
nucleotide and/or amino acid sequences:
ATGGATAAAAAGTATTCTATTGGTTTAGACATCGGCACTAATTCCGTTGGATGGGCTGTCATAA
CCGATGAATACAAAGTACCTTCAAAGAAATTTAAGGTGTTGGGGAACACAGACCGTCATTCGAT
TAAAAAGAATCTTATCGGTGCCCTCCTATTCGATAGTGGCGAAACGGCAGAGGCGACTCGCCTG
AAACGAACCGCTCGGAGAAGGTATACACGTCGCAAGAACCGAATATGTTACTTACAAGAAATTT
TTAGCAATGAGATGGCCAAAGTTGACGATTCTTTCTTTCACCGTTTGGAAGAGTCCTTCCTTGT
CGAAGAGGACAAGAAACATGAACGGCACCCCATCTTTGGAAACATAGTAGATGAGGTGGCATAT
CATGAAAAGTACCCAACGATTTATCACCTCAGAAAAAAGCTAGTTGACTCAACTGATAAAGCGG
ACCTGAGGTTAATCTACTTGGCTCTTGCCCATATGATAAAGTTCCGTGGGCACTTTCTCATTGA
GGGTGATCTAAATCCGGACAACTCGGATGTCGACAAACTGTTCATCCAGTTAGTACAAACCTAT
AATCAGTTGTTTGAAGAGAACCCTATAAATGCAAGTGGCGTGGATGCGAAGGCTATTCTTAGCG
CCCGCCTCTCTAAATCCCGACGGCTAGAARAACCTGATCGCACAATTACCCGGAGAGAAGAAARAA
TGGGTTGTTCGGTAACCTTATAGCGCTCTCACTAGGCCTGACACCAAATTTTAAGTCGAACTTC
GACTTAGCTGAAGATGCCAAATTGCAGCTTAGTAAGGACACGTACGATGACGATCTCGACAATC
TACTGGCACAAATTGGAGATCAGTATGCGGACTTATTTTTGGCTGCCAAAAACCTTAGCGATGC
AATCCTCCTATCTGACATACTGAGAGTTAATACTGAGATTACCAAGGCGCCGTTATCCGCTTCA
ATGATCAAAAGGTACGATGAACATCACCAAGACTTGACACTTCTCAAGGCCCTAGTCCGTCAGC
AACTGCCTGAGAAATATAAGGAAATATTCTTTGATCAGTCGAAAAACGGGTACGCAGGTTATAT
TGACGGCGGAGCGAGTCAAGAGGAATTCTACAAGTTTATCAAACCCATATTAGAGAAGATGGAT
GGGACGGAAGAGTTGCTTGTAAAACTCAATCGCGAAGATCTACTGCGAAAGCAGCGGACTTTCG
ACAACGGTAGCATTCCACATCAAATCCACTTAGGCGAATTGCATGCTATACTTAGAAGGCAGGA
GGATTTTTATCCGTTCCTCAAAGACAATCGTGAAAAGATTGAGAAAATCCTAACCTTTCGCATA
CCTTACTATGTGGGACCCCTGGCCCGAGGGAACTCTCGGTTCGCATGGATGACAAGAAAGTCCG
AAGAAACGATTACTCCATGGAATTTTGAGGAAGTTGTCGATAAAGGTGCGTCAGCTCAATCGTT
CATCGAGAGGATGACCAACTTTGACAAGAATTTACCGAACGAAARAGTATTGCCTAAGCACAGT
TTACTTTACGAGTATTTCACAGTGTACAATGAACTCACGAAAGTTAAGTATGTCACTGAGGGCA
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TGCGTAAACCCGCCTTTCTAAGCGGAGAACAGAAGAAAGCAATAGTAGATCTGTTATTCAAGAC
CAACCGCAAAGTGACAGTTAAGCAATTGAAAGAGGACTACTTTAAGAAAATTGAATGCTTCGAT
TCTGTCGAGATCTCCGGGGTAGAAGATCGATTTAATGCGTCACTTGGTACGTATCATGACCTCC
TAAAGATAATTAAAGATAAGGACTTCCTGGATAACGAAGAGAATGAAGATATCTTAGAAGATAT
AGTGTTGACTCTTACCCTCTTTGAAGATCGGGAAATGATTGAGGAAAGACTAAARACATACGCT
CACCTGTTCGACGATAAGGTTATGAAACAGTTAAAGAGGCGTCGCTATACGGGCTGGGGACGAT
TGTCGCGGAAACTTATCAACGGGATAAGAGACAAGCARAAGTGGTAAAACTATTCTCGATTTTCT
AAAGAGCGACGGCTTCGCCAATAGGAACTTTATGCAGCTGATCCATGATGACTCTTTAACCTTC
AAAGAGGATATACAAAAGGCACAGGTTTCCGGACAAGGGGACTCATTGCACGAACATATTGCGA
ATCTTGCTGGTTCGCCAGCCATCAAARAAGGGCATACTCCAGACAGTCAAAGTAGTGGATGAGCT
AGTTAAGGTCATGGGACGTCACAAACCGGAAAACATTGTAATCGAGATGGCACGCGAAAATCAA
ACGACTCAGAAGGGGCAAAANANCAGTCGAGAGCGGATGAAGAGAATAGAAGAGGGTATTAAAG
AACTGGGCAGCCAGATCTTAAAGGAGCATCCTGTGGAAAATACCCAATTGCAGAACGAGAAACT
TTACCTCTATTACCTACAAAATGGAAGGGACATGTATGTTGATCAGGAACTGGACATAAACCGT
TTATCTGATTACGACGTCGATCACATTGTACCCCAATCCTTTTTGAAGGACGATTCAATCGACA
ATAAAGTGCTTACACGCTCGGATAAGAACCGAGGGAAAAGTGACAATGTTCCAAGCGAGGAAGT
CGTAAAGAAAATGAAGAACTATTGGCGGCAGCTCCTAAATGCGAAACTGATAACGCAAAGAAAG
TTCGATAACTTAACTAAAGCTGAGAGGGGTGGCTTGTCTGAACTTGACAAGGCCGGATTTATTA
AACGTCAGCTCGTGGAAACCCGCCAAATCACAAAGCATGTTGCACAGATACTAGATTCCCGAAT
GAATACGAAATACGACGAGAACGATAAGCTGATTCGGGAAGTCAAAGTAATCACTTTAAAGTCA
AAATTGGTGTCGGACTTCAGAAAGGATTTTCAATTCTATAAAGTTAGGGAGATAAATAACTACC
ACCATGCGCACGACGCTTATCTTAATGCCGTCGTAGGGACCGCACTCATTAAGAAATACCCGAA
GCTAGAAAGTGAGTTTGTGTATGGTGATTACAAAGTTTATGACGTCCGTAAGATGATCGCGAAA
AGCGAACAGGAGATAGGCAAGGCTACAGCCAAATACTTCTTTTATTCTAACATTATGAATTTCT
TTAAGACGGAAATCACTCTGGCAAACGGAGAGATACGCAAACGACCTTTAATTGAAACCAATGG
GGAGACAGGTGAAATCGTATGGGATAAGGGCCGGGACTTCGCGACGGTGAGAAAAGTTTTGTCC
ATGCCCCAAGTCAACATAGTAAAGAANACTGAGGTGCAGACCGGAGGGTTTTCAAAGGAATCGA
TTCTTCCAAAAAGGAATAGTGATAAGCTCATCGCTCGTAAARAAGGACTGGGACCCGAAAAAGTA
CGGTGGCTTCGATAGCCCTACAGTTGCCTATTCTGTCCTAGTAGTGGCAAAAGTTGAGAAGGGA
AAATCCAAGAAACTGAAGTCAGTCAAAGAATTATTGGGGATAACGATTATGGAGCGCTCGTCTT
TTGAAAAGAACCCCATCGACTTCCTTGAGGCGAAAGGTTACAAGGAAGTAAAAAAGGATCTCAT
AATTAAACTACCAAAGTATAGTCTGTTTGAGTTAGAAAATGGCCGAAAACGGATGTTGGCTAGC
GCCGGAGAGCTTCAAAAGGGGAACGAACTCGCACTACCGTCTAAATACGTGAATTTCCTGTATT
TAGCGTCCCATTACGAGAAGTTGAAAGGTTCACCTGAAGATAACGAACAGAAGCAACTTTTTGT
TGAGCAGCACAAACATTATCTCGACGAAATCATAGAGCAAATTTCGGAATTCAGTAAGAGAGTC
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ATCCTAGCTGATGCCAATCTGGACAAAGTATTAAGCGCATACAACAAGCACAGGGATAAACCCA
TACGTGAGCAGGCGGAAAATATTATCCATTTGTTTACTCTTACCAACCTCGGCGCTCCAGCCGLC
ATTCAAGTATTTTGACACAACGATAGATCGCAAACGATACACTTCTACCAAGGAGGTGCTAGAC
GCGACACTGATTCACCAATCCATCACGGGATTATATGAAACTCGGATAGATTTGTCACAGCTTG
GGGGTGACGGATCCCCCAAGAAGAAGAGGAAAGTCTCGAGCGACTACAAAGACCATGACGGTGA
TTATAAAGATCATGACATCGATTACAAGGATGACGATGACAAGGCTGCAGGA

MDKKYSIGLATGTNSVGWAVITDEYKVPSKKEFKVLGNTDRHSTKKNLIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMEKNYWROQLLNAKLTITQORK

FDNLTKAERGGLSELDKAGFIKROQIVETROITKHVAQTITLDSRMNTKYDENDKL IREVKVITLKS

KLVSDFRKDFOEFYKVRE INNYHHAHDAYTNAVVGTALTIKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQEIGKATARKYFEFYSNIMNEFKTETITLANGETRKRPLIETNGETGE IVWDKGRDFATVREKVL S

MPOVNIVKKTEVOTGGFSKESTILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG

KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHOQSITGLYETRIDLSQLGGD
(single underline: HNH domain; double underline: RuvC domain)

In some embodiments, wild-type Cas9 corresponds to Cas9 from Streptococcus pyogenes
(NCBI Reference Sequence: NC_002737.2 (nucleotide sequence as follows); and Uniprot
Reference Sequence: Q99ZW2 (amino acid sequence as follows):
ATGGATAAGAAATACTCAATAGGCTTAGATATCGGCACAAATAGCGTCGGATGGGCGGTGATCA
CTGATGAATATAAGGTTCCGTCTAAAAAGTTCAAGGTTCTGGGAAATACAGACCGCCACAGTAT

99



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

CAAAAARARNTCTTATAGGGGCTCTTTTATTTGACAGTGGAGAGACAGCGGAAGCGACTCGTCTC
AANCGGACAGCTCGTAGAAGGTATACACGTCGGAAGAATCGTATTTGTTATCTACAGGAGATTT
TTTCAAATGAGATGGCGAAAGTAGATGATAGTTTCTTTCATCGACTTGAAGAGTCTTTTTTGGT
GGAAGAAGACAAGAAGCATGAACGTCATCCTATTTTTGGAAATATAGTAGATGAAGTTGCTTAT
CATGAGAAATATCCAACTATCTATCATCTGCGAAAARAATTGGTAGATTCTACTGATAAAGCGG
ATTTGCGCTTAATCTATTTGGCCTTAGCGCATATGATTAAGTTTCGTGGTCATTTTTTGATTGA
GGGAGATTTAAATCCTGATAATAGTGATGTGGACAAACTATTTATCCAGTTGGTACAAACCTAC
AATCAATTATTTGAAGAAAACCCTATTAACGCAAGTGGAGTAGATGCTAAAGCGATTCTTTCTG
CACGATTGAGTAAATCAAGACGATTAGAAAATCTCATTGCTCAGCTCCCCGGTGAGAAGAAANA
TGGCTTATTTGGGAATCTCATTGCTTTGTCATTGGGTTTGACCCCTAATTTTAAATCAAATTTT
GATTTGGCAGAAGATGCTAAATTACAGCTTTCAAAAGATACTTACGATGATGATTTAGATAATT
TATTGGCGCAAATTGGAGATCAATATGCTGATTTGTTTTTGGCAGCTAAGAATTTATCAGATGC
TATTTTACTTTCAGATATCCTAAGAGTAAATACTGAAATAACTAAGGCTCCCCTATCAGCTTCA
ATGATTAAACGCTACGATGAACATCATCAAGACTTGACTCTTTTAAAAGCTTTAGTTCGACAAC
AACTTCCAGAAAAGTATAAAGAAATCTTTTTTGATCAATCAAAANACGGATATGCAGGTTATAT
TGATGGGGGAGCTAGCCAAGAAGAATTTTATAAATTTATCAAACCAATTTTAGAAAARAATGGAT
GGTACTGAGGAATTATTGGTGAAACTAAATCGTGAAGATTTGCTGCGCAAGCAACGGACCTTTG
ACAACGGCTCTATTCCCCATCARAATTCACTTGGGTGAGCTGCATGCTATTTTGAGAAGACAAGA
AGACTTTTATCCATTTTTAAAAGACAATCGTGAGAAGATTGAAAAAATCTTGACTTTTCGAATT
CCTTATTATGTTGGTCCATTGGCGCGTGGCAATAGTCGTTTTGCATGGATGACTCGGAAGTCTG
AAGAAACAATTACCCCATGGAATTTTGAAGAAGTTGTCGATAAAGGTGCTTCAGCTCAATCATT
TATTGAACGCATGACAAACTTTGATAAAAATCTTCCAAATGAAAAAGTACTACCAAAACATAGT
TTGCTTTATGAGTATTTTACGGTTTATAACGAATTGACAAAGGTCAAATATGTTACTGAAGGAA
TGCGAAAACCAGCATTTCTTTCAGGTGAACAGAAGAAAGCCATTGTTGATTTACTCTTCAAAAC
AAATCGAAAAGTAACCGTTAAGCAATTAAAAGAAGATTATTTCAAAAANATAGAATGTTTTGAT
AGTGTTGAAATTTCAGGAGTTGAAGATAGATTTAATGCTTCATTAGGTACCTACCATGATTTGC
TAAAAATTATTAAAGATAAAGATTTTTTGGATAATGAAGAAAATGAAGATATCTTAGAGGATAT
TGTTTTAACATTGACCTTATTTGAAGATAGGGAGATGATTGAGGAAAGACTTAAAACATATGCT
CACCTCTTTGATGATAAGGTGATGAAACAGCTTAAACGTCGCCGTTATACTGGTTGGGGACGTT
TGTCTCGAAAATTGATTAATGGTATTAGGGATAAGCAATCTGGCAAAACAATATTAGATTTTTT
GAAATCAGATGGTTTTGCCAATCGCAATTTTATGCAGCTGATCCATGATGATAGTTTGACATTT
AAAGAAGACATTCAAARAAGCACAAGTGTCTGGACAAGGCGATAGTTTACATGAACATATTGCAA
ATTTAGCTGGTAGCCCTGCTATTAAAAAAGGTATTTTACAGACTGTAARAAGTTGTTGATGAATT
GGTCAAAGTAATGGGGCGGCATAAGCCAGAAAATATCGTTATTGAAATGGCACGTGAAAATCAG
ACAACTCAAAAGGGCCAGAAAAATTCGCGAGAGCGTATGAAACGAATCGAAGAAGGTATCAAAG
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AATTAGGAAGTCAGATTCTTAAAGAGCATCCTGTTGAAAATACTCAATTGCAAAATGAAANGCT
CTATCTCTATTATCTCCAAAATGGAAGAGACATGTATGTGGACCAAGAATTAGATATTAATCGT
TTAAGTGATTATGATGTCGATCACATTGTTCCACAAAGTTTCCTTAAAGACGATTCAATAGACA
ATAAGGTCTTAACGCGTTCTGATAAAAATCGTGGTAAATCGGATAACGTTCCAAGTGAAGAAGT
AGTCAAAANGATGAAAAACTATTGGAGACAACTTCTAAACGCCAAGTTAATCACTCAACGTAAG
TTTGATAATTTAACGAAAGCTGAACGTGGAGGTTTGAGTGAACTTGATAAAGCTGGTTTTATCA
AACGCCAATTGGTTGAAACTCGCCAAATCACTAAGCATGTGGCACAAATTTTGGATAGTCGCAT
GAATACTAAATACGATGAAAATGATAAACTTATTCGAGAGGTTAAAGTGATTACCTTAAAATCT
AAATTAGTTTCTGACTTCCGAARAAGATTTCCAATTCTATAAAGTACGTGAGATTAACAATTACC
ATCATGCCCATGATGCGTATCTAAATGCCGTCGTTGGAACTGCTTTGATTAAGAAATATCCARAA
ACTTGAATCGGAGTTTGTCTATGGTGATTATAAAGTTTATGATGTTCGTAAAATGATTGCTAAG
TCTGAGCAAGAAATAGGCAAAGCAACCGCAAAATATTTCTTTTACTCTAATATCATGAACTTCT
TCAAAACAGAAATTACACTTGCAAATGGAGAGATTCGCAAACGCCCTCTAATCGAAACTAATGG
GGAAACTGGAGAAATTGTCTGGGATAAAGGGCGAGATTTTGCCACAGTGCGCAAAGTATTGTCC
ATGCCCCAAGTCAATATTGTCAAGAARAACAGAAGTACAGACAGGCGGATTCTCCAAGGAGTCAA
TTTTACCAAAAAGAAATTCGGACAAGCTTATTGCTCGTAAAAAAGACTGGGATCCAAAAAAATA
TGGTGGTTTTGATAGTCCAACGGTAGCTTATTCAGTCCTAGTGGTTGCTAAGGTGGAAARAAGGG
AAATCGAAGAAGTTAAAATCCGTTAAAGAGTTACTAGGGATCACAATTATGGAAAGAAGTTCCT
TTGAAAAAAATCCGATTGACTTTTTAGAAGCTAAAGGATATAAGGAAGTTAAAAAAGACTTAAT
CATTAAACTACCTAAATATAGTCTTTTTGAGT TAGAAAACGGTCGTAAACGGATGCTGGCTAGT
GCCGGAGAATTACAAARAGGAAATGAGCTGGCTCTGCCAAGCAAATATGTGAATTTTTTATATT
TAGCTAGTCATTATGAAAAGTTGAAGGGTAGTCCAGAAGATAACGAACAAARAACAATTGTTTGT
GGAGCAGCATAAGCATTATTTAGATGAGATTATTGAGCAAATCAGTGAATTTTCTAAGCGTGTT
ATTTTAGCAGATGCCAATTTAGATAAAGTTCTTAGTGCATATAACAAACATAGAGACAAACCAA
TACGTGAACAAGCAGAAAATATTATTCATTTATTTACGTTGACGAATCTTGGAGCTCCCGCTGC
TTTTAAATATTTTGATACAACAATTGATCGTAAACGATATACGTCTACAAAAGAAGTTTTAGAT
GCCACTCTTATCCATCAATCCATCACTGGTCTTTATGAAACACGCATTGATTTGAGTCAGCTAG
GAGGTGACTGA

MDKKYSIGLDIGTNSVGWAVITDEYKVPSKKEFKVLGNTDRHSTKKNLIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
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GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOQTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDHIVPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLTTQORK

FDNLTKAERGGLSELDKAGFIKRQIVETRQITKHVAQTITLDSRMNTKYDENDKLIREVEKVITLKS

KLVSDFRKDFOQEFYKVRE INNYHHAHDAYTLNAVVGTALTIKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQETIGKATARKYFEFYSNIMNEFKTEITLANGETRKRPLIETNGETGE IVWDRKGRDFATVRKVLS

MPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG

KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHQSITGLYETRIDLSQLGGD (single underline: HNH domain; double underline: RuvC
domain)

In some embodiments, Cas9 refers to Cas9 from: Corynebacterium ulcerans (NCBI
Refs: NC_015683.1, NC_017317.1); Corynebacterium diphtheria (NCBI Refs: NC 016782.1,
NC_016786.1); Spiroplasma syrphidicola (NCBI Ref: NC _021284.1); Prevotella intermedia
(NCBI Ref: NC_017861.1); Spiroplasma taiwanense (NCBI Ref: NC_021846.1); Streptococcus
iniae (NCBI Ref: NC _021314.1); Belliella baltica (NCBI Ref: NC _018010.1); Psychroflexus
torquis] (NCBI Ref: NC_018721.1); Streptococcus thermophilus (NCBI Ref: YP_820832.1),
Listeria innocua (NCBI Ref: NP_472073.1), Campylobacter jejuni (NCBI Ref:

YP _002344900.1) or Neisseria. meningitidis (NCBI Ref: YP_002342100.1) or to a Cas9 from
any other organism.

It should be appreciated that additional Cas9 proteins (e.g., a nuclease dead Cas9
(dCas9), a Cas9 nickase (nCas9), or a nuclease active Cas9), including variants and homologs
thereof, are within the scope of this disclosure. Exemplary Cas9 proteins include, without
limitation, those provided below. In some embodiments, the Cas9 protein is a nuclease dead
Cas9 (dCas9). In some embodiments, the Cas9 protein is a Cas9 nickase (nCas9). In some
embodiments, the Cas9 protein is a nuclease active Cas9.

In some embodiments, the Cas9 domain is a nuclease-inactive Cas9 domain (dCas9).
For example, the dCas9 domain may bind to a duplexed nucleic acid molecule (e.g., viaa gRNA

molecule) without cleaving either strand of the duplexed nucleic acid molecule. In some
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embodiments, the nuclease-inactive dCas9 domain comprises a D10X mutation and a H840X
mutation of the amino acid sequence set forth herein, or a corresponding mutation in any of the
amino acid sequences provided herein, wherein X is any amino acid change. In some
embodiments, the nuclease-inactive dCas9 domain comprises a D10A mutation and a H840A
mutation of the amino acid sequence set forth herein, or a corresponding mutation in any of the
amino acid sequences provided herein. As one example, a nuclease-inactive Cas9 domain
comprises the amino acid sequence set forth in Cloning vector pPlatTET-gRNA2 (Accession
No. BAV54124).

The amino acid sequence of an exemplary catalytically inactive Cas9 (dCas9) is as
follows:
MDKKYSIGLAIGTNSVGWAVITDEYKVPSKKEFKVLGNTDRHSIKKNLIGALLFDSGETAEATRL
KRTARRRYTRRKNRICYLQETFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYILALAHMIKFRGHFLIEGDLNPDNSDVDKLEFIQLVQTY
NQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEFGNLTIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSAS
MIKRYDEHHQDLTLLKALVRQQLPEKYKETIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTEFDNGSIPHOQIHLGELHATLRRQEDEFYPFLKDNREKIEKILTEFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LILYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLFKTNRKVTVKQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKITIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTE
KEDIQKAQVSGQGDSLHEHIANLAGSPATIKKGILQTVKVVDELVKVMGREKPENIVIEMARENQ
TTOQRKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINR
LSDYDVDATIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLTTQRK
FDNLTKAERGGLSELDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKS
KLVSDFRKDFQFYKVREINNYHHAHDAYLNAVVGTALTIKKYPKLESEFVYGDYKVYDVRKMIAK
SEQEIGKATAKYFEFYSNIMNEFFKTEITLANGEIRKRPLIETNGETGE IVWDKGRDFATVRKVLS
MPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG
KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHOQSITGLYETRIDLSQLGGD
(see, e.g., Qi et al., “Repurposing CRISPR as an RNA-guided platform for sequence-specific
control of gene expression.” Cell. 2013; 152(5):1173-83, the entire contents of which are

incorporated herein by reference).
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Additional suitable nuclease-inactive dCas9 domains will be apparent to those of skill in
the art based on this disclosure and knowledge in the field, and are within the scope of this
disclosure. Such additional exemplary suitable nuclease-inactive Cas9 domains include, but are
not limited to, DIOA/H840A, D10A/D839A/H840A, and D10A/D839A/H840A/N863 A mutant
domains (See, e.g., Prashant ef al., CAS9 transcriptional activators for target specificity
screening and paired nickases for cooperative genome engineering. Nature Biotechnology. 2013;
31(9): 833-838, the entire contents of which are incorporated herein by reference).

In some embodiments, a Cas9 nuclease has an inactive (e.g., an inactivated) DNA
cleavage domain, that is, the Cas9 is a nickase, referred to as an “nCas9” protein (for “nickase”
Cas9). A nuclease-inactivated Cas9 protein may interchangeably be referred to as a “dCas9”
protein (for nuclease-“dead” Cas9) or catalytically inactive Cas9. Methods for generating a
Cas9 protein (or a fragment thereof) having an inactive DNA cleavage domain are known (See,
e.g., Jinek et al., Science. 337:816-821(2012); Q1 et al., “Repurposing CRISPR as an RNA-
Guided Platform for Sequence-Specific Control of Gene Expression” (2013) Cell.
28;152(5):1173-83, the entire contents of each of which are incorporated herein by reference).
For example, the DNA cleavage domain of Cas9 is known to include two subdomains, the HNH
nuclease subdomain and the RuvC1 subdomain. The HNH subdomain cleaves the strand
complementary to the gRNA, whereas the RuvC1 subdomain cleaves the non-complementary
strand. Mutations within these subdomains can silence the nuclease activity of Cas9. For
example, the mutations D10A and H840A completely inactivate the nuclease activity of .
pyogenes Cas9 (Jinek et al., Science. 337:816-821(2012); Qi et al., Cell. 28;152(5):1173-83
(2013)).

In some embodiments, the dCas9 domain comprises an amino acid sequence that is at
least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least 85%, at least 90%, at
least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to
any one of the dCas9 domains provided herein. In some embodiments, the Cas9 domain
comprises an amino acid sequences that has 1,2, 3,4,5,6,7,8,9, 10, 11, 12, 13, 14, 15, 16, 17,
18, 19, 20, 21, 22, 21, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43,
44,45, 46, 47, 48, 49, 50 or more or more mutations compared to any one of the amino acid
sequences set forth herein. In some embodiments, the Cas9 domain comprises an amino acid
sequence that has at least 10, at least 15, at least 20, at least 30, at least 40, at least 50, at least
60, at least 70, at least 80, at least 90, at least 100, at least 150, at least 200, at least 250, at least
300, at least 350, at least 400, at least 500, at least 600, at least 700, at least 800, at least 900, at
least 1000, at least 1100, or at least 1200 identical contiguous amino acid residues as compared

to any one of the amino acid sequences set forth herein.
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In some embodiments, dCas9 corresponds to, or comprises in part or in whole, a Cas9
amino acid sequence having one or more mutations that inactivate the Cas9 nuclease activity.
For example, in some embodiments, a dCas9 domain comprises D10A and an H840A mutation
or corresponding mutations in another Cas9.

In some embodiments, the dCas9 comprises the amino acid sequence of dCas9 (D10A
and H840A):
MDKKYSIGLAIGTNSVGWAVITDEYKVPSKKEKVLGNTDRHSTKKNLTIGALLFDSGETAEATRL

KRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAY
HEKYPTIYHLRKKLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTY
NOLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNFKSNE
DLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSAS
MIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY IDGGASQEEFYKFIKPILEKMD
GTEELLVKLNREDLLRKQRTFDNGSIPHOQIHLGELHATILRROQEDFYPFLKDNREKIEKILTFRI
PYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHS
LLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKOQLKEDYFKKIECED
SVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYA
HLEFDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGFANRNFMOLTHDDSLTE
KEDIQKAQVSGOGDSLHEHIANTAGSPATKKGILOTVKVVDELVKVMGRHKPENTVIEMARENQ

TTOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDOQELDINR

LSDYDVDAIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMEKNYWROQLLNAKLTITQORK

FDNLTKAERGGLSELDKAGFIKRQIVETRQITKHVAQTITLDSRMNTKYDENDKLIREVEKVITLKS

KLVSDFRKDFQEFYKVRE INNYHHAHDAYTINAVVGTALTKKYPKLESEFVYGDYRKVYDVRKMIAK

SEQETIGKATARKYFEFYSNIMNEFKTEITLANGETRKRPLIETNGETGETIVWDRKGRDFATVREKVLS

MPOVNIVKKTEVOTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVAYSVLVVAKVEKG

KSKKLKSVKELLGITIMERSSFERKNPIDFLEAKGYKEVKKDLTI IKLPKYSLFELENGRKRMLAS
AGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKOQLFVEQHKHYLDEITEQISEFSKRV
ILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRYTSTKEVLD
ATLIHOQSITGLYETRIDLSQLGGD

(single underline: HNH domain; double underline: RuvC domain).

In some embodiments, the Cas9 domain comprises a D10A mutation, while the residue
at position 840 remains a histidine in the amino acid sequence provided above, or at
corresponding positions in any of the amino acid sequences provided herein.

In other embodiments, dCas9 variants having mutations other than D10A and H840A are
provided, which, e.g., result in nuclease inactivated Cas9 (dCas9). Such mutations, by way of

example, include other amino acid substitutions at D10 and H840, or other substitutions within
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the nuclease domains of Cas9 (e.g., substitutions in the HNH nuclease subdomain and/or the
RuvC1 subdomain). In some embodiments, variants or homologues of dCas9 are provided
which are at least about 70% identical, at least about 80% identical, at least about 90% identical,
at least about 95% identical, at least about 98% identical, at least about 99% identical, at least
about 99.5% identical, or at least about 99.9% identical. In some embodiments, variants of
dCas9 are provided having amino acid sequences which are shorter, or longer, by about 5 amino
acids, by about 10 amino acids, by about 15 amino acids, by about 20 amino acids, by about 25
amino acids, by about 30 amino acids, by about 40 amino acids, by about 50 amino acids, by
about 75 amino acids, by about 100 amino acids or more.

In some embodiments, the Cas9 domain is a Cas9 nickase. The Cas9 nickase may be a
Cas9 protein that is capable of cleaving only one strand of a duplexed nucleic acid molecule
(e.g., a duplexed DNA molecule). In some embodiments the Cas9 nickase cleaves the target
strand of a duplexed nucleic acid molecule, meaning that the Cas9 nickase cleaves the strand
that is base paired to (complementary to) a gRNA (e.g., an sgRNA) that is bound to the Cas9. In
some embodiments, a Cas9 nickase comprises a D10A mutation and has a histidine at position
840. In some embodiments the Cas9 nickase cleaves the non-target, non-base-edited strand of a
duplexed nucleic acid molecule, meaning that the Cas9 nickase cleaves the strand that is not
base paired to a gRNA (e.g., an sgRNA) that is bound to the Cas9. In some embodiments, a
Cas9 nickase comprises an H840A mutation and has an aspartic acid residue at position 10, or a
corresponding mutation. In some embodiments the Cas9 nickase comprises an amino acid
sequence that is at least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least 85%,
at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least
99.5% identical to any one of the Cas9 nickases provided herein. Additional suitable Cas9
nickases will be apparent to those of skill in the art based on this disclosure and knowledge in
the field and are within the scope of this disclosure.

The amino acid sequence of an exemplary catalytically Cas9 nickase (nCas9) is as
follows:
MDKKY STGLATGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS

FIERMTNEDKNLPNEKVLPKHSLLYEYEFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLEFKTNRKVT

VKQLKEDY FKKIECEDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
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MIEERLKTYAHLEFDDKVMKOQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNEFMQLIHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGSPAIKKGILOQTVKVVDELVKVMGRHKPENIVIEMARENQTT
QOKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDH
IVPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROLLNAKLITQRKEDNLTKAERGGLSE
LDKAGEFIKROLVETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDEQFYKVRE INN
YHHAHDAYINAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEEFKTET
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLT
ARKKDWDPKKYGGEDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGY KEV
KKDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYEFDTT
IDRKRYTSTKEVLDATLTITHQSITGLYETRIDLSQLGGD

In some embodiments, Cas9 refers to a Cas9 from archaea (e.g., nanoarchaea), which
constitute a domain and kingdom of single-celled prokaryotic microbes. In some embodiments,
the programmable nucleotide binding protein may be a CasX or CasY protein, which have been
described in, for example, Burstein ef al., "New CRISPR-Cas systems from uncultivated
microbes." Cell Res. 2017 Feb 21. doi: 10.1038/cr.2017.21, the entire contents of which is
hereby incorporated by reference. Using genome-resolved metagenomics, a number of
CRISPR-Cas systems were identified, including the first reported Cas9 in the archaeal domain
of life. This divergent Cas9 protein was found in little-studied nanoarchaea as part of an active
CRISPR-Cas system. In bacteria, two previously unknown systems were discovered, CRISPR-
CasX and CRISPR-CasY, which are among the most compact systems yet discovered. In some
embodiments, in a base editor system described herein Cas9 is replaced by CasX, or a variant of
CasX. In some embodiments, in a base editor system described herein Cas9 is replaced by CasY,
or a variant of CasY. It should be appreciated that other RNA-guided DNA binding proteins
may be used as a nucleic acid programmable DNA binding protein (napDNAbp) and are within
the scope of this disclosure.

In some embodiments, the nucleic acid programmable DNA binding protein
(napDNAbp) of any of the fusion proteins provided herein may be a CasX or CasY protein. In
some embodiments, the napDNAbp is a CasX protein. In some embodiments, the napDNAbp is
a CasY protein. In some embodiments, the napDNAbp comprises an amino acid sequence that
is at least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%,
at least 96%, at least 97%, at least 98%, at least 99%, or at ease 99.5% identical to a naturally-
occurring CasX or CasY protein. In some embodiments, the programmable nucleotide binding
protein is a naturally-occurring CasX or CasY protein. In some embodiments, the
programmable nucleotide binding protein comprises an amino acid sequence that is at least 85%,
at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
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least 97%, at least 98%, at least 99%, or at ease 99.5% identical to any CasX or CasY protein
described herein. It should be appreciated that CasX and CasY from other bacterial species may
also be used in accordance with the present disclosure.

An exemplary CasX ((uniprot.org/uniprot/FONN87; uniprot.org/uniprot/FONHS3)
trfFONN87|FONN87 SULIHCRISPR-associatedCasx protein OS = Sulfolobus islandicus (strain
HVE10/4) GN = SiH_0402 PE=4 SV=1) amino acid sequence is as follows:
MEVPLYNIFGDNYITIQVATEAENSTIYNNKVEIDDEELRNVLNLAYKTAKNNEDAAAERRGKAK
KKKGEEGETTTSNITLPLSGNDKNPWTETLKCYNFPTTVALSEVFKNFSQVKECEEVSAPSEFVK
PEFYEFGRSPGMVERTRRVKLEVEPHYLTITAAAGWVLTRLGKARKVSEGDYVGVNVFTPTRGILY
SLIONVNGIVPGIKPETAFGLWIARKVVSSVTNPNVSVVRIYTISDAVGONPTTINGGEFSIDLT
KLLEKRYLLSERLEATARNALSISSNMRERYIVLANYIYEYLTG SKRLEDLLYFANRDLIMNL
NSDDGKVRDLKLISAYVNGELIRGEG.

An exemplary CasX (>tr|[FONHS3|[FONHS3 SULIR CRISPR associated protein, Casx
OS = Sulfolobus islandicus (strain REY15A) GN=SiRe 0771 PE=4 SV=1) amino acid sequence
is as follows:
MEVPLYNIFGDNYITIQVATEAENSTIYNNKVEIDDEELRNVLNLAYKTAKNNEDAAAERRGKAK
KKKGEEGETTTSNITLPLSGNDKNPWTETLKCYNFPTTVALSEVFKNFSQVKECEEVSAPSEFVK
PEFYKFGRSPGMVERTRRVKLEVEPHYLTMAAAGWVLTRLGKARKVSEGDYVGVNVFTPTRGILY
SLIONVNGIVPGIKPETAFGLWIARKVVSSVTNPNVSVVSIYTISDAVGONPTTINGGESIDLT
KLLEKRDLLSERLEATARNALSISSNMRERYIVIANYIYEYLTGSKRLEDLLYFANRDLIMNLN
SDDGKVRDLKLISAYVNGELIRGEG

Deltaproteobacteria CasX
MEKRINKIRKKLSADNATKPVSRSGPMKTLLVRVMTDDLKKRLEKRRKKPEVMPQVISNNAANN
LRMLLDDYTKMKEATLOVYWQEFKDDHVGLMCKFAQPASKKIDONKLKPEMDEKGNLTTAGFEFAC
SQCGQPLEVYKLEQVSEKGKAYTNYFGRCNVAEHEKLILLAQLKPVKDSDEAVTYSLGKEFGQRA
LDFYSIHVTKESTHPVKPLAQIAGNRYASGPVGKALSDACMGTIASFLSKYQDI T TEHQKVVKG
NQKRLESLRELAGKENLEYPSVTLPPOPHTKEGVDIAYNEVIARVRMWVNLNLWOKLKLSRDDA
KPLLRLKGFPSFPVVERRENEVDWWNT INEVKKLIDAKRDMGRVEFWSGVTAEKRNTILEGYNYL
PNENDHKKREGSLENPKKPAKRQFGDLLLYLEKKYAGDWGKVEDEAWERIDKKIAGLTSHIERE
EARNAEDAQSKAVLTDWLRAKASEFVLERLKEMDEKEFYACEIQLOQKWYGDLRGNPFAVEAENRY
VDISGEFSIGSDGHSIQYRNLLAWKYLENGKREFYLIMNYGKKGRIRFTDGTDIKKSGKWQGLLY
GGGKAKVIDLTFDPDDEQLITILPLAFGTRQGREFIWNDLLSLETGLIKLANGRVIEKTIYNKKI
GRDEPALFVALTFERREVVDPSNIKPVNLIGVARGENIPAVIALTDPEGCPLPEFKDSSGGPTD
ILRIGEGYKEKQRATQAAKEVEQRRAGGYSRKFASKSRNLADDMVRNSARDLFYHAVTHDAVLV
FANLSRGFGRQGKRTFMTERQY TKMEDWLTAKLAYEGLTSKTYLSKTLAQYTSKTCSNCGEFTIT
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YADMDVMLVRLKKTSDGWATTLNNKELKAEYQITYYNRYKROTVEKELSAELDRLSEESGNND I
SKWTKGRRDEALFLLKKRFSHRPVQEQFVCLDCGHEVHAAEQAALNIARSWLFLNSNSTEFKSY
KSGKQPEFVGAWQAFYKRRLKEVWKPNA

An exemplary CasY ((ncbi.nlm.nih.gov/protein/APG80656.1) >APG80656.1 CRISPR-
associated protein CasY [uncultured Parcubacteria group bacterium]) amino acid sequence is as
follows:
MSKRHPRISGVKGYRLHAQRLEYTGKSGAMRTIKYPLYSSPSGGRTVPREIVSAINDDYVGLYG
LSNEDDLYNAEKRNEEKVYSVLDEFWYDCVQYGAVESYTAPGLLKNVAEVRGGSYELTKTLKGSH
LYDELQIDKVIKFLNKKETISRANGSLDKLKKDI IDCFKAEYRERHKDQCNKLADDIKNAKKDAG
ASTLGERQKKLFRDFFGISEQSENDKPSEFTNPLNLTCCLLPEFDTVNNNRNRGEVLEFNKLKEYAQK
LDKNEGSLEMWEYIGIGNSGTAFSNFLGEGFLGRLRENKITELKKAMMDI TDAWRGQEQEEELE
KRLRILAALTIKLREPKEFDNHWGGYRSDINGKLSSWLONY INQTVKIKEDLKGHKKDLKKAKEM
INRFGESDTKEEAVVSSLLESTEKIVPDDSADDEKPDIPATATYRRFLSDGRLTLNREVQREDV
QEALIKERLEAEKKKKPKKRKKKSDAEDEKETIDFKELFPHLAKPLKLVPNFYGDSKRELYKKY
KNAATYTDALWKAVEKIYKSAFSSSLKNSEFEFDTDEDKDFFIKRLOKIFSVYRRENTDKWKPIVK
NSFAPYCDIVSLAENEVLYKPKQSRSRKSAAIDKNRVRLPSTENTIAKAGTIATARELSVAGEFDWK
DLLKKEEHEEYIDLIELHKTALALLLAVTETQLDISALDFVENGTVKDFMKTRDGNLVLEGRFL
EMFSQSIVESELRGLAGLMSRKEFITRSAIQTMNGKQAELLYIPHEFQSAKITTPKEMSRAFLD
LAPAEFATSLEPESLSEKSLLKLKOMRYYPHYFGYELTRTGQGIDGGVAENALRLEKSPVKKRE
IKCKQYKTLGRGONKIVLYVRSSYYQTQFLEWFLHRPKNVQTDVAVSGSFLIDEKKVKTRWNYD
ALTVALEPVSGSERVEVSQPFTIFPEKSAEEEGQRYLGIDIGEYGIAYTALEITGDSAKILDON
FISDPOQLKTLREEVKGLKLDQRRGTFAMPSTKIARIRESLVHSLRNRIHHLALKHKAKIVYELE
VSRFEEGKQKIKKVYATLKKADVYSEIDADKNLOQTTVWGKLAVASETISASYTSQFCGACKKLWR
AFMQVDETITTQELIGTVRVIKGGTLIDATIKDFMRPPIFDENDTPFPKYRDFCDKHHI SKKMRG
NSCLFICPFCRANADADIQASQTIALLRYVKEEKKVEDY FERFRKLKNIKVLGOMKKT .

The Cas9 nuclease has two functional endonuclease domains: RuvC and HNH. Cas9
undergoes a conformational change upon target binding that positions the nuclease domains to
cleave opposite strands of the target DNA. The end result of Cas9-mediated DNA cleavage is a
double-strand break (DSB) within the target DNA (~3-4 nucleotides upstream of the PAM
sequence). The resulting DSB is then repaired by one of two general repair pathways: (1) the
efficient but error-prone non-homologous end joining (NHEJ) pathway; or (2) the less efficient
but high-fidelity homology directed repair (HDR) pathway.

The “efficiency” of non-homologous end joining (NHEJ) and/or homology directed
repair (HDR) can be calculated by any convenient method. For example, in some embodiments,

efficiency can be expressed in terms of percentage of successful HDR. For example, a surveyor
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nuclease assay can be used to generate cleavage products and the ratio of products to substrate
can be used to calculate the percentage. For example, a surveyor nuclease enzyme can be used
that directly cleaves DNA containing a newly integrated restriction sequence as the result of
successful HDR. More cleaved substrate indicates a greater percent HDR (a greater efficiency
of HDR). As an illustrative example, a fraction (percentage) of HDR can be calculated using the
following equation [(cleavage products)/(substrate plus cleavage products)] (e.g., (b+c)/(atb+c),
where “a” is the band intensity of DNA substrate and “b” and “c” are the cleavage products).

In some embodiments, efficiency can be expressed in terms of percentage of successful
NHEJ. For example, a T7 endonuclease I assay can be used to generate cleavage products and
the ratio of products to substrate can be used to calculate the percentage NHEJ. T7
endonuclease I cleaves mismatched heteroduplex DNA which arises from hybridization of wild-
type and mutant DNA strands (NHEJ generates small random insertions or deletions (indels) at
the site of the original break). More cleavage indicates a greater percent NHEJ (a greater
efficiency of NHEJ). As an illustrative example, a fraction (percentage) of NHEJ can be
calculated using the following equation: (1-(1-(b+c)/(a+b+c))?)x100, where “a” is the band
intensity of DNA substrate and “b” and “c¢” are the cleavage products (Ran et. al., Cell. 2013
Sep. 12; 154(6):1380-9; and Ran et al., Nat Protoc. 2013 Nov.; 8(11): 2281-2308).

The NHEJ repair pathway is the most active repair mechanism, and it frequently causes
small nucleotide insertions or deletions (indels) at the DSB site. The randomness of NHEJ-
mediated DSB repair has important practical implications, because a population of cells
expressing Cas9 and a gRNA or a guide polynucleotide can result in a diverse array of
mutations. In most cases, NHEJ gives rise to small indels in the target DNA that result in amino
acid deletions, insertions, or frameshift mutations leading to premature stop codons within the
open reading frame (ORF) of the targeted gene. The ideal end result is a loss-of-function
mutation within the targeted gene.

While NHEJ-mediated DSB repair often disrupts the open reading frame of the gene,
homology directed repair (HDR) can be used to generate specific nucleotide changes ranging
from a single nucleotide change to large insertions like the addition of a fluorophore or tag.

In order to utilize HDR for gene editing, a DNA repair template containing the desired sequence
can be delivered into the cell type of interest with the gRNA(s) and Cas9 or Cas9 nickase. The
repair template can contain the desired edit as well as additional homologous sequence
immediately upstream and downstream of the target (termed left & right homology arms). The
length of each homology arm can be dependent on the size of the change being introduced, with
larger insertions requiring longer homology arms. The repair template can be a single-stranded

oligonucleotide, double-stranded oligonucleotide, or a double-stranded DNA plasmid. The
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efficiency of HDR is generally low (<10% of modified alleles) even in cells that express Cas9,
gRNA and an exogenous repair template. The efficiency of HDR can be enhanced by
synchronizing the cells, since HDR takes place during the S and G2 phases of the cell cycle.
Chemically or genetically inhibiting genes involved in NHEJ can also increase HDR frequency.

In some embodiments, Cas9 is a modified Cas9. A given gRNA targeting sequence can
have additional sites throughout the genome where partial homology exists. These sites are
called off-targets and need to be considered when designing a gRNA. In addition to optimizing
gRNA design, CRISPR specificity can also be increased through modifications to Cas9. Cas9
generates double-strand breaks (DSBs) through the combined activity of two nuclease domains,
RuvC and HNH. Cas9 nickase, a D10A mutant of SpCas9, retains one nuclease domain and
generates a DNA nick rather than a DSB. The nickase system can also be combined with HDR-
mediated gene editing for specific gene edits.

In some embodiments, Cas9 is a variant Cas9 protein. A variant Cas9 polypeptide has an
amino acid sequence that is different by one amino acid (e.g., has a deletion, insertion,
substitution, fusion) when compared to the amino acid sequence of a wild type Cas9 protein. In
some instances, the variant Cas9 polypeptide has an amino acid change (e.g., deletion, insertion,
or substitution) that reduces the nuclease activity of the Cas9 polypeptide. For example, in some
instances, the variant Cas9 polypeptide has less than 50%, less than 40%, less than 30%, less
than 20%, less than 10%, less than 5%, or less than 1% of the nuclease activity of the
corresponding wild-type Cas9 protein. In some embodiments, the variant Cas9 protein has no
substantial nuclease activity. When a subject Cas9 protein is a variant Cas9 protein that has no
substantial nuclease activity, it can be referred to as “dCas9.”

In some embodiments, a variant Cas9 protein has reduced nuclease activity. For
example, a variant Cas9 protein exhibits less than about 20%, less than about 15%, less than
about 10%, less than about 5%, less than about 1%, or less than about 0.1%, of the endonuclease
activity of a wild-type Cas9 protein, e.g., a wild-type Cas9 protein.

In some embodiments, a variant Cas9 protein can cleave the complementary strand of a
guide target sequence but has reduced ability to cleave the non-complementary strand of a
double stranded guide target sequence. For example, the variant Cas9 protein can have a
mutation (amino acid substitution) that reduces the function of the RuvC domain. As a non-
limiting example, in some embodiments, a variant Cas9 protein has a D10A (aspartate to alanine
at amino acid position 10) and can therefore cleave the complementary strand of a double
stranded guide target sequence but has reduced ability to cleave the non-complementary strand

of a double stranded guide target sequence (thus resulting in a single strand break (SSB) instead
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of a double strand break (DSB) when the variant Cas9 protein cleaves a double stranded target
nucleic acid) (see, for example, Jinek ef al., Science. 2012 Aug. 17; 337(6096):816-21).

In some embodiments, a variant Cas9 protein can cleave the non-complementary strand
of a double stranded guide target sequence but has reduced ability to cleave the complementary
strand of the guide target sequence. For example, the variant Cas9 protein can have a mutation
(amino acid substitution) that reduces the function of the HNH domain (RuvC/HNH/RuvC
domain motifs). As a non-limiting example, in some embodiments, the variant Cas9 protein has
an H840A (histidine to alanine at amino acid position 840) mutation and can therefore cleave the
non-complementary strand of the guide target sequence but has reduced ability to cleave the
complementary strand of the guide target sequence (thus resulting in a SSB instead of a DSB
when the variant Cas9 protein cleaves a double stranded guide target sequence). Such a Cas9
protein has a reduced ability to cleave a guide target sequence (e.g., a single stranded guide
target sequence) but retains the ability to bind a guide target sequence (e.g., a single stranded
guide target sequence).

In some embodiments, a variant Cas9 protein has a reduced ability to cleave both the
complementary and the non-complementary strands of a double stranded target DNA. As a non-
limiting example, in some embodiments, the variant Cas9 protein harbors both the D10A and the
H840A mutations such that the polypeptide has a reduced ability to cleave both the
complementary and the non-complementary strands of a double stranded target DNA. Such a
Cas9 protein has a reduced ability to cleave a target DNA (e.g., a single stranded target DNA)
but retains the ability to bind a target DNA (e.g., a single stranded target DNA).

As another non-limiting example, in some embodiments, the variant Cas9 protein
harbors W476A and W1126A mutations such that the polypeptide has a reduced ability to
cleave a target DNA. Such a Cas9 protein has a reduced ability to cleave a target DNA (e.g., a
single stranded target DNA) but retains the ability to bind a target DNA (e.g., a single stranded
target DNA).

As another non-limiting example, in some embodiments, the variant Cas9 protein
harbors P475A, W476A, N477A, D1125A, W1126A, and D1127A mutations such that the
polypeptide has a reduced ability to cleave a target DNA. Such a Cas9 protein has a reduced
ability to cleave a target DNA (e.g., a single stranded target DNA) but retains the ability to bind
a target DNA (e.g., a single stranded target DNA).

As another non-limiting example, in some embodiments, the variant Cas9 protein
harbors H840A, W476A, and W1126A, mutations such that the polypeptide has a reduced
ability to cleave a target DNA. Such a Cas9 protein has a reduced ability to cleave a target DNA

(e.g., a single stranded target DNA) but retains the ability to bind a target DNA (e.g., a single
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stranded target DNA). As another non-limiting example, in some embodiments, the variant
Cas9 protein harbors H840A, D10A, W476A, and W1126A, mutations such that the polypeptide
has a reduced ability to cleave a target DNA. Such a Cas9 protein has a reduced ability to
cleave a target DNA (e.g., a single stranded target DNA) but retains the ability to bind a target
DNA (e.g., a single stranded target DNA). In some embodiments, the variant Cas9 has restored
catalytic His residue at position 840 in the Cas9 HNH domain (A840H).

As another non-limiting example, in some embodiments, the variant Cas9 protein
harbors, H840A, P475A, W476A, N477A, D1125A, W1126A, and D1127A mutations such that
the polypeptide has a reduced ability to cleave a target DNA. Such a Cas9 protein has a reduced
ability to cleave a target DNA (e.g., a single stranded target DNA) but retains the ability to bind
a target DNA (e.g., a single stranded target DNA). As another non-limiting example, in some
embodiments, the variant Cas9 protein harbors D10A, H840A, P475A, W476A, N4T77A,
D1125A, W1126A, and D1127A mutations such that the polypeptide has a reduced ability to
cleave a target DNA. Such a Cas9 protein has a reduced ability to cleave a target DNA (e.g., a
single stranded target DNA) but retains the ability to bind a target DNA (e.g., a single stranded
target DNA). In some embodiments, when a variant Cas9 protein harbors W476A and
W1126A mutations or when the variant Cas9 protein harbors PA75A, W476A, N477A, D1125A,
W1126A, and D1127A mutations, the variant Cas9 protein does not bind efficiently to a PAM
sequence. Thus, in some such cases, when such a variant Cas9 protein is used in a method of
binding, the method does not require a PAM sequence. In other words, in some embodiments,
when such a variant Cas9 protein is used in a method of binding, the method can include a guide
RNA, but the method can be performed in the absence of a PAM sequence (and the specificity
of binding is therefore provided by the targeting segment of the guide RNA). Other residues can
be mutated to achieve the above effects (i.e., inactivate one or the other nuclease portions). As
non-limiting examples, residues D10, G12, G17, E762, H840, N854, N863, H982, H983, A984,
D986, and/or A987 can be altered (i.e., substituted). Also, mutations other than alanine
substitutions are suitable.

In some embodiments, a variant Cas9 protein that has reduced catalytic activity (e.g.,
when a Cas9 protein has a D10, G12, G17, E762, H840, N854, N863, H982, H983, A984, D986
and/or a A987 mutation, e.g., D10A, G12A, G17A, E762A, H840A, N854A, N863A, HO82A,
HO983A, A984A, and/or D986A), the variant Cas9 protein can still bind to target DNA in a site-

2

specific manner (because it is still guided to a target DNA sequence by a guide RNA) as long as
it retains the ability to interact with the guide RNA.
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In some embodiments, the variant Cas protein can be spCas9, spCas9-VRQR, spCas9-
VRER, xCas9 (sp), saCas9, saCas9-KKH, spCas9-MQKSER, spCas9-LRKIQK, or spCas9-
LRVSQL.

In some embodiments, a modified SpCas9 including amino acid substitutions D1135M,
S1136Q, G1218K, E1219F, A1322R, D1332A, R1335E, and T1337R (SpCas9-MQKFRAER)
and having specificity for the altered PAM 5°-NGC-3 was used.

Alternatives to S. pyogenes Cas9 can include RNA-guided endonucleases from the Cpfl
family that display cleavage activity in mammalian cells. CRISPR from Prevotella and
Francisella 1 (CRISPR/Cpf1) is a DNA-editing technology analogous to the CRISPR/Cas9
system. Cpfl is an RNA-guided endonuclease of a class II CRISPR/Cas system. This acquired
immune mechanism is found in Prevotella and Francisella bacteria. Cpfl genes are associated
with the CRISPR locus, coding for an endonuclease that use a guide RNA to find and cleave
viral DNA. Cpfl is a smaller and simpler endonuclease than Cas9, overcoming some of the
CRISPR/Cas9 system limitations. Unlike Cas9 nucleases, the result of Cpfl-mediated DNA
cleavage 1s a double-strand break with a short 3’ overhang. Cpfl’s staggered cleavage pattern
can open up the possibility of directional gene transfer, analogous to traditional restriction
enzyme cloning, which can increase the efficiency of gene editing. Like the Cas9 variants and
orthologues described above, Cpf1 can also expand the number of sites that can be targeted by
CRISPR to AT-rich regions or AT-rich genomes that lack the NGG PAM sites favored by
SpCas9. The Cpfl locus contains a mixed alpha/beta domain, a RuvC-I followed by a helical
region, a RuvC-II and a zinc finger-like domain. The Cpf1 protein has a RuvC-like
endonuclease domain that is similar to the RuvC domain of Cas9. Furthermore, Cpfl does not
have an HNH endonuclease domain, and the N-terminal of Cpfl does not have the alpha-helical
recognition lobe of Cas9. Cpfl CRISPR-Cas domain architecture shows that Cpf1 is
functionally unique, being classified as Class 2, type V CRISPR system. The Cpf1 loci encode
Casl, Cas2 and Cas4 proteins more similar to types I and III than from type II systems.
Functional Cpfl doesn’t need the trans-activating CRISPR RNA (tractrRNA), therefore, only
CRISPR (crRNA) is required. This benefits genome editing because Cpf1 is not only smaller
than Cas9, but also it has a smaller sgRNA molecule (proximately half as many nucleotides as
Cas9). The Cpfl-crRNA complex cleaves target DNA or RNA by identification of a
protospacer adjacent motif 5’-YTN-3" in contrast to the G-rich PAM targeted by Cas9. After
identification of PAM, Cpf1 introduces a sticky-end-like DNA double- stranded break of 4 or 5

nucleotides overhang.

Cas12 domains of Nucleobase Editors
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Typically, microbial CRISPR-Cas systems are divided into Class 1 and Class 2 systems.
Class 1 systems have multisubunit effector complexes, while Class 2 systems have a single
protein effector. For example, Cas9 and Cpf1 are Class 2 effectors, albeit different types (Type
IT and Type V, respectively). In addition to Cpfl, Class 2, Type V CRISPR-Cas systems also
comprise Cas12a/Cpfl, Cas12b/C2cl, Cas12¢/C2c3, Cas12d/CasY, Casl2e/CasX, Casl2g,
Casl2h, and Cas12i). See, e.g., Shmakov et al., “Discovery and Functional Characterization of
Diverse Class 2 CRISPR Cas Systems,” Mol. Cell, 2015 Nov. 5; 60(3): 385-397; Makarova et
al., “Classification and Nomenclature of CRISPR-Cas Systems: Where from Here?” CRISPR
Journal, 2018, 1(5): 325-336; and Yan et al., “Functionally Diverse Type V CRISPR-Cas
Systems,” Science, 2019 Jan. 4; 363: 88-91; the entire contents of each is hereby incorporated
by reference. Type V Cas proteins contain a RuvC (or RuvC-like) endonuclease domain. While
production of mature CRISPR RNA (crRNA) is generally tracrRNA-independent, Cas12b/C2cl,
for example, requires tractrRNA for production of crRNA. Cas12b/C2c1 depends on both
crRNA and tracrRNA for DNA cleavage.

Nucleic acid programmable DNA binding proteins contemplated in the present invention
include Cas proteins that are classified as Class 2, Type V (Cas12 proteins). Non-limiting
examples of Cas Class 2, Type V proteins include Cas12a/Cpfl, Cas12b/C2cl, Cas12¢/C2c3,
Casl2d/CasY, Casl2e/CasX, Casl2g, Cas12h, and Cas12i, homologues thereof, or modified
versions thereof. As used herein, a Cas12 protein can also be referred to as a Cas12 nuclease, a
Cas12 domain, or a Cas12 protein domain. In some embodiments, the Cas12 proteins of the
present invention comprise an amino acid sequence interrupted by an internally fused protein
domain such as a deaminase domain.

In some embodiments, the Cas12 domain is a nuclease inactive Cas12 domain or a Cas12
nickase. In some embodiments, the Cas12 domain is a nuclease active domain. For example,
the Cas12 domain may be a Cas12 domain that nicks one strand of a duplexed nucleic acid (e.g.,
duplexed DNA molecule). In some embodiments, the Cas12 domain comprises any one of the
amino acid sequences as set forth herein. In some embodiments the Cas12 domain comprises an
amino acid sequence that is at least 60%, at least 65%, at least 70%, at least 75%, at least 80%,
at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or
at least 99.5% identical to any one of the amino acid sequences set forth herein. In some
embodiments, the Cas12 domain comprises an amino acid sequence that has 1, 2, 3,4, 5, 6, 7, 8,
9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 21, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34,
35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50 or more mutations compared to any
one of the amino acid sequences set forth herein. In some embodiments, the Cas12 domain

comprises an amino acid sequence that has at least 10, at least 15, at least 20, at least 30, at least
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40, at least 50, at least 60, at least 70, at least 80, at least 90, at least 100, at least 150, at least
200, at least 250, at least 300, at least 350, at least 400, at least 500, at least 600, at least 700, at
least 800, at least 900, at least 1000, at least 1100, or at least 1200 identical contiguous amino
acid residues as compared to any one of the amino acid sequences set forth herein.

In some embodiments, proteins comprising fragments of Cas12 are provided. For
example, in some embodiments, a protein comprises one of two Cas12 domains: (1) the gRNA
binding domain of Cas12; or (2) the DNA cleavage domain of Cas12. In some embodiments,
proteins comprising Cas12 or fragments thereof are referred to as “Cas12 variants.” A Casl2
variant shares homology to Cas12, or a fragment thereof. For example, a Cas12 variant is at
least about 70% identical, at least about 80% identical, at least about 90% identical, at least
about 95% identical, at least about 96% identical, at least about 97% identical, at least about
98% identical, at least about 99% identical, at least about 99.5% identical, or at least about
99.9% identical to wild type Cas12. In some embodiments, the Cas12 variant may have 1, 2, 3,
4,5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 21, 24, 25, 26, 27, 28, 29, 30, 31
32,33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50 or more amino acid

2

changes compared to wild type Cas12. In some embodiments, the Cas12 variant comprises a
fragment of Cas12 (e.g., a gRNA binding domain or a DNA cleavage domain), such that the
fragment is at least about 70% identical, at least about 80% identical, at least about 90%
identical, at least about 95% identical, at least about 96% identical, at least about 97% identical,
at least about 98% identical, at least about 99% identical, at least about 99.5% identical, or at
least about 99.9% identical to the corresponding fragment of wild type Cas12. In some
embodiments, the fragment is at least 30%, at least 35%, at least 40%, at least 45%, at least
50%, at least 55%, at least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least
85%, at least 90%, at least 95% identical, at least 96%, at least 97%, at least 98%, at least 99%,
or at least 99.5% of the amino acid length of a corresponding wild type Cas12. In some
embodiments, the fragment is at least 100 amino acids in length. In some embodiments, the
fragment is at least 100, 150, 200, 250, 300, 350, 400, 450, 500, 550, 600, 650, 700, 750, 800,
850, 900, 950, 1000, 1050, 1100, 1150, 1200, 1250, or at least 1300 amino acids in length.

In some embodiments, Cas12 corresponds to, or comprises in part or in whole, a Cas12
amino acid sequence having one or more mutations that alter the Cas12 nuclease activity. Such
mutations, by way of example, include amino acid substitutions within the RuvC nuclease
domain of Cas12. In some embodiments, variants or homologues of Cas12 are provided which
are at least about 70% identical, at least about 80% identical, at least about 90% identical, at
least about 95% identical, at least about 98% identical, at least about 99% identical, at least

about 99.5% identical, or at least about 99.9% identical to a wild type Cas12. In some
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embodiments, variants of Cas12 are provided having amino acid sequences which are shorter, or
longer, by about 5 amino acids, by about 10 amino acids, by about 15 amino acids, by about 20
amino acids, by about 25 amino acids, by about 30 amino acids, by about 40 amino acids, by
about 50 amino acids, by about 75 amino acids, by about 100 amino acids or more.

In some embodiments, Cas12 fusion proteins as provided herein comprise the full-length
amino acid sequence of a Cas12 protein, e.g., one of the Cas12 sequences provided herein. In
other embodiments, however, fusion proteins as provided herein do not comprise a full-length
Casl2 sequence, but only one or more fragments thereof. Exemplary amino acid sequences of
suitable Cas12 domains are provided herein, and additional suitable sequences of Cas12
domains and fragments will be apparent to those of skill in the art.

Generally, the class 2, Type V Cas proteins have a single functional RuvC endonuclease
domain (See, e.g., Chen et al., “CRISPR-Cas12a target binding unleashes indiscriminate single-
stranded DNase activity,” Science 360:436-439 (2018)). In some cases, the Cas12 protein is a
variant Cas12b protein. (See Strecker et al., Nature Communications, 2019, 10(1): Art. No.:
212). In one embodiment, a variant Cas12 polypeptide has an amino acid sequence that is
different by 1, 2, 3, 4, 5 or more amino acids (e.g., has a deletion, insertion, substitution, fusion)
when compared to the amino acid sequence of a wild type Cas12 protein. In some instances, the
variant Cas12 polypeptide has an amino acid change (e.g., deletion, insertion, or substitution)
that reduces the activity of the Cas12 polypeptide. For example, in some instances, the variant
Casl12 is a Cas12b polypeptide that has less than 50%, less than 40%, less than 30%, less than
20%, less than 10%, less than 5%, or less than 1% of the nickase activity of the corresponding
wild-type Cas12b protein. In some cases, the variant Cas12b protein has no substantial nickase
activity.

In some cases, a variant Cas12b protein has reduced nickase activity. For example, a
variant Cas12b protein exhibits less than about 20%, less than about 15%, less than about 10%,
less than about 5%, less than about 1%, or less than about 0.1%, of the nickase activity of a
wild-type Cas12b protein.

In some embodiments, the Cas12 protein includes RNA-guided endonucleases from the
Cas12a/Cpf1 family that displays activity in mammalian cells. CRISPR from Prevotella and
Francisella 1 (CRISPR/Cpf1) is a DNA editing technology analogous to the CRISPR/Cas9
system. Cpfl is an RNA-guided endonuclease of a class II CRISPR/Cas system. This acquired
immune mechanism is found in Prevotella and Francisella bacteria. Cpf1 genes are associated
with the CRISPR locus, coding for an endonuclease that use a guide RNA to find and cleave
viral DNA. Cpfl is a smaller and simpler endonuclease than Cas9, overcoming some of the

CRISPR/Cas9 system limitations. Unlike Cas9 nucleases, the result of Cpfl-mediated DNA
117



10

15

20

25

30

WO 2020/168133 PCT/US2020/018193

cleavage is a double-strand break with a short 3' overhang. Cpfl’s staggered cleavage pattern
can open up the possibility of directional gene transfer, analogous to traditional restriction
enzyme cloning, which can increase the efficiency of gene editing. Like the Cas9 variants and
orthologues described above, Cpf1 can also expand the number of sites that can be targeted by
CRISPR to AT-rich regions or AT-rich genomes that lack the NGG PAM sites favored by
SpCas9. The Cpfl locus contains a mixed alpha/beta domain, a RuvC-I followed by a helical
region, a RuvC-II and a zinc finger-like domain. The Cpf1 protein has a RuvC-like
endonuclease domain that is similar to the RuvC domain of Cas9. Furthermore, Cpfl, unlike
Cas9, does not have a HNH endonuclease domain, and the N-terminal of Cpfl does not have the
alpha-helical recognition lobe of Cas9. Cpfl CRISPR-Cas domain architecture shows that Cpf1
is functionally unique, being classified as Class 2, type V CRISPR system. The Cpf1 loci
encode Casl, Cas2, and Cas4 proteins are more similar to types I and III than type II systems.
Functional Cpfl does not require the trans-activating CRISPR RNA (tracrRNA), therefore, only
CRISPR (crRNA) is required. This benefits genome editing because Cpf1 is not only smaller
than Cas9, but also it has a smaller sgRNA molecule (approximately half as many nucleotides as
Cas9). The Cpfl-crRNA complex cleaves target DNA or RNA by identification of a
protospacer adjacent motif 5’-YTN-3" or 5’-TTTN-3" in contrast to the G-rich PAM targeted by
Cas9. After identification of PAM, Cpfl introduces a sticky-end-like DNA double-stranded
break having an overhang of 4 or 5 nucleotides.

In some aspects of the present invention, a vector encodes a CRISPR enzyme that is
mutated to with respect to a corresponding wild-type enzyme such that the mutated CRISPR
enzyme lacks the ability to cleave one or both strands of a target polynucleotide containing a
target sequence can be used. Casl2 can refer to a polypeptide with at least or at least about
50%, 60%, 70%, 80%, 90%, 91%, 92%. 93%. 94%, 95%, 96%, 97%, 98%, 99%, or 100%
sequence identity and/or sequence homology to a wild type exemplary Cas12 polypeptide (e.g.,
Casl12 from Bacillus hisashii). Cas12 can refer to a polypeptide with at most or at most about
50%, 60%, 70%, 80%, 90%, 91%, 92%. 93%. 94%, 95%, 96%, 97%, 98%, 99%, or 100%
sequence identity and/or sequence homology to a wild type exemplary Cas12 polypeptide (e.g.,
from Bacillus hisashii (BhCas12b), Bacillus sp. V3-13 (BvCas12b), and Alicyclobacillus
acidiphilus (AaCas12b)). Casl2 can refer to the wild type or a modified form of the Cas12
protein that can comprise an amino acid change such as a deletion, insertion, substitution,

variant, mutation, fusion, chimera, or any combination thereof.

Nucleic acid programmable DNA binding proteins
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Some aspects of the disclosure provide fusion proteins comprising domains that act as
nucleic acid programmable DNA binding proteins, which may be used to guide a protein, such
as a base editor, to a specific nucleic acid (e.g., DNA or RNA) sequence. In particular
embodiments, a fusion protein comprises a nucleic acid programmable DNA binding protein
domain and a deaminase domain. Non-limiting examples of nucleic acid programmable DNA
binding proteins include, Cas9 (e.g., dCas9 and nCas9), Cas12a/Cpfl, Cas12b/C2cl,
Casl2c/C2c3, Cas12d/CasY, Cas12e/CasX, Casl2g, Cas12h, and Cas12i. Non-limiting
examples of Cas enzymes include Casl, Cas1B, Cas2, Cas3, Cas4, Cas5, Cas5d, Cas5t, CasSh,
Cas5a, Cas6, Cas7, Cas8, Cas8a, Cas8b, Cas8c, Cas9 (also known as Csnl or Csx12), CaslO0,
Cas10d, Cas12a/Cpfl, Cas12b/C2cl, Cas12¢/C2c3, Cas12d/CasY, Cas12e/CasX, Casl2g,
Casl2h, Casl2i, Csyl, Csy2, Csy3, Csy4, Csel, Cse2, Cse3, Cse4d, CseSe, Cscl, Csc2, Csa5,
Csnl, Csn2, Csml, Csm2, Csm3, Csm4, Csm5, Csm6, Cmrl, Cmr3, Cmr4, Cmr5, Cmr6, Csb1,
Csb2, Csb3, Csx17, Csx14, Csx10, Csx16, CsaX, Csx3, Csx1, Csx1S, Csx11, Csfl, Csf2, CsO,
Csf4, Csdl, Csd2, Cstl, Cst2, Cshl, Csh2, Csal, Csa2, Csa3, Csa4, Csa5, Type II Cas effector
proteins, Type V Cas effector proteins, Type VI Cas effector proteins, CARF, DinG,
homologues thereof, or modified or engineered versions thereof. Other nucleic acid
programmable DNA binding proteins are also within the scope of this disclosure, although they
may not be specifically listed in this disclosure. See, e.g., Makarova et al. “Classification and
Nomenclature of CRISPR-Cas Systems: Where from Here?” CRISPR J. 2018 Oct;1:325-336.
doi: 10.1089/crispr.2018.0033; Yan et al., “Functionally diverse type V CRISPR-Cas systems”
Science. 2019 Jan 4;363(6422):88-91. doi: 10.1126/science.aav7271, the entire contents of each
are hereby incorporated by reference.

One example of a nucleic acid programmable DNA-binding protein that has different
PAM specificity than Cas9 is Clustered Regularly Interspaced Short Palindromic Repeats
from Prevotella and Francisella 1 (Cpfl). Similar to Cas9, Cpfl is also a class 2 CRISPR
effector. It has been shown that Cpf1 mediates robust DNA interference with features distinct
from Cas9. Cpfl is a single RNA-guided endonuclease lacking tracrRNA, and it utilizes a T-rich
protospacer-adjacent motif (TTN, TTTN, or YTN). Moreover, Cpf1 cleaves DNA via a
staggered DNA double-stranded break. Out of 16 Cpfl-family proteins, two enzymes from
Acidaminococcus and Lachnospiraceae are shown to have efficient genome-editing activity in
human cells. Cpf1 proteins are known in the art and have been described previously, for
example Yamano et al., “Crystal structure of Cpfl in complex with guide RNA and target DNA.
”Cell (165) 2016, p. 949-962; the entire contents of which is hereby incorporated by reference.

Useful in the present compositions and methods are nuclease-inactive Cpf1 (dCpf1)

variants that may be used as a guide nucleotide sequence-programmable DNA-binding protein
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domain. The Cpfl protein has a RuvC-like endonuclease domain that is similar to the RuvC
domain of Cas9 but does not have an HNH endonuclease domain, and the N-terminal of Cpf1l
does not have the alfa-helical recognition lobe of Cas9. It was shown in Zetsche ef al., Cell, 163,
759-771, 2015 (which is incorporated herein by reference) that, the RuvC-like domain of Cpf1 is
responsible for cleaving both DNA strands and inactivation of the RuvC-like domain inactivates
Cpf1 nuclease activity. For example, mutations corresponding to D917A, E1006A, or D1255A
in Francisella novicida Cpfl inactivate Cpf1 nuclease activity. In some embodiments, the
dCpf1 of the present disclosure comprises mutations corresponding to D917A, E1006A,
D1255A, D917A/E1006A, D917A/D1255A, E1006A/D1255A, or D917A/E1006A/D1255A. 1t
is to be understood that any mutations, e.g., substitution mutations, deletions, or insertions that
inactivate the RuvC domain of Cpfl, may be used in accordance with the present disclosure.

In some embodiments, the nucleic acid programmable DNA binding protein
(napDNADbp) of any of the fusion proteins provided herein may be a Cpfl protein. In some
embodiments, the Cpf1 protein is a Cpf1 nickase (nCpf1). In some embodiments, the Cpfl
protein is a nuclease inactive Cpf1 (dCpf1). In some embodiments, the Cpfl, the nCpf1, or the
dCpf1 comprises an amino acid sequence that is at least 85%, at least 90%, at least 91%, at least
92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99%, or at least 99.5% identical to a Cpfl sequence disclosed herein. In some embodiments, the
dCpf1 comprises an amino acid sequence that is at least 85%, at least 90%, at least 91%, at least
92%, at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least
99%, or at ease 99.5% identical to a Cpfl sequence disclosed herein, and comprises mutations
corresponding to D917A, E1006A, D1255A, D917A/E1006A, D917A/D1255A,
E1006A/D1255A, or D917A/E1006A/D1255A. Tt should be appreciated that Cpf1 from other
bacterial species may also be used in accordance with the present disclosure.

Wild type Francisella novicida Cpf1 (D917, E1006, and D1255 are bolded and underlined):

MSIYQEFVNKYSLSKTLRFELIPQGKTLENTIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVYEFKLKKSDDDNLOKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONLT
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALEITKSFKGWTTYFKGEFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTITIGGKEVNGENTKRKGINEYINLYSQQINDKTLKKYK
MSVLFKQILSDTESKSEFVIDKLEDDSDVVTTMQSEFYEQIAAFKTVEEKSIKETLSLLEFDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEDDYSVIGTAVLEYITQQIAPKNLDNPSKKEQELTAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDETAQNKDNLAQISTKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTAILFIKDDKYYLGVMNKKNNKT
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FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILSIDRGERHLAYYTLVDGKGNIIKODTFNIIGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHEIAKLVIEYNAIVVEFEDLNFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEFVNQLYPKYESVSKSQEFFSKEFDKICYNLDKGY FEFSEFDYKNEFGDKAAKGKWT IASFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPQDADANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVONRNN

Francisella novicida Cpf1 D917A (A917, E1006, and D1255 are bolded and underlined):
MSIYQEFVNKYSLSKTLRFELIPOGKTLENIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDE IAQNKDNLAQTISIKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQOSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTATILFIKDDKYYLGVMNKKNNKTI
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILS IARGERHLAYYTLVDGKGNIIKODTFNI IGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHEIAKLVIEYNAIVVEFEDLNFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODADANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVONRNN
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Francisella novicida Cpf1 E1006A (D917, A1006, and D1255 are bolded and underlined):
MSIYQEFVNKYSLSKTLRFELIPOGKTLENIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDE IAQNKDNLAQTISIKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQOSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTATILFIKDDKYYLGVMNKKNNKTI
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILSIDRGERHLAYYTLVDGKGNIIKODTFNIIGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHE IAKLVIEYNAIVVEADLNEFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPQDADANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVONRNN

Francisella novicida Cpf1 D1255A (D917, E1006, and A1255 are bolded and underlined)

MSIYQEFVNKYSLSKTLRFELIPOGKTLENIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDE IAQNKDNLAQTISIKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQOSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTATILFIKDDKYYLGVMNKKNNKTI
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
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KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILSIDRGERHLAYYTLVDGKGNIIKODTFNIIGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHEIAKLVIEYNAIVVEFEDLNFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODAAANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVQONRNN

Francisella novicida Cpf1 DO917A/E1006A (A917, A1006, and D1255 are bolded and
underlined):
MSIYQEFVNKYSLSKTLRFELIPQGKTLENTIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDETAQNKDNLAQISTKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTAILFIKDDKYYLGVMNKKNNKT
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILS IARGERHLAYYTLVDGKGNIIKODTFNI IGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHE IAKLVIEYNAIVVEADLNEFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODADANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVQONRNN
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Francisella novicida Cpf1 D917A/D1255A (A917, E1006, and A1255 are bolded and
underlined):
MSIYQEFVNKYSLSKTLRFELIPQGKTLENTIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDETAQNKDNLAQISTKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTAILFIKDDKYYLGVMNKKNNKT
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILSIARGERHLAYYTLVDGKGNIIKQDTEFNI IGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHEIAKLVIEYNAIVVEFEDLNFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODAAANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVQONRNN

Francisella novicida Cpf1 E1006A/D1255A (D917, A1006, and A1255 are bolded and
underlined):
MSIYQEFVNKYSLSKTLRFELIPQGKTLENTIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDETAQNKDNLAQISTKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQSEDKANILDKDEHFYLVFEECYFELANIV
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PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTATILFIKDDKYYLGVMNKKNNKTI
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILSIDRGERHLAYYTLVDGKGNIIKODTFNIIGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHE IAKLVIEYNAIVVEADLNEFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEFVNQLYPKYESVSKSQEFFSKEFDKICYNLDKGY FEFSEFDYKNEFGDKAAKGKWT IASFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ
MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODAAANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVONRNN

Francisella novicida Cpf1 DO17A/E1006A/D1255A (A917, A1006, and A1255 are bolded and
underlined):

MSIYQEFVNKYSLSKTLRFELIPOGKTLENIKARGLILDDEKRAKDYKKAKQITIDKYHQFFIEE
ILSSVCISEDLLONYSDVY FKLKKSDDDNLOQKDEFKSAKDTIKKQISEYTIKDSEKFKNLENQONL T
DAKKGQESDLILWLKQSKDNGIELFKANSDITDIDEALETI IKSFKGWTTYFKGFHENRKNVYSS
NDIPTSIIYRIVDDNLPKFLENKAKYESLKDKAPEAINYEQIKKDLAEELTFDIDYKTSEVNQR
VESLDEVFEIANFNNYLNQSGITKENTIIGGKEFVNGENTKRKGINEY INLYSQQINDKTLKKYK
MSVLFRKOQILSDTESKSEVIDKLEDDSDVVTTMOSEYEQIAAFKTVEEKSIKETLSLLEDDLKAQ
KLDLSKIYFKNDKSLTDLSQQVEFDDYSVIGTAVLEYITQOQIAPKNLDNPSKKEQELTIAKKTEKA
KYLSLETIKLALEEFNKHRDIDKQCRFEEILANFAATPMIFDETAQNKDNLAQISTKYQONQGKK
DLLOASAEDDVKATIKDLLDOTNNLLHKLKIFHISQSEDKANILDKDEHFYLVFEECYFELANIV
PLYNKIRNYITQKPYSDEKFKLNFENSTLANGWDKNKEPDNTAILFIKDDKYYLGVMNKKNNKT
FDDKAIKENKGEGYKKIVYKLLPGANKMLPKVEFFSAKSIKFYNPSEDILRIRNHSTHTKNGSPQ
KGYEKFEFNIEDCRKFIDEYROSISKHPEWKDFGFRESDTQRYNSIDEFYREVENQGYKLTFEN
ISESYIDSVVNQGKLYLEFQIYNKDFSAYSKGRPNLHTLYWKALFDERNLODVVYKLNGEAELEY
RKOSTIPKKITHPAKEATANKNKDNPKKESVFEYDLIKDKREFTEDKFFFHCPITINFKSSGANKE
NDEINLLLKEKANDVHILS IARGERHLAYYTLVDGKGNIIKODTFNI IGNDRMKTNYHDKLAAT
EKDRDSARKDWKKINNIKEMKEGYLSQVVHE IAKLVIEYNAIVVEADLNEFGFKRGRFKVEKQVY
QKLEKMLIEKLNYLVFKDNEFDKTGGVLRAYQLTAPFETFKKMGKQTGIIYYVPAGFTSKICPV
TGEVNQLYPKYESVSKSQEFEFSKEFDKICYNLDKGY FEFSEFDYRKNFGDKAAKGKWT IASEFGSRLI
NFRNSDKNHNWDTREVYPTKELEKLLKDYSIEYGHGECIKAATICGESDKKFFAKLTSVLNTILQ

125



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

MRNSKTGTELDYLISPVADVNGNEEFDSROAPKNMPODAAANGAYHIGLKGLMLLGRIKNNQEGK
KLNLVIKNEEYFEFVQONRNN

In some embodiments, one of the Cas9 domains present in the fusion protein may be
replaced with a guide nucleotide sequence-programmable DNA-binding protein domain that has
no requirements for a PAM sequence.

In some embodiments, the Cas9 domain is a Cas9 domain from Staphylococcus aureus
(SaCas9). In some embodiments, the SaCas9 domain is a nuclease active SaCas9, a nuclease
inactive SaCas9 (SaCas9d), or a SaCas9 nickase (SaCas9n). In some embodiments, the SaCas9
comprises a N579A mutation, or a corresponding mutation in any of the amino acid sequences
provided herein.

In some embodiments, the SaCas9 domain, the SaCas9d domain, or the SaCas9n domain
can bind to a nucleic acid sequence having a non-canonical PAM. In some embodiments, the
SaCas9 domain, the SaCas9d domain, or the SaCas9n domain can bind to a nucleic acid
sequence having a NNGRRT or a NNGRRT PAM sequence. In some embodiments, the SaCas9
domain comprises one or more of a E781X, a N967X, and a R1014X mutation, or a
corresponding mutation in any of the amino acid sequences provided herein, wherein X is any
amino acid. In some embodiments, the SaCas9 domain comprises one or more of a E781K a
N967K, and a R1014H mutation, or one or more corresponding mutation in any of the amino
acid sequences provided herein. In some embodiments, the SaCas9 domain comprises a E781K,
a N967K, or a R1014H mutation, or corresponding mutations in any of the amino acid

sequences provided herein.

Exemplary SaCas9 sequence:

KRNYILGLDIGITSVGYGIIDYETRDVIDAGVRLEKEANVENNEGRRSKRGARRLKRRRRHRIQRVKKLL
FDYNLLTDHSELSGINPYEARVKGLSQKLSEEEFSAALTLHLAKRRGVHNVNEVEEDTGNELSTKEQISRN
SKALEEKYVAELQLERLKKDGEVRGSINRFKTSDYVKEAKQLLKVOKAYHOLDOSEFIDTY IDLLETRRTY
YEGPGEGSPFGWKDIKEWYEMLMGHCTY FPEELRSVKYAYNADLYNALNDLNNLVITRDENEKLEYYEKE
QITENVFKOQKKKPTLKQIAKEILVNEEDIKGY RVISTGKPEFTNLKVYHDIKDITARKETITENAELLDQT
AKILTIYQSSEDIQEELTNLNSELTQEETEQISNLKGY TGTHNLSLKAINLILDELWHTNDNQIATFNRL
KLVPKKVDLSQOKEIPTTLVDDEILSPVVKRSEFIQSIKVINAITKKYGLPNDITIIELAREKNSKDAQKMT
NEMOKRNROQTNERIEEITRTTGKENAKYLIEKIKLHDMQEGKCLYSLEATPLEDLLNNPENYEVDHITIPR
SVSFDNSENNKVLVKQEENSKKGNRTPFQYLSSSDSKISYETFKKHILNLAKGKGRISKTKKEYLLEERD
INRESVOKDFINRNLVDTRYATRGLMNLLRSY FRVNNLDVKVKSINGGETSFLRRKWKEFKKERNKGY KHH
AEDALITANADFIFKEWKKLDKAKKVMENOMEEEKQAESMPEIETEQEYKEIFITPHOIKHIKDEKDYKY
SHRVDKKPNRELINDTLY STRKDDKGNTLIVNNLNGLY DKDNDKLKKLINKSPEKLLMYHHDPQTYQKLK
LIMEQYGDEKNPLYKYYEETGNYLTKY SKKDNGPVIKKIKYYGNKLNAHLDITDDY PNSRNKVVKLSLKP
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YREDVYLDNGVYKEVTVKNLDVIKKENYYEVNSKCYEEAKKLKKISNQAEFTIASEFYNNDLIKINGELYRV
IGVNNDLLNRIEVNMIDITYREYLENMNDKRPPRITKTIASKTQOSIKKYSTDILGNLYEVKSKKHPQITIK
KG

Residue N579 above, which is underlined and in bold, may be mutated (e.g., to a A579)
toyield a SaCas9 nickase.

Exemplary SaCas9n sequence:

KRNYILGLDIGITSVGYGIIDYETRDVIDAGVRLEKEANVENNEGRRSKRGARRLKRRRRHRIQRVKKLL
FDYNLLTDHSELSGINPYEARVKGLSQKLSEEEFSAALTLHLAKRRGVHNVNEVEEDTGNELSTKEQISRN
SKALEEKYVAELQLERLKKDGEVRGSINRFKTSDYVKEAKQLLKVOKAYHOLDOSEFIDTY IDLLETRRTY
YEGPGEGSPFGWKDIKEWYEMLMGHCTY FPEELRSVKYAYNADLYNALNDLNNLVITRDENEKLEYYEKE
QITENVFKOQKKKPTLKQIAKEILVNEEDIKGY RVISTGKPEFTNLKVYHDIKDITARKETITENAELLDQT
AKILTIYQSSEDIQEELTNLNSELTQEETEQISNLKGY TGTHNLSLKAINLILDELWHTNDNQIATFNRL
KLVPKKVDLSQOKEIPTTLVDDEILSPVVKRSEFIQSIKVINAITKKYGLPNDITIIELAREKNSKDAQKMT
NEMOKRNROQTNERIEEITRTTGKENAKYLIEKIKLHDMQEGKCLYSLEATPLEDLLNNPENYEVDHITIPR
SVSFDNSEFNNKVLVKQEEASKKGNRTPFQYLSSSDSKISYETFKKHILNLAKGKGRISKTKKEYLLEERD
INRESVOKDFINRNLVDTRYATRGLMNLLRSY FRVNNLDVKVKSINGGETSFLRRKWKEFKKERNKGY KHH
AEDALITANADFIFKEWKKLDKAKKVMENOMEEEKQAESMPEIETEQEYKEIFITPHOIKHIKDEKDYKY
SHRVDKKPNRELINDTLY STRKDDKGNTLIVNNLNGLY DKDNDKLKKLINKSPEKLLMYHHDPQTYQKLK
LIMEQYGDEKNPLYKYYEETGNYLTKY SKKDNGPVIKKIKYYGNKLNAHLDITDDY PNSRNKVVKLSLKP
YREDVYLDNGVYKEVTVKNLDVIKKENYYEVNSKCYEEAKKLKKISNQAEFTIASEFYNNDLIKINGELYRV
IGVNNDLLNRIEVNMIDITYREYLENMNDKRPPRITKTIASKTQOSIKKYSTDILGNLYEVKSKKHPQITIK
KG

Residue AS579 above, which can be mutated from N579 to yield a SaCas9 nickase, is
underlined and in bold.

Exemplary SaKKH Cas9:

KRNYILGLDIGITSVGYGIIDYETRDVIDAGVRLEKEANVENNEGRRSKRGARRLKRRRRHRIQRVKKLL
FDYNLLTDHSELSGINPYEARVKGLSQKLSEEEFSAALTLHLAKRRGVHNVNEVEEDTGNELSTKEQISRN
SKALEEKYVAELQLERLKKDGEVRGSINRFKTSDYVKEAKQLLKVOKAYHOLDOSEFIDTY IDLLETRRTY
YEGPGEGSPFGWKDIKEWYEMLMGHCTY FPEELRSVKYAYNADLYNALNDLNNLVITRDENEKLEYYEKE
QITENVFKOQKKKPTLKQIAKEILVNEEDIKGY RVISTGKPEFTNLKVYHDIKDITARKETITENAELLDQT
AKILTIYQSSEDIQEELTNLNSELTQEETEQISNLKGY TGTHNLSLKAINLILDELWHTNDNQIATFNRL
KLVPKKVDLSQOKEIPTTLVDDEILSPVVKRSEFIQSIKVINAITKKYGLPNDITIIELAREKNSKDAQKMT
NEMOKRNROQTNERIEEITRTTGKENAKYLIEKIKLHDMQEGKCLYSLEATPLEDLLNNPENYEVDHITIPR
SVSFDNSEFNNKVLVKQEEASKKGNRTPFQYLSSSDSKISYETFKKHILNLAKGKGRISKTKKEYLLEERD
INRESVOKDFINRNLVDTRYATRGLMNLLRSY FRVNNLDVKVKSINGGETSFLRRKWKEFKKERNKGY KHH
AEDALITANADFIFKEWKKLDKAKKVMENOMEEEKQAESMPEIETEQEYKEIFITPHOIKHIKDEKDYKY
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SHRVDKKPNRKLINDTLY STRKDDKGNTLIVNNLNGLY DKDNDKLKKLINKS PEKLLMYHHDPQTY QKLK
LIMEQYGDEKNPLYKYYEETGNYLTKY SKKDNGPVIKKIKYYGNKLNAHLDITDDY PNSRNKVVKLSLKP
YRFDVYLDNGVYKFVTVKNLDVIKKENYYEVNSKCYEEAKKLKKISNQAEFIASFY KNDLIKINGELYRV
IGVNNDLLNRIEVNMIDITYREYLENMNDKRPPHITKT IASKTQSIKKYSTDILGNLYEVKSKKHPQIIK
KG.

Residue AS579 above, which can be mutated from N579 to yield a SaCas9 nickase, is
underlined and in bold. Residues K781, K967, and H1014 above, which can be mutated from
E781, N967, and R1014 to yield a SaKKH Cas9 are underlined and in italics.

In some embodiments, the napDNAbp is a circular permutant. In the following
sequences, the plain text denotes an adenosine deaminase sequence, bold sequence indicates
sequence derived from Cas9, the italics sequence denotes a linker sequence, and the underlined

sequence denotes a bipartite nuclear localization sequence.

CP5 (with MSP “NGC” PID and “D10A” nickase):

EIGKATAKYFFYSNIMNFFKTEI TLANGEIRKRPLIETNGETGE IVWDKGRDFATVRKVLSMPQVNIVKK
TEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY GGFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGIT
IMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKYSLFELENGRKRMLASAKFLOKGNELALPSKYVNFLY
LASHYEKLKGSPEDNEQKQLFVEQHKHYIDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAE
NIIHLFTLTNLGAPRAFKYFDTTIARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGDGGSGGSGGS
GGSGGSGGSGGMDKKY SIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETA
EATRLKRTARRRYTRRKNRICYIQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYH
EKYPTIYHLRKKLVDSTDKADLRLIYILAILAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEEN
PINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKD
TYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALV
ROQOLPEKYKEIFFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTEFDNGS
IPHQIHLGELHAILRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFE
EVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIV
DLLEFKTNRKVTVKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDI
VLTLTLFEDREMIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFA
NRNFMQLIHDDSLTFKED IQKAQVSGQGDSLHEHIANLAGSPAIKKGILQTVKVVDELVKVMGRHKPENT
VIEMARENQTTQKGQOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELD
INRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDN
LTKAERGGLSELDKAGFIKRQLVETRQI TKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKD
FQFYKVREINNYHHAHDAYILNAVVGTALIKKY PKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSE

FESPKKKRKV*
In some embodiments, the nucleic acid programmable DNA binding protein

(napDNADbp) is a single effector of a microbial CRISPR-Cas system. Single effectors of

128



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

microbial CRISPR-Cas systems include, without limitation, Cas9, Cpfl, Cas12b/C2cl, and
Cas12c/C2c3. Typically, microbial CRISPR-Cas systems are divided into Class 1 and Class 2
systems. Class 1 systems have multisubunit effector complexes, while Class 2 systems have a
single protein effector. For example, Cas9 and Cpf1 are Class 2 effectors. In addition to Cas9
and Cpf1, three distinct Class 2 CRISPR-Cas systems (Cas12b/C2c1, and Cas12¢/C2¢3) have
been described by Shmakov et al., “Discovery and Functional Characterization of Diverse Class
2 CRISPR Cas Systems”, Mol. Cell, 2015 Nov. 5; 60(3): 385-397, the entire contents of which is
hereby incorporated by reference. Effectors of two of the systems, Cas12b/C2c1, and
Cas12¢/C2c3, contain RuvC-like endonuclease domains related to Cpfl. A third system
contains an effector with two predicated HEPN RNase domains. Production of mature CRISPR
RNA is tractrRNA-independent, unlike production of CRISPR RNA by Cas12b/C2cl.
Cas12b/C2cl1 depends on both CRISPR RNA and tracrRNA for DNA cleavage.

The crystal structure of Alicyclobaccillus acidoterrastris Cas12b/C2cl (AacC2cl) has
been reported in complex with a chimeric single-molecule guide RNA (sgRNA). See e.g., Liu et
al., “C2c1-sgRNA Complex Structure Reveals RNA-Guided DNA Cleavage Mechanism”, Mol.
Cell, 2017 Jan. 19; 65(2):310-322, the entire contents of which are hereby incorporated by
reference. The crystal structure has also been reported in Alicyclobacillus acidoterrestris C2cl
bound to target DNAs as ternary complexes. See e.g., Yang ef al., “PAM-dependent Target
DNA Recognition and Cleavage by C2C1 CRISPR-Cas endonuclease”, Cell, 2016 Dec. 15;
167(7):1814-1828, the entire contents of which are hereby incorporated by reference.
Catalytically competent conformations of AacC2c1, both with target and non-target DNA
strands, have been captured independently positioned within a single RuvC catalytic pocket,
with Cas12b/C2c¢1-mediated cleavage resulting in a staggered seven-nucleotide break of target
DNA. Structural comparisons between Cas12b/C2c1 ternary complexes and previously
identified Cas9 and Cpfl counterparts demonstrate the diversity of mechanisms used by
CRISPR-Cas9 systems.

In some embodiments, the nucleic acid programmable DNA binding protein
(napDNADbp) of any of the fusion proteins provided herein may be a Cas12b/C2cl, or a
Cas12¢/C2c3 protein. In some embodiments, the napDNAbp is a Cas12b/C2c¢l protein. In some
embodiments, the napDNAbp is a Cas12¢/C2¢3 protein. In some embodiments, the napDNAbp
comprises an amino acid sequence that is at least 85%, at least 90%, at least 91%, at least 92%,
at least 93%, at least 94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or
at ease 99.5% identical to a naturally-occurring Cas12b/C2c1 or Cas12¢/C2c¢3 protein. In some
embodiments, the napDNAbp is a naturally-occurring Cas12b/C2c¢1 or Cas12¢/C2c3 protein. In

some embodiments, the napDNAbp comprises an amino acid sequence that is at least 85%, at
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least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at least 96%, at
least 97%, at least 98%, at least 99%, or at ease 99.5% identical to any one of the napDNAbp
sequences provided herein. It should be appreciated that Cas12b/C2c1 or Cas12¢/C2¢3 from
other bacterial species may also be used in accordance with the present disclosure.

A Cas12b/C2cl ((uniprot.org/uniprot/TOD7A2#2) sp|TOD7A2|C2C1_ALIAG CRISPR-
associated endonuclease C2c1 OS = Alicyclobacillus acido-terrestris (strain ATCC 49025 /
DSM 3922/ CIP 106132 / NCIMB 13137/GD3B) GN=c2c1 PE=1 SV=1) amino acid sequence

is as follows:

MAVKSIKVKLRLDDMPEIRAGLWKLHKEVNAGVRYYTEWLSLLRQENLYRRSPNGDGEQECDKTAEECKA
ELLERLRARQVENGHRGPAGSDDELLQLARQLYELLVPQAIGAKGDAQQIARKFLSPLADKDAVGGLGIA
KAGNKPRWVRMREAGE PGWEEEKEKAETRKSADRTADVLRALADFGLKPLMRVYTDSEMSSVEWKPLRKG
QAVRTWDRDMFQQOAIERMMSWE SWNQRVGQEYAKLVEQKNRFEQKNFVGQEHLVHLVNQLQQDMKEASPG
LESKEQTAHYVTGRALRGSDKVFEKWGKLAPDAPFDLY DAEIKNVQRRNTRRFGSHDLFAKLAEPEY QAL
WREDASFLTRYAVYNSILRKLNHAKMFATFTLPDATAHPIWTRFDKLGGNLHQY TFLFNEFGERRHAIRF
HKLLKVENGVAREVDDVTVPISMSEQLDNLLPRDPNEPIALY FRDYGAEQHFTGEFGGAKIQCRRDQLAH
MHRRRGARDVYLNVSVRVQSQSEARGERRPPYAAVFRLVGDNHRAFVHFDKLSDYLAEHPDDGKLGSEGL
LSGLRVMSVDLGLRTSASISVFRVARKDELKPNSKGRVPFFFPIKGNDNLVAVHERSQLLKLPGETESKD
LRAIREERQRTLRQLRTQLAYLRLLVRCGSEDVGRRERSWAKLIEQPVDAANHMT PDWREAFENELQKLK
SLHGICSDKEWMDAVYESVRRVWRHMGKQVRDWRKDVRSGERPKIRGYAKDVVGGNSIEQIEYLERQYKF
LKSWSFFGKVSGQVIRAEKGSRFAITLREHIDHAKEDRLKKLADRI IMEALGYVYALDERGKGKWVAKY P
PCQLILLEELSEYQFNNDRPPSENNQLMQWSHRGVFQELINQAQVHDLLVGTMYAAFSSRFDARTGAPGT
RCRRVPARCTQEHNPEPFPWWLNKFVVEHTLDACPLRADDLIPTGEGEIFVSPFSAEEGDFHQIHADLNA
AQONLQQRLWSDFDISQIRLRCDWGEVDGELVLIPRLTGKRTADSYSNKVFYTNTGVTYYERERGKKRRKV
FAQEKLSEEEAELLVEADEAREKSVVLMRDPSGI INRGNWTRQKEFWSMVNQRIEGYLVKQIRSRVPLQD
SACENTGDI

BhCas12b (Bacillus hisashii) NCBI Reference Sequence: WP 095142515

MAPKKKRKVGIHGVPARATRSFILKIEPNEEVKKGLWKTHEVLNHGIAYYMNILKLIRQEATYEHHEQDP
KNPKKVSKAE IQAELWDEVLKMOKCNSFTHEVDKDEVENILRELYEELVPSSVEKKGEANQLSNKFLYPL
VDPNSQSGKGTASSGRKPRWYNLKIAGDPSWEEEKKKWEEDKKKDPLAKILGKLAEYGLIPLFIPYTDSN
EPIVKE IKWMEKSRNQSVRRLDKDMFIQALERFLSWESWNLKVKEEYEKVEKEYKTLEERIKEDIQALKA
LEQYEKERQEQLLRDTLNTNEYRLSKRGLRGWRE I IQKWLKMDENE PSEKYLEVFKDY QRKHPREAGDY S
VYEFLSKKENHF IWRNHPEY PYLYATFCEIDKKKKDAKQQAT FTLADPINHPLWVRFEERSGSNLNKYRT
LTEQLHTEKLKKKLTVQLDRLIYPTESGGWEEKGKVDIVLLPSRQFYNQIFLDIEEKGKHAFTYKDESIK
FPLKGTLGGARVQFDRDHLRRY PHKVESGNVGRIYFNMTVNIEPTESPVSKSLKIHRDDFPKVVNFKPKE
LTEWIKDSKGKKLKSGIESLEIGLRVMSIDLGQRQAAAASIFEVVDQKPDIEGKLFFPIKGTELYAVHRA
SFNIKLPGETLVKSREVLRKAREDNLKLMNQKLNFLRNVLHFQQFEDITEREKRVTKWISRQENSDVPLV
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YODELIQIRELMYKPYKDWVAFLKOQLHKRLEVEIGKEVKHWRKSLSDGRKGLYGISLKNIDEIDRTRKEL
LRWSLRPTEPGEVRRLEPGQRFATIDQLNHLNALKEDRLKKMANT I TMHALGY CY DVRKKKWQAKNPACQT
ILFEDLSNYNPYEERSREFENSKLMKWSRREIPROVALOGEIYGLQVGEVGAQEFSSRFHAKTGSPGIRCSV
VIKEKLODNRFFKNLOREGRLTLDKIAVLKEGDLY PDKGGEKEISLSKDRKCVTITHADINAAQONLOKREW
TRTHGEYKVYCKAYQVDGQTVY IPESKDOKOKIIEEFGEGY FILKDGVYEWVNAGKLKIKKGSSKQSSSE
LVDSDILKDSEFDLASELKGEKLMLYRDPSGNVEFPSDKWMAAGVEEFGKLERILISKLTNQYSISTIEDDSS
KOSMKRPAATKKAGOAKKKK

In some embodiments, the Cas12b is BvCas12B. In some embodiments, the Cas12b
comprises amino acid substitutions S893R, K846R, and E837(, as numbered in the exemplay
BvCas12b amino acid sequence provided below.

BvCas12b (Bacillus sp. V3-13) NCBI Reference Sequence: WP _101661451.1:
MATRSTIKLKMKTNSGTDSIYLRKALWRTHQLINEGIAY YMNLLTLYRQEATIGDKTKEAYQAELINTIRNQ
QRNNGSSEEHGSDQEILALLRQLYELIIPSSIGESGDANQLGNKFLY PLVDPNSQSGKGT SNAGRKPRWK
RLKEEGNPDWELEKKKDEERKAKDPTVKIFDNLNKYGLLPLFPLFTNIQKDI EWLPLGKRQSVRKWDKDM
FIQATERLLSWESWNRRVADEYKQLKEKTESYYKEHLTGGEEWI EKIRKFEKERNMELEKNAFAPNDGY F
ITSRQIRGWDRVYEKWSKLPESASPEELWKVVAEQQONKMSEGFGDPKVEFSFLANRENRDIWRGHSERIYH
TAAYNGLQKKLSRTKEQATFTLPDATEHPLWIRYESPGGTNLNLFKLEEKQKKNYYVTLSKI IWPSEEKW
IEKENIEIPLAPSTIQFNRQIKLKQHVKGKQEISFSDYSSRISLDGVLGGSRIQFNRKY IKNHKELLGEGD
IGPVFFNLVVDVAPLQETRNGRLQSPIGKALKVISSDFSKVIDYKPKELMDWMNTGSASNSFGVASLLEG
MRVMSIDMGQRTSASVSIFEVVKELPKDQEQKLFYSINDTELFATHKRSFLLNLPGEVVTKNNKQQRQER
RKKRQFVRSQIRMLANVLRLETKKTPDERKKATHKLME IVQSYDSWTASQKEVWEKELNLLTNMAAFNDE
IWKESLVELHHRIEPYVGQIVSKWRKGLSEGRKNLAGI SMWNIDELEDTRRLLI SWSKRSRTPGEANRIE
TDEPFGSSLLQHIQNVKDDRLKQMANL I IMTALGFKY DKEEKDRY KRWKETY PACQTILFENLNRYLENL
DRSRRENSRLMKWAHRSTPRTVSMQGEMFGLQVGDVRSEY SSRFHAKTGAPGIRCHALTEEDLKAGSNTL
KRLIEDGFINESELAYLKKGDIIPSQGGELFVTLSKRYKKDSDNNELTVIHADINAAQNLQKRFWQONSE
VYRVPCQLARMGEDKLY I PKSQTETIKKY FGKGS FVKNNTEQEVYKWEKSEKMKIKTDTT FDLQDLDGFE
DISKTIELAQEQQKKYLTMFRDPSGY FFNNETWRPQKEYWSIVNNI IKSCLKKKILSNKVEL

Guide Polynucleotides

In an embodiment, the guide polynucleotide is a guide RNA. An RNA/Cas complex can
assist in “guiding” Cas protein to a target DNA. Cas9/crRNA/tracrRNA endonucleolytically
cleaves linear or circular dsDNA target complementary to the spacer. The target strand not
complementary to crRNA is first cut endonucleolytically, then trimmed 3°-5" exonucleolytically.
In nature, DNA-binding and cleavage typically requires protein and both RNAs. However,
single guide RNAs (“sgRNA,” or simply “gNRA”) can be engineered so as to incorporate
aspects of both the crRNA and tractrRNA into a single RNA species. See, e.g., Jinek M. et al.,
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Science 337:816-821(2012), the entire contents of which is hereby incorporated by reference.
Cas9 recognizes a short motif in the CRISPR repeat sequences (the PAM or protospacer
adjacent motif) to help distinguish self versus non-self. Cas9 nuclease sequences and structures
are well known to those of skill in the art (see e.g., “Complete genome sequence of an M1 strain
of Streptococcus pyogenes.” Ferretti, J.J. et al., Natl. Acad. Sci. U.S.A. 98:4658-4663(2001),
“CRISPR RNA maturation by trans-encoded small RNA and host factor RNase III.” Deltcheva
E. et al., Nature 471:602-607(2011); and “Programmable dual-RNA-guided DNA endonuclease
in adaptive bacterial immunity.” Jinek M.ef al, Science 337:816-821(2012), the entire contents
of each of which are incorporated herein by reference). Cas9 orthologs have been described in
various species, including, but not limited to, S. pyogenes and S. thermophilus. Additional
suitable Cas9 nucleases and sequences can be apparent to those of skill in the art based on this
disclosure, and such Cas9 nucleases and sequences include Cas9 sequences from the organisms
and loci disclosed in Chylinski, Rhun, and Charpentier, “The tracrRNA and Cas9 families of
type II CRISPR-Cas immunity systems” (2013) RNA Biology 10:5, 726-737; the entire contents
of which are incorporated herein by reference. In some embodiments, a Cas9 nuclease has an
inactive (e.g., an inactivated) DNA cleavage domain, that is, the Cas9 is a nickase.

In some embodiments, the guide polynucleotide is at least one single guide RNA
(“sgRNA” or “gNRA”). In some embodiments, the guide polynucleotide is at least one
tractrRNA. In some embodiments, the guide polynucleotide does not require PAM sequence to
guide the polynucleotide-programmable DNA-binding domain (e.g., Cas9 or Cpfl) to the target
nucleotide sequence.

The polynucleotide programmable nucleotide binding domain (e.g., a CRISPR-derived
domain) of the base editors disclosed herein can recognize a target polynucleotide sequence by
associating with a guide polynucleotide. A guide polynucleotide (e.g., gRNA) is typically
single-stranded and can be programmed to site-specifically bind (i.e., via complementary base
pairing) to a target sequence of a polynucleotide, thereby directing a base editor that is in
conjunction with the guide nucleic acid to the target sequence. A guide polynucleotide can be
DNA. A guide polynucleotide can be RNA. In some embodiments, the guide polynucleotide
comprises natural nucleotides (e.g., adenosine). In some embodiments, the guide polynucleotide
comprises non-natural (or unnatural) nucleotides (e.g., peptide nucleic acid or nucleotide
analogs). In some embodiments, the targeting region of a guide nucleic acid sequence can be at
least 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, or 30 nucleotides in length. A
targeting region of a guide nucleic acid can be between 10-30 nucleotides in length, or between

15-25 nucleotides in length, or between 15-20 nucleotides in length.
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In some embodiments, a guide polynucleotide comprises two or more individual
polynucleotides, which can interact with one another via for example complementary base
pairing (e.g., a dual guide polynucleotide). For example, a guide polynucleotide can comprise a
CRISPR RNA (crRNA) and a trans-activating CRISPR RNA (tracrRNA). For example, a guide
polynucleotide can comprise one or more trans-activating CRISPR RNA (tracrRNA).

In type II CRISPR systems, targeting of a nucleic acid by a CRISPR protein (e.g., Cas9)
typically requires complementary base pairing between a first RNA molecule (crRNA)
comprising a sequence that recognizes the target sequence and a second RNA molecule (trRNA)
comprising repeat sequences which forms a scaffold region that stabilizes the guide RNA-
CRISPR protein complex. Such dual guide RNA systems can be employed as a guide
polynucleotide to direct the base editors disclosed herein to a target polynucleotide sequence.

In some embodiments, the base editor provided herein utilizes a single guide
polynucleotide (e.g., gRNA). In some embodiments, the base editor provided herein utilizes a
dual guide polynucleotide (e.g., dual gRNAs). In some embodiments, the base editor provided
herein utilizes one or more guide polynucleotide (e.g., multiple gRNA). In some embodiments,
a single guide polynucleotide is utilized for different base editors described herein. For
example, a single guide polynucleotide can be utilized for an adenosine base editor, or for an
adenosine base editor and a cytidine base editor, e.g., as described in PCT/US19/44935.

In other embodiments, a guide polynucleotide can comprise both the polynucleotide
targeting portion of the nucleic acid and the scaffold portion of the nucleic acid in a single
molecule (i.e., a single-molecule guide nucleic acid). For example, a single-molecule guide
polynucleotide can be a single guide RNA (sgRNA or gRNA). Herein the term guide
polynucleotide sequence contemplates any single, dual or multi-molecule nucleic acid capable
of interacting with and directing a base editor to a target polynucleotide sequence.

Typically, a guide polynucleotide (e.g., crRNA/trRNA complex or a gRNA) comprises a
“polynucleotide-targeting segment” that includes a sequence capable of recognizing and binding
to a target polynucleotide sequence, and a “protein-binding segment” that stabilizes the guide
polynucleotide within a polynucleotide programmable nucleotide binding domain component of
a base editor. In some embodiments, the polynucleotide targeting segment of the guide
polynucleotide recognizes and binds to a DNA polynucleotide, thereby facilitating the editing of
a base in DNA. In other cases, the polynucleotide targeting segment of the guide polynucleotide
recognizes and binds to an RNA polynucleotide, thereby facilitating the editing of a base in
RNA. Herein a “segment" refers to a section or region of a molecule, e.g., a contiguous stretch
of nucleotides in the guide polynucleotide. A segment can also refer to a region/section of a

complex such that a segment can comprise regions of more than one molecule. For example,
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where a guide polynucleotide comprises multiple nucleic acid molecules, the protein-binding
segment of can include all or a portion of multiple separate molecules that are for instance
hybridized along a region of complementarity. In some embodiments, a protein-binding
segment of a DNA-targeting RNA that comprises two separate molecules can comprise (1) base
pairs 40-75 of a first RNA molecule that is 100 base pairs in length; and (i) base pairs 10-25 of
a second RNA molecule that is 50 base pairs in length. The definition of “segment,” unless
otherwise specifically defined in a particular context, is not limited to a specific number of total
base pairs, is not limited to any particular number of base pairs from a given RNA molecule, is
not limited to a particular number of separate molecules within a complex, and can include
regions of RNA molecules that are of any total length and can include regions with
complementarity to other molecules.

A guide RNA or a guide polynucleotide can comprise two or more RNAs, e.g., CRISPR
RNA (crRNA) and transactivating crRNA (tracrRNA). A guide RNA or a guide polynucleotide
can sometimes comprise a single-chain RNA, or single guide RNA (sgRNA) formed by fusion
of a portion (e.g., a functional portion) of crRNA and tracrRNA. A guide RNA or a guide
polynucleotide can also be a dual RNA comprising a ctRNA and a tractrRNA. Furthermore, a
crRNA can hybridize with a target DNA.

As discussed above, a guide RNA or a guide polynucleotide can be an expression
product. For example, a DNA that encodes a guide RNA can be a vector comprising a sequence
coding for the guide RNA. A guide RNA or a guide polynucleotide can be transferred into a cell
by transfecting the cell with an isolated guide RNA or plasmid DNA comprising a sequence
coding for the guide RNA and a promoter. A guide RNA or a guide polynucleotide can also be
transferred into a cell in other way, such as using virus-mediated gene delivery.

A guide RNA or a guide polynucleotide can be isolated. For example, a guide RNA can
be transfected in the form of an isolated RNA into a cell or organism. A guide RNA can be
prepared by in vitro transcription using any in vifro transcription system known in the art. A
guide RNA can be transferred to a cell in the form of isolated RNA rather than in the form of
plasmid comprising encoding sequence for a guide RNA.

A guide RNA or a guide polynucleotide can comprise three regions: a first region at the
5” end that can be complementary to a target site in a chromosomal sequence, a second internal
region that can form a stem loop structure, and a third 3’ region that can be single-stranded. A
first region of each guide RNA can also be different such that each guide RNA guides a fusion
protein to a specific target site. Further, second and third regions of each guide RNA can be

identical in all guide RNAs.
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A first region of a guide RNA or a guide polynucleotide can be complementary to
sequence at a target site in a chromosomal sequence such that the first region of the guide RNA
can base pair with the target site. In some embodiments, a first region of a guide RNA can
comprise from or from about 10 nucleotides to 25 nucleotides (i.e., from 10 nucleotides to
nucleotides; or from about 10 nucleotides to about 25 nucleotides; or from 10 nucleotides to
about 25 nucleotides; or from about 10 nucleotides to 25 nucleotides) or more. For example, a
region of base pairing between a first region of a guide RNA and a target site in a chromosomal
sequence can be or can be about 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 22, 23, 24, 25, or more
nucleotides in length. Sometimes, a first region of a guide RNA can be or can be about 19, 20,
or 21 nucleotides in length.

A guide RNA or a guide polynucleotide can also comprise a second region that forms a
secondary structure. For example, a secondary structure formed by a guide RNA can comprise a
stem (or hairpin) and a loop. A length of a loop and a stem can vary. For example, a loop can
range from or from about 3 to 10 nucleotides in length, and a stem can range from or from about
6 to 20 base pairs in length. A stem can comprise one or more bulges of 1 to 10 or about 10
nucleotides. The overall length of a second region can range from or from about 16 to 60
nucleotides in length. For example, a loop can be or can be about 4 nucleotides in length and a
stem can be or can be about 12 base pairs.

A guide RNA or a guide polynucleotide can also comprise a third region at the 3' end
that can be essentially single-stranded. For example, a third region is sometimes not
complementarity to any chromosomal sequence in a cell of interest and is sometimes not
complementarity to the rest of a guide RNA. Further, the length of a third region can vary. A
third region can be more than or more than about 4 nucleotides in length. For example, the
length of a third region can range from or from about 5 to 60 nucleotides in length.

A guide RNA or a guide polynucleotide can target any exon or intron of a gene target. In
some embodiments, a guide can target exon 1 or 2 of a gene, in other cases; a guide can target
exon 3 or 4 of a gene. A composition can comprise multiple guide RNAs that all target the same
exon or In some embodiments, multiple guide RNAs that can target different exons. An exon
and an intron of a gene can be targeted.

A guide RNA or a guide polynucleotide can target a nucleic acid sequence of or of about
20 nucleotides. A target nucleic acid can be less than or less than about 20 nucleotides. A target
nucleic acid can be at least or at least about 5, 10, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 30,
or anywhere between 1-100 nucleotides in length. A target nucleic acid can be at most or at
most about 5, 10, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 30, 40, 50, or anywhere between 1-

100 nucleotides in length. A target nucleic acid sequence can be or can be about 20 bases
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immediately 5’ of the first nucleotide of the PAM. A guide RNA can target a nucleic acid
sequence. A target nucleic acid can be at least or at least about 1-10, 1-20, 1-30, 1-40, 1-50, 1-
60, 1-70, 1-80, 1-90, or 1-100 nucleotides.

A guide polynucleotide, for example, a guide RNA, can refer to a nucleic acid that can
hybridize to another nucleic acid, for example, the target nucleic acid or protospacer in a
genome of a cell. A guide polynucleotide can be RNA. A guide polynucleotide can be DNA.
The guide polynucleotide can be programmed or designed to bind to a sequence of nucleic acid
site-specifically. A guide polynucleotide can comprise a polynucleotide chain and can be called
a single guide polynucleotide. A guide polynucleotide can comprise two polynucleotide chains
and can be called a double guide polynucleotide. A guide RNA can be introduced into a cell or
embryo as an RNA molecule. For example, a RNA molecule can be transcribed in vitro and/or
can be chemically synthesized. An RNA can be transcribed from a synthetic DNA molecule,
e.g., a gBlocks® gene fragment. A guide RNA can then be introduced into a cell or embryo as
an RNA molecule. A guide RNA can also be introduced into a cell or embryo in the form of a
non-RNA nucleic acid molecule, e.g., DNA molecule. For example, a DNA encoding a guide
RNA can be operably linked to promoter control sequence for expression of the guide RNA in a
cell or embryo of interest. An RNA coding sequence can be operably linked to a promoter
sequence that is recognized by RNA polymerase III (Pol III). Plasmid vectors that can be used
to express guide RNA include, but are not limited to, px330 vectors and px333 vectors. In some
embodiments, a plasmid vector (e.g., px333 vector) can comprise at least two guide RNA-
encoding DNA sequences.

Methods for selecting, designing, and validating guide polynucleotides, e.g., guide RNAs
and targeting sequences are described herein and known to those skilled in the art. For example,
to minimize the impact of potential substrate promiscuity of a deaminase domain in the
nucleobase editor system (e.g., an AID domain), the number of residues that could
unintentionally be targeted for deamination (e.g., off-target C residues that could potentially
reside on ssDNA within the target nucleic acid locus) may be minimized. In addition, software
tools can be used to optimize the gRNAs corresponding to a target nucleic acid sequence, e.g., to
minimize total off-target activity across the genome. For example, for each possible targeting
domain choice using S. pyogenes Cas9, all off-target sequences (preceding selected PAMs, e.g.,
NAG or NGG) may be identified across the genome that contain up to certain number (e.g., 1, 2,
3,4,5,6,7,8,9, or 10) of mismatched base-pairs. First regions of gRNAs complementary to a
target site can be identified, and all first regions (e.g., crRNAs) can be ranked according to its

total predicted off-target score; the top-ranked targeting domains represent those that are likely
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to have the greatest on-target and the least off-target activity. Candidate targeting gRNAs can
be functionally evaluated by using methods known in the art and/or as set forth herein.

As a non-limiting example, target DNA hybridizing sequences in crRNAs of a guide
RNA for use with Cas9s may be identified using a DNA sequence searching algorithm. gRNA
design may be carried out using custom gRNA design software based on the public tool cas-
offinder as described in Bae S., Park J., & Kim J.-S. Cas-OFFinder: A fast and versatile
algorithm that searches for potential off-target sites of Cas9 RNA-guided endonucleases.
Bioinformatics 30, 1473-1475 (2014). This software scores guides after calculating their
genome-wide off-target propensity. Typically matches ranging from perfect matches to 7
mismatches are considered for guides ranging in length from 17 to 24. Once the off-target sites
are computationally-determined, an aggregate score is calculated for each guide and summarized
in a tabular output using a web-interface. In addition to identifying potential target sites
adjacent to PAM sequences, the software also identifies all PAM adjacent sequences that differ
by 1, 2, 3 or more than 3 nucleotides from the selected target sites. Genomic DNA sequences for
a target nucleic acid sequence, e.g., a target gene may be obtained and repeat elements may be
screened using publicly available tools, for example, the RepeatMasker program. RepeatMasker
searches input DNA sequences for repeated elements and regions of low complexity. The output
is a detailed annotation of the repeats present in a given query sequence.

Following identification, first regions of guide RNAs, e.g., ctrRNAs, may be ranked into
tiers based on their distance to the target site, their orthogonality and presence of 5’ nucleotides
for close matches with relevant PAM sequences (for example, a 5’ G based on identification of
close matches in the human genome containing a relevant PAM e.g., NGG PAM for S.
pyogenes, NNGRRT or NNGRRV PAM for S. aureus). As used herein, orthogonality refers to
the number of sequences in the human genome that contain a minimum number of mismatches
to the target sequence. A “high level of orthogonality” or “good orthogonality” may, for
example, refer to 20-mer targeting domains that have no identical sequences in the human
genome besides the intended target, nor any sequences that contain one or two mismatches in
the target sequence. Targeting domains with good orthogonality may be selected to minimize
off-target DNA cleavage.

In some embodiments, a reporter system may be used for detecting base-editing activity
and testing candidate guide polynucleotides. In some embodiments, a reporter system may
comprise a reporter gene-based assay where base editing activity leads to expression of the
reporter gene. For example, a reporter system may include a reporter gene comprising a
deactivated start codon, e.g., a mutation on the template strand from 3'-TAC-5'to 3'-CAC-5'.

Upon successful deamination of the target C, the corresponding mRNA will be transcribed as 5'-
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AUG-3' instead of 5'-GUG-3', enabling the translation of the reporter gene. Suitable reporter
genes will be apparent to those of skill in the art. Non-limiting examples of reporter genes
include gene encoding green fluorescence protein (GFP), red fluorescence protein (RFP),
luciferase, secreted alkaline phosphatase (SEAP), or any other gene whose expression are
detectable and apparent to those skilled in the art. The reporter system can be used to test many
different gRNAs, e.g., in order to determine which residue(s) with respect to the target DNA
sequence the respective deaminase will target. sSgRNAs that target non-template strand can also
be tested in order to assess off-target effects of a specific base editing protein, e.g., a Cas9
deaminase fusion protein. In some embodiments, such gRNAs can be designed such that the
mutated start codon will not be base-paired with the gRNA. The guide polynucleotides can
comprise standard ribonucleotides, modified ribonucleotides (e.g., pseudouridine),
ribonucleotide isomers, and/or ribonucleotide analogs. In some embodiments, the guide
polynucleotide can comprise at least one detectable label. The detectable label can be a
fluorophore (e.g., FAM, TMR, Cy3, Cy5, Texas Red, Oregon Green, Alexa Fluors, Halo tags, or
suitable fluorescent dye), a detection tag (e.g., biotin, digoxigenin, and the like), quantum dots,
or gold particles.

The guide polynucleotides can be synthesized chemically, synthesized enzymatically, or
a combination thereof. For example, the guide RNA can be synthesized using standard
phosphoramidite-based solid-phase synthesis methods. Alternatively, the guide RNA can be
synthesized in vitro by operably linking DNA encoding the guide RNA to a promoter control
sequence that is recognized by a phage RNA polymerase. Examples of suitable phage promoter
sequences include T7, T3, SP6 promoter sequences, or variations thereof. In embodiments in
which the guide RNA comprises two separate molecules (e.g.., crRNA and tracrRNA), the
crRNA can be chemically synthesized and the tracrRNA can be enzymatically synthesized.

In some embodiments, a base editor system may comprise multiple guide
polynucleotides, e.g., gRNAs. For example, the gRNAs may target to one or more target loci
(e.g., atleast 1 gRNA, at least 2 gRNA, at least 5 gRNA, at least 10 gRNA, at least 20 gRNA, at
least 30 g RNA, at least 50 gRNA) comprised in a base editor system. The multiple gRNA
sequences can be tandemly arranged and are preferably separated by a direct repeat.

A DNA sequence encoding a guide RNA or a guide polynucleotide can also be part of a
vector. Further, a vector can comprise additional expression control sequences (e.g., enhancer
sequences, Kozak sequences, polyadenylation sequences, transcriptional termination sequences,
etc.), selectable marker sequences (e.g., GFP or antibiotic resistance genes such as puromycin),
origins of replication, and the like. A DNA molecule encoding a guide RNA can also be linear.

A DNA molecule encoding a guide RNA or a guide polynucleotide can also be circular.
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In some embodiments, one or more components of a base editor system may be encoded
by DNA sequences. Such DNA sequences may be introduced into an expression system, e.g., a
cell, together or separately. For example, DNA sequences encoding a polynucleotide
programmable nucleotide binding domain and a guide RNA may be introduced into a cell, each
DNA sequence can be part of a separate molecule (e.g., one vector containing the polynucleotide
programmable nucleotide binding domain coding sequence and a second vector containing the
guide RNA coding sequence) or both can be part of a same molecule (e.g., one vector containing
coding (and regulatory) sequence for both the polynucleotide programmable nucleotide binding
domain and the guide RNA).

A guide polynucleotide can comprise one or more modifications to provide a nucleic
acid with a new or enhanced feature. A guide polynucleotide can comprise a nucleic acid
affinity tag. A guide polynucleotide can comprise synthetic nucleotide, synthetic nucleotide
analog, nucleotide derivatives, and/or modified nucleotides.

In some embodiments, a gRNA or a guide polynucleotide can comprise modifications. A
modification can be made at any location of a gRNA or a guide polynucleotide. More than one
modification can be made to a single gRNA or a guide polynucleotide. A gRNA or a guide
polynucleotide can undergo quality control after a modification. In some embodiments, quality
control can include PAGE, HPLC, MS, or any combination thereof.

A modification of a gRNA or a guide polynucleotide can be a substitution, insertion,
deletion, chemical modification, physical modification, stabilization, purification, or any
combination thereof.

A gRNA or a guide polynucleotide can also be modified by 5’adenylate, 5° guanosine-
triphosphate cap, 5’N7-Methylguanosine-triphosphate cap, 5’triphosphate cap, 3’ phosphate,
3’thiophosphate, 5’phosphate, 5’thiophosphate, Cis-Syn thymidine dimer, trimers, C12 spacer,
C3 spacer, C6 spacer, dSpacer, PC spacer, rSpacer, Spacer 18, Spacer 9,3’-3” modifications, 5’-
5’ modifications, abasic, acridine, azobenzene, biotin, biotin BB, biotin TEG, cholesteryl TEG,
desthiobiotin TEG, DNP TEG, DNP-X, DOTA, dT-Biotin, dual biotin, PC biotin, psoralen C2,
psoralen C6, TINA, 3’DABCYL, black hole quencher 1, black hole quencer 2, DABCYL SE,
dT-DABCYL, IRDye QC-1, QSY-21, QSY-35, QSY-7, QSY-9, carboxyl linker, thiol linkers,
2’-deoxyribonucleoside analog purine, 2’-deoxyribonucleoside analog pyrimidine,
ribonucleoside analog, 2’-O-methyl ribonucleoside analog, sugar modified analogs,
wobble/universal bases, fluorescent dye label, 2’-fluoro RNA, 2°-O-methyl RNA,
methylphosphonate, phosphodiester DNA, phosphodiester RNA, phosphothioate DNA,
phosphorothioate RNA, UNA, pseudouridine-5’-triphosphate, 5’-methylcytidine-5’-
triphosphate, or any combination thereof.
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In some embodiments, a modification is permanent. In other cases, a modification is
transient. In some embodiments, multiple modifications are made to a gRNA or a guide
polynucleotide. A gRNA or a guide polynucleotide modification can alter physiochemical
properties of a nucleotide, such as their conformation, polarity, hydrophobicity, chemical
reactivity, base-pairing interactions, or any combination thereof.

The PAM sequence can be any PAM sequence known in the art. Suitable PAM
sequences include, but are not limited to, NGG, NGA, NGC, NGN, NGT, NGCG, NGAG,
NGAN, NGNG, NGCN, NGCG, NGTN, NNGRRT, NNNRRT, NNGRR(N), TTTV, TYCV,
TYCV, TATV, NNNNGATT, NNAGAAW, or NAAAAC. Y is a pyrimidine; N is any
nucleotide base; Wis A or T.

A modification can also be a phosphorothioate substitute. In some embodiments, a
natural phosphodiester bond can be susceptible to rapid degradation by cellular nucleases and; a
modification of internucleotide linkage using phosphorothioate (PS) bond substitutes can be
more stable towards hydrolysis by cellular degradation. A modification can increase stability in
a gRNA or a guide polynucleotide. A modification can also enhance biological activity. In
some embodiments, a phosphorothioate enhanced RNA gRNA can inhibit RNase A, RNase T1,
calf serum nucleases, or any combinations thereof. These properties can allow the use of PS-
RNA gRNAs to be used in applications where exposure to nucleases is of high probability in
vivo or in vitro. For example, phosphorothioate (PS) bonds can be introduced between the last
3-5 nucleotides at the 5’- or “'-end of a gRNA which can inhibit exonuclease degradation. In
some embodiments, phosphorothioate bonds can be added throughout an entire gRNA to reduce

attack by endonucleases.

Protospacer Adjacent Motif

The term “protospacer adjacent motif (PAM)” or PAM-like motif refers to a 2-6 base
pair DNA sequence immediately following the DNA sequence targeted by the Cas9 nuclease in
the CRISPR bacterial adaptive immune system. In some embodiments, the PAM can be a 5’
PAM (i.e., located upstream of the 5° end of the protospacer). In other embodiments, the PAM
can be a3 PAM (i.e., located downstream of the 5° end of the protospacer).

The PAM sequence is essential for target binding, but the exact sequence depends on a
type of Cas protein.

A base editor provided herein can comprise a CRISPR protein-derived domain that is
capable of binding a nucleotide sequence that contains a canonical or non-canonical protospacer
adjacent motif (PAM) sequence. A PAM site is a nucleotide sequence in proximity to a target
polynucleotide sequence. Some aspects of the disclosure provide for base editors comprising all
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or a portion of CRISPR proteins that have different PAM specificities. For example, typically
Cas9 proteins, such as Cas9 from §. pyogenes (spCas9), require a canonical NGG PAM
sequence to bind a particular nucleic acid region, where the “N” in “NGG” is adenine (A),
thymine (T), guanine (G), or cytosine (C), and the G is guanine. A PAM can be CRISPR
protein-specific and can be different between different base editors comprising different
CRISPR protein-derived domains. A PAM can be 5’ or 3’ of a target sequence. A PAM can be
upstream or downstream of a target sequence. APAMcanbe 1,2,3,4,5,6,7,8,9, 10 or more
nucleotides in length. Often, a PAM is between 2-6 nucleotides in length. Several PAM variants
are described in Table 1 below.

Table 1. Cas9 proteins and corresponding PAM sequences

Variant PAM
spCas9 NGG
spCas9-VRQR NGA
spCas9-VRER NGCG
xCas9 (sp) NGN
saCas9 NNGRRT
saCas9-KKH NNNRRT
spCas9-MQKSER NGCG
spCas9-MQKSER NGCN
spCas9-LRKIQK NGTN
spCas9-LRVSQK NGTN
spCas9-LRVSQL NGTN
spCas9-MQKFRAER NGC
Cpfl 5 (TTTV)
SpyMac 5’-NAA-3’

In some embodiments, the PAM is NGC. In some embodiments, the NGC PAM is
recognized by a Cas9 variant. In some embodiments, the NGC PAM variant includes one or
more amino acid substitutions selected from D1135M, S1136Q, G1218K, E1219F, A1322R,
D1332A, R1335E, and T1337R (collectively termed “MQKFRAER”).

In some embodiments, the PAM is NGT. In some embodiments, the NGT PAM is
recognized by a Cas9 variant. In some embodiments, the NGT PAM variant is generated
through targeted mutations at one or more residues 1335, 1337, 1135, 1136, 1218, and/or 1219.

In some embodiments, the NGT PAM variant is created through targeted mutations at one or
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more residues 1219, 1335, 1337, 1218. In some embodiments, the NGT PAM variant is created
through targeted mutations at one or more residues 1135, 1136, 1218, 1219, and 1335. In some

embodiments, the NGT PAM variant is selected from the set of targeted mutations provided in

Table 2 and Table 3 below.

Table 2: NGT PAM Variant Mutations at residues 1219, 1335, 1337, 1218

Variant

E1219V

R1335Q

T1337

GI218

—
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Table 3: NGT PAM Variant Mutations at residues 1135, 1136, 1218, 1219, and 1335

Varant

DI135L

S1136R

G1218S

EI219V

R1335Q

27

G

28

\Y

29

I

30

31

32

33

= P=] b=

34

35

36

37

38
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Variant | D1135L | S1136R | G1218S | EI219V
39
40
41
42
43
44
45
46
47
48
49
50
51
52
53

54

R1335Q

=11Zlllal’elr4raiy

<Rz <]~

55 N1286Q | 11331F

In some embodiments, the NGT PAM variant is selected from variant 5, 7, 28, 31, or 36
in Tables 2 and 3. In some embodiments, the variants have improved NGT PAM recognition.
In some embodiments, the NGT PAM variants have mutations at residues 1219, 1335,
5 1337, and/or 1218. In some embodiments, the NGT PAM variant is selected with mutations for
improved recognition from the variants provided in Table 4 below.
Table 4: NGT PAM Variant Mutations at residues 1219, 1335, 1337, and 1218

Variant E1219V | R1335Q | T1337 | G1218
1 F

[N BN Eo)N AU, | INSNY LUS R | \S]
| e e e e |
<< i<i<i<igl<i<
al’el-1E] el 100!

~|R|R (R

In some embodiments, base editors with specificity for NGT PAM may be generated as

10  provided in Table SA below.

Table SA. NGT PAM variants

NG.TN D1135 | S1136 | G1218 | E1219 | A1322R | R1335 | T1337
variant
Variant 1 LRKIQK L R K I - Q K
Variant 2 LRSVQK L R S \% - Q K
Variant 3 LRSVQL L R S \% - Q L
Variant 4 | LRKIRQK L R K I R Q K
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NG.TN D1135 | S1136 | G1218 | E1219 | A1322R | R1335 | T1337
variant
Variant 5 | LRSVRQK L R S \Y R Q K
Variant 6 | LRSVRQL L R S \ R Q L

In some embodiments the NGTN variant is variant 1. In some embodiments, the NGTN
variant is variant 2. In some embodiments, the NGTN variant is variant 3. In some
embodiments, the NGTN variant is variant 4. In some embodiments, the NGTN variant is
variant 5. In some embodiments, the NGTN variant is variant 6.

In some embodiments, the Cas9 domain is a Cas9 domain from Streptococcus pyogenes
(SpCas9). In some embodiments, the SpCas9 domain is a nuclease active SpCas9, a nuclease
inactive SpCas9 (SpCas9d), or a SpCas9 nickase (SpCas9n). In some embodiments, the SpCas9
comprises a D10X mutation, or a corresponding mutation in any of the amino acid sequences
provided herein, wherein X is any amino acid except for D. In some embodiments, the SpCas9
comprises a D10A mutation, or a corresponding mutation in any of the amino acid sequences
provided herein. In some embodiments, the SpCas9 domain, the SpCas9d domain, or the
SpCas9n domain can bind to a nucleic acid sequence having a non-canonical PAM. In some
embodiments, the SpCas9 domain, the SpCas9d domain, or the SpCas9n domain can bind to a
nucleic acid sequence having an NGG, a NGA, or a NGCG PAM sequence.

In some embodiments, the Cas9 domain is a Cas9 domain from Streptococcus pyogenes
(SpCas9). In some embodiments, the SpCas9 domain is a nuclease active SpCas9, a nuclease
inactive SpCas9 (SpCas9d), or a SpCas9 nickase (SpCas9n). In some embodiments, the SpCas9
comprises a D9X mutation, or a corresponding mutation in any of the amino acid sequences
provided herein, wherein X is any amino acid except for D. In some embodiments, the SpCas9
comprises a D9A mutation, or a corresponding mutation in any of the amino acid sequences
provided herein. In some embodiments, the SpCas9 domain, the SpCas9d domain, or the
SpCas9n domain can bind to a nucleic acid sequence having a non-canonical PAM. In some
embodiments, the SpCas9 domain, the SpCas9d domain, or the SpCas9n domain can bind to a
nucleic acid sequence having an NGG, a NGA, or a NGCG PAM sequence. In some
embodiments, the SpCas9 domain comprises one or more of a D1135X, a R1335X, and a
T1337X mutation, or a corresponding mutation in any of the amino acid sequences provided
herein, wherein X is any amino acid. In some embodiments, the SpCas9 domain comprises one
or more of a D1135E, R1335Q, and T1337R mutation, or a corresponding mutation in any of the
amino acid sequences provided herein. In some embodiments, the SpCas9 domain comprises a
D1135E, aR1335Q, and a T1337R mutation, or corresponding mutations in any of the amino

acid sequences provided herein. In some embodiments, the SpCas9 domain comprises one or
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more of a D1135X, a R1335X, and a T1337X mutation, or a corresponding mutation in any of
the amino acid sequences provided herein, wherein X is any amino acid. In some embodiments,
the SpCas9 domain comprises one or more of a D1135V, a R1335Q), and a T1337R mutation, or
a corresponding mutation in any of the amino acid sequences provided herein. In some
embodiments, the SpCas9 domain comprises a D1135V, a R1335Q, and a T1337R mutation, or
corresponding mutations in any of the amino acid sequences provided herein. In some
embodiments, the SpCas9 domain comprises one or more of a D1135X, a G1218X, a R1335X,
and a T1337X mutation, or a corresponding mutation in any of the amino acid sequences
provided herein, wherein X is any amino acid. In some embodiments, the SpCas9 domain
comprises one or more of a D1135V, a G1218R, a R1335Q), and a T1337R mutation, or a
corresponding mutation in any of the amino acid sequences provided herein. In some
embodiments, the SpCas9 domain comprises a D1135V, a G1218R, a R1335Q, and a T1337R
mutation, or corresponding mutations in any of the amino acid sequences provided herein.

In some embodiments, the Cas9 is a Cas9 variant having specificity for an altered PAM
sequence. In some embodiments, the Additional Cas9 variants and PAM sequences are
described in Miller et al., Continuous evolution of SpCas9 variants compatible with non-G

PAMs. Nat Biotechnol (2020). hitps://doi.org/10.1038/s41587-020-0412-8, the entirety of which

is incorporated herein by reference. in some embodiments, a Cas9 variate have no specific PAM
requirements. In some embodiments, a Cas9 variant, e.g. a SpCas9 variant has specificity for a
NRNH PAM, wherein R is A or Gand His A, C, or T. In some embodiments, the SpCas9
variant has specificity for a PAM sequence AAA, TAA, CAA, GAA, TAT, GAT, or CAC. In
some embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114,
1134, 1135, 1137, 1139, 1151, 1180, 1188, 1211, 1218, 1219, 1221, 1249, 1256, 1264, 1290,
1318, 1317, 1320, 1321, 1323, 1332, 1333, 1335, 1337, or 1339 as numbered in SEQ ID NO: 1
or a corresponding position thereof. In some embodiments, the SpCas9 variant comprises an
amino acid substitution at position 1114, 1135, 1218, 1219, 1221, 1249, 1320, 1321, 1323, 1332,
1333, 1335, or 1337 as numbered in SEQ ID NO: 1 or a corresponding position thereof. In some
embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114, 1134,
1135, 1137, 1139, 1151, 1180, 1188, 1211, 1219, 1221, 1256, 1264, 1290, 1318, 1317, 1320,
1323, 1333 as numbered in SEQ ID NO: 1 or a corresponding position thereof. In some
embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114, 1131,
1135, 1150, 1156, 1180, 1191, 1218, 1219, 1221, 1227, 1249, 1253, 1286, 1293, 1320, 1321,
1332, 1335, 1339 as numbered in SEQ ID NO: 1 or a corresponding position thereof. In some
embodiments, the SpCas9 variant comprises an amino acid substitution at position 1114, 1127,

1135, 1180, 1207, 1219, 1234, 1286, 1301, 1332, 1335, 1337, 1338, 1349 as numbered in SEQ
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ID NO: 1 or a corresponding position thereof. Exemplary amino acid substitutions and PAM
specificity of SpCas9 variants are shown in Tables 5B, 5C, 5D, and 5E below.
Table SB

v G

v G

v G

v I

v I

v I

v K

v K

v K

v K

v K

V | H K
V| HI|S S L
V| H]| S S L
V| H]| S S L
v I

v D Q
v D Q
v N Q | N
v Q | N
v N Q | N

Table 5
V| H \% K
N | S \% v|Dp|K
N V| H Y \% K
N V| H Y \% K
G N | S V| H Y \% K
N R V| H \% K
N G R |V |H Y \% K
N V| H Y \% K
N G V|H|R|Y v|Dp|K
G N G V| H Y v|Dp|K
L | N G V| H Y T |V |D]|K
G N G V| H Y | G| S v|Dp|K
G N E | G V| H Y S \% K
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Table SD

N N A\ H A\ S L
N S A\ H S S G L

N S A\ H |V S K T S G L 1
G N G S A\ H S K S G L
G N G S A\ H S S G L
G C N G S A\ H S S G L
G C N G S A\ H S S G L
G C N G S A\ H S S G L
G C N E G S A\ H S S G L
G C N A\ G S A\ H S S G L
C N G S A\ H S S G L
G C N G S A\ H S S G L

QAQ(Q[(QQ|D|OQ|D

z|z(Zz|2|2|2|2|2|(2|=2
<|<|<|<(g|<g|<|<€|<|<
z|z(Zz|2|2|2|2|2|(2|=2
z|z(Zz|2|2|2|2|2|(2|=2

RIRIR IR |R R |R|Q|Q |

In some embodiments, the Cas9 domains of any of the fusion proteins provided herein
comprises an amino acid sequence that is at least 60%, at least 65%, at least 70%, at least 75%,

at least 80%, at least 85%, at least 90%, at least 95%, at least 96%, at least 97%, at least 98%, at
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least 99%, or at least 99.5% identical to a Cas9 polypeptide described herein. In some
embodiments, the Cas9 domains of any of the fusion proteins provided herein comprises the
amino acid sequence of any Cas9 polypeptide described herein. In some embodiments, the Cas9
domains of any of the fusion proteins provided herein consists of the amino acid sequence of
any Cas9 polypeptide described herein.

In some examples, a PAM recognized by a CRISPR protein-derived domain of a base
editor disclosed herein can be provided to a cell on a separate oligonucleotide to an insert (e.g.,
an AAV insert) encoding the base editor. In such embodiments, providing PAM on a separate
oligonucleotide can allow cleavage of a target sequence that otherwise would not be able to be
cleaved, because no adjacent PAM is present on the same polynucleotide as the target sequence.

In an embodiment, S. pyogenes Cas9 (SpCas9) can be used as a CRISPR endonuclease
for genome engineering. However, others can be used. In some embodiments, a different
endonuclease can be used to target certain genomic targets. In some embodiments, synthetic
SpCas9-derived variants with non-NGG PAM sequences can be used. Additionally, other Cas9
orthologues from various species have been identified and these “non-SpCas9s” can bind a
variety of PAM sequences that can also be useful for the present disclosure. For example, the
relatively large size of SpCas9 (approximately 4kb coding sequence) can lead to plasmids
carrying the SpCas9 cDNA that cannot be efficiently expressed in a cell. Conversely, the coding
sequence for Staphylococcus aureus Cas9 (SaCas9) is approximately 1 kilobase shorter than
SpCas9, possibly allowing it to be efficiently expressed in a cell. Similar to SpCas9, the SaCas9
endonuclease is capable of modifying target genes in mammalian cells 7 vifro and in mice in
vivo. In some embodiments, a Cas protein can target a different PAM sequence. In some
embodiments, a target gene can be adjacent to a Cas9 PAM, 5’-NGG, for example. In other
embodiments, other Cas9 orthologs can have different PAM requirements. For example, other
PAMs such as those of S. thermophilus (5’-NNAGAA for CRISPR1 and 5’-NGGNG for
CRISPR3) and Neisseria meningiditis (S’-NNNNGATT) can also be found adjacent to a target
gene.

In some embodiments, for a S. pyogenes system, a target gene sequence can precede (i.e.,
be 5’ to) a 5’-NGG PAM, and a 20-nt guide RNA sequence can base pair with an opposite
strand to mediate a Cas9 cleavage adjacent to a PAM. In some embodiments, an adjacent cut
can be or can be about 3 base pairs upstream of a PAM. In some embodiments, an adjacent cut
can be or can be about 10 base pairs upstream of a PAM. In some embodiments, an adjacent cut
can be or can be about 0-20 base pairs upstream of a PAM. For example, an adjacent cut can be
nextto, 1,2,3,4,5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26,
27,28, 29, or 30 base pairs upstream of a PAM. An adjacent cut can also be downstream of a
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PAM by 1 to 30 base pairs. The sequences of exemplary SpCas9 proteins capable of binding a
PAM sequence follow:

The amino acid sequence of an exemplary PAM-binding SpCas9 is as follows:
MDKKY STGLDIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLTHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGS PATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLY YLONGRDMYVDQELDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKLITQRKFDNLTKAERGGLSE
LDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVRE INN
YHHAHDAY LNAVVGTALIKKYPKLESEFVYGDYKVY DVRKMIAKSEQEIGKATAKY FFYSNIMNFFKTE T
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESTLPKRNSDKL I
ARKKDWDPKKYGGFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGY KEV
KKDLIIKLPKYSLFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHY EKLKGSPEDNEQKQLFVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENT IHLFTLTNLGAPAAFKY FDTT
IDRKRYTSTKEVLDATLIHQSITGLYETRIDLSQLGGD
The amino acid sequence of an exemplary PAM-binding SpCas9n is as follows:

MDKKY STGLATGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLTHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGS PATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLY YLONGRDMYVDQELDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKLITQRKFDNLTKAERGGLSE
LDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVRE INN
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YHHAHDAYINAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEEFKTET
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLT
ARKKDWDPKKYGGEDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGY KEV
KKDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYEFDTT
IDRKRYTSTKEVLDATLTITHQSITGLYETRIDLSQLGGD

The amino acid sequence of an exemplary PAM-binding SpEQR Cas9 is as follows:
MDKKYSIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESVLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKE I
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQTHLGELH
AILRRQOEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLIHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGSPAIKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTT
QKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMY VDQELDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKLITQRKFDNLTKAERGGLSE
LDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVRE INN
YHHAHDAY LNAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQE IGKATAKY FFYSNIMNFFKTE I
TLANGE IRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKL I
ARKKDWDPKKYGGFESPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNP IDFLEAKGYKEV
KKDLIIKLPKYSLFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVE
QHKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTT
IDRKQYRSTKEVLDATLIHQSITGLYETRIDLSQLGGD

In the above sequence, residues E1134, Q1334, and R1336, which can be mutated from

D1134, R1335, and T1336 to yield a SpEQR Cas9, are underlined and in bold.

The amino acid sequence of an exemplary PAM-binding SpVQR Cas9 is as follows:
MDKKY STGLATGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
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VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLTHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGS PATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLY YLONGRDMYVDQELDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKLITQRKFDNLTKAERGGLSE
LDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVRE INN
YHHAHDAY LNAVVGTALIKKYPKLESEFVYGDYKVY DVRKMIAKSEQEIGKATAKY FFYSNIMNFFKTE T
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESTLPKRNSDKL I
ARKKDWDPKKYGGEFVSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNP IDFLEAKGYKEV
KKDLIIKLPKYSLFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHY EKLKGSPEDNEQKQLFVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENT IHLFTLTNLGAPAAFKY FDTT
IDRKQYRSTKEVLDATLIHQSITGLYETRIDLSQLGGD

In the above sequence, residues V1134, Q1334, and R1336, which can be mutated from
D1134, R1335, and T1336 to yield a SpVQR Cas9, are underlined and in bold.

The amino acid sequence of an exemplary PAM-binding SpVRER Cas9 is as follows:
MDKKY STGLATGTNSVGWAVITDEYKVPSKKFKVLGNTDRHS TKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHP I FGNIVDEVAYHEKY PTTYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENP INASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRY DEHHQDLTLLKALVRQQLPEKYKET
FFDQSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSI PHQTHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLFKTNRKVT
VKQLKEDY FKKIECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQLTHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGS PATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLY YLONGRDMYVDQELDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKLITQRKFDNLTKAERGGLSE
LDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVRE INN
YHHAHDAY LNAVVGTALIKKYPKLESEFVYGDYKVY DVRKMIAKSEQEIGKATAKY FFYSNIMNFFKTE T
TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESTLPKRNSDKL I
ARKKDWDPKKYGGFVSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEV
KKDLIIKLPKYSLFELENGRKRMLASARELQKGNELALPSKYVNFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENT IHLFTLTNLGAPAAFKY FDTT
IDRKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGD.

In the above sequence, residues V1134, R1217, Q1334, and R1336, which can be
mutated from D1134, G1217, R1335, and T1336 to yield a SpVRER Cas9, are underlined and in
bold.
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In some embodiments, engineered SpCas9 variants are capable of recognizing
protospacer adjacent motif (PAM) sequences flanked by a 3' H (non-G PAM) (see Tables A-D
and FIG. 49). In some embodiments, the SpCas9 variants recognize NRNH PAMs (where R is
AorGandHis A, Cor T). In some embodiments, the non-G PAM is NRRH, NRTH, or
NRCH. These variants were evolved through phage-assisted non-continuous evolution
(PANCE), e.g., as described in Miller, S M., et al. Continuous evolution of SpCas9 variants
compatible with non-G PAMs, Nat. Biotechnol. (2020), (//doi.org/10.1038/s41587-020-0412-8),
the contents of which are incorporated herein by reference in their entirety.

In some embodiments, the Cas9 domain is a recombinant Cas9 domain. In some
embodiments, the recombinant Cas9 domain is a SpyMacCas9 domain. In some embodiments,
the SpyMacCas9 domain is a nuclease active SpyMacCas9, a nuclease inactive SpyMacCas9
(SpyMacCas9d), or a SpyMacCas9 nickase (SpyMacCas9n). In some embodiments, the SaCas9
domain, the SaCas9d domain, or the SaCas9n domain can bind to a nucleic acid sequence
having a non-canonical PAM. In some embodiments, the SpyMacCas9 domain, the SpCas9d
domain, or the SpCas9n domain can bind to a nucleic acid sequence having a NAA PAM
sequence.

The sequence of an exemplary Cas9 A homolog of Spy Cas9 in Streptococcus macacae
with native 5’-NAAN-3" PAM specificity is known in the art and described, for example, by
Jakimo et al., (www biorxiv.org/content/biorxiv/early/2018/09/27/429654 full pdf), and is

provided below.

SpyMacCas9

MDKKYSIGLDIGTNSVGWAVITDDYKVPSKKFKVLGNTDRHS TKKNLIGALLFGSGETAE
ATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDS FFHRLEESFLVEEDKKHERHPIFG
NIVDEVAYHEKYPTIYHLRKKLADSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSD
VDKLFIQLVQIYNQLFEENPINASRVDAKATILSARLSKSRRLENLIAQLPGEKRNGLFGN
LIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAT
LLSDILRVNSEITKAPLSASMIKRYDEHHQODLTLLKALVRQQLPEKYKEI FFDQSKNGYA
GYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSTPHQTIHLGELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEE
VVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFL
SGEQKKATVDLLFKTNRKVTVKQLKEDY FKKIECFDSVEISGVEDRFNASLGAYHDLLKI
TIKDKDFLDNEENEDILEDIVLTLTLFEDRGMIEERLKTYAHLFDDKVMKQLKRRRY TGWG
RLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQL THDDSLTFKEDIQKAQVSGQGHSL
HEQIANLAGSPATKKGILQTVKIVDELVKVMGHKPENTIVIEMARENQTTQKGOKNSRERM
KRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLQNGRDMY VDQELDINRLSDYDVDHT
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VPOSFIKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROQLLNAKLITQRKEDNLT
KAERGGLSELDKAGEFIKROLVETROITKHVAQILDSRMNTKY DENDKLIREVKVITLKSK
LVSDFRKDEFQEFYKVREINNY HHAHDAYLNAVVGTALIKKYPKLESEFVYGDYKVYDVRKM
IAKSEQEIGKATAKYFEFYSNIMNEFKTEITLANGEIRKRPLIETNGETGEIVWDKGRDEA
TVRKVLSMPOVNIVKKTEIQTVGONGGLFDDNPKSPLEVTPSKLVPLKKELNPKKYGGYQ
KPTTAYPVLLITDTKQLIPISVMNKKOQFEQNPVKELRDRGYQQVGKNDFIKLPKYTLVDI
GDGIKRLWASSKETHKGNQLVVSKKSQILLYHAHHLDSDLSNDY LONHNQQFDVLENEIT
SEFSKKCKLGKEHIQKIENVY SNKKNSASITEELAESFIKLLGFTQLGATSPENEFLGVKLNQ
KOYKGKKDYILPCTEGTLIRQSITGLYETRVDLSKIGED.

In some embodiments, a variant Cas9 protein harbors, H840A, P475A, W476A, N477A,
D1125A, W1126A, and D1218A mutations such that the polypeptide has a reduced ability to
cleave a target DNA or RNA. Such a Cas9 protein has a reduced ability to cleave a target DNA
(e.g., a single stranded target DNA) but retains the ability to bind a target DNA (e.g., a single
stranded target DNA). As another non-limiting example, in some embodiments, the variant
Cas9 protein harbors D10A, H840A, P475A, W476A, N477A, D1125A, W1126A, and D1218A
mutations such that the polypeptide has a reduced ability to cleave a target DNA. Such a Cas9
protein has a reduced ability to cleave a target DNA (e.g., a single stranded target DNA) but
retains the ability to bind a target DNA (e.g., a single stranded target DNA). In some
embodiments, when a variant Cas9 protein harbors W476A and W1126A mutations or when the
variant Cas9 protein harbors P475A, W476A, N477A, D1125A, W1126A, and D1218A
mutations, the variant Cas9 protein does not bind efficiently to a PAM sequence. Thus, in some
such cases, when such a variant Cas9 protein is used in a method of binding, the method does
not require a PAM sequence. In other words, in some embodiments, when such a variant Cas9
protein is used in a method of binding, the method can include a guide RNA, but the method can
be performed in the absence of a PAM sequence (and the specificity of binding is therefore
provided by the targeting segment of the guide RNA). Other residues can be mutated to achieve
the above effects (i.e., inactivate one or the other nuclease portions). As non-limiting examples,
residues D10, G12, G17, E762, H840, N854, N863, H982, H983, A984, D986, and/or A987 can
be altered (i.e., substituted). Also, mutations other than alanine substitutions are suitable.

In some embodiments, a CRISPR protein-derived domain of a base editor can comprise
all or a portion of a Cas9 protein with a canonical PAM sequence (NGG). In other
embodiments, a Cas9-derived domain of a base editor can employ a non-canonical PAM
sequence. Such sequences have been described in the art and would be apparent to the skilled
artisan. For example, Cas9 domains that bind non-canonical PAM sequences have been
described in Kleinstiver, B. P., ef al., “Engineered CRISPR-Cas9 nucleases with altered PAM

specificities” Nature 523, 481-485 (2015); and Kleinstiver, B. P, ef al., “Broadening the
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targeting range of Staphylococcus aureus CRISPR-Cas9 by modifying PAM recognition”
Nature Biotechnology 33, 1293-1298 (2015); the entire contents of each are hereby incorporated

by reference.

Cas9 Domains with Reduced PAM Exclusivity

Typically, Cas9 proteins, such as Cas9 from S. pyogenes (spCas9), require a canonical
NGG PAM sequence to bind a particular nucleic acid region, where the “N” in “NGG” is
adenosine (A), thymidine (T), or cytosine (C), and the G is guanosine. This may limit the ability
to edit desired bases within a genome. In some embodiments, the base editing fusion proteins
provided herein may need to be placed at a precise location, for example a region comprising a
target base that is upstream of the PAM. See e.g., Komor, A.C,, ef al., “Programmable editing
of a target base in genomic DNA without double-stranded DNA cleavage” Nature 533, 420-424
(2016), the entire contents of which are hereby incorporated by reference. Accordingly, in some
embodiments, any of the fusion proteins provided herein may contain a Cas9 domain that is
capable of binding a nucleotide sequence that does not contain a canonical (e.g., NGG) PAM
sequence. Cas9 domains that bind to non-canonical PAM sequences have been described in the
art and would be apparent to the skilled artisan. For example, Cas9 domains that bind non-
canonical PAM sequences have been described in Kleinstiver, B. P, et al., “Engineered
CRISPR-Cas9 nucleases with altered PAM specificities” Nature 523, 481-485 (2015); and
Kleinstiver, B. P., et al., “Broadening the targeting range of Staphylococcus aureus CRISPR-
Cas9 by modifying PAM recognition” Nature Biotechnology 33, 1293-1298 (2015); the entire

contents of each are hereby incorporated by reference.

High fidelity Cas9 domains

Some aspects of the disclosure provide high fidelity Cas9 domains. In some
embodiments, high fidelity Cas9 domains are engineered Cas9 domains comprising one or more
mutations that decrease electrostatic interactions between the Cas9 domain and a sugar-
phosphate backbone of a DNA, as compared to a corresponding wild-type Cas9 domain.
Without wishing to be bound by any particular theory, high fidelity Cas9 domains that have
decreased electrostatic interactions with a sugar-phosphate backbone of DNA may have less oft-
target effects. In some embodiments, a Cas9 domain (e.g., a wild-type Cas9 domain) comprises
one or more mutations that decreases the association between the Cas9 domain and a sugar-
phosphate backbone of a DNA. In some embodiments, a Cas9 domain comprises one or more
mutations that decreases the association between the Cas9 domain and a sugar-phosphate

backbone of a DNA by at least 1%, at least 2%, at least 3%, at least 4%, at least 5%, at least
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10%, at least 15%, at least 20%, at least 25%, at least 30%, at least 35%, at least 40%, at least
45%, at least 50%, at least 55%, at least 60%, at least 65%, or at least 70%.

In some embodiments, any of the Cas9 fusion proteins provided herein comprise one or
more of a N497X, a R661X, a Q695X and/or a Q926X mutation, or a corresponding mutation
in any of the amino acid sequences provided herein, wherein X is any amino acid. In some
embodiments, any of the Cas9 fusion proteins provided herein comprise one or more of a
N497A, aR661A, a Q695A, and/or a Q926A mutation, or a corresponding mutation in any of
the amino acid sequences provided herein. In some embodiments, the Cas9 domain comprises a
D10A mutation, or a corresponding mutation in any of the amino acid sequences provided
herein. Cas9 domains with high fidelity are known in the art and would be apparent to the
skilled artisan. For example, Cas9 domains with high fidelity have been described in
Kleinstiver, B.P., et al. “High-fidelity CRISPR-Cas9 nucleases with no detectable genome-wide
off-target effects.” Nature 529, 490-495 (2016); and Slaymaker, L M., ef al. “Rationally
engineered Cas9 nucleases with improved specificity.” Science 351, 84-88 (2015); the entire
contents of each are incorporated herein by reference.

In some embodiments, the modified Cas9 is a high fidelity Cas9 enzyme. In some
embodiments, the high fidelity Cas9 enzyme is SpCas9(K855A), eSpCas9(1.1), SpCas9-HF1, or
hyper accurate Cas9 variant (HypaCas9). The modified Cas9 eSpCas9(1.1) contains alanine
substitutions that weaken the interactions between the HNH/RuvC groove and the non-target
DNA strand, preventing strand separation and cutting at off-target sites. Similarly, SpCas9-HF 1
lowers off-target editing through alanine substitutions that disrupt Cas9's interactions with the
DNA phosphate backbone. HypaCas9 contains mutations (SpCas9
N692A/M694A/Q695A/H698A) in the REC3 domain that increase Cas9 proofreading and target
discrimination. All three high fidelity enzymes generate less off-target editing than wildtype
Cas9. An exemplary high fidelity Cas9 is provided below.

High Fidelity Cas9 domain mutations relative to Cas9 are shown in bold and underlined:

DKKYSIGLAIGTNSVGWAVITDEYKVPSKKFRVLGNTDRHSIKKNLIGALLFDSGETAEATRLKRTARRR
YTRRKNRICYLQETIFSNEMAKVDDSEFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKK
LVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKAT
LSARLSKSRRLENLIAQLPGEKKNGLEFGNLIALSLGLTPNFKSNEDLAEDAKLQLSKDTYDDDLDNLLAQ
IGDOQYADLFLAAKNLSDAILLSDILRVNTEITKAPLSASMIKRY DEHHODLTLLKALVROQOLPEKYKETEF
FDOSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKOQRTEDNGSIPHQIHLGELHA
ILRROEDEFYPFLKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEETITPWNEFEEVVDKGASAQSE
IERMTAFDKNLPNEKVLPKHSLLYEY FTVYNELTKVKY VT EGMRKPAFLSGEQKKATIVDLLEKTNRKVTV

KOLKEDYFKKIECEFDSVEISGVEDREFNASLGTYHDLLKITIKDKDFLDNEENEDILEDIVLTLTLFEDREM
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IEERLKTYAHLEFDDKVMKQLKRRRYTGWGALSRKLINGIRDKQSGKTILDFLKSDGFANRNFMALTHDDS
LTFKEDIQKAQVSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOQ
KGOKNSRERMKRIEEGIKELGSQILKEHPVENTOQLONEKLYLYYLONGRDMYVDOQELDINRLSDYDVDHI
VPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROQLLNAKLITQRKEDNLTKAERGGLSEL
DKAGFIKRQLVETRATITKHVAQILDSRMNTKY DENDKLIREVKVITLKSKLVSDFRKDFQFYKVREINNY
HHAHDAYLNAVVGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFEFYSNIMNEFEKTEIT
LANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVOTGGESKESILPKRNSDKLIA
RKKDWDPKKYGGEFDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVK
KDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHYEKLKGSPEDNEQKQLEVEQ
HKHYLDEITIEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENI THLFTLTNLGAPAAFKYEFDTTI
DRKRYTSTKEVLDATLTHOSITGLYETRIDLSQLGGD

Fusion proteins comprising a nuclear localization sequence (NLS)

In some embodiments, the fusion proteins provided herein further comprise one or more
(e.g., 2, 3, 4, 5) nuclear targeting sequences, for example a nuclear localization sequence (NLS).
In one embodiment, a bipartite NLS is used. In some embodiments, a NLS comprises an amino
acid sequence that facilitates the importation of a protein, that comprises an NLS, into the cell
nucleus (e.g., by nuclear transport). In some embodiments, any of the fusion proteins provided
herein further comprise a nuclear localization sequence (NLS). In some embodiments, the NLS
is fused to the N-terminus of the fusion protein. In some embodiments, the NLS is fused to the
C-terminus of the fusion protein. In some embodiments, the NLS is fused to the N-terminus of
the Cas9 domain. In some embodiments, the NLS is fused to the C-terminus of an nCas9
domain or a dCas9 domain. In some embodiments, the NLS is fused to the N-terminus of the
deaminase. In some embodiments, the NLS is fused to the C-terminus of the deaminase. In
some embodiments, the NLS is fused to the fusion protein via one or more linkers. In some
embodiments, the NLS is fused to the fusion protein without a linker. In some embodiments, the
NLS comprises an amino acid sequence of any one of the NLS sequences provided or referenced
herein. Additional nuclear localization sequences are known in the art and would be apparent to
the skilled artisan. For example, NLS sequences are described in Plank ez al.,
PCT/EP2000/011690, the contents of which are incorporated herein by reference for their
disclosure of exemplary nuclear localization sequences. In some embodiments, an NLS
comprises the amino acid sequence PKKKRKVEGADKRTADGSEFESPKKKRKYV,
KRTADGSEFESPKKKRKYV, KRPAATKKAGQAKKKK, KKTELQTTNAENKTKKL,
KRGINDRNFWRGENGRKTR, RKSGKIAAITVVKRPRKPKKKRKYV, or
MDSLLMNRRKFLYQFKNVRWAKGRRETYLC.
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In some embodiments, the NLS is present in a linker or the NLS is flanked by linkers, for
example, the linkers described herein. In some embodiments, the N-terminus or C-terminus
NLS is a bipartite NLS. A bipartite NLS comprises two basic amino acid clusters, which are
separated by a relatively short spacer sequence (hence bipartite - 2 parts, while monopartite
NLSs are not). The NLS of nucleoplasmin, KR[PAATKKAGQA]KKKK, is the prototype of
the ubiquitous bipartite signal: two clusters of basic amino acids, separated by a spacer of about
10 amino acids. The sequence of an exemplary bipartite NLS follows:
PKKKRKVEGADKRTADGSEFESPKKKRKYV

In some embodiments, the fusion proteins of the invention do not comprise a linker
sequence. In some embodiments, linker sequences between one or more of the domains or
proteins are present.

It should be appreciated that the fusion proteins of the present disclosure may comprise
one or more additional features. For example, in some embodiments, the fusion protein may
comprise inhibitors, cytoplasmic localization sequences, export sequences, such as nuclear
export sequences, or other localization sequences, as well as sequence tags that are useful for
solubilization, purification, or detection of the fusion proteins. Suitable protein tags provided
herein include, but are not limited to, biotin carboxylase carrier protein (BCCP) tags, myc-tags,
calmodulin-tags, FLAG-tags, hemagglutinin (HA)-tags, polyhistidine tags, also referred to as
histidine tags or His-tags, maltose binding protein (MBP)-tags, nus-tags, glutathione-S-
transferase (GST)-tags, green fluorescent protein (GFP)-tags, thioredoxin-tags, S-tags, Softags
(e.g., Softag 1, Softag 3), strep-tags, biotin ligase tags, FIAsH tags, V5 tags, and SBP-tags.
Additional suitable sequences will be apparent to those of skill in the art. In some embodiments,
the fusion protein comprises one or more His tags.

A vector that encodes a CRISPR enzyme comprising one or more nuclear localization
sequences (NLSs) can be used. For example, there can be or be about 1,2,3,4,5,6,7,8,9, 10
NLSsused. A CRISPR enzyme can comprise the NLSs at or near the ammo-terminus, about or
more than about 1, 2, 3,4, 5,6, 7, 8,9, 10 NLSs at or near the carboxy-terminus, or any
combination of these (e.g., one or more NLS at the ammo-terminus and one or more NLS at the
carboxy terminus). When more than one NLS is present, each can be selected independently of
others, such that a single NLS can be present in more than one copy and/or in combination with
one or more other NLSs present in one or more copies.

CRISPR enzymes used in the methods can comprise about 6 NLSs. An NLS is
considered near the N- or C-terminus when the nearest amino acid to the NLS is within about 50
amino acids along a polypeptide chain from the N- or C-terminus, e.g., within 1, 2, 3, 4, 5, 10,
15, 20, 25, 30, 40, or 50 amino acids.
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Nucleobase Editing Domain

Described herein are base editors comprising a fusion protein that includes a
polynucleotide programmable nucleotide binding domain and a nucleobase editing domain (e.g.,
a deaminase domain). The base editor can be programmed to edit one or more bases in a target
polynucleotide sequence by interacting with a guide polynucleotide capable of recognizing the
target sequence. Once the target sequence has been recognized, the base editor is anchored on
the polynucleotide where editing is to occur, and the deaminase domain components of the base
editor can then edit a target base.

In some embodiments, the nucleobase editing domain includes a deaminase domain. As
particularly described herein, the deaminase domain includes an adenosine deaminase. In some
embodiments, the terms “adenine deaminase” and “adenosine deaminase” can be used
interchangeably. Details of nucleobase editing proteins are described in International PCT
Application Nos. PCT/2017/045381 (W02018/027078) and PCT/US2016/058344
(W02017/070632), each of which is incorporated herein by reference for its entirety. Also see
Komor, A.C., ef al., “Programmable editing of a target base in genomic DNA without double-
stranded DNA cleavage” Nature 533, 420-424 (2016); Gaudelli, N.M., ef al., “Programmable
base editing of AT to G+C in genomic DNA without DNA cleavage” Nature 551, 464-471
(2017); and Komor, A.C,, et al., “Improved base excision repair inhibition and bacteriophage
Mu Gam protein yields C:G-to-T: A base editors with higher efficiency and product purity”
Science Advances 3:eaa04774 (2017), the entire contents of which are hereby incorporated by

reference.

A to G Editing

In some embodiments, a base editor described herein can comprise a deaminase domain
which includes an adenosine deaminase. Such an adenosine deaminase domain of a base editor
can facilitate the editing of an adenine (A) nucleobase to a guanine (G) nucleobase by
deaminating the A to form inosine (I), which exhibits base pairing properties of G. Adenosine
deaminase is capable of deaminating (i.e., removing an amine group) adenine of a
deoxyadenosine residue in deoxyribonucleic acid (DNA).

In some embodiments, the nucleobase editors provided herein can be made by fusing
together one or more protein domains, thereby generating a fusion protein. In certain
embodiments, the fusion proteins provided herein comprise one or more features that improve
the base editing activity (e.g., efficiency, selectivity, and specificity) of the fusion proteins. For

example, the fusion proteins provided herein can comprise a Cas9 domain that has reduced
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nuclease activity. In some embodiments, the fusion proteins provided herein can have a Cas9
domain that does not have nuclease activity (dCas9), or a Cas9 domain that cuts one strand of a
duplexed DNA molecule, referred to as a Cas9 nickase (nCas9). Without wishing to be bound
by any particular theory, the presence of the catalytic residue (e.g., H840) maintains the activity
of the Cas9 to cleave the non-edited (e.g., non-deaminated) strand containing a T opposite the
targeted A. Mutation of the catalytic residue (e.g., D10 to A10) of Cas9 prevents cleavage of the
edited strand containing the targeted A residue. Such Cas9 variants are able to generate a single-
strand DNA break (nick) at a specific location based on the gRNA-defined target sequence,
leading to repair of the non-edited strand, ultimately resulting in a T to C change on the non-
edited strand. In some embodiments, an A-to-G base editor further comprises an inhibitor of
inosine base excision repair, for example, a uracil glycosylase inhibitor (UGI) domain or a
catalytically inactive inosine specific nuclease. Without wishing to be bound by any particular
theory, the UGI domain or catalytically inactive inosine specific nuclease can inhibit or prevent
base excision repair of a deaminated adenosine residue (e.g., inosine), which can improve the
activity or efficiency of the base editor.

A base editor comprising an adenosine deaminase can act on any polynucleotide,
including DNA, RNA and DNA-RNA hybrids. In certain embodiments, a base editor
comprising an adenosine deaminase can deaminate a target A of a polynucleotide comprising
RNA. For example, the base editor can comprise an adenosine deaminase domain capable of
deaminating a target A of an RNA polynucleotide and/or a DNA-RNA hybrid polynucleotide.
In an embodiment, an adenosine deaminase incorporated into a base editor comprises all or a
portion of adenosine deaminase acting on RNA (ADAR, e.g., ADARI1 or ADAR2). In another
embodiment, an adenosine deaminase incorporated into a base editor comprises all or a portion
of adenosine deaminase acting on tRNA (ADAT). A base editor comprising an adenosine
deaminase domain can also be capable of deaminating an A nucleobase of a DNA
polynucleotide. In an embodiment an adenosine deaminase domain of a base editor comprises
all or a portion of an ADAT comprising one or more mutations which permit the ADAT to
deaminate a target A in DNA. For example, the base editor can comprise all or a portion of an
ADAT from Escherichia coli (EcTadA) comprising one or more of the following mutations:
DI108N, A106V, D147Y, E155V, L84F, H123Y, I156F, or a corresponding mutation in another
adenosine deaminase.

The adenosine deaminase can be derived from any suitable organism (e.g., E. coli). In
some embodiments, the adenine deaminase is a naturally-occurring adenosine deaminase that
includes one or more mutations corresponding to any of the mutations provided herein (e.g.,

mutations in ecTadA). The corresponding residue in any homologous protein can be identified
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by e.g., sequence alignment and determination of homologous residues. The mutations in any
naturally-occurring adenosine deaminase (e.g., having homology to ecTadA) that corresponds to
any of the mutations described herein (e.g., any of the mutations identified in ecTadA) can be

generated accordingly.

Adenosine deaminases

In some embodiments, a base editor described herein can comprise a deaminase domain
which includes an adenosine deaminase. Such an adenosine deaminase domain of a base editor
can facilitate the editing of an adenine (A) nucleobase to a guanine (G) nucleobase by
deaminating the A to form inosine (I), which exhibits base pairing properties of G. Adenosine
deaminase is capable of deaminating (i.e., removing an amine group) adenine of a
deoxyadenosine residue in deoxyribonucleic acid (DNA).

In some embodiments, the adenosine deaminases provided herein are capable of
deaminating adenine. In some embodiments, the adenosine deaminases provided herein are
capable of deaminating adenine in a deoxyadenosine residue of DNA. In some embodiments,
the adenine deaminase is a naturally-occurring adenosine deaminase that includes one or more
mutations corresponding to any of the mutations provided herein (e.g., mutations in ecTadA).
One of skill in the art will be able to identify the corresponding residue in any homologous
protein, e.g., by sequence alignment and determination of homologous residues. Accordingly,
one of skill in the art would be able to generate mutations in any naturally-occurring adenosine
deaminase (e.g., having homology to ecTadA) that corresponds to any of the mutations
described herein, e.g., any of the mutations identified in ecTadA. In some embodiments, the
adenosine deaminase is from a prokaryote. In some embodiments, the adenosine deaminase 1s
from a bacterium. In some embodiments, the adenosine deaminase is from FEscherichia coli,
Staphylococcus aureus, Salmonella typhi, Shewanella putrefaciens, Haemophilus influenzae,
Caulobacter crescentus, or Bacillus subtilis. In some embodiments, the adenosine deaminase is
from E. coli.

The invention provides adenosine deaminase variants that have increased efficiency
(>50-60%) and specificity. In particular, the adenosine deaminase variants described herein are
more likely to edit a desired base within a polynucleotide and are less likely to edit bases that are
not intended to be altered (i.e., “bystanders”).

In particular embodiments, the TadA is any one of the TadA described in
PCT/US2017/045381 (WO 2018/027078), which is incorporated herein by reference in its

entirety.
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In some embodiments, the nucleobase editors of the invention are adenosine deaminase
variants comprising an alteration in the following sequence:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAH
AEIMALRQGGLVMQNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAA
GSLMDVLHYPGMNHRVEITEGILADECAALLCYFFRMPRQVFNAQKKAQSSTD  (also
termed TadA*7.10).

In particular embodiments, the fusion proteins comprise a single (e.g., provided as a
monomer) TadA*8 variant. In some embodiments, the TadA*8 is linked to a Cas9 nickase. In
some embodiments, the fusion proteins of the invention comprise as a heterodimer of a wild-
type TadA (TadA(wt)) linked to a TadA*8 variant. In other embodiments, the fusion proteins of
the invention comprise as a heterodimer of a TadA*7.10 linked to a TadA*8 variant. In some
embodiments, the base editor is ABE8 comprising a TadA*8 variant monomer. In some
embodiments, the base editor is ABE8 comprising a heterodimer of a TadA*8 variant and a
TadA(wt). In some embodiments, the base editor is ABE8 comprising a heterodimer of a
TadA*8 variant and TadA*7.10. In some embodiments, the base editor is ABE8 comprising a
heterodimer of a TadA*8 variant. In some embodiments, the TadA*8 variant is selected from
Table 7. In some embodiments, the ABES is selected from Table 7. The relevant sequences
follow:

Wild-type TadA (TadA(wt)) or “the TadA reference sequence”
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAETMALR
QGGLVMONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNH
RVEITEGILADECAALLSDFFRMRRQEIKAQKKAQSSTD

TadA*7.10:

MSEVEFSHEYW MRHALTLAKR ARDEREVPVG AVLVLNNRVI GEGWNRAIGL HDPTAHAEIM
ALRQGGLVMQ NYRLIDATLY VTEFEPCVMCA GAMIHSRIGR VVEGVRNAKT GAAGSLMDVL
HYPGMNHRVE ITEGILADEC AALLCYFEFRM PROVENAQKK AQSSTD

In some embodiments, the adenosine deaminase comprises an amino acid sequence that
is at least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least 85%, at least 90%,
at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to
any one of the amino acid sequences set forth in any of the adenosine deaminases provided
herein. It should be appreciated that adenosine deaminases provided herein may include one or
more mutations (e.g., any of the mutations provided herein). The disclosure provides any
deaminase domains with a certain percent identity plus any of the mutations or combinations
thereof described herein. In some embodiments, the adenosine deaminase comprises an amino
acid sequence that has 1, 2, 3,4, 5,6, 7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22,
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21, 24, 25,26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48,
49, 50, or more mutations compared to a reference sequence, or any of the adenosine
deaminases provided herein. In some embodiments, the adenosine deaminase comprises an
amino acid sequence that has at least 5, at least 10, at least 15, at least 20, at least 25, at least 30,
at least 35, at least 40, at least 45, at least 50, at least 60, at least 70, at least 80, at least 90, at
least 100, at least 110, at least 120, at least 130, at least 140, at least 150, at least 160, or at least
170 identical contiguous amino acid residues as compared to any one of the amino acid
sequences known in the art or described herein.

In some embodiments the TadA deaminase is a full-length £. coli TadA deaminase. For

example, in certain embodiments, the adenosine deaminase comprises the amino acid sequence:

MRRAFITGVFFLSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHD
PTAHAETMALRQGGLVMONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSL
MDVLHHPGMNHRVEITEGILADECAALLSDEFFRMRROQE IKAQKKAQSSTD.

It should be appreciated, however, that additional adenosine deaminases useful in the
present application would be apparent to the skilled artisan and are within the scope of this
disclosure. For example, the adenosine deaminase may be a homolog of adenosine deaminase
acting on tRNA (ADAT). Without limitation, the amino acid sequences of exemplary AD AT

homologs include the following:
Staphylococcus aureus TadA:

MGSHMTNDIYFMTLATEEAKKAAQLGEVPIGAIITKDDEVIARAHENLRETLOOQPTAHAEHIATE
RAAKVLGSWRLEGCTLYVTLEPCVMCAGTIVMSRIPRVVYGADDPKGGCSGS
IMNLLOOSNFNHRAIVDKGVLKEACSTLLTTFFKNLRANKKSTN

Bacillus subtilis TadA:

MTODELYMKEATIKEAKKAEEKGEVPIGAVLVINGEITARAHNLRETEQRSTAHAEMLVIDEACK
ALGTWRLEGATLYVTLEPCPMCAGAVVLSRVEKVVEGAFDPKGGCSGTLMNLLOEERENHQAEY
VSGVLEEECGGMLSAFFRELRKKKKAARKNLSE

Salmonella typhimurium (S. typhimurium) TadA:

MPPAFITGVTSLSDVELDHEYWMRHALTLAKRAWDEREVPVGAVLVHNHRVIGEGWNRPIGRHD
PTAHAETIMALRQGGLVLONYRLLDTTLYVTLEPCVMCAGAMVHSRIGRVVEGARDAKTGAAGSL
IDVLHHPGMNHRVEITEGVLRDECATLLSDFFRMRROETIKALKKADRAEGAGPAV

Shewanella putrefaciens (S. putrefaciens) TadA:
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MDEYWMOQVAMOMAEKAEAAGEVPVGAVLVKDGOQIATGYNLSISQHDPTAHAETLCLRSAGKKL
ENYRLLDATLYITLEPCAMCAGAMVHSRIARVVYGARDEKTGAAGTVVNLLOHPAFNHQVEVTS
GVLAEACSAQLSRFFKRRRDEKKALKLAQRAQQOGIE

Haemophilus influenzae ¥3031 (H. influenzae) TadA:

MDAAKVRSEFDEKMMRYALELADKAEALGEIPVGAVLVDDARNIIGEGWNLSIVQSDPTAHAET
IALRNGAKNIONYRLILNSTLYVTLEPCTMCAGAILHSRIKRLVEGASDYKTGAIGSRFHEFFDDY
KMNHTLEITSGVLAEECSQKLSTFFOKRREEKKIEKALLKSLSDK

Caulobacter crescentus (C. crescentus) TadA:

MRTDESEDODHRMMRLALDAARAAAEAGETPVGAVILDPSTGEVIATAGNGPIAAHDPTAHAET
AAMRAAAAKLGNYRLTDLTLVVTLEPCAMCAGAISHARIGRVVFGADDPKGGAVVHGPKFFAQP
TCHWRPEVTGGVLADESADLLRGFFRARRKAKT

Geobacter sulfurreducens (G. sulfurreducens) TadA:

MSSLKKTPIRDDAYWMGKATREAAKAAARDEVPIGAVIVRDGAVIGRGHNLREGSNDPSAHAEM
IATROAARRSANWRLTGATLYVTLEPCIMCMGAI ILARLERVVEGCYDPKGGAAGSLYDLSADP
RLNHQVRLSPGVCQEECGTMLSDFFRDLRRRKKAKATPALFIDERKVPPEP

An embodiment of £. Coli TadA (ecTadA) includes the following:

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAETMALR
QGGLVMONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNH
RVEITEGILADECAALLCYFFRMPROQVEFNAQKKAQSSTD

In some embodiments, the adenosine deaminase is from a prokaryote. In some
embodiments, the adenosine deaminase is from a bacterium. In some embodiments, the
adenosine deaminase is from Lscherichia coli, Staphylococcus aureus, Salmonella typhi,
Shewanella putrefaciens, Haemophilus influenzae, Caulobacter crescentus, or Bacillus subtilis.
In some embodiments, the adenosine deaminase is from £. coli.

In one embodiment, a fusion protein of the invention comprises a wild-type TadA linked
to TadA7.10, which is linked to Cas9 nickase. In particular embodiments, the fusion proteins
comprise a single TadA7.10 domain (e.g., provided as a monomer). In other embodiments, the
ABE7.10 editor comprises TadA7.10 and TadA(wt), which are capable of forming heterodimers.

In some embodiments, the adenosine deaminase comprises an amino acid sequence that
is at least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least 85%, at least 90%,
at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to
any one of the amino acid sequences set forth in any of the adenosine deaminases provided

herein. It should be appreciated that adenosine deaminases provided herein may include one or
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more mutations (e.g., any of the mutations provided herein). The disclosure provides any
deaminase domains with a certain percent identity plus any of the mutations or combinations
thereof described herein. In some embodiments, the adenosine deaminase comprises an amino
acid sequence that has 1, 2, 3,4, 5,6, 7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22,
21, 24, 25,26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48,
49, 50, or more mutations compared to a reference sequence, or any of the adenosine
deaminases provided herein. In some embodiments, the adenosine deaminase comprises an
amino acid sequence that has at least 5, at least 10, at least 15, at least 20, at least 25, at least 30,
at least 35, at least 40, at least 45, at least 50, at least 60, at least 70, at least 80, at least 90, at
least 100, at least 110, at least 120, at least 130, at least 140, at least 150, at least 160, or at least
170 identical contiguous amino acid residues as compared to any one of the amino acid
sequences known in the art or described herein.

It should be appreciated that any of the mutations provided herein (e.g., based on the
TadA reference sequence) can be introduced into other adenosine deaminases, such as £. coli
TadA (ecTadA), S. aureus TadA (saTadA), or other adenosine deaminases (e.g., bacterial
adenosine deaminases). It would be apparent to the skilled artisan that additional deaminases
may similarly be aligned to identify homologous amino acid residues that can be mutated as
provided herein. Thus, any of the mutations identified in the TadA reference sequence can be
made in other adenosine deaminases (e.g., ecTada) that have homologous amino acid residues.
It should also be appreciated that any of the mutations provided herein can be made individually
or in any combination in the TadA reference sequence or another adenosine deaminase.

In some embodiments, the adenosine deaminase comprises a D108X mutation in the
TadA reference sequence, or a corresponding mutation in another adenosine deaminase (e.g.,
ecTadA), where X indicates any amino acid other than the corresponding amino acid in the
wild-type adenosine deaminase. In some embodiments, the adenosine deaminase comprises a
D108G, D108N, D108V, D108A, or D108Y mutation, or a corresponding mutation in another
adenosine deaminase.

In some embodiments, the adenosine deaminase comprises an A106X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an A106V
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., wild type TadA or ecTadA).

In some embodiments, the adenosine deaminase comprises a E155X mutation in TadA

reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
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where the presence of X indicates any amino acid other than the corresponding amino acid in the
wild-type adenosine deaminase. In some embodiments, the adenosine deaminase comprises a
E155D, E155G, or E155V mutation in TadA reference sequence, or a corresponding mutation in
another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises a D147X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where the presence of X indicates any amino acid other than the corresponding amino acid in the
wild-type adenosine deaminase. In some embodiments, the adenosine deaminase comprises a
D147Y, mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an A106X, E155X, or
D147X, mutation in the TadA reference sequence, or a corresponding mutation in another
adenosine deaminase (e.g., ecTadA), where X indicates any amino acid other than the
corresponding amino acid in the wild-type adenosine deaminase. In some embodiments, the
adenosine deaminase comprises an E155D, E155G, or E155V mutation. In some embodiments,
the adenosine deaminase comprises a D147Y.

For example, an adenosine deaminase can contain a D108N, a A106V, a E155V, and/or
a D147Y mutation in TadA reference sequence, or a corresponding mutation in another

adenosine deaminase (e.g., ecTadA). In some embodiments, an adenosine deaminase comprises

[T3%:2)
>

the following group of mutations (groups of mutations are separated by a ““;”’) in TadA reference
sequence, or corresponding mutations in another adenosine deaminase (e.g., ecTadA): D108N
and A106V; D108N and E155V; D108N and D147Y; A106V and E155V; A106V and D147Y;
E155V and D147Y; D108N, A106V, and E155V; D108N, A106V, and D147Y; D108N, E155V,
and D147Y; A106V, E155V, and D 147Y; and D108N, A106V, E155V, and D147Y. It should
be appreciated, however, that any combination of corresponding mutations provided herein can
be made in an adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of a H8X, T17X,
L18X, W23X, L34X, W45X, R51X, A56X, E59X, E85X, M94X, 195X, V102X, F104X,
A106X, R107X, D108X, K110X, M118X, N127X, A138X, F149X, M151X, R153X, Q154X,
[156X, and/or K157X mutation in TadA reference sequence, or one or more corresponding
mutations in another adenosine deaminase (e.g., ecTadA), where the presence of X indicates any
amino acid other than the corresponding amino acid in the wild-type adenosine deaminase. In
some embodiments, the adenosine deaminase comprises one or more of H8Y, T17S, L18E,
W23L, L34S, W45L, RS1H, AS6E, or A56S, E59G, E85K, or E85G, M94L, I95L, V102A,

F104L, A106V, R107C, or R107H, or R107P, D108G, or D108N, or D108V, or D108A, or
165



10

15

20

25

30

WO 2020/168133 PCT/US2020/018193

D108Y, K110L, M118K, N127S, A138V, F149Y, M151V, R153C, Q154L, 1156D, and/or
K157R mutation in TadA reference sequence, or one or more corresponding mutations in
another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of a H8X,
D108X, and/or N127X mutation in TadA reference sequence, or one or more corresponding
mutations in another adenosine deaminase (e.g., ecTadA), where X indicates the presence of any
amino acid. In some embodiments, the adenosine deaminase comprises one or more of a H8Y,
D108N, and/or N127S mutation in TadA reference sequence, or one or more corresponding
mutations in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of H8X, R26X,
M61X, L68X, M70X, A106X, D108X, A109X, N127X, D147X, R152X, Q154X, E155X,
K161X, Q163X and/or T166X mutation in TadA reference sequence, or one or more
corresponding mutations in another adenosine deaminase (e.g., ecTadA), where X indicates the
presence of any amino acid other than the corresponding amino acid in the wild-type adenosine
deaminase. In some embodiments, the adenosine deaminase comprises one or more of H8Y,
R26W, M611, L68Q, M70V, A106T, D108N, A109T, N127S, D147Y, R152C, Q154H or
Q154R, E155G or E155V or E155D, K161Q, Q163H, and/or T166P mutation in the TadA
reference sequence, or one or more corresponding mutations in another adenosine deaminase
(e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one, two, three, four, five, or
six mutations selected from the group consisting of H8X, D108X, N127X, D147X, R152X, and
Q154X in TadA reference sequence, or a corresponding mutation or mutations in another
adenosine deaminase (e.g., ecTadA), where X indicates the presence of any amino acid other
than the corresponding amino acid in the wild-type adenosine deaminase. In some
embodiments, the adenosine deaminase comprises one, two, three, four, five, six, seven, or eight
mutations selected from the group consisting of H8X, M61X, M70X, D108X, N127X, Q154X,
E155X, and Q163X in the TadA reference sequence, or a corresponding mutation or mutations
in another adenosine deaminase (e.g., ecTadA), where X indicates the presence of any amino
acid other than the corresponding amino acid in the wild-type adenosine deaminase. In some
embodiments, the adenosine deaminase comprises one, two, three, four, or five, mutations
selected from the group consisting of H8X, D108X, N127X, E155X, and T166X in TadA
reference sequence, or a corresponding mutation or mutations in another adenosine deaminase
(e.g., ecTadA), where X indicates the presence of any amino acid other than the corresponding

amino acid in the wild-type adenosine deaminase.
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In some embodiments, the adenosine deaminase comprises one, two, three, four, five, or
six mutations selected from the group consisting of H8X, A106X, D108X, mutation or
mutations in another adenosine deaminase, where X indicates the presence of any amino acid
other than the corresponding amino acid in the wild-type adenosine deaminase. In some
embodiments, the adenosine deaminase comprises one, two, three, four, five, six, seven, or eight
mutations selected from the group consisting of H8X, R26X, L68X, D108X, N127X, D147X,
and E155X, or a corresponding mutation or mutations in another adenosine deaminase, where X
indicates the presence of any amino acid other than the corresponding amino acid in the wild-
type adenosine deaminase. In some embodiments, the adenosine deaminase comprises one, two,
three, four, or five, mutations selected from the group consisting of H8X, D108X, A109X,
N127X, and E155X in TadA reference sequence, or a corresponding mutation or mutations in
another adenosine deaminase (e.g., ecTadA), where X indicates the presence of any amino acid
other than the corresponding amino acid in the wild-type adenosine deaminase.

In some embodiments, the adenosine deaminase comprises one, two, three, four, five, or
six mutations selected from the group consisting of H8Y, D108N, N127S, D147Y, R152C, and
Q154H in TadA reference sequence, or a corresponding mutation or mutations in another
adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine deaminase
comprises one, two, three, four, five, six, seven, or eight mutations selected from the group
consisting of H8Y, M611, M70V, D108N, N127S, Q154R, E155G and Q163H in TadA
reference sequence, or a corresponding mutation or mutations in another adenosine deaminase
(e.g., ecTadA). In some embodiments, the adenosine deaminase comprises one, two, three, four,
or five, mutations selected from the group consisting of H8Y, D108N, N127S, E155V, and
T166P in TadA reference sequence, or a corresponding mutation or mutations in another
adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine deaminase
comprises one, two, three, four, five, or six mutations selected from the group consisting of
H8Y, A106T, D108N, N127S, E155D, and K161Q in TadA reference sequence, or a
corresponding mutation or mutations in another adenosine deaminase (e.g., ecTadA). In some
embodiments, the adenosine deaminase comprises one, two, three, four, five, six, seven, or eight
mutations selected from the group consisting of H8Y, R26W, L68Q, D108N, N127S, D147Y,
and E155V in TadA reference sequence, or a corresponding mutation or mutations in another
adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine deaminase
comprises one, two, three, four, or five, mutations selected from the group consisting of H8Y,
D108N, A109T, N1278S, and E155G in TadA reference sequence, or a corresponding mutation

or mutations in another adenosine deaminase (e.g., ecTadA).
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Any of the mutations provided herein and any additional mutations (e.g., based on the
ecTadA amino acid sequence) can be introduced into any other adenosine deaminases. Any of
the mutations provided herein can be made individually or in any combination in TadA
reference sequence or another adenosine deaminase (e.g., ecTadA).

Details of A to G nucleobase editing proteins are described in International PCT
Application No. PCT/2017/045381 (W(02018/027078) and Gaudelli, N.M., ef al.,
“Programmable base editing of AT to G*C in genomic DNA without DNA cleavage” Nature,
551, 464-471 (2017), the entire contents of which are hereby incorporated by reference.

In some embodiments, the adenosine deaminase comprises one or more corresponding
mutations in another adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine
deaminase comprises a D108N, D108G, or D108V mutation in TadA reference sequence, or
corresponding mutations in another adenosine deaminase (e.g., ecTadA). In some embodiments,
the adenosine deaminase comprises a A106V and D108N mutation in TadA reference sequence,
or corresponding mutations in another adenosine deaminase (e.g., ecTadA). In some
embodiments, the adenosine deaminase comprises R107C and D108N mutations in TadA
reference sequence, or corresponding mutations in another adenosine deaminase (e.g., ecTadA).
In some embodiments, the adenosine deaminase comprises a H8Y, D108N, N127S, D147Y, and
Q154H mutation in TadA reference sequence, or corresponding mutations in another adenosine
deaminase (e.g., ecTadA). In some embodiments, the adenosine deaminase comprises a H8Y,
DI108N, N127S, D147Y, and E155V mutation in TadA reference sequence, or corresponding
mutations in another adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine
deaminase comprises a D108N, D147Y, and E155V mutation in TadA reference sequence, or
corresponding mutations in another adenosine deaminase (e.g., ecTadA). In some embodiments,
the adenosine deaminase comprises a H8Y, D108N, and N127S mutation in TadA reference
sequence, or corresponding mutations in another adenosine deaminase (e.g., ecTadA). In some
embodiments, the adenosine deaminase comprises a A106V, D108N, D147Y and E155V
mutation in TadA reference sequence, or corresponding mutations in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of a S2X, H8X,
149X, L84X, H123X, N127X, 1156X and/or K160X mutation in TadA reference sequence, or
one or more corresponding mutations in another adenosine deaminase, where the presence of X
indicates any amino acid other than the corresponding amino acid in the wild-type adenosine
deaminase. In some embodiments, the adenosine deaminase comprises one or more of S2A,
HS8Y, I49F, L84F, H123Y, N127S, I156F and/or K160S mutation in TadA reference sequence,

or one or more corresponding mutations in another adenosine deaminase (e.g., ecTadA).
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In some embodiments, the adenosine deaminase comprises an L.84X mutation adenosine
deaminase, where X indicates any amino acid other than the corresponding amino acid in the
wild-type adenosine deaminase. In some embodiments, the adenosine deaminase comprises an
L84F mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an H123X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an H123Y
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an 1156X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an I156F
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one, two, three, four, five,
six, or seven mutations selected from the group consisting of L84X, A106X, D108X, H123X,
D147X, E155X, and 156X in TadA reference sequence, or a corresponding mutation or
mutations in another adenosine deaminase (e.g., ecTadA), where X indicates the presence of any
amino acid other than the corresponding amino acid in the wild-type adenosine deaminase. In
some embodiments, the adenosine deaminase comprises one, two, three, four, five, or six
mutations selected from the group consisting of S2X, 149X, A106X, D108X, D147X, and
E155X in TadA reference sequence, or a corresponding mutation or mutations in another
adenosine deaminase (e.g., ecTadA), where X indicates the presence of any amino acid other
than the corresponding amino acid in the wild-type adenosine deaminase. In some embodiments,
the adenosine deaminase comprises one, two, three, four, or five, mutations selected from the
group consisting of H8X, A106X, D108X, N127X, and K160X in TadA reference sequence, or
a corresponding mutation or mutations in another adenosine deaminase (e.g., ecTadA), where X
indicates the presence of any amino acid other than the corresponding amino acid in the wild-
type adenosine deaminase.

In some embodiments, the adenosine deaminase comprises one, two, three, four, five,
six, or seven mutations selected from the group consisting of L84F, A106V, D108N, H123Y,

D147Y, E155V, and I156F in TadA reference sequence, or a corresponding mutation or
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mutations in another adenosine deaminase (e.g., ecTadA). In some embodiments, the adenosine
deaminase comprises one, two, three, four, five, or six mutations selected from the group
consisting of S2A, I149F, A106V, D108N, D147Y, and E155V in TadA reference sequence.

In some embodiments, the adenosine deaminase comprises one, two, three, four, or five,
mutations selected from the group consisting of HY, A106T, D108N, N127S, and K160S in
TadA reference sequence, or a corresponding mutation or mutations in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of a E25X,
R26X, R107X, A142X, and/or A143X mutation in TadA reference sequence, or one or more
corresponding mutations in another adenosine deaminase (e.g., ecTadA), where the presence of
X indicates any amino acid other than the corresponding amino acid in the wild-type adenosine
deaminase. In some embodiments, the adenosine deaminase comprises one or more of E25M,
E25D, E25A, E25R, E25V, E25S, E25Y, R26G, R26N, R26Q, R26C, R26L, R26K, R107P,
R107K, R107A, R107N, R107W, R107H, R107S, A142N, A142D, A142G, A143D, A143G,
A143E, A143L, A143W, A143M, A143S, A143Q and/or A143R mutation in TadA reference
sequence, or one or more corresponding mutations in another adenosine deaminase (e.g.,
ecTadA). In some embodiments, the adenosine deaminase comprises one or more of the
mutations described herein corresponding to TadA reference sequence, or one or more
corresponding mutations in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an E25X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an E25M,
E25D, E25A, E25R, E25V, E25S, or E25Y mutation in TadA reference sequence, or a
corresponding mutation in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an R26X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises R26G, R26N,
R26Q, R26C, R26L, or R26K mutation in TadA reference sequence, or a corresponding
mutation in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an R107X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type

adenosine deaminase. In some embodiments, the adenosine deaminase comprises an R107P,
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R107K, R107A, R107N, R107W, R107H, or R107S mutation in TadA reference sequence, or a
corresponding mutation in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an A142X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an A142N,
A142D, A142G, mutation in TadA reference sequence, or a corresponding mutation in another
adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an A143X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an A143D,
A143G, A143E, A143L, A143W, A143M, A143S, A143Q and/or A143R mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises one or more of a H36X,
N37X, P48X, 149X, R51X, M70X, N72X, D77X, E134X, S146X, Q154X, K157X, and/or
K161X mutation in TadA reference sequence, or one or more corresponding mutations in
another adenosine deaminase (e.g., ecTadA), where the presence of X indicates any amino acid
other than the corresponding amino acid in the wild-type adenosine deaminase. In some
embodiments, the adenosine deaminase comprises one or more of H36L, N37T, N37S, P48T,
P48L, 149V, RS1H, RS1L, M70L, N72S, D77G, E134G, S146R, S146C, Q154H, K157N,
and/or K161T mutation in TadA reference sequence, or one or more corresponding mutations in
another adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an H36X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an H36L
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an N37X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an N37T, or
N37S mutation in TadA reference sequence, or a corresponding mutation in another adenosine

deaminase (e.g., ecTadA).
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In some embodiments, the adenosine deaminase comprises an P48X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an P48T, or
P48L mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an R51X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase, where X
indicates any amino acid other than the corresponding amino acid in the wild-type adenosine
deaminase. In some embodiments, the adenosine deaminase comprises an RS1H, or RS1L
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an S146X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises an S146R, or
S146C mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an K157X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises a K157N
mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an P48X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises a P48S, P48T,
or P48 A mutation in TadA reference sequence, or a corresponding mutation in another
adenosine deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an A142X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type

adenosine deaminase. In some embodiments, the adenosine deaminase comprises a A142N
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mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an W23 X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises a W23R, or
W23L mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In some embodiments, the adenosine deaminase comprises an R152X mutation in TadA
reference sequence, or a corresponding mutation in another adenosine deaminase (e.g., ecTadA),
where X indicates any amino acid other than the corresponding amino acid in the wild-type
adenosine deaminase. In some embodiments, the adenosine deaminase comprises a R152P, or
R52H mutation in TadA reference sequence, or a corresponding mutation in another adenosine
deaminase (e.g., ecTadA).

In one embodiment, the adenosine deaminase may comprise the mutations H36L, RS1L,
L84F, A106V, D108N, H123Y, S146C, D147Y, E155V, 1156F, and K157N. In some
embodiments, the adenosine deaminase comprises the following combination of mutations

relative to TadA reference sequence, where each mutation of a combination is separated by a "
and each combination of mutations is between parentheses:
(A106V_D108N),

(R107C_D108N),

(H8Y D108N N127S D147Y Q154H),

(H8Y D108N N127S D147Y E155V),

(D108N_D147Y E155V),

(H8Y D108N N127S),

(H8Y D108N N127S D147Y Q154H),
(A106V_D108N_D147Y E155V),

(D108Q _D147Y E155V),

(D108M_D147Y _E155V),

(D108L_D147Y E155V),

(D108K_D147Y E155V),

(D108I D147Y E155V),

(D108F D147Y E155V),

(A106V_D108N_D147Y),

(A106V_D108M D147Y E155V),
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(ES9A A106V D10SN D147Y E155V),

(ES9A cat dead A106V _D10SN D147Y E155V),

(L84F A106V D108N _HI23Y D147Y E155V I156Y),

(L84F A106V D108N HI123Y D147Y E155V I156F),

(D103A_D104N),

(G22P D103A D104N),

(D103A D104N_S138A),

(R26G L84F A106V R107H D108N HI123Y A142N A143D D147Y E155V I156F),
(E25G R26G L84F A106V R107H D10SN H123Y A142N A143D D147Y E155V
_T156F),

(E25D R26G L84F A106V R107K D108N HI123Y A142N A143G D147Y E155V_
1156F),

(R26Q L84F A106V D108N HI23Y A142N D147Y E155V I156F),

(E25M R26G L84F A106V R107P D10SN H123Y A142N A143D D147Y E155V
_T156F),

(R26C_L84F A106V R107H D108N H123Y A142N D147Y E155V I156F),

(L84F A106V D108N HI23Y A142N_A143L D147Y E155V I156F),

(R26G L84F A106V D108N HI23Y A142N D147Y E155V I156F),

(E25A R26G L84F A106V R107N D108N H123Y A142N A143E D147Y E155V
_T156F),

(R26G L84F A106V R107H D108N HI123Y A142N A143D D147Y E155V I156F),
(A106V D108N_A142N D147Y E155V),

(R26G_A106V D108N_A142N D147Y E155V),

(E25D R26G A106V R107K _D10SN A142N A143G D147Y E155V),
(R26G_A106V D108N R107H A142N A143D D147Y E155V),

(E25D R26G A106V D108N A142N D147Y E155V),

(A106V R107K D108N_A142N D147Y E155V),

(A106V D10SN A142N A143G D147Y E155V),

(A106V D108N A142N A143L D147Y E155V),

(H36L RS1L L84F A106V D108N H123Y S146C D147Y E155V 1156F K157N),
(N37T P48T M70L L84F A106V D108N HI123Y D147Y 149V E155V I156F),
(N37S L84F A106V DI108N H123Y D147Y E155V I1156F K161T),

(H36L L84F A106V D10SN H123Y D147Y Q154H E155V I156F),

(N72S L84F A106V D108N HI123Y S146R D147Y E155V I156F),

(H36L P48L L84F A106V D108N H123Y E134G D147Y E155V I156F),
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(H36L L84F A106V D10SN H123Y D147Y E155V I156F K157N),

(H36L L84F A106V D10SN H123Y S146C D147Y E155V I156F),

(L84F A106V D108N HI23Y S146R D147Y E155V I156F K161T),

(N37S R51H D77G L84F A106V D108N H123Y D147Y E155V I156F),
(R51L_L84F A106V DI108N H123Y D147Y E155V I1156F K157N),
(D24G_Q71R_L84F H96L A106V D10SN H123Y D147Y E155V I156F K160E),
(H36L _G67V_L84F A106V DI10SN H123Y S146T D147Y E155V I156F),

(Q71L L84F A106V D108N H123Y L137M A143E D147Y E155V I156F),
(E25G L84F A106V D10SN H123Y D147Y E155V I156F Q159L),

(L84F A91T F1041 A106V D108N HI123Y D147Y E155V I156F),

(N72D L84F A106V D108N H123Y G125A D147Y E155V I156F),

(P48S_L84F S97C_A106V D108N H123Y D147Y E155V 1156F),

(W23G L84F A106V D108N H123Y D147Y E155V I156F),

(D24G P48L_Q71R_L84F A106V DI108N H123Y D147Y E155V 1156F Q159L),
(L84F A106V D108N _HI23Y A142N DI147Y E155V I156F),

(H36L RS1L L84F A106V D108N H123Y A142N S146C D147Y E155V I156F
_K157N), (N37S_L84F A106V D108N HI123Y A142N D147Y E155V I156F K161T),
(L84F A106V D108N D147Y E155V I156F),

(R51L_L84F A106V DI108N HI123Y S146C D147Y E155V I156F K157N K161T),
(L84F A106V D108N HI23Y S146C D147Y E155V I156F K161T),

(L84F A106V D108N HI23Y S146C D147Y E155V 1156F K157N K160E K161T),
(L84F A106V D108N _HI23Y S146C D147Y E155V 1156F K157N K160E),
(R74Q L84F A106V D108N H123Y D147Y E155V I156F),

(R74A_L84F A106V DI108N HI123Y D147Y E155V I156F),

(L84F A106V D108N HI123Y D147Y E155V I156F),

(R74Q L84F A106V D108N H123Y D147Y E155V I156F),

(L84F R98Q A106V D108N H123Y D147Y E155V I156F),

(L84F A106V D108N HI23Y R129Q D147Y E155V I156F),

(P48S_L84F A106V DI10SN H123Y A142N D147Y E155V 1156F),
(P48S_A142N),

(P48T 149V L84F A106V DI108N HI123Y A142N D147Y E155V I156F L157N),
(P48T 149V A142N),

(H36L P48S R51L L84F A106V DI10SN H123Y S146C D147Y E155V I156F K157N),
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(H36L P48S RSIL L84F A106V DI108N HI23Y S146C A142N D147Y E155V I156F
(H36L P48T 149V R51L L84F A106V DI10SN H123Y S146C D147Y E155V 1156F
_K157N),
(H36L P48T 149V RSI1L L84F A106V DI10SN HI123Y A142N S146C D147Y E155V_
I1156F K157N),
(H36L P48A R51L _L84F A106V D108N H123Y S146C D147Y E155V I156F K157N),
(H36L P48A R51L L84F A106V D108N H123Y A142N S146C D147Y E155V I156F
_K157N),
(H36L P48A R51L L84F A106V D108N H123Y S146C A142N D147Y E155V I156F
_K157N),
(W23L H36L P48A RSIL L84F A106V DI108N HI23Y S146C D147Y E155V I156F
_K157N),
(W23R_H36L P48A R5IL L84F A106V D108N H123Y S146C D147Y E155V 1156F
_K157N),
(W23L H36L P48A RSIL L84F A106V DI108N HI23Y S146R D147Y E155V I156F
_K161T),
(H36L P48A R51L _L84F A106V D108N H123Y S146C D147Y R152H E155V I156F
_K157N),
(H36L P48A R51L L84F A106V D108N H123Y S146C D147Y R152P E155V 1156F
_K157N),
(W23L H36L P48A RSIL L84F A106V D10SN HI23Y S146C D147Y R152P E155V
1156F _K157N),
(W23L H36L P48A RSIL L84F A106V DI10SN HI23Y Al142A S146C D147Y E155V
1156F _K157N),
(W23L H36L P48A RSIL L84F A106V DI10SN HI23Y Al42A S146C D147Y R152P
_E155V _I156F K157N),
(W23L H36L P48A RSIL L84F A106V DI108N HI23Y S146R D147Y E155V I156F
_K161T),
(W23R_H36L P48A R5IL L84F A106V D108N H123Y S146C D147Y R152P E155V
1156F _K157N),
(H36L P48A R51L L84F A106V D108N H123Y A142N S146C D147Y R152P E155V
1156F K157N).

In certain embodiments, the fusion proteins provided herein comprise one or more
features that improve the base editing activity of the fusion proteins. For example, any of the

fusion proteins provided herein may comprise a Cas9 domain that has reduced nuclease activity.
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In some embodiments, any of the fusion proteins provided herein may have a Cas9 domain that
does not have nuclease activity (dCas9), or a Cas9 domain that cuts one strand of a duplexed
DNA molecule, referred to as a Cas9 nickase (nCas9).

In some embodiments, the adenosine deaminase is TadA*7.10. In some embodiments,
TadA*7.10 comprises at least one alteration. In particular embodiments, TadA*7.10 comprises
one or more of the following alterations or additional alterations to TadA*7.10: Y147T, Y147R,
Q154S, Y123H, V82S, T166R, and Q154R. The alteration Y123H is also referred to herein as
H123H (the alteration H123Y in TadA*7.10 reverted back to Y123H (wt)). In other
embodiments, the TadA*7.10 comprises a combination of alterations selected from the group of:
Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V82S + Y147R: V82S +
Q154R; V82S + Y123H: I76Y + V82S: V82S + Y123H + Y147T; V82S + Y123H + Y147R;
V82S + Y123H + Q154R; Y147R + Q154R +Y123H: Y147R + Q154R + I76Y: Y147R +
Q154R + T166R; Y123H + Y147R + Q154R + I76Y: V82S + Y123H + Y147R + Q154R: and
[76Y + V82S + Y123H + Y147R + Q154R. In particular embodiments, an adenosine deaminase
variant comprises a deletion of the C terminus beginning at residue 149, 150, 151, 152, 153,
154, 155, 156, and 157.

In other embodiments, a base editor of the invention is a monomer comprising an
adenosine deaminase variant (e.g., TadA*8) comprising one or more of the following
alterations: Y147T, Y147R, Q154S, Y123H, V82S, T166R, and/or Q154R, relative to TadA7.10
or the TadA reference sequence. In other embodiments, the adenosine deaminase variant
(TadA*8) is a monomer comprising a combination of alterations selected from the group of:
Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V82S + Y147R: V82S +
Q154R; V82S + Y123H: I76Y + V82S: V82S + Y123H + Y147T; V82S + Y123H + Y147R;
V82S + Y123H + Q154R; Y147R + Q154R +Y123H: Y147R + Q154R + I76Y: Y147R +
Q154R + T166R; Y123H + Y147R + Q154R + I76Y: V82S + Y123H + Y147R + Q154R: and
176Y + V82S + Y123H + Y147R + Q154R. In other embodiments, a base editoris a
heterodimer comprising a wild-type adenosine deaminase and an adenosine deaminase variant
(e.g., TadA*8) comprising one or more of the following alterations Y147T, Y147R, Q154S,
Y123H, V82S, T166R, and/or Q154R, relative to TadA7.10 or the TadA reference sequence. In
other embodiments, the base editor is a heterodimer comprising a TadA*7.10 domain and an
adenosine deaminase variant domain (e.g., TadA*8) comprising a combination of alterations
selected from the group of: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S +
Q154S; V82S + Y147R; V82S + Q154R; V82S + Y123H; I76Y + V82S; V82S + Y123H +
Y147T; V82S + Y123H + Y147R: V82S + Y123H + Q154R; Y147R + Q154R +Y123H;
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Y147R + Q154R +176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R + I76Y; V82S
+ Y123H + Y147R + Q154R; and 176Y + V82S + Y123H + Y147R + Q154R, .

In one embodiment, an adenosine deaminase is a TadA*8 that comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAETMALR
QGGLVMONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNH
RVEITEGILADECAALLCTFFRMPROQVEFNAQKKAQSSTD

In some embodiments, the TadA*8 is a truncated. In some embodiments, the truncated
TadA*8 is missing 1, 2,3, 4,5 .,6,7, 8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 N-terminal
amino acid residues relative to the full length TadA*8. In some embodiments, the truncated
TadA*8 is missing 1, 2,3,4,5.,6,7,8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 C-terminal
amino acid residues relative to the full length TadA*8. In some embodiments the adenosine
deaminase variant is a full-length TadA*8.

In some embodiments the TadA*8 is TadA*8.1, TadA*8.2, TadA*8.3, TadA*8.4,
TadA*8.5, TadA*8.6, TadA*8.7, TadA*8.8, TadA*8.9, TadA*8.10, TadA*8.11, TadA*8.12,
TadA*8.13, TadA*8.14, TadA*8.15, TadA*8.16, TadA*8.17, TadA*8.18, TadA*8.19,
TadA*8.20, TadA*8.21, TadA*8.22, TadA*8.23, TadA*8.24.

In one embodiment, a fusion protein of the invention comprises a wild-type TadA is linked
to an adenosine deaminase variant described herein (e.g., TadA*8), which is linked to Cas9
nickase. In particular embodiments, the fusion proteins comprise a single TadA*8 domain (e.g.,
provided as a monomer). In other embodiments, the base editor comprises TadA*8 and Tad A(wt),
which are capable of forming heterodimers. Exemplary sequences follow:

TadA(wt), “the TadA reference sequence”:
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAE IMATLRQGGLVM
ONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLSDFFRMRRQEIKAQKKAQSSTD

TadA*7.10:

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAE IMATLRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCYFFRMPRQVFNAQKKAQSSTD

TadA*8:
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAE IMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVEFGVRNAKTGAAGSIMDVLHY PGMNHRVE I TEGILADE

CAALLCTFFRMPRQVFNAQKKAQSSTD.
In some embodiments, the adenosine deaminase comprises an amino acid sequence that

is at least 60%, at least 65%, at least 70%, at least 75%, at least 80%, at least 85%, at least 90%,
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at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to
any one of the amino acid sequences set forth in any of the adenosine deaminases provided
herein. It should be appreciated that adenosine deaminases provided herein may include one or
more mutations (e.g., any of the mutations provided herein). The disclosure provides any
deaminase domains with a certain percent identity plus any of the mutations or combinations
thereof described herein. In some embodiments, the adenosine deaminase comprises an amino
acid sequence that has 1, 2, 3,4, 5,6, 7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22,
21, 24, 25,26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48,
49, 50, or more mutations compared to a reference sequence, or any of the adenosine
deaminases provided herein. In some embodiments, the adenosine deaminase comprises an
amino acid sequence that has at least 5, at least 10, at least 15, at least 20, at least 25, at least 30,
at least 35, at least 40, at least 45, at least 50, at least 60, at least 70, at least 80, at least 90, at
least 100, at least 110, at least 120, at least 130, at least 140, at least 150, at least 160, or at least
170 identical contiguous amino acid residues as compared to any one of the amino acid
sequences known in the art or described herein.

In particular embodiments, a TadA*8 comprises one or more mutations at any of the
following positions shown in bold. In other embodiments, a TadA*8 comprises one or more

mutations at any of the positions shown with underlining:

MSEVEFSHEY WMRHALTLAK RARDEREVPV GAVLVLNNRV IGEGWNRAIG 5° LHDPTAHAET
MALRQGGLVM QNYRLIDATL YVTFEPCVMC AGAMIHSRIG 100 RVVFGVRNAK TGAAGSLMDV
LHYPGMNHRV EITEGILADE CAALLCYFFR 10 MPRQVFNAQK KAQSSTD

For example, the TadA*8 comprises alterations at amino acid position 82 and/or 166
(e.g., V82S, T166R) alone or in combination with any one or more of the following Y147T,
Y147R, Q154S, Y123H, and/or Q154R, relative to TadA7.10 or wtTadA, or a corresponding
sequence thereof. In particular embodiments, a combination of alterations are selected from the
group of: Y147T + Q154R; Y147T + Q154S; Y147R + Q154S; V82S + Q154S; V82S +
Y147R; V82S + Q154R; V82S + Y123H; 176Y + V82S; V82S + Y123H + Y147T; V82S +
Y123H + Y147R; V82S + Y123H + Q154R; Y147R + Q154R +Y123H; Y147R + Q154R +
176Y; Y147R + Q154R + T166R; Y123H + Y147R + Q154R +176Y; V82S + Y123H + Y147R
+ Q154R; and I76Y + V82S + Y123H + Y147R + Q154R.

In some embodiments, the adenosine deaminase is TadA*8, which comprises or consists

essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
MSEVEFSHEY WMRHALTLAK RARDEREVPV GAVLVLNNRV IGEGWNRAIG LHDPTAHAET
MALRQGGLVM QNYRLIDATL YVTFEPCVMC AGAMIHSRIG

RVVFGVRNAK TGAAGSLMDV LHYPGMNHRV EITEGILADE CAALLCTFFR
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MPRQVFNAQK KAQSSTD

In some embodiments, the TadA*8 is truncated. In some embodiments, the truncated
TadA*8 ismissing 1,2,3,4,5.,6,7,8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 N-terminal
amino acid residues relative to the full length TadA*8. In some embodiments, the truncated
TadA*8 ismissing 1,2,3,4,5.,6,7,8,9, 10, 11, 12, 13, 14, 15, 6, 17, 18, 19, or 20 C-terminal
amino acid residues relative to the full length TadA*8. In some embodiments the adenosine
deaminase variant is a full-length TadA*8.

In one embodiment, a fusion protein of the invention comprises a wild-type TadA is
linked to an adenosine deaminase variant described herein (e.g., TadA*8), which is linked to
Cas9 nickase. In particular embodiments, the fusion proteins comprise a single TadA*8 domain
(e.g., provided as a monomer). In other embodiments, the base editor comprises TadA*8 and

TadA(wt), which are capable of forming heterodimers.

Additional Domains

A base editor described herein can include any domain which helps to facilitate the
nucleobase editing, modification or altering of a nucleobase of a polynucleotide. In some
embodiments, a base editor comprises a polynucleotide programmable nucleotide binding
domain (e.g., Cas9), a nucleobase editing domain (e.g., deaminase domain), and one or more
additional domains. In some embodiments, the additional domain can facilitate enzymatic or
catalytic functions of the base editor, binding functions of the base editor, or be inhibitors of
cellular machinery (e.g., enzymes) that could interfere with the desired base editing result. In
some embodiments, a base editor can comprise a nuclease, a nickase, a recombinase, a
deaminase, a methyltransferase, a methylase, an acetylase, an acetyltransferase, a transcriptional
activator, or a transcriptional repressor domain.

In some embodiments, a base editor can comprise an uracil glycosylase inhibitor (UGI)
domain. In some embodiments, cellular DNA repair response to the presence of U: G
heteroduplex DNA can be responsible for a decrease in nucleobase editing efficiency in cells. In
such embodiments, uracil DNA glycosylase (UDG) can catalyze removal of U from DNA in
cells, which can initiate base excision repair (BER), mostly resulting in reversion of the U:G pair
to a C:G pair. In such embodiments, BER can be inhibited in base editors comprising one or
more domains that bind the single strand, block the edited base, inhibit UGI, inhibit BER,
protect the edited base, and /or promote repairing of the non-edited strand. Thus, this disclosure
contemplates a base editor fusion protein comprising a UGI domain.

In some embodiments, a base editor comprises as a domain all or a portion of a double-
strand break (DSB) binding protein. For example, a DSB binding protein can include a Gam
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protein of bacteriophage Mu that can bind to the ends of DSBs and can protect them from
degradation. See Komor, A.C., ef al., “Improved base excision repair inhibition and
bacteriophage Mu Gam protein yields C:G-to-T: A base editors with higher efficiency and
product purity” Science Advances 3:eaao4774 (2017), the entire content of which is hereby
incorporated by reference.

Additionally, in some embodiments, a Gam protein can be fused to an N terminus of a
base editor. In some embodiments, a Gam protein can be fused to a C-terminus of a base editor.
The Gam protein of bacteriophage Mu can bind to the ends of double strand breaks (DSBs) and
protect them from degradation. In some embodiments, using Gam to bind the free ends of DSB
can reduce indel formation during the process of base editing. In some embodiments, 174-
residue Gam protein is fused to the N terminus of the base editors. See. Komor, A.C, et al.,
“Improved base excision repair inhibition and bacteriophage Mu Gam protein yields C:G-to-T:A
base editors with higher efficiency and product purity” Science Advances 3:eaa04774 (2017).
In some embodiments, a mutation or mutations can change the length of a base editor domain
relative to a wild type domain. For example, a deletion of at least one amino acid in at least one
domain can reduce the length of the base editor. In another case, a mutation or mutations do not
change the length of a domain relative to a wild type domain. For example, substitution(s) in
any domain does/do not change the length of the base editor.

In some embodiments, a base editor can comprise as a domain all or a portion of a
nucleic acid polymerase (NAP). For example, a base editor can comprise all or a portion of a
eukaryotic NAP. In some embodiments, a NAP or portion thereof incorporated into a base
editor is a DNA polymerase. In some embodiments, a NAP or portion thereof incorporated into
a base editor has translesion polymerase activity. In some embodiments, a NAP or portion
thereof incorporated into a base editor is a translesion DNA polymerase. In some embodiments,
a NAP or portion thereof incorporated into a base editor is a Rev7, Revl complex, polymerase
iota, polymerase kappa, or polymerase eta. In some embodiments, a NAP or portion thereof
incorporated into a base editor is a eukaryotic polymerase alpha, beta, gamma, delta, epsilon,
gamma, eta, iota, kappa, lambda, mu, or nu component. In some embodiments, a NAP or
portion thereof incorporated into a base editor comprises an amino acid sequence that is at least
75%, 80%, 85%, 90%, 95%, 96%, 97%, 98%, 99%, or 99.5% identical to a nucleic acid

polymerase (e.g., a translesion DNA polymerase).

BASE EDITOR SYSTEM

Use of the base editor system provided herein comprises the steps of: (a) contacting a

target nucleotide sequence of a polynucleotide (e.g., double- or single stranded DNA or RNA) of
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a subject with a base editor system comprising a nucleobase editor (e.g., an adenosine base
editor) and a guide polynucleic acid (e.g., gRNA), wherein the target nucleotide sequence
comprises a targeted nucleobase pair; (b) inducing strand separation of said target region; (c)
converting a first nucleobase of said target nucleobase pair in a single strand of the target region
to a second nucleobase; and (d) cutting no more than one strand of said target region, where a
third nucleobase complementary to the first nucleobase base is replaced by a fourth nucleobase
complementary to the second nucleobase. It should be appreciated that in some embodiments,
step (b) is omitted. In some embodiments, said targeted nucleobase pair is a plurality of
nucleobase pairs in one or more genes. In some embodiments, the base editor system provided
herein is capable of multiplex editing of a plurality of nucleobase pairs in one or more genes. In
some embodiments, the plurality of nucleobase pairs is located in the same gene. In some
embodiments, the plurality of nucleobase pairs is located in one or more genes, wherein at least
one gene is located in a different locus.

In some embodiments, the cut single strand (nicked strand) is hybridized to the guide
nucleic acid. In some embodiments, the cut single strand is opposite to the strand comprising
the first nucleobase. In some embodiments, the base editor comprises a Cas9 domain. In some
embodiments, the first base is adenine, and the second baseisnota G, C, A, or T. In some
embodiments, the second base is inosine.

Base editing system as provided herein provides a new approach to genome editing that
uses a fusion protein containing a catalytically defective Streptococcus pyogenes Cas9, an
adenosine deaminase, and an inhibitor of base excision repair to induce programmable, single
nucleotide (C—T or A—G) changes in DNA without generating double-strand DNA breaks,
without requiring a donor DNA template, and without inducing an excess of stochastic
insertions and deletions.

Provided herein are systems, compositions, and methods for editing a nucleobase using a
base editor system. In some embodiments, the base editor system comprises (1) a base editor
(BE) comprising a polynucleotide programmable nucleotide binding domain and a nucleobase
editing domain (e.g., a deaminase domain) for editing the nucleobase; and (2) a guide
polynucleotide (e.g., guide RNA) in conjunction with the polynucleotide programmable
nucleotide binding domain. In some embodiments, the base editor system comprises an
adenosine base editor (ABE). In some embodiments, the polynucleotide programmable
nucleotide binding domain is a polynucleotide programmable DNA binding domain. In some
embodiments, the polynucleotide programmable nucleotide binding domain is a polynucleotide
programmable RNA binding domain. In some embodiments, the nucleobase editing domain is

a deaminase domain. In some embodiments, a deaminase domain can be an adenine deaminase
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or an adenosine deaminase. In some embodiments, the adenosine base editor can deaminate
adenine in DNA. In some embodiments, ABE comprises an evolved TadA variant.

Details of nucleobase editing proteins are described in International PCT Application
Nos. PCT/2017/045381 (W02018/027078) and PCT/US2016/058344 (W02017/070632), each
of which is incorporated herein by reference for its entirety. Also see Komor, A.C., et al.,
“Programmable editing of a target base in genomic DNA without double-stranded DNA
cleavage” Nature 533, 420-424 (2016); Gaudelli, N.M., ef al., “Programmable base editing of
A+T to G+C in genomic DNA without DNA cleavage” Nature 551, 464-471 (2017); and Komor,
A.C, et al., “Improved base excision repair inhibition and bacteriophage Mu Gam protein yields
C:G-to-T:A base editors with higher efficiency and product purity” Science Advances
3:eaa04774 (2017), the entire contents of which are hereby incorporated by reference.

In some embodiments, a single guide polynucleotide may be utilized to target a
deaminase to a target nucleic acid sequence. In some embodiments, a single pair of guide
polynucleotides may be utilized to target different deaminases to a target nucleic acid sequence.

The nucleobase components and the polynucleotide programmable nucleotide binding
component of a base editor system may be associated with each other covalently or non-
covalently. For example, in some embodiments, the deaminase domain can be targeted to a
target nucleotide sequence by a polynucleotide programmable nucleotide binding domain. In
some embodiments, a polynucleotide programmable nucleotide binding domain can be fused or
linked to a deaminase domain. In some embodiments, a polynucleotide programmable
nucleotide binding domain can target a deaminase domain to a target nucleotide sequence by
non-covalently interacting with or associating with the deaminase domain. For example, in
some embodiments, the nucleobase editing component, e.g., the deaminase component can
comprise an additional heterologous portion or domain that is capable of interacting with,
associating with, or capable of forming a complex with an additional heterologous portion or
domain that is part of a polynucleotide programmable nucleotide binding domain. In some
embodiments, the additional heterologous portion may be capable of binding to, interacting
with, associating with, or forming a complex with a polypeptide. In some embodiments, the
additional heterologous portion may be capable of binding to, interacting with, associating with,
or forming a complex with a polynucleotide. In some embodiments, the additional heterologous
portion may be capable of binding to a guide polynucleotide. In some embodiments, the
additional heterologous portion may be capable of binding to a polypeptide linker. In some
embodiments, the additional heterologous portion may be capable of binding to a polynucleotide
linker. The additional heterologous portion may be a protein domain. In some embodiments,

the additional heterologous portion may be a K Homology (KH) domain, a MS2 coat protein
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domain, a PP7 coat protein domain, a SfMu Com coat protein domain, a steril alpha motif, a
telomerase Ku binding motif and Ku protein, a telomerase Sm7 binding motif and Sm7 protein,
or an RNA recognition motif.

A base editor system may further comprise a guide polynucleotide component. It should
be appreciated that components of the base editor system may be associated with each other via
covalent bonds, noncovalent interactions, or any combination of associations and interactions
thereof. In some embodiments, a deaminase domain can be targeted to a target nucleotide
sequence by a guide polynucleotide. For example, in some embodiments, the nucleobase editing
component of the base editor system, e.g., the deaminase component, can comprise an additional
heterologous portion or domain (e.g., polynucleotide binding domain such as an RNA or DNA
binding protein) that is capable of interacting with, associating with, or capable of forming a
complex with a portion or segment (e.g., a polynucleotide motif) of a guide polynucleotide. In
some embodiments, the additional heterologous portion or domain (e.g., polynucleotide binding
domain such as an RNA or DNA binding protein) can be fused or linked to the deaminase
domain. In some embodiments, the additional heterologous portion may be capable of binding
to, interacting with, associating with, or forming a complex with a polypeptide. In some
embodiments, the additional heterologous portion may be capable of binding to, interacting
with, associating with, or forming a complex with a polynucleotide. In some embodiments, the
additional heterologous portion may be capable of binding to a guide polynucleotide. In some
embodiments, the additional heterologous portion may be capable of binding to a polypeptide
linker. In some embodiments, the additional heterologous portion may be capable of binding to a
polynucleotide linker. The additional heterologous portion may be a protein domain. In some
embodiments, the additional heterologous portion may be a K Homology (KH) domain, a MS2
coat protein domain, a PP7 coat protein domain, a StfMu Com coat protein domain, a sterile
alpha motif, a telomerase Ku binding motif and Ku protein, a telomerase Sm7 binding motif and
Sm7 protein, or a RNA recognition motif.

In some embodiments, a base editor system can further comprise an inhibitor of base
excision repair (BER) component. It should be appreciated that components of the base editor
system may be associated with each other via covalent bonds, noncovalent interactions, or any
combination of associations and interactions thereof. The inhibitor of BER component may
comprise a base excision repair inhibitor. In some embodiments, the inhibitor of base excision
repair can be a uracil DNA glycosylase inhibitor (UGI). In some embodiments, the inhibitor of
base excision repair can be an inosine base excision repair inhibitor. In some embodiments, the
inhibitor of base excision repair can be targeted to the target nucleotide sequence by the

polynucleotide programmable nucleotide binding domain. In some embodiments, a
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polynucleotide programmable nucleotide binding domain can be fused or linked to an inhibitor
of base excision repair. In some embodiments, a polynucleotide programmable nucleotide
binding domain can be fused or linked to a deaminase domain and an inhibitor of base excision
repair. In some embodiments, a polynucleotide programmable nucleotide binding domain can
target an inhibitor of base excision repair to a target nucleotide sequence by non-covalently
interacting with or associating with the inhibitor of base excision repair. For example, in some
embodiments, the inhibitor of base excision repair component can comprise an additional
heterologous portion or domain that is capable of interacting with, associating with, or capable
of forming a complex with an additional heterologous portion or domain that is part of a
polynucleotide programmable nucleotide binding domain. In some embodiments, the inhibitor
of base excision repair can be targeted to the target nucleotide sequence by the guide
polynucleotide. For example, in some embodiments, the inhibitor of base excision repair can
comprise an additional heterologous portion or domain (e.g., polynucleotide binding domain
such as an RNA or DNA binding protein) that is capable of interacting with, associating with, or
capable of forming a complex with a portion or segment (e.g., a polynucleotide motif) of a guide
polynucleotide. In some embodiments, the additional heterologous portion or domain of the
guide polynucleotide (e.g., polynucleotide binding domain such as an RNA or DNA binding
protein) can be fused or linked to the inhibitor of base excision repair. In some embodiments,
the additional heterologous portion may be capable of binding to, interacting with, associating
with, or forming a complex with a polynucleotide. In some embodiments, the additional
heterologous portion may be capable of binding to a guide polynucleotide. In some
embodiments, the additional heterologous portion may be capable of binding to a polypeptide
linker. In some embodiments, the additional heterologous portion may be capable of binding to a
polynucleotide linker. The additional heterologous portion may be a protein domain. In some
embodiments, the additional heterologous portion may be a K Homology (KH) domain, a MS2
coat protein domain, a PP7 coat protein domain, a StfMu Com coat protein domain, a sterile
alpha motif, a telomerase Ku binding motif and Ku protein, a telomerase Sm7 binding motif and
Sm7 protein, or a RNA recognition motif.

In some embodiments, the base editor inhibits base excision repair (BER) of the edited
strand. In some embodiments, the base editor protects or binds the non-edited strand. In some
embodiments, the base editor comprises UGI activity. In some embodiments, the base editor
comprises a catalytically inactive inosine-specific nuclease. In some embodiments, the base
editor comprises nickase activity. In some embodiments, the intended edit of base pair is
upstream of a PAM site. In some embodiments, the intended edit of base pairis 1, 2, 3, 4, 5, 6,
7,8,9,10, 11,12, 13, 14, 15, 16, 17, 18, 19, or 20 nucleotides upstream of the PAM site. In
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some embodiments, the intended edit of base-pair is downstream of a PAM site. In some
embodiments, the intended edited base pairis 1,2, 3,4, 5,6,7,8,9, 10, 11, 12, 13, 14, 15, 16,
17, 18, 19, or 20 nucleotides downstream stream of the PAM site.

In some embodiments, the method does not require a canonical (e.g., NGG) PAM site.
In some embodiments, the nucleobase editor comprises a linker or a spacer. In some
embodiments, the linker or spacer is 1-25 amino acids in length. In some embodiments, the
linker or spacer is 5-20 amino acids in length. In some embodiments, the linker or spacer is 10,
11,12, 13, 14, 15, 16, 17, 18, 19, or 20 amino acids in length.

In some embodiments, the base editing fusion proteins provided herein need to be
positioned at a precise location, for example, where a target base is placed within a defined
region (e.g., a “deamination window”). In some embodiments, a target can be within a 4 base
region. In some embodiments, such a defined target region can be approximately 15 bases
upstream of the PAM. See Komor, A.C., ef al., “Programmable editing of a target base in
genomic DNA without double-stranded DNA cleavage” Nature 533, 420-424 (2016); Gaudelli,
N.M,, et al., “Programmable base editing of A*T to G+C in genomic DNA without DNA
cleavage” Nature 551, 464-471 (2017), and Komor, A.C., ef al., “Improved base excision repair
inhibition and bacteriophage Mu Gam protein yields C:G-to-T:A base editors with higher
efficiency and product purity” Science Advances 3:eaao4774 (2017), the entire contents of
which are hereby incorporated by reference.

In some embodiments, the target region comprises a target window, wherein the target
window comprises the target nucleobase pair. In some embodiments, the target window
comprises 1- 10 nucleotides. In some embodiments, the target windowis 1,2,3,4,5,6,7, 8,9,
10, 11, 12, 13, 14, 15, 16, 17, 18, 19, or 20 nucleotides in length. In some embodiments, the
intended edit of base pair is within the target window. In some embodiments, the target window
comprises the intended edit of base pair. In some embodiments, the method is performed using
any of the base editors provided herein. In some embodiments, a target window is a
deamination window. A deamination window can be the defined region in which a base editor
acts upon and deaminates a target nucleotide. In some embodiments, the deamination window is
withina 2, 3,4, 5,6, 7, 8,9, or 10 base regions. In some embodiments, the deamination window
is5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, or 25 bases upstream of
the PAM.

The base editors of the present disclosure can comprise any domain, feature or amino
acid sequence which facilitates the editing of a target polynucleotide sequence. For example, in
some embodiments, the base editor comprises a nuclear localization sequence (NLS). In some

embodiments, an NLS of the base editor is localized between a deaminase domain and a
186



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

polynucleotide programmable nucleotide binding domain. In some embodiments, an NLS of the
base editor is localized C-terminal to a polynucleotide programmable nucleotide binding
domain.

Other exemplary features that can be present in a base editor as disclosed herein are
localization sequences, such as cytoplasmic localization sequences, export sequences, such as
nuclear export sequences, or other localization sequences, as well as sequence tags that are
useful for solubilization, purification, or detection of the fusion proteins. Suitable protein tags
provided herein include, but are not limited to, biotin carboxylase carrier protein (BCCP) tags,
myc-tags, calmodulin-tags, FLAG-tags, hemagglutinin (HA)-tags, polyhistidine tags, also
referred to as histidine tags or His-tags, maltose binding protein (MBP)-tags, nus-tags,
glutathione-S-transferase (GST)-tags, green fluorescent protein (GFP)-tags, thioredoxin-tags, S-
tags, Softags (e.g., Softag 1, Softag 3), strep-tags, biotin ligase tags, FIAsH tags, V5 tags, and
SBP-tags. Additional suitable sequences will be apparent to those of skill in the art. In some
embodiments, the fusion protein comprises one or more His tags.

Non-limiting examples of protein domains which can be included in the fusion protein
include deaminase domains (e.g., adenosine deaminase), a uracil glycosylase inhibitor (UGI)
domain, epitope tags, and reporter gene sequences.

Non-limiting examples of epitope tags include histidine (His) tags, V5 tags, FLAG tags,
influenza hemagglutinin (HA) tags, Myc tags, VSV-G tags, and thioredoxin (Trx) tags.
Examples of reporter genes include, but are not limited to, glutathione-5-transferase (GST),
horseradish peroxidase (HRP), chloramphenicol acetyltransferase (CAT) beta-galactosidase,
beta-glucuronidase, luciferase, green fluorescent protein (GFP), HcRed, DsRed, cyan
fluorescent protein (CFP), yellow fluorescent protein (YFP), and autofluorescent proteins
including blue fluorescent protein (BFP). Additional protein sequences can include amino acid
sequences that bind DNA molecules or bind other cellular molecules, including, but not limited
to, maltose binding protein (MBP), S-tag, Lex A DNA binding domain (DBD) fusions, GAL4
DNA binding domain fusions, and herpes simplex virus (HSV) BP16 protein fusions.

In some embodiments, the adenosine base editor (ABE) can deaminate adenine in DNA.
In some embodiments, ABE is generated by replacing APOBEC1 component of BE3 with
natural or engineered . coli TadA, human ADAR2, mouse ADA, or human ADAT2. In some
embodiments, ABE comprises evolved TadA variant. In some embodiments, the ABE is ABE
1.2 (TadA*-XTEN-nCas9-NLS). In some embodiments, TadA* comprises A106V and D108N
mutations.

In some embodiments, the ABE is a second-generation ABE. In some embodiments, the

ABE is ABE2.1, which comprises additional mutations D147Y and E155V in TadA*
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(TadA*2.1). In some embodiments, the ABE is ABE2.2, ABE2.1 fused to catalytically
inactivated version of human alkyl adenine DNA glycosylase (AAG with E125Q mutation). In
some embodiments, the ABE is ABE2.3, ABE2.1 fused to catalytically inactivated version of .
coli Endo V (inactivated with D35A mutation). In some embodiments, the ABE is ABE2.6
which has a linker twice as long (32 amino acids, (SGGS)2-XTEN-(SGGS)2) as the linker in
ABE2.1. In some embodiments, the ABE is ABE2.7, which is ABE2.1 tethered with an
additional wild-type TadA monomer. In some embodiments, the ABE is ABE2 .8, which is
ABE2.1 tethered with an additional TadA*2.1 monomer. In some embodiments, the ABE is
ABE2.9, which is a direct fusion of evolved TadA (TadA*2.1) to the N-terminus of ABE2.1. In
some embodiments, the ABE is ABE2.10, which is a direct fusion of wild type TadA to the N-
terminus of ABE2.1. In some embodiments, the ABE is ABE2.11, which is ABE2.9 with an
inactivating ES9A mutation at the N-terminus of TadA* monomer. In some embodiments, the
ABE is ABE2.12, which is ABE2.9 with an inactivating ES9A mutation in the internal TadA*
monomer.

In some embodiments, the ABE is a third generation ABE. In some embodiments, the
ABE is ABE3.1, which is ABE2.3 with three additional TadA mutations (L84F, H123Y, and
1156F).

In some embodiments, the ABE is a fourth generation ABE. In some embodiments, the
ABE is ABE4.3, which is ABE3.1 with an additional TadA mutation A142N (TadA*4.3).

In some embodiments, the ABE is a fifth generation ABE. In some embodiments, the
ABE is ABES.1, which is generated by importing a consensus set of mutations from surviving
clones (H36L, R51L, S146C, and K157N) into ABE3.1. In some embodiments, the ABE is
ABES .3, which has a heterodimeric construct containing wild-type E. coli TadA fused to an
internal evolved TadA*. In some embodiments, the ABE is ABE5.2, ABE5.4, ABES.5,
ABES5.6, ABE5.7, ABES.8, ABES.9, ABE5.10, ABES.11, ABE5.12, ABE5.13, or ABES.14, as
shown in below Table 6. In some embodiments, the ABE is a sixth generation ABE. In some
embodiments, the ABE is ABE6.1, ABE6.2, ABE6.3, ABE6.4, ABE6.5, or ABEG6.6, as shown
in below Table 6. In some embodiments, the ABE is a seventh generation ABE. In some
embodiments, the ABE is ABE7.1, ABE7.2, ABE7.3, ABE7.4, ABE7.5, ABE7.6, ABE7.7,
ABE7.38, ABE 7.9, or ABE7.10, as shown in Table 6 below.

Table 6. Genotypes of ABEs
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23126|36(37(48|49|51|72|84(87|105|108|123|125|142|145|147|152|155|156|157|161
ABE6.3 W R|L|NJ|S LIN[F|S|V|IN]JY|G|A|C|Y|R|V|F|NJK
ABE6.4 W R|L|NJ|S LIN[F|S|V|IN]JY|G|N|C|Y|R|V|F|NJK
ABE6.5 WIR|{L|N|IT|[V|IL|N|F|S|VIN[Y|G|A|C|Y|R|V|F|[N|K
ABE6.6 WIR|{L|N|T|V|IL|N|JF|S|VIN[Y|G|IN|C|[Y|R|V|F|[N|K
ABE7.1 Wi R|L|NJA LIN[F|S|V|IN]JY|G|A|C|Y|R|V|F|NJK
ABE7.2 Wi R|L|NJA LIN[F|S|V|IN]JY|G|N|C|Y|R|V|F|NJK
ABE7.3 I'{R|{L|NJA LIN[F|S|V|IN]JY|G|A|C|Y|R|V|F|NJK
ABE7.4 RIR|JL[N|JA LIN[F|S|V|IN]JY|G|A|C|Y|R|V|F|NJK
ABE7.5 Wi R|L|NJA LIN[F|S|V|IN]JY|G|A|C|Y|H|V]|]F|NJK
ABE7.6 Wi R|L|NJA LIN[IT|S|V|IN]JY|G|A|C|Y|P|V]|]I]|NJK
ABE7.7 LIR|L[NJA LIN[F|S|V|IN]JY|G|A|C|Y|P|V]|F|NJK
ABE7.8 I'{R|{L|NJA LIN[F|S|V|IN]JY|G|N|C|Y|R|V|F|NJK
ABE7.9 LIR|L[NJA LIN[F|S|V|IN]JY|G|N|C|Y|P|V|F|NJK
ABE7.10 |R|R|L|[N[A LIN[F|S|V|IN]JY|G|A|C|Y|P|V]|F|NJK

In some embodiments, the base editor is an eighth generation ABE (ABES8). In some
embodiments, the ABES8 contains a TadA*8 variant. In some embodiments, the ABE8 has a
monomeric construct containing a TadA*8 variant (“ABE8.x-m”). In some embodiments, the
ABES is ABE8.1-m, which has a monomeric construct containing TadA*7.10 with a Y147T
mutation (TadA*8.1). In some embodiments, the ABES8 is ABE8.2-m, which has a monomeric
construct containing TadA*7.10 with a Y147R mutation (TadA*8.2). In some embodiments,
the ABES8 is ABE8.3-m, which has a monomeric construct containing TadA*7.10 with a Q154S
mutation (TadA*8.3). In some embodiments, the ABES8 is ABE8.4-m, which has a monomeric
construct containing TadA*7.10 with a Y123H mutation (TadA*8.4). In some embodiments,
the ABES8 is ABE8.5-m, which has a monomeric construct containing TadA*7.10 with a V82S
mutation (TadA*8.5). In some embodiments, the ABES8 is ABE8.6-m, which has a monomeric
construct containing TadA*7.10 with a T166R mutation (TadA*8.6). In some embodiments, the
ABES is ABES8.7-m, which has a monomeric construct containing TadA*7.10 with a Q154R
mutation (TadA*8.7). In some embodiments, the ABES8 is ABE8.8-m, which has a monomeric
construct containing TadA*7.10 with Y147R, Q154R, and Y123H mutations (TadA*8.8). In
some embodiments, the ABES8 is ABE8.9-m, which has a monomeric construct containing
TadA*7.10 with Y147R, Q154R and I76Y mutations (TadA*8.9). In some embodiments, the
ABES is ABES8.10-m, which has a monomeric construct containing TadA*7.10 with Y147R,
QI154R, and T166R mutations (TadA*8.10). In some embodiments, the ABE8 is ABE8.11-m,
which has a monomeric construct containing TadA*7.10 with Y147T and Q154R mutations

(TadA*8.11). In some embodiments, the ABE8 is ABE8.12-m, which has a monomeric
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construct containing TadA*7.10 with Y147T and Q154S mutations (TadA*8.12). In some
embodiments, the ABES8 is ABE8.13-m, which has a monomeric construct containing
TadA*7.10 with Y123H (Y123H reverted from H123Y), Y147R, Q154R and [76Y mutations
(TadA*8.13). In some embodiments, the ABE8 is ABE8.14-m, which has a monomeric
construct containing TadA*7.10 with I76Y and V82S mutations (TadA*8.14). In some
embodiments, the ABES8 is ABE8.15-m, which has a monomeric construct containing
TadA*7.10 with V82S and Y147R mutations (TadA*8.15). In some embodiments, the ABES is
ABES8.16-m, which has a monomeric construct containing TadA*7.10 with V82S, Y123H
(Y123H reverted from H123Y) and Y147R mutations (TadA*8.16). In some embodiments, the
ABES is ABES8.17-m, which has a monomeric construct containing TadA*7.10 with V82S and
Q154R mutations (TadA*8.17). In some embodiments, the ABE8 is ABE8.18-m, which has a
monomeric construct containing TadA*7.10 with V82S, Y123H (Y 123H reverted from H123Y)
and Q154R mutations (TadA*8.18). In some embodiments, the ABE8 is ABE8.19-m, which
has a monomeric construct containing TadA*7.10 with V82S, Y123H (Y123H reverted from
H123Y), Y147R and Q154R mutations (TadA*8.19). In some embodiments, the ABES8 is
ABES8.20-m, which has a monomeric construct containing TadA*7.10 with 176Y, V82S, Y123H
(Y123H reverted from H123Y), Y147R and Q154R mutations (TadA*8.20). In some
embodiments, the ABES8 is ABE8.21-m, which has a monomeric construct containing
TadA*7.10 with Y147R and Q154S mutations (TadA*8.21). In some embodiments, the ABES
is ABE8.22-m, which has a monomeric construct containing TadA*7.10 with V82S and Q154S
mutations (TadA*8.22). In some embodiments, the ABE8 is ABE8.23-m, which has a
monomeric construct containing TadA*7.10 with V82S and Y123H (Y 123H reverted from
H123Y) mutations (TadA*8.23). In some embodiments, the ABE8 is ABE8.24-m, which has a
monomeric construct containing TadA*7.10 with V82S, Y123H (Y 123H reverted from H123Y),
and Y147T mutations (TadA*8.24).

In some embodiments, the ABES has a heterodimeric construct containing wild-type F.
coli TadA fused to a TadA*8 variant (“ABE8.x-d”). In some embodiments, the ABES is
ABES.1-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with a Y147T mutation (TadA*8.1). In some embodiments, the ABE8 is ABE8.2-d,
which has a heterodimeric construct containing wild-type £. coli TadA fused to TadA*7.10 with
a Y147R mutation (TadA*8.2). In some embodiments, the ABES is ABES8.3-d, which has a
heterodimeric construct containing wild-type F. coli TadA fused to TadA*7.10 with a Q154S
mutation (TadA*8.3). In some embodiments, the ABE8 is ABE8.4-d, which has a
heterodimeric construct containing wild-type F. coli TadA fused to TadA*7.10 with a Y123H

mutation (TadA*8.4). In some embodiments, the ABE8 is ABE8.5-d, which has a
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heterodimeric construct containing wild-type E. coli TadA fused to TadA*7.10 with a V82S
mutation (TadA*8.5). In some embodiments, the ABES8 is ABE8.6-d, which has a
heterodimeric construct containing wild-type £. coli TadA fused to TadA*7.10 with a T166R
mutation (TadA*8.6). In some embodiments, the ABES8 is ABE8.7-d, which has a
heterodimeric construct containing wild-type F. coli TadA fused to TadA*7.10 with a Q154R
mutation (TadA*8.7). In some embodiments, the ABES8 is ABE8.8-d, which has a
heterodimeric construct containing wild-type F. coli TadA fused to TadA*7.10 with Y147R,
Q154R, and Y123H mutations (TadA*8.8). In some embodiments, the ABES is ABE8.9-d,
which has a heterodimeric construct containing wild-type £. coli TadA fused to TadA*7.10 with
Y147R, Q154R and I76Y mutations (TadA*8.9). In some embodiments, the ABE8 is ABE8.10-
d, which has a heterodimeric construct containing wild-type F. coli TadA fused to TadA*7.10
with Y147R, Q154R, and T166R mutations (TadA*8.10). In some embodiments, the ABES is
ABES8.11-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with Y147T and Q154R mutations (TadA*8.11). In some embodiments, the ABE8
is ABE8.12-d, which has heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with Y147T and Q154S mutations (TadA*8.12). In some embodiments, the ABES
is ABE8.13-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with Y123H (Y123H reverted from H123Y), Y147R, Q154R and [76Y mutations
(TadA*8.13). In some embodiments, the ABES is ABE8.14-d, which has a heterodimeric
construct containing wild-type £. coli TadA fused to TadA*7.10 with I76Y and V82S mutations
(TadA*8.14). In some embodiments, the ABE8 is ABE8.15-d, which has a heterodimeric
construct containing wild-type £. coli TadA fused to TadA*7.10 with V82S and Y147R
mutations (TadA*8.15). In some embodiments, the ABE8 is ABE8.16-d, which has a
heterodimeric construct containing wild-type E. coli TadA fused to TadA*7.10 with V828,
Y123H (Y 123H reverted from H123Y) and Y147R mutations (TadA*8.16). In some
embodiments, the ABES8 is ABE8.17-d, which has a heterodimeric construct containing wild-
type . coli TadA fused to TadA*7.10 with V82S and Q154R mutations (TadA*8.17). In some
embodiments, the ABES8 is ABE8.18-d, which has a heterodimeric construct containing wild-
type . coli TadA fused to TadA*7.10 with V82S, Y123H (Y123H reverted from H123Y) and
Q154R mutations (TadA*8.18). In some embodiments, the ABE8 is ABE8.19-d, which has a
heterodimeric construct containing wild-type E. coli TadA fused to TadA*7.10 with V828,
Y123H (Y123H reverted from H123Y), Y147R and Q154R mutations (TadA*8.19). In some
embodiments, the ABES8 is ABE8.20-d, which has a heterodimeric construct containing wild-
type F. coli TadA fused to TadA*7.10 with 176Y, V82S, Y123H (Y 123H reverted from

H123Y), Y147R and Q154R mutations (TadA*8.20). In some embodiments, the ABES8 is
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ABES8.21-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with Y147R and Q154S mutations (TadA*8.21). In some embodiments, the ABES
is ABE8.22-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with V82S and Q154S mutations (TadA*8.22). In some embodiments, the ABES is
ABES8.23-d, which has a heterodimeric construct containing wild-type E. coli TadA fused to
TadA*7.10 with V82S and Y123H (Y 123H reverted from H123Y) mutations (TadA*8.23). In
some embodiments, the ABES8 is ABE8.24-d, which has a heterodimeric construct containing
wild-type . coli TadA fused to TadA*7.10 with V82S, Y123H (Y 123H reverted from H123Y),
and Y147T mutations (TadA*8.24).

In some embodiments, the ABES has a heterodimeric construct containing TadA*7.10
fused to a TadA*8 variant (“ABE8 x-7”). In some embodiments, the ABES is ABES8.1-7, which
has a heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with a Y147T
mutation (TadA*8.1). In some embodiments, the ABE8 is ABE8.2-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with a Y147R mutation
(TadA*8.2). In some embodiments, the ABE8 is ABE8.3-7, which has a heterodimeric
construct containing TadA*7.10 fused to TadA*7.10 with a Q154S mutation (TadA*8.3). In
some embodiments, the ABE8 is ABE8.4-7, which has a heterodimeric construct containing
TadA*7.10 fused to TadA*7.10 with a Y123H mutation (TadA*8.4). In some embodiments, the
ABES8 is ABES8.5-7, which has a heterodimeric construct containing TadA*7.10 fused to
TadA*7.10 with a V82S mutation (TadA*8.5). In some embodiments, the ABE8 is ABES.6-7,
which has a heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with a T166R
mutation (TadA*8.6). In some embodiments, the ABES8 is ABE8.7-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with a Q154R mutation
(TadA*8.7). In some embodiments, the ABE8 is ABES8.8-7, which has a heterodimeric
construct containing TadA*7.10 fused to TadA*7.10 with Y147R, Q154R, and Y123H
mutations (TadA*8.8). In some embodiments, the ABE8 is ABES8.9-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y147R, Q154R and
[76Y mutations (TadA*8.9). In some embodiments, the ABES8 is ABE8.10-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y147R, Q154R, and
T166R mutations (TadA*8.10). In some embodiments, the ABES8 is ABES8.11-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y147T and Q154R
mutations (TadA*8.11). In some embodiments, the ABE8 is ABE8.12-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y147T and Q154S
mutations (TadA*8.12). In some embodiments, the ABE8 is ABE8.13-7, which has a

heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y123H (Y123H
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reverted from H123Y), Y147R, Q154R and 176Y mutations (TadA*8.13). In some
embodiments, the ABES8 is ABE8.14-7, which has a heterodimeric construct containing
TadA*7.10 fused to TadA*7.10 with I76Y and V82S mutations (TadA*8.14). In some
embodiments, the ABES8 is ABE8.15-7, which has a heterodimeric construct containing
TadA*7.10 fused to TadA*7.10 with V82S and Y 147R mutations (TadA*8.15). In some
embodiments, the ABES8 is ABE8.16-7, which has a heterodimeric construct containing
TadA*7.10 fused to TadA*7.10 with V82S, Y123H (Y 123H reverted from H123Y) and Y147R
mutations (TadA*8.16). In some embodiments, the ABE8 is ABE8.17-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with V82S and Q154R
mutations (TadA*8.17). In some embodiments, the ABE8 is ABE8.18-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with V82S, Y123H (Y123H
reverted from H123Y) and Q154R mutations (TadA*8.18). In some embodiments, the ABES is
ABES8.19-7, which has a heterodimeric construct containing TadA*7.10 fused to TadA*7.10
with V82S, Y123H (Y 123H reverted from H123Y), Y147R and Q154R mutations (TadA*8.19).
In some embodiments, the ABE8 is ABE8.20-7, which has a heterodimeric construct containing
TadA*7.10 fused to TadA*7.10 with I76Y, V82S, Y123H (Y 123H reverted from H123Y),
Y147R and Q154R mutations (TadA*8.20). In some embodiments, the ABE8 is ABE8.21-7,
which has a heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with Y147R and
Q154S mutations (TadA*8.21). In some embodiments, the ABE8 is ABE8.22-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with V82S and Q154S
mutations (TadA*8.22). In some embodiments, the ABE8 is ABE8.23-7, which has a
heterodimeric construct containing TadA*7.10 fused to TadA*7.10 with V82S and Y123H
(Y123H reverted from H123Y) mutations (TadA*8.23). In some embodiments, the ABES is
ABES8.24-7, which has a heterodimeric construct containing TadA*7.10 fused to TadA*7.10
with V82S, Y123H (Y123H reverted from H123Y), and Y147T mutations (TadA*8.24

In some embodiments, the ABE is ABE8.1-m, ABE8.2-m, ABE8.3-m, ABE8.4-m,
ABES.5-m, ABE8.6-m, ABES.7-m, ABE8.8-m, ABES.9-m, ABE8.10-m, ABES.11-m,
ABES.12-m, ABES.13-m, ABES.14-m, ABES.15-m, ABES.16-m, ABES.17-m, ABES.18-m,
ABES.19-m, ABES.20-m, ABES.21-m, ABES.22-m, ABES.23-m, ABES.24-m, ABES.1-d,
ABES.2-d, ABES.3-d, ABES.4-d, ABES.5-d, ABES.6-d, ABES.7-d, ABES.8-d, ABE8.9-d,
ABES.10-d, ABES.11-d, ABES.12-d, ABE8.13-d, ABES.14-d, ABES.15-d, ABES.16-d,
ABES.17-d, ABES.18-d, ABES.19-d, ABE8.20-d, ABES.21-d, ABE8.22-d, ABES.23-d, or
ABES.24-d as shown in Table 7 below.

Table 7: Base Editors — ABES8s
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ABES Name Aden?sine Adenosine Deaminase Description
Deaminase
ABES8.1-m TadA*8.1 Monomer_TadA*7.10 + Y147T
ABES8.2-m TadA*8.2 Monomer_TadA*7.10 + Y147R
ABES8.3-m TadA*8.3 Monomer_TadA*7.10 + Q154S
ABE8.4-m TadA*8.4 Monomer_TadA*7.10 + Y123H
ABES8.5-m TadA*8.5 Monomer_TadA*7.10 + V82S
ABES8.6-m TadA*8.6 Monomer_TadA*7.10 + T166R
ABES8.7-m TadA*8.7 Monomer_TadA*7.10 + Q154R
ABE8.8-m TadA*8.8 Monomer_TadA*7.10 + Y147R_Q154R_Y123H
ABE8.9-m TadA*8.9 Monomer_TadA*7.10 + Y147R_Q154R_176Y
ABE8.10-m TadA*8.10 Monomer_TadA*7.10 + Y147R_Q154R_T166R
ABE8.11-m TadA*8.11 Monomer_TadA*7.10 + Y147T_Q154R
ABE8.12-m TadA*8.12 Monomer_TadA*7.10 + Y147T_Q154S
ABE8.13-m TadA*8.13 Monomer_TadA*7.10 + Y123H_Y147R_Q154R_176Y
ABES8.14-m TadA*8.14 Monomer_TadA*7.10 + 176Y_V82S
ABES8.15-m TadA*8.15 Monomer_TadA*7.10 + V82S_Y147R
ABES8.16-m TadA*8.16 Monomer_TadA*7.10 + V82S _Y123H_Y147R
ABE8.17-m TadA*8.17 Monomer_TadA*7.10 + V82S_Q154R
ABES8.18-m TadA*8.18 Monomer_TadA*7.10 + V82S_Y123H_Q154R
ABE8.19-m TadA*8.19 Monomer_TadA*7.10 + V82S_Y123H _Y147R_Q154R
ABE8.20-m TadA*8.20 Monomer_TadA*7.10 + 176Y_V82S _Y123H_Y147R_Q154R
ABE8.21-m TadA*8.21 Monomer_TadA*7.10 + Y147R_Q154S
ABE8.22-m TadA*8.22 Monomer_TadA*7.10 + V82S_Q154S
ABE8.23-m TadA*8.23 Monomer_TadA*7.10 + V82S_Y123H
ABE8.24-m TadA*8.24 Monomer_TadA*7.10 + V82S_Y123H Y147T
ABES.1-d TadA*8.1 Heterodimer_ (WT) + (TadA*7.10 + Y147T)
ABES.2-d TadA*8.2 Heterodimer (WT) + (TadA*7.10 + Y147R)
ABES8.3-d TadA*8.3 Heterodimer_(WT) + (TadA*7.10 + Q1545S)
ABES.4-d TadA*8.4 Heterodimer_ (WT) + (TadA*7.10 + Y123H)
ABES8.5-d TadA*8.5 Heterodimer (WT) + (TadA*7.10 + V825)
ABES.6-d TadA*8.6 Heterodimer_ (WT) + (TadA*7.10 + T166R)
ABES8.7-d TadA*8.7 Heterodimer_(WT) + (TadA*7.10 + Q154R)
ABES.8-d TadA*8.8 Heterodimer_(WT) + (TadA*7.10 + Y147R_Q154R_Y123H)
ABES.9-d TadA*8.9 Heterodimer_(WT) + (TadA*7.10 + Y147R_Q154R_I76Y)
ABES.10-d | TadA*8.10 Heterodimer_(WT) + (TadA*7.10 + Y147R_Q154R_T166R)
ABE8.11-d TadA*8.11 Heterodimer (WT) + (TadA*7.10 + Y147T_Q154R)
ABE8.12-d TadA*8.12 Heterodimer (WT) + (TadA*7.10 + Y147T_Q154S)
ABES.13-d | TadA*8.13 Heterodimer (WT) + (TadA*7.10 + Y123H_Y147T_Q154R_I76Y)
ABE8.14-d TadA*8.14 Heterodimer_ (WT) + (TadA*7.10 + 176Y_V82S)
ABE8.15-d TadA*8.15 Heterodimer_(WT) + (TadA*7.10 + V82S_ Y147R)
ABES.16-d | TadA*8.16 Heterodimer_(WT) + (TadA*7.10 + V82S_Y123H_Y147R)
ABE8.17-d TadA*8.17 Heterodimer_ (WT) + (TadA*7.10 + V82S_Q154R)
ABES.18-d | TadA*8.18 Heterodimer_(WT) + (TadA*7.10 + V82S_Y123H_Q154R)
ABES.19-d | TadA*8.19 Heterodimer (WT) + (TadA*7.10 + V82S_Y123H_Y147R_Q154R)
ABE8.20-d | TadA*8.20 | Heterodimer (WT)+ (TadA*7.10 + [76Y_V82S_Y123H_Y147R_Q154R)
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ABES Name Aden?sine Adenosine Deaminase Description
Deaminase
ABE8.21-d TadA*8.21 Heterodimer (WT) + (TadA*7.10 + Y147R_Q1545)
ABES8.22-d TadA*8.22 Heterodimer_ (WT) + (TadA*7.10 + V82S_Q1545S)
ABES8.23-d TadA*8.23 Heterodimer_ (WT) + (TadA*7.10 + V82S_Y123H)
ABES8.24-d TadA*8.24 Heterodimer (WT) + (TadA*7.10 + V82S_Y123H_Y147T)

In some embodiments, base editors (e.g., ABES8) are generated by cloning an adenosine
deaminase variant (e.g., TadA*8) into a scaffold that includes a circular permutant Cas9 (e.g.,
CPS or CP6) and a bipartite nuclear localization sequence. In some embodiments, the base
editor (e.g., ABE7.9, ABE7.10, or ABES) is an NGC PAM CPS5 variant (S. pyrogenes Cas9 or
spVRQR Cas9). In some embodiments, the base editor (e.g., ABE7.9, ABE7.10, or ABES) is an
AGA PAM CPS variant (S. pyrogenes Cas9 or spVRQR Cas9). In some embodiments, the base
editor (e.g., ABE7.9, ABE7.10, or ABES) is an NGC PAM CP6 variant (S. pyrogenes Cas9 or
spVRQR Cas9). In some embodiments, the base editor (e.g. ABE7.9, ABE7.10, or ABES) is an
AGA PAM CP6 variant (S. pyrogenes Cas9 or spVRQR Cas9).

In some embodiments, the ABE has a genotype as shown in Table 8 below.

Table 8. Genotypes of ABEs

23|126(36(37|48|49(51|72|84|87|105|108(123(125|142|145|147|152(155|156|157|161

ABE7.9 LIR|L|NJA LIN|F|S|[V|IN|]Y|[G| N|C|Y|[P|V]|F]|N

ABE7.10 |R|R|L|N|A LIN|F|S|[V|IN|]Y|[G|A|C|Y|[P|V]|F]|N

As shown in Table 9 below, genotypes of 40 ABES8s are described. Residue positions in
the evolved £. coli TadA portion of ABE are indicated. Mutational changes in ABE8 are shown
when distinct from ABE7.10 mutations. In some embodiments, the ABE has a genotype of one

of the ABEs presented in Table 9 below.

Table 9. Residue Identity in Evolved TadA

23 36 48 51 76 82 84 106 108 123 146 147 152 154 155 156 157 166
ABE7.10 R L A L 1 Vv F Vv N Y C Y P Q Vv F N T
ABE8.1-m T
ABE8.2-m R
ABE8.3-m S
ABE8.4-m H
ABE8.5-m S
ABE8.6-m R
ABE8.7-m R
ABE8.8-m H R R
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23 36 48 51 76 82 84 106 108 123 146 147 152 154 155 156 157 166

ABE8.9-m Y R R
ABE8.10-m R R R
ABE8.11-m T R
ABE8.12-m T S
ABE8.13-m Y H R R
ABES8.14-m Y S
ABES8.15-m S R
ABE8.16-m S H R
ABE8.17-m S R
ABES8.18-m S H R
ABE8.19-m S H R R
ABES8.20-m Y S H R R
ABE8.21-m R S
ABES8.22-m S S
ABES8.23-m S H
ABE8.24-m S H T

ABE8.1-d T

ABE8.2-d R

ABE8.3-d S
ABE8.4-d H

ABE.5-d S

ABER.6-d R
ABE8.7-d R
ABE8.8-d H R R
ABE8.9-d Y R R
ABE8.10-d R R R
ABE8.11-d T R
ABE8.12-d T S
ABE8.13-d Y H R R
ABE8.14-d Y S

ABE8.15-d S R

ABE8.16-d S H R

ABE8.17-d S R
ABE8.18-d S H R
ABE8.19-d S H R R
ABE8.20-d Y S H R R
ABE8.21-d R S
ABE8.22-d S S
ABE8.23-d S H

ABE8.24-d S H T

In some embodiments, the base editor is ABES8.1, which comprises or consists

essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
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ABES8.1 Y147T CP5 NGC PAM_monomer

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCTEFFRMPROQVENAQKKAQS STDSGGSSGGSSGSETPGTSESATPESSGGSSGGSEIGKATAKYFF
YSNIMNFFKTEITLANGEIRKRPLIETNGE TGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGE SKE
SILPKRNSDKLIARKKDWDPKKYGGEFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNP
IDFLEAKGYKEVKKDLIIKLPKYSLFELENGRKRMLASAKFLOQKGNELALPSKYVNFLYLASHYEKLKGS
PEDNEQKQLFVEQHKHYIDETIIEQISEFSKRVILADANIDKVLSAYNKHRDKPTREQAENTTHLFTLTNL
GAPRAFKYFDTTIARKEYRSTKEVLDATLITHQSITGLYETRIDLSQLGGD GGSGGSGGSGGSGGSGGSGG
MDKKYSIGLATGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFILVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRK
KLVDSTDKADLRLIYLATLAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQIL.FEENPINASGVDAKA
ILSARLSKSRRLENLIAQI.PGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQL.SKDTYDDDIDNLLA
QIGDQYADLFLAAKNLSDAILLSDILRVNTEI TKAPLSASMIKRYDEHHQDL TLLKATLVRQQLPEKYKE T
FFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSI PHQTHI.GELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLFKTNRKVT
VKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFILDNEENEDITLEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQILKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNEFMQIL.IHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLY LYYLONGRDMYVDQEILDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLINAKLI TQRKFDNLTKAERGGLSE
IDKAGEFIKRQLVETRQITKHVAQITLDSRMNTKYDENDKLIREVKVI TLKSKLVSDFRKDFQFYKVRE ITNN
YHHAHDAYLNAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italics sequence denotes a linker sequence,
and the underlined sequence denotes a bipartite nuclear localization sequence.

In some embodiments, the base editor is ABES8.1, which comprises or consists essentially

of the following sequence or a fragment thereof having adenosine deaminase activity:

pNMG-B335 ABE8.1 Y147T CP5 NGC PAM monomer

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCTEFFRMPROQVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSEIGKATAKYFFE
YSNIMNFFKTEITLANGEIRKRPLIETNGE TGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGE SKE
SILPKRNSDKLIARKKDWDPKKYGGEFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNP
IDFLEAKGYKEVKKDLIIKLPKYSLFELENGRKRMLASAKFLOQKGNELALPSKYVNFLYLASHYEKLKGS
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PEDNEQKQLFVEQHKHYIDETIIEQISEFSKRVILADANIDKVLSAYNKHRDKPTREQAENTTHLFTLTNL
GAPRAFKYFDTTIARKEYRSTKEVLDATLTHQSITGLYETRIDLSQLGGD GGSGGSGGSGGSGGSGGSGGE
MDKKYSIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETAEATRLKRTARR
RYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFILVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRK
KLVDSTDKADLRLIYLATLAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQIL.FEENPINASGVDAKA
ILSARLSKSRRLENLIAQI.PGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQL.SKDTYDDDIDNLLA
QIGDQYADLFLAAKNLSDAILLSDILRVNTEI TKAPLSASMIKRYDEHHQDL TLLKATLVRQQLPEKYKE T
FFDQSKNGYAGYIDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSI PHQTHI.GELH
ATLRRQEDFYPFLKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQS
FIERMTNFDKNLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLFKTNRKVT
VKQLKEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFILDNEENEDITLEDIVLTLTLFEDRE
MIEERLKTYAHLFDDKVMKQILKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNEFMQIL.IHDD
SLTFKEDIQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTT
QKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLY LYYLONGRDMYVDQEILDINRLSDYDVDH
IVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLINAKLI TQRKFDNLTKAERGGLSE
IDKAGEFIKRQLVETRQITKHVAQITLDSRMNTKYDENDKLIREVKVI TLKSKLVSDFRKDFQFYKVRE ITNN
YHHAHDAYLNAVVGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italics sequence denotes a linker sequence,
and the underlined sequence denotes a bipartite nuclear localization sequence.

In some embodiments, the base editor is ABES8.14, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
pNMG-357 ABES.14 with NGC PAM CP5
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRV IGEGWNRPIGRHDPTAHAE IMALRQGGLVM
ONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLSDFFRMRRQETIKAQKKAQSSTDGGSSGGS SGSETPGTSESATPESSGGSSGGSMSEVEFSHEY WM
RHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAEIMALRQGGLVMQONYRLIDATLYV
TFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADECAALLCTFFRMP
RQVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSEIGKATAKYFFYSNIMNFFKTEI
TLANGE IRKRPLIE TNGE TGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLI
ARKKDWDPKKYGGFMQPTVAY SVLVVAKVEKGKSKKLKSVKELLGI TIMERSSFEKNPIDFLEAKGYKEV
KKDLIIKLPKYSLFELENGRKRMLASAKFLOKGNELALPSKYVNFLYLASHYEKLKGS PEDNEQKQLFVE
QHKHYLDEIIEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENIIHLFTLTNLGAPRAFKYFDTT
IARKEYRSTKEVLDATLIHQSITGLYETRIDLSQLGGDGGSGGSGGSGGSGGSGGSGGMDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL

199



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

ENLIAQI.PGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKL.QLSKDTYDDDILDNLLAQIGDQYADLFLA
AKRNLSDATLLSDILRVNTEI TKAPLSASMIKRYDEHHQDIL TLLKALVRQQL.PEKYKEIFFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKINREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFEYPF
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETI TPWNFEEVVDKGASAQSFIERMTNFDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKI
ECFDSVEISGVEDRFNASLGTYHDLLKI TKDKDFILDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQILKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQL.THDDSLTFKEDIQKAQ
VSGQGDSLHEHIANTLAGSPATKKGILQTVKVVDELVKVMGRHKPENTIVIEMARENQTTQKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDNLTKAERGGLSELDKAGF IKRQLV
ETRQITKHVAQIIDSRMNTKYDENDKLIREVKVI TLKSKLVSDFRKDFQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italics sequence denotes a linker sequence,
and the underlined sequence denotes a bipartite nuclear localization sequence.

In some embodiments, the base editor is ABE8.8-m, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES.8-m
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAE IMALRQGGLVM
QNYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHEPGMNHRVE ITEGILADE
CAALLCRFFRMPRRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
AKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFYPF
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKI
ECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQKAQ
VSGQGDSLHEHIANLAGS PAIKKGILQTVKVVDELVKVMGRHKPEN IVIEMARENQTTQKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDSI
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDNLTKAERGGLSELDKAGF IKRQLV
ETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQE IGKATAKYFFYSNIMNFFKTEI TLANGE IRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
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GFDSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITKLPKYS
LFELENGRKRMLASAGELQKGNELATLPSKYVNFLYLASHYEKTLKGSPEDNEQKQLFVEQHKHYI.DETITEQ
ISEFSKRVILADANIDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRY TSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABES8.8-d, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES.8-d
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRV IGEGWNRPIGRHDPTAHAE IMALRQGGLVM
ONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLSDFFRMRRQEIKAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSSEVEFSHEY WM
RHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAEIMALRQGGLVMQONYRLIDATLYV
TFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHEPGMNHRVEITEGI LADECAALLCRFFRMP
RRVENAQKKAQSSTDSGGSSGGSSGSET PGTSESATPESSGGSSGGSDKKY SIGLAIGTNSVGWAVITDE
YKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYLQE IFSNEMAKVD
DSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLRLIYLALAHMIKF
RGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKK
NGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSD
ILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKNGYAGY IDGGASQEEFYK
FIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFYPFLKDNREKIEKIL
TFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNLPNEKVLPKHSLL
YEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDY FKKIECFDSVEISGVE
DRFNASLGTYHDLLKI IKDKDFLDNEENEDILED IVLTLTLFEDREMI EERLKTYAHLFDDKVMKQLKRR
RY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQKAQVSGQGDSLHEHT
ANLAGSPAIKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTQKGQKNSRERMKRIEEGIKELGSQ
ILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNR
GKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDNLTKAERGGLSELDKAGF IKRQLVETRQI TKHVAQT
LDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVREINNYHHAHDAY LNAVVGTALIKKY PKL
ESEFVYGDYKVYDVRKMIAKSEQEIGKATAKYFFYSNIMNFFKTEI TLANGE IRKRPLIETNGETGE IVW
DKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGFDSPTVAY SVL
VVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKYSLFELENGRKRML
ASAGELQKGNELALPSKYVNFLYLASHYEKLKGS PEDNEQKQLFVEQHKHYLDE ITEQISEFSKRVILAD
ANLDKVLSAYNKHRDKPIREQAENIIHLFTLTNLGAPAAFKYFDTTIDRKRY TSTKEVLDATLIHQSITG
LYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV *
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In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABE8.13-m, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES.13-m
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAE IMALRQGGLVM
QNYRLYDATLYVTFEPCVMCAGAMIHSRIGRVVEFGVRNAKTGAAGSLMDVLHHPGMNHRVE ITEGILADE
CAALLCRFFRMPRRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
AKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFYPF
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFIERMTNFDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKI
ECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQLIHDDSLTFKEDIQKAQ
VSGQGDSLHEHIANLAGS PAIKKGILQTVKVVDELVKVMGRHKPEN IVIEMARENQTTQKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDSI
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDNLTKAERGGLSELDKAGF IKRQLV
ETRQITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQE IGKATAKYFFYSNIMNFFKTEI TLANGE IRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GFDSPTVAYSVLVVAKVEKGKSKKLKSVKELLGI TIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKYS
LFELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHYEKLKGS PEDNEQKQLFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENIIHLFTLTNLGAPAAFKYFDTTIDRKRY TSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV *

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABE8.13-d, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:

ABES.13-d
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MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLSDEFFRMRROQEIKAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSSEVEFSHEYWM
RHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAETMATLRQGGLVMONYRLY DATLYV
TFEPCVMCAGAMTIHSRIGRVVFGVRNAKTGAAGSTMDVLHHPGMNHRVETTEGILADECAALLCRFFRMP
RRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATIGTNSVGWAVITDE
YKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYLQETFSNEMAKVD
DSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYLATLAHMIKEFE
RGHFLIEGDLNPDNSDVDKLEIQILVQTYNQLFEENPINASGVDAKATILSARLSKSRRLENLIAQI.PGEKK
NGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDIDNLLAQTGDQYADLFLAAKNIL.SDATILI.SD
ILRVNTEITKAPLSASMIKRYDEHHQDLTLLKATLVRQQLPEKYKEIFFDQSKNGYAGY IDGGASQEEFYK
FIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSI PHQTHL.GELHATLRRQEDFY PFLKDNREKIEKTIL
TFRIPYYVGPLARGNSRFAWMTRKSEETITPWNFEEVVDKGASAQSFTITERMTNFDKNLPNEKVLPKHSLL
YEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKIECFDSVEISGVE
DRENASLGTYHDLLKI TKDKDFILDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHLFDDKVMKQLKRR
RYTGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQOL.THDDSLTFKEDIQKAQVSGQGDSLHEHT
ANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTQKGQKNSRERMKRIEEGIKELGSQ
ILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNR
GKSDNVPSEEVVKKMKNYWRQLINAKLI TOQRKFDNLTKAERGGLSELDKAGFIKRQIVETRQITKHVAQT
ILDSRMNTKYDENDKLIREVKVI TLKSKLVSDFRKDFQFYKVRETNNYHHAHDAYINAVVGTALIKKY PKL
ESEFVYGDYKVYDVRKMIAKSEQETIGKATAKYFFYSNIMNFFKTEI TLANGE TRKRPLTIETNGE TGETIVW
DKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGFDSPTVAY SVL
VVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITKLPKYSLFELENGRKRML
ASAGELQKGNELALPSKYVNFLYLASHYEKLKGS PEDNEQKQLFVEQHKHYI.DEITEQISEFSKRVILAD
ANIDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRY TSTKEVLDATLIHQSITG
LYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABE8.17-m, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:

ABES8.17-m

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM

QNYRLIDATLYSTFEPCVMCAGAMTIHSRIGRVVEGVRNAKTGAAGSTIMDVLHY PGMNHRVEITEGILADE

CAALLCYFFRMPRRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATIG

TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYL

QETIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTITYHLRKKLVDSTDKADLR
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LIYLATLAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQIL.FEENPINASGVDAKAILSARLSKSRRL
ENLIAQI.PGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKL.QLSKDTYDDDILDNLLAQIGDQYADLFLA
AKRNLSDATLLSDILRVNTEI TKAPLSASMIKRYDEHHQDIL TLLKALVRQQL.PEKYKEIFFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKINREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFEYPF
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEETI TPWNFEEVVDKGASAQSFIERMTNFDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFKKI
ECFDSVEISGVEDRFNASLGTYHDLLKI TKDKDFILDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQILKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNFMQL.THDDSLTFKEDIQKAQ
VSGQGDSLHEHIANTLAGSPATKKGILQTVKVVDELVKVMGRHKPENTIVIEMARENQTTQKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAKLI TQRKFDNLTKAERGGLSELDKAGF IKRQLV
ETRQITKHVAQIIDSRMNTKYDENDKLIREVKVI TLKSKLVSDFRKDFQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQETGKATAKYFFYSNIMNFEFKTEI TLANGE TRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GFDSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITKLPKYS
LFELENGRKRMLASAGELQKGNELATLPSKYVNFLYLASHYEKTLKGSPEDNEQKQLFVEQHKHYI.DETITEQ
ISEFSKRVILADANIDKVLSAYNKHRDKPIREQAENITHLFTLTNLGAPAAFKYFDTTIDRKRY TSTKEV

LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABES8.17-d, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES8.17-d
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAETMALR
QGGLVMONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNH
RVEITEGILADECAALLSDFFRMRROQE IKAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESS
GGSSGGSSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHA
ETMALRQGGLVMONYRLIDATLYSTFEPCVMCAGAMIHSRIGRVVEFGVRNAKTGAAGSLMDVLH
YPGMNHRVEITEGILADECAALLCYFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSES
ATPESSGGSSGGSDKKYSIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSTKKNLIGALL
FDSGETAEATRLKRTARRRY TRRKNRICYLQE IFSNEMAKVDDSFFHRLEESFLVEEDKKHERH
PIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYTLATAHMIKFRGHFLIEGDLNPDNSD
VDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLTAQLPGEKKNGLEFGNLIAL
SLGLTPNFKSNFDLAEDAKILQLSKDTYDDDLDNLLAQTIGDQYADLFLAAKNLSDAILLSDILRV

NTEITKAPLSASMIKRYDEHHQDLTLLKATLVRQQLPEKYKE IFFDQSKNGYAGY IDGGASQEEF
204



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

YKFIKPILEKMDGTEELLVKLNREDLLRKOQRTFDNGSIPHQIHLGELHATLRRQEDEFYPEFLKDN
REKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEE TITPWNFEEVVDKGASAQSFIERMTNEDK
NLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQL
KEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFED
REMIEERLKTYAHLEDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRN
FMOLTIHDDSLTFKED IQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDE LVKVMGRHKP
ENIVIEMARENQTTQKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGR
DMYVDQELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWR
QLINAKLITQRKFDNLTKAERGGLSELDKAGF IKRQLVE TRQI TKHVAQILDSRMNTKYDENDK
LIREVKVITLKSKLVSDFRKDFQFYKVRE INNYHHAHDAYLNAVVGTALIKKYPKLESEFVYGD
YKVYDVRKMIAKSEQE IGKATAKYFFYSNIMNEFEFKTE I TLANGE IRKRPLIE TNGE TGE IVWDK
GRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVA
YSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKYSLF
ELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDE
ITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENI THLEFTLTNLGAPAAFKYFDTTID
RKRYTSTKEVLDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABE8.20-m, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES8.20-m
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATIGLHDPTAHAETMALR
QGGLVMONYRLYDATLYSTFEPCVMCAGAMIHSRIGRVVEFGVRNAKTGAAGS LMDVLHHPGMNH
RVEITEGILADECAALLCRFFRMPRRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESS
GGSSGGSDKKYSIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLFDSGET
AEATRLKRTARRRY TRRKNRICYLQE IFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNI
VDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYILATLAHMIKFRGHFLIEGDLNPDNSDVDKLET
QLVOTYNQLFEENPINASGVDAKAILSARLSKSRRLENLIAQLPGEKKNGLEFGNLIALSLGLTP
NEFKSNFDLAEDAKIQLSKDTYDDDLDNLLAQTIGDQYADLFLAAKNLSDAILLSDILRVNTEITK
APLSASMIKRYDEHHODLTLLKALVRQQOI.PEKYKE IFFDQSKNGYAGY IDGGASQEEFYKFIKP
ILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQITHLGELHATILRRQEDFYPFLKDNREKIEK
ILTFRIPYYVGPLARGNSRFAWMTRKSEE TI TPWNFEEVVDKGASAQSFIERMTNFDKNLPNEK
VLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLFKTNRKVTVKQLKEDYFK
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KIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFEDREMIEE
RLKTYAHLEDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRNEFMQIL. IH
DDSLTFKEDIQKAQVSGQGDSLHEHIANLAGSPAIKKGILQTVKVVDELVKVMGRHKPENIVIE
MARENQTTQKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQ
ELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWRQLLNAK
LITQRKFDNLTKAERGGLSELDKAGEFIKRQLVE TRQI TKHVAQITLDSRMNTKYDENDKLIREVK
VITLKSKLVSDFRKDFQFYKVRE INNYHHAHDAYLNAVVGTALIKKYPKLESEFVYGDYKVYDV
RKMIAKSEQE IGKATAKYFEFYSNIMNEFFKTE I TLANGE IRKRPLIE TNGE TGE IVWDKGRDFEFAT
VRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGFDSPTVAYSVLVV
AKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLI IKLPKYSLFELENGR
KRMLASAGELQKGNELAL.PSKYVNFLYTLASHYEKLKGSPEDNEQKQLFVEQHKHYILDEITEQIS
EFSKRVILADANLDKVLSAYNKHRDKPIREQAENI THLEFTLTNLGAPAAFKYFDTTIDRKRYTS
TKEVLDATLIHQSITGLYE TRIDLSQLGGDEGADKRTADGSEFESPKKKRKV*

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, the base editor is ABE8.20-d, which comprises or consists
essentially of the following sequence or a fragment thereof having adenosine deaminase activity:
ABES8.20-d
MSEVEFSHEYWMRHALTLAKRAWDEREVPVGAVLVHNNRVIGEGWNRPIGRHDPTAHAETMALR
QGGLVMONYRLIDATLYVTLEPCVMCAGAMIHSRIGRVVFGARDAKTGAAGSLMDVLHHPGMNH
RVEITEGILADECAALLSDFFRMRROQE IKAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESS
GGSSGGSSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHA
EIMALRQGGLVMONYRLYDATLYSTFEPCVMCAGAMIHSRIGRVVEFGVRNAKTGAAGSLMDVLH
HPGMNHRVEITEGILADECAALLCRFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSES
ATPESSGGSSGGSDKKYSIGLAIGTNSVGWAVITDEYKVPSKKFKVLGNTDRHSTKKNLIGALL
FDSGETAEATRLKRTARRRY TRRKNRICYLQE IFSNEMAKVDDSFFHRLEESFLVEEDKKHERH
PIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLRLIYTLATAHMIKFRGHFLIEGDLNPDNSD
VDKLFIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRLENLTAQLPGEKKNGLEFGNLIAL
SLGLTPNFKSNFDLAEDAKILQLSKDTYDDDLDNLLAQTIGDQYADLFLAAKNLSDAILLSDILRV
NTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKE IFFDQSKNGYAGY IDGGASQEEF
YKFIKPILEKMDGTEELLVKLNREDLLRKOQRTFDNGSIPHQITHLGELHAILRRQEDFYPFLKDN
REKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEE TI TPWNFEEVVDKGASAQSFIERMTNEFDK
NLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVTVKQL
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KEDYFKKIECFDSVEISGVEDRFNASLGTYHDLLKIIKDKDFLDNEENEDILEDIVLTLTLFED
REMIEERLKTYAHLEDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKTILDFLKSDGFANRN
FMOLTIHDDSLTFKED IQKAQVSGQGDSLHEHIANLAGSPATKKGILQTVKVVDE LVKVMGRHKP
ENIVIEMARENQTTQKGOKNSRERMKRIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGR
DMYVDQELDINRLSDYDVDHIVPQSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWR
QLINAKLITQRKFDNLTKAERGGLSELDKAGF IKRQLVE TRQI TKHVAQILDSRMNTKYDENDK
LIREVKVITLKSKLVSDFRKDFQFYKVRE INNYHHAHDAYLNAVVGTALIKKYPKLESEFVYGD
YKVYDVRKMIAKSEQE IGKATAKYFFYSNIMNEFEFKTE I TLANGE IRKRPLIE TNGE TGE IVWDK
GRDFATVRKVLSMPQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKYGGEFDSPTVA
YSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKYSLF
ELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDE
ITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENI THLEFTLTNLGAPAAFKYFDTTID
RKRYTSTKEVLDATLIHQSITGLYE TRIDLSQLGGDEGADKRTADGSE FE SPKKKRKV *

In the above sequence, the plain text denotes an adenosine deaminase sequence, bold
sequence indicates sequence derived from Cas9, the italicized sequence denotes a linker
sequence, underlined sequence denotes a bipartite nuclear localization sequence, and double
underlined sequence indicates mutations.

In some embodiments, an ABES of the invention is selected from the following
sequences:

01. monoABES8.1 bpNLS + Y147T

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVFGVRNAKTGAAGSLMDVLHY PGMNHRVEITEGILADE
CAALLCTFFRMPRQOVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKY SIGLATG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHS IKKNLIGALLFDSGETAEATRLKRTARRRY TRRKNRICYT,
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKY PTTYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLFIQLVQTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLIAQLPGEKKNGLFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQTIGDQYADLFLA
AKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKETIFFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKQRT FDNGSTPHQTHLGELHATLRRQEDFYPF
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLFKTNRKVTVKQLKEDY FKKT
ECFDSVEISGVEDRFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMI EERLKTYAHL
FDDKVMKQLKRRRY TGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNFMQL ITHDDSLTFKEDIQKAQ
VSGQGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENTVIEMARENQTTQKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMY VDQELDINRLSDYDVDHIVPQSFLKDDS T
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WRQLLNAKL ITQRKFDNLTKAERGGLSELDKAGF TKRQLV

ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
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VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

02. monoABES8.1 bpNLS + Y147R
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCREFFRMPROQVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

03. monoABES8.1 bpNLS + Q154S

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCYFFRMPRSVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
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LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

04. monoABES8.1 bpNLS + Y123H

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHHPGMNHRVEITEGILADE
CAALLCYFFRMPROQVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
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IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

05. monoABES.1 bpNLS + V82S
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRATGLHDPTAHAETIMALRQGGLVM
ONYRLIDATLYSTFEPCVMCAGAMTIHSRIGRVVEGVRNAKTGAAGSIMDVLHY PGMNHRVEITEGILADE
CAALLCYFFRMPROVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATIG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSTKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QETFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPTFGNIVDEVAYHEKYPTTIYHLRKKLVDSTDKADLR
LIYTLALAHMIKFRGHFLTIEGDLNPDNSDVDKLEFIQLVQTYNQLFEENPINASGVDAKATLSARLSKSRRL
ENLTAQLPGEKKNGLEFGNLIALSLGLTPNEFKSNEFDLAEDAKLOQLSKDTYDDDLDNLLAQTIGDQYADLEFLA
ARNLSDATLLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVRQQLPEKYKETFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKOQRTEFDNGSTIPHOTHLGELHATLRROEDEFYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFTIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLEFKTNRKVTVKQLKEDY FKKT
ECFDSVEISGVEDRENASLGTYHDLLKITKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKOQSGKTILDFLKSDGEFANRNEMOL.THDDSTLTEFKEDIQKAQ
VSGOGDSLHEHTANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTORKGQKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDRKNRGKSDNVPSEEVVKKMKNYWROLINAKLITQRKEDNLTKAERGGLSELDKAGETKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDFOQFYKVREINNYHHAHDAYTLNAV
VGTALTKKYPKLESEFVYGDYKVYDVRKMIAKSEQETGKATAKY FEYSNIMNEFFKTEITLANGE TRKRPL
IETNGETGEIVWDKGRDEFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDEFLEAKGYKEVKKDLIIKLPKYS
LFELENGRKRMLASARELOQKGNELATLPSKYVNFLYLASHYEKLKGSPEDNEQKQLEVEQHKHYLDETTEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENTITHLEFTLTNLGAPAAFKY FDTTIDRKQYRSTKEV
ILDATLITHOSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV

06. monoABES8.1 bpNLS + T166R

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCYFFRMPROQVEFNAQKKAQSSRDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
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ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

07. monoABES8.1 bpNLS + Q154R

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTEFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSLMDVLHYPGMNHRVEITEGILADE
CAALLCYFFRMPRRVENAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLATG
TNSVGWAVITDEYKVPSKKEKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIEFGNIVDEVAYHEKY PTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVQTYNQLFEENPINASGVDAKAILSARLSKSRRL
ENLTAQLPGEKKNGLEGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLA
ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
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GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

08. monoABES.1 bpNLS + Y147R_Q154R_Y123H
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHHPGMNHRVEITEGILADE
CAALLCRFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHAILRRQEDEYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSREFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQLKEDY FKKI
ECFDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKOLKRRRYTGWGRLSRKLINGIRDKOSGKTILDFLKSDGFANRNFMOQLIHDDSLTFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLITOQRKFDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFOQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYFDTTIDRKQYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV

09. monoABES.1 bpNLS + Y147R_Q154R_I76Y

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLYDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHYPGMNHRVEITEGILADE
CAALLCRFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
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ARKNLSDAILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQLPEKYKEIFEFDQSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

10. monoABES.1_bpNLS + Y147R_Q154R_T166R

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHYPGMNHRVEITEGILADE
CAALLCRFFRMPRRVFNAQKKAQSSRDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHAILRRQEDEYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSREFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQLKEDY FKKI
ECFDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKOLKRRRYTGWGRLSRKLINGIRDKOSGKTILDFLKSDGFANRNFMOQLIHDDSLTFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLITOQRKFDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFOQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITIKLPKY S
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LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

11. monoABES.1_bpNLS + Y147T_Q154R
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHYPGMNHRVEITEGILADE
CAALLCTFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHAILRRQEDEYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSREFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQLKEDY FKKI
ECFDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKOLKRRRYTGWGRLSRKLINGIRDKOSGKTILDFLKSDGFANRNFMOQLIHDDSLTFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLITOQRKFDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFOQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYFDTTIDRKQYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV

12. monoABES8.1 bpNLS + Y147T Q1548

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHYPGMNHRVEITEGILADE
CAALLCTFFRMPRSVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY

214



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHATILRRQEDEYPE
LKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATIVDLLEFKTNRKVIVKOQLKEDY FKKT
ECEFDSVEISGVEDRENASLGTYHDLLKITIKDKDEFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGEFANRNFMOQLTHDDSLTEFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILQTVKVVDELVKVMGRHKPENIVIEMARENQTTOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSEFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROQLLNAKLITQRKEDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDEFRKDEFQEFYKVREINNYHHAHDAYTLNAV
VGTALTIKKYPKLESEEFVYGDYKVYDVRKMIAKSEQETIGKATAKY FEYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVQTGGESKESILPKRNSDKLIARKKDWDPKKYG
GEFVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLIIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEFVEQHKHYLDEIIEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

13. monoABES.1 bpNLS + HI23Y123H Y147R_Q154R _176Y

MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLYDATLYVTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHHPGMNHRVEITEGILADE
CAALLCRFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHAILRRQEDEYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSREFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQLKEDY FKKI
ECFDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKOLKRRRYTGWGRLSRKLINGIRDKOSGKTILDFLKSDGFANRNFMOQLIHDDSLTFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLITOQRKFDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFOQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQ
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ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKY FDTTIDRKOYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSE FESPKKKRKV

14. monoABES.1_bpNLS + V82S + Q154R
MSEVEFSHEYWMRHALTLAKRARDEREVPVGAVLVLNNRVIGEGWNRAIGLHDPTAHAEIMALRQGGLVM
ONYRLIDATLYSTFEPCVMCAGAMIHSRIGRVVEGVRNAKTGAAGSIMDVLHYPGMNHRVEITEGILADE
CAALLCYFFRMPRRVFNAQKKAQSSTDSGGSSGGSSGSETPGTSESATPESSGGSSGGSDKKYSIGLAIG
TNSVGWAVITDEYKVPSKKFKVLGNTDRHSIKKNLIGALLEFDSGETAEATRLKRTARRRYTRRKNRICYL
QEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRKKLVDSTDKADLR
LIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEIQLVOTYNQLFEENPINASGVDAKATILSARLSKSRRL
ENLITAQLPGEKKNGLEFGNLIALSLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLEFLA
AKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVROQOLPEKYKEIFFDOSKNGYAGY
IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKORTFDNGSIPHQIHLGELHAILRRQEDEYPFE
LKDNREKIEKILTFRIPYYVGPLARGNSREFAWMTRKSEET ITPWNEFEEVVDKGASAQSFIERMTNEDKNL
PNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKAIVDLLEFKTNRKVTVKQLKEDY FKKI
ECFDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDREMIEERLKTYAHL
FDDKVMKOLKRRRYTGWGRLSRKLINGIRDKOSGKTILDFLKSDGFANRNFMOQLIHDDSLTFKEDIQKAQ
VSGOGDSLHEHIANLAGSPATKKGILOTVKVVDELVKVMGRHKPENIVIEMARENQTTQOKGOKNSRERMK
RIEEGIKELGSQILKEHPVENTQLONEKLYLYYLONGRDMYVDQELDINRLSDYDVDHIVPQSFLKDDST
DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWROLLNAKLITOQRKFDNLTKAERGGLSELDKAGEFIKRQLV
ETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDFOQFYKVREINNYHHAHDAYLNAV
VGTALIKKYPKLESEFVYGDYKVYDVRKMIAKSEQEIGKATAKY FEFYSNIMNEFFKTEITLANGEIRKRPL
IETNGETGEIVWDKGRDFATVRKVLSMPOQVNIVKKTEVQTGGFSKESILPKRNSDKLIARKKDWDPKKY G
GEVSPTVAYSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGYKEVKKDLITIKLPKY S
LFELENGRKRMLASARELOQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDEITEQ
ISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYFDTTIDRKQYRSTKEV
LDATLIHQSITGLYETRIDLSQLGGDEGADKRTADGSEFESPKKKRKV

In some embodiments, the base editor is a fusion protein comprising a polynucleotide
programmable nucleotide binding domain (e.g., Cas9-derived domain) fused to a nucleobase
editing domain (e.g., all or a portion of a deaminase domain). In certain embodiments, the
fusion proteins provided herein comprise one or more features that improve the base editing
activity of the fusion proteins. For example, any of the fusion proteins provided herein may
comprise a Cas9 domain that has reduced nuclease activity. In some embodiments, any of the
fusion proteins provided herein may have a Cas9 domain that does not have nuclease activity
(dCas9), or a Cas9 domain that cuts one strand of a duplexed DNA molecule, referred to as a
Cas9 nickase (nCas9).

In some embodiments, the base editor further comprises a domain comprising all or a
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portion of a uracil glycosylase inhibitor (UGI). In some embodiments, the base editor comprises
a domain comprising all or a portion of a uracil binding protein (UBP), such as a uracil DNA
glycosylase (UDG). In some embodiments, the base editor comprises a domain comprising all
or a portion of a nucleic acid polymerase. In some embodiments, a nucleic acid polymerase or
portion thereof incorporated into a base editor is a translesion DNA polymerase.

In some embodiments, a domain of the base editor can comprise multiple domains. For
example, the base editor comprising a polynucleotide programmable nucleotide binding domain
derived from Cas9 can comprise an REC lobe and an NUC lobe corresponding to the REC lobe
and NUC lobe of a wild-type or natural Cas9. In another example, the base editor can comprise
one or more of a RuvCI domain, BH domain, REC1 domain, REC2 domain, RuvCII domain, L1
domain, HNH domain, L2 domain, RuvCIII domain, WED domain, TOPO domain or CTD
domain. In some embodiments, one or more domains of the base editor comprise a mutation
(e.g., substitution, insertion, deletion) relative to a wild type version of a polypeptide comprising
the domain. For example, an HNH domain of a polynucleotide programmable DNA binding
domain can comprise an H840A substitution. In another example, a RuvCI domain of a
polynucleotide programmable DNA binding domain can comprise a D10A substitution.

Different domains (e.g., adjacent domains) of the base editor disclosed herein can be
connected to each other with or without the use of one or more linker domains (e.g., an XTEN
linker domain). In some embodiments, a linker domain can be a bond (e.g., covalent bond),
chemical group, or a molecule linking two molecules or moieties, e.g., two domains of a fusion
protein, such as, for example, a first domain (e.g., Cas9-derived domain) and a second domain
(e.g., an adenosine deaminase domain). In some embodiments, a linker is a covalent bond (e.g.,
a carbon-carbon bond, disulfide bond, carbon-hetero atom bond, etc.). In certain embodiments,
a linker is a carbon nitrogen bond of an amide linkage. In certain embodiments, a linker is a
cyclic or acyclic, substituted or unsubstituted, branched or unbranched aliphatic or
heteroaliphatic linker. In certain embodiments, a linker is polymeric (e.g., polyethylene,
polyethylene glycol, polyamide, polyester, etc.). In certain embodiments, a linker comprises a
monomer, dimer, or polymer of aminoalkanoic acid. In some embodiments, a linker comprises
an aminoalkanoic acid (e.g., glycine, ethanoic acid, alanine, beta-alanine, 3-aminopropanoic
acid, 4-aminobutanoic acid, 5-pentanoic acid, etc.). In some embodiments, a linker comprises a
monomer, dimer, or polymer of aminohexanoic acid (Ahx). In certain embodiments, a linker is
based on a carbocyclic moiety (e.g., cyclopentane, cyclohexane). In other embodiments, a linker
comprises a polyethylene glycol moiety (PEG). In certain embodiments, a linker comprises an
aryl or heteroaryl moiety. In certain embodiments, the linker is based on a phenyl ring. A linker

can include functionalized moieties to facilitate attachment of a nucleophile (e.g., thiol, amino)
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from the peptide to the linker. Any electrophile can be used as part of the linker. Exemplary
electrophiles include, but are not limited to, activated esters, activated amides, Michael
acceptors, alkyl halides, aryl halides, acyl halides, and isothiocyanates. In some embodiments, a
linker joins a gRNA binding domain of an RNA-programmable nuclease, including a Cas9
nuclease domain, and the catalytic domain of a nucleic acid editing protein. In some
embodiments, a linker joins a dCas9 and a second domain (e.g., UGI, etc.).

Typically, a linker is positioned between, or flanked by, two groups, molecules, or other
moieties and connected to each one via a covalent bond, thus connecting the two. In some
embodiments, a linker is an amino acid or a plurality of amino acids (e.g., a peptide or protein).
In some embodiments, a linker is an organic molecule, group, polymer, or chemical moiety. In
some embodiments, a linker is 2-100 amino acids in length, for example, 2, 3, 4, 5, 6, 7, 8, 9, 10,
11,12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 30-35, 35-40, 40-45,
45-50, 50-60, 60-70, 70-80, 80-90, 90-100, 100-150, or 150-200 amino acids in length. In some
embodiments, the linker is about 3 to about 104 (e.g., 5,6, 7, 8,9, 10, 11, 12, 13, 14, 15, 16, 17,
18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43,
44, 45, 46, 47, 48, 49, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, or 100) amino acids in length.
Longer or shorter linkers are also contemplated. In some embodiments, a linker domain
comprises the amino acid sequence SGSETPGTSESATPES, which can also be referred to as the
XTEN linker. Any method for linking the fusion protein domains can be employed (e.g.,
ranging from very flexible linkers of the form (SGGS)n, (GGGS)n, (GGGGS)n, and (G)n, to
more rigid linkers of the form (EAAAK)n, (GGS)n, SGSETPGTSESATPES (see, e.g.,
Guilinger JP, Thompson DB, Liu DR. Fusion of catalytically inactive Cas9 to Fokl nuclease
improves the specificity of genome modification. Nat. Biotechnol. 2014; 32(6): 577-82; the
entire contents are incorporated herein by reference), or (XP)n motif, in order to achieve the
optimal length for activity for the nucleobase editor. In some embodiments, nis 1,2, 3,4, 5, 6,
7,8,9,10, 11, 12, 13, 14, or 15. In some embodiments, the linker comprises a (GGS)n motif,
wherein nis 1, 3, or 7. In some embodiments, the Cas9 domain of the fusion proteins provided
herein are fused via a linker comprising the amino acid sequence SGSETPGTSESATPES. In
some embodiments, a linker comprises a plurality of proline residues and is 5-21, 5-14, 5-9, 5-7
amino acids in length, e.g., PAPAP, PAPAPA, PAPAPAP, PAPAPAPA, P(AP)4, P(AP),
P(AP)1wo (see, e.g., Tan J, Zhang F, Karcher D, Bock R. Engineering of high-precision base
editors for site-specific single nucleotide replacement. Nat Commun. 2019 Jan 25;10(1):439;
the entire contents are incorporated herein by reference). Such proline-rich linkers are also

termed “rigid” linkers.
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A fusion protein of the invention comprises a nucleic acid editing domain. In some
embodiments, the deaminase is an adenosine deaminase. In some embodiments, the deaminase
is a vertebrate deaminase. In some embodiments, the deaminase is an invertebrate deaminase.

In some embodiments, the deaminase is a human, chimpanzee, gorilla, monkey, cow, dog, rat, or
mouse deaminase. In some embodiments, the deaminase is a human deaminase. In some

embodiments, the deaminase is a rat deaminase.

Linkers

In certain embodiments, linkers may be used to link any of the peptides or peptide
domains of the invention. The linker may be as simple as a covalent bond, or it may be a
polymeric linker many atoms in length. In certain embodiments, the linker is a polypeptide or
based on amino acids. In other embodiments, the linker is not peptide-like. In certain
embodiments, the linker is a covalent bond (e.g., a carbon-carbon bond, disulfide bond, carbon-
heteroatom bond, efc.). In certain embodiments, the linker is a carbon-nitrogen bond of an
amide linkage. In certain embodiments, the linker is a cyclic or acyclic, substituted or
unsubstituted, branched or unbranched aliphatic or heteroaliphatic linker. In certain
embodiments, the linker is polymeric (e.g., polyethylene, polyethylene glycol, polyamide,
polyester, efc.). In certain embodiments, the linker comprises a monomer, dimer, or polymer of
aminoalkanoic acid. In certain embodiments, the linker comprises an aminoalkanoic acid (e.g.,
glycine, ethanoic acid, alanine, beta-alanine, 3-aminopropanoic acid, 4-aminobutanoic acid, 5-
pentanoic acid, efc.). In certain embodiments, the linker comprises a monomer, dimer, or
polymer of aminohexanoic acid (Ahx). In certain embodiments, the linker is based on a
carbocyclic moiety (e.g., cyclopentane, cyclohexane). In other embodiments, the linker
comprises a polyethylene glycol moiety (PEG). In other embodiments, the linker comprises
amino acids. In certain embodiments, the linker comprises a peptide. In certain embodiments,
the linker comprises an aryl or heteroaryl moiety. In certain embodiments, the linker is based on
a phenyl ring. The linker may include functionalized moieties to facilitate attachment of a
nucleophile (e.g., thiol, amino) from the peptide to the linker. Any electrophile may be used as
part of the linker. Exemplary electrophiles include, but are not limited to, activated esters,
activated amides, Michael acceptors, alkyl halides, aryl halides, acyl halides, and
isothiocyanates.

In some embodiments, the linker is an amino acid or a plurality of amino acids (e.g., a
peptide or protein). In some embodiments, the linker is a bond (e.g., a covalent bond), an
organic molecule, group, polymer, or chemical moiety. In some embodiments, the linker is
about 3 to about 104 (e.g., 5, 6,7, 8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24,
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25,26, 27,28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50,
55, 60, 65, 70, 75, 80, 85, 90, 95, or 100) amino acids in length.

In some embodiments, the adenosine deaminase and the napDNAbp are fused via a
linker that is 4, 16, 32, or 104 amino acids in length. In some embodiments, the linker is about 3
to about 104 amino acids in length. In some embodiments, any of the fusion proteins provided
herein, comprise an adenosine deaminase and a Cas9 domain that are fused to each other via a
linker. Various linker lengths and flexibilities between the deaminase domain (e.g., an
engineered ecTadA) and the Cas9 domain can be employed (e.g., ranging from very flexible
linkers of the form (GGGS)n, (GGGGS)n, and (G)n to more rigid linkers of the form (EAAAK)n,
(SGGS)n, SGSETPGTSESATPES (see, e.g., Guilinger JP, Thompson DB, Liu DR. Fusion of
catalytically inactive Cas9 to FoklI nuclease improves the specificity of genome modification.
Nat. Biotechnol. 2014; 32(6): 577-82; the entire contents are incorporated herein by reference)
and (XP)n) in order to achieve the optimal length for activity for the nucleobase editor. In some
embodiments, nis 1,2, 3,4,5,6,7,8,9,10, 11, 12, 13, 14, or 15. In some embodiments, the
linker comprises a (GGS)n motif, whereinnis 1, 3, or 7. In some embodiments, the adenosine
deaminase and the Cas9 domain of any of the fusion proteins provided herein are fused via a

linker (e.g., an XTEN linker) comprising the amino acid sequence SGSETPGTSESATPES.

Cas9 complexes with guide RNAs

Some aspects of this disclosure provide complexes comprising any of the fusion proteins
provided herein, and a guide RNA (e.g., a guide that targets a SCD mutation). Any method for
linking the fusion protein domains can be employed (e.g., ranging from very flexible linkers of
the form (GGGS)n, (GGGGS)n, and (G)n to more rigid linkers of the form (EAAAK)n, (SGGS)n,
SGSETPGTSESATPES (see, e.g., Guilinger JP, Thompson DB, Liu DR. Fusion of catalytically
inactive Cas9 to FokI nuclease improves the specificity of genome modification. Nat.
Biotechnol. 2014; 32(6): 577-82; the entire contents are incorporated herein by reference) and
(XP)n) in order to achieve the optimal length for activity for the nucleobase editor. In some
embodiments, nis 1,2, 3,4,5,6,7,8,9,10, 11, 12, 13, 14, or 15. In some embodiments, the
linker comprises a (GGS)» motif, whereinnis 1, 3, or 7. In some embodiments, the Cas9
domain of the fusion proteins provided herein are fused via a linker comprising the amino acid
sequence SGSETPGTSESATPES.

In some embodiments, the guide nucleic acid (e.g., guide RNA) is from 15-100
nucleotides long and comprises a sequence of at least 10 contiguous nucleotides that is

complementary to a target sequence. In some embodiments, the guide RNA is 15, 16, 17, 18, 19,
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20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45,
46, 47, 48, 49, or 50 nucleotides long. In some embodiments, the guide RNA comprises a
sequence of 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36,
37, 38, 39, or 40 contiguous nucleotides that is complementary to a target sequence. In some
embodiments, the target sequence is a DNA sequence. In some embodiments, the target
sequence is a sequence in the genome of a bacteria, yeast, fungi, insect, plant, or animal. In some
embodiments, the target sequence is a sequence in the genome of a human. In some
embodiments, the 3° end of the target sequence is immediately adjacent to a canonical PAM
sequence (NGGQ). In some embodiments, the 3” end of the target sequence is immediately
adjacent to a non-canonical PAM sequence (e.g., a sequence listed in Table 1 or 5’NAA-3’). In
some embodiments, the guide nucleic acid (e.g., guide RNA) is complementary to a sequence
associated with sickle cell disease (SCD).

Some aspects of this disclosure provide methods of using the fusion proteins, or
complexes provided herein. For example, some aspects of this disclosure provide methods
comprising contacting a DNA molecule with any of the fusion proteins provided herein, and
with at least one guide RNA, wherein the guide RNA is about 15-100 nucleotides long and
comprises a sequence of at least 10 contiguous nucleotides that is complementary to a target
sequence. In some embodiments, the 3’ end of the target sequence is immediately adjacent to an
AGC, GAG, TTT, GTG, or CAA sequence. In some embodiments, the 3’ end of the target
sequence is immediately adjacent to an NGA, NGCG, NGN, NNGRRT, NNNRRT, NGCG,
NGCN, NGTN, NGTN, NGTN, or 5’ (TTTV) sequence.

It will be understood that the numbering of the specific positions or residues in the
respective sequences depends on the particular protein and numbering scheme used. Numbering
might be different, e.g., in precursors of a mature protein and the mature protein itself, and
differences in sequences from species to species may affect numbering. One of skill in the art
will be able to identify the respective residue in any homologous protein and in the respective
encoding nucleic acid by methods well known in the art, e.g., by sequence alignment and
determination of homologous residues.

It will be apparent to those of skill in the art that in order to target any of the fusion
proteins disclosed herein, to a target site, e.g., a site comprising a mutation to be edited, it is
typically necessary to co-express the fusion protein together with a guide RNA. As explained in
more detail elsewhere herein, a guide RNA typically comprises a tractRNA framework allowing
for Cas9 binding, and a guide sequence, which confers sequence specificity to the Cas9:nucleic
acid editing enzyme/domain fusion protein. Alternatively, the guide RNA and tracrRNA may be

provided separately, as two nucleic acid molecules. In some embodiments, the guide RNA
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comprises a structure, wherein the guide sequence comprises a sequence that is complementary
to the target sequence. The guide sequence is typically 20 nucleotides long. The sequences of
suitable guide RNAs for targeting Cas9:nucleic acid editing enzyme/domain fusion proteins to
specific genomic target sites will be apparent to those of skill in the art based on the instant
disclosure. Such suitable guide RNA sequences typically comprise guide sequences that are
complementary to a nucleic sequence within 50 nucleotides upstream or downstream of the
target nucleotide to be edited. Some exemplary guide RNA sequences suitable for targeting any

of the provided fusion proteins to specific target sequences are provided herein.

Cas12 complexes with suide RNAs

Some aspects of this disclosure provide complexes comprising any of the fusion proteins
provided herein, and a guide RNA (e.g., a guide that targets a target polynucleotide for editing).

In some embodiments, the guide nucleic acid (e.g., guide RNA) is from 15-100
nucleotides long and comprises a sequence of at least 10 contiguous nucleotides that is
complementary to a target sequence. In some embodiments, the guide RNA is 15, 16, 17, 18, 19,
20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45,
46, 47, 48, 49, or 50 nucleotides long. In some embodiments, the guide RNA comprises a
sequence of 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36,
37, 38, 39, or 40 contiguous nucleotides that is complementary to a target sequence. In some
embodiments, the target sequence is a DNA sequence. In some embodiments, the target
sequence is a sequence in the genome of a bacteria, yeast, fungi, insect, plant, or animal. In
some embodiments, the target sequence is a sequence in the genome of a human. In some
embodiments, the 3° end of the target sequence is immediately adjacent to a canonical PAM
sequence. In some embodiments, the 3’ end of the target sequence is immediately adjacent to a
non-canonical PAM sequence.

Some aspects of this disclosure provide methods of using the fusion proteins, or
complexes provided herein. For example, some aspects of this disclosure provide methods
comprising contacting a DNA molecule with any of the fusion proteins provided herein, and
with at least one guide RNA, wherein the guide RNA is about 15-100 nucleotides long and
comprises a sequence of at least 10 contiguous nucleotides that is complementary to a target
sequence. In some embodiments, the 3’ end of the target sequence is immediately adjacent to an
e.g, TTN, DTTN, GTTN, ATTN, ATTC, DTTNT, WTTN, HATY, TTTN, TTTV, TTTC, TG,
RTR, or YTN PAM site.

It will be understood that the numbering of the specific positions or residues in the

respective sequences depends on the particular protein and numbering scheme used. Numbering
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might be different, e.g., in precursors of a mature protein and the mature protein itself, and
differences in sequences from species to species may affect numbering. One of skill in the art
will be able to identify the respective residue in any homologous protein and in the respective
encoding nucleic acid by methods well known in the art, e.g., by sequence alignment and
determination of homologous residues.

It will be apparent to those of skill in the art that in order to target any of the fusion
proteins disclosed herein, to a target site, e.g., a site comprising a mutation to be edited, it is
typically necessary to co-express the fusion protein together with a guide RNA. As explained in
more detail elsewhere herein, a guide RNA typically comprises a tractRNA framework allowing
for Cas12 binding, and a guide sequence, which confers sequence specificity to the
Casl2:nucleic acid editing enzyme/domain fusion protein. Alternatively, the guide RNA and
tracrRNA may be provided separately, as two nucleic acid molecules. In some embodiments,
the guide RNA comprises a structure, wherein the guide sequence comprises a sequence that is
complementary to the target sequence. The guide sequence is typically 20 nucleotides long.
The sequences of suitable guide RNAs for targeting Cas12:nucleic acid editing enzyme/domain
fusion proteins to specific genomic target sites will be apparent to those of skill in the art based
on the instant disclosure. Such suitable guide RNA sequences typically comprise guide
sequences that are complementary to a nucleic sequence within 50 nucleotides upstream or
downstream of the target nucleotide to be edited. Some exemplary guide RNA sequences
suitable for targeting any of the provided fusion proteins to specific target sequences are
provided herein.

The domains of the base editor disclosed herein can be arranged in any order as long as
the deaminase domain is internalized in the Cas12 protein. Non-limiting examples of a base
editor comprising a fusion protein comprising e.g., a Cas12 domain and a deaminase domain can
be arranged as follows:

NH2-[Cas12 domain]-Linker1-[ABE8]-Linker2-[Cas12 domain]-COOH,;

NH2-[Cas12 domain]-Linker1-[ABE8]-[Cas12 domain]-COOH;

NH2-[Cas12 domain]-[ABE8]-Linker2-[Cas12 domain]-COOH,;

NH2-[Cas12 domain]-[ABES8]-[Cas12 domain]-COOH,;

NH2-[Cas12 domain]-Linker1-[ ABE8]-Linker2-[Cas12 domain]-[inosine BER inhibitor]-
COOH;

NH2-[Cas12 domain]-Linker1-[ABE8]-[Cas12 domain]-[inosine BER inhibitor]-COOH,
NH2-[Cas12 domain]-[ABES8]-Linker2-[Cas12 domain]-[inosine BER inhibitor]-COOH;;
NH2-[Cas12 domain]-[ABE8]-[Cas12 domain]-[inosine BER inhibitor]-COOH,;
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NH2-[inosine BER inhibitor]-[Cas12 domain]-Linker1-[ ABE8]-Linker2-[Cas12 domain]-
COOH;

NH2-[inosine BER inhibitor]-[Cas12 domain]-Linker1-[ ABE8]-[Cas12 domain]-COOH,;
NH2-[inosine BER inhibitor]-[Cas12 domain]-[ ABE8]-Linker2-[Cas12 domain]-COOH,
NH2-[inosine BER inhibitor]NH2-[Cas12 domain]-[ABE8]-[Cas12 domain]-COOH;

Additionally, in some cases, a Gam protein can be fused to an N terminus of a base
editor. In some cases, a Gam protein can be fused to a C terminus of a base editor. The Gam
protein of bacteriophage Mu can bind to the ends of double strand breaks (DSBs) and protect
them from degradation. In some embodiments, using Gam to bind the free ends of DSB can
reduce indel formation during the process of base editing. In some embodiments, 174-residue
Gam protein is fused to the N terminus of the base editors. See. Komor, A.C, et al., “Improved
base excision repair inhibition and bacteriophage Mu Gam protein yields C:G-to-T: A base
editors with higher efficiency and product purity” Science Advances 3:eaa04774 (2017). In
some cases, a mutation or mutations can change the length of a base editor domain relative to a
wild type domain. For example, a deletion of at least one amino acid in at least one domain can
reduce the length of the base editor. In another case, a mutation or mutations do not change the
length of a domain relative to a wild type domain. For example, substitution(s) in any domain
does/do not change the length of the base editor

In some embodiments, the base editing fusion proteins provided herein need to be
positioned at a precise location, for example, where a target base is placed within a defined
region (e.g., a “deamination window”). In some cases, a target can be within a 4-base region. In
some cases, such a defined target region can be approximately 15 bases upstream of the PAM.
See Komor, A.C., et al., “Programmable editing of a target base in genomic DNA without
double-stranded DNA cleavage” Nature 533, 420-424 (2016); Gaudelli, N\M_, et al.,
“Programmable base editing of AT to G+C in genomic DNA without DNA cleavage” Nature
551, 464-471 (2017); and Komor, A.C,, et al., “Improved base excision repair inhibition and
bacteriophage Mu Gam protein yields C:G-to-T: A base editors with higher efficiency and
product purity” Science Advances 3:eaao4774 (2017), the entire contents of which are hereby
incorporated by reference.

A defined target region can be a deamination window. A deamination window can be
the defined region in which a base editor acts upon and deaminates a target nucleotide. In some
embodiments, the deamination window is withina 2, 3,4, 5, 6, 7, 8, 9, or 10 base regions. In
some embodiments, the deamination window is 5, 6, 7, 8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18,
19, 20, 21, 22, 23, 24, or 25 bases upstream of the PAM.
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The base editors of the present disclosure can comprise any domain, feature or amino
acid sequence which facilitates the editing of a target polynucleotide sequence. For example, in
some embodiments, the base editor comprises a nuclear localization sequence (NLS). In some
embodiments, an NLS of the base editor is localized between a deaminase domain and a
napDNAbp domain. In some embodiments, an NLS of the base editor is localized C-terminal to
a napDNAbp domain.

Protein domains included in the fusion protein can be a heterologous functional domain.
Non-limiting examples of protein domains which can be included in the fusion protein include a
deaminase domain (e.g., adenosine deaminase), a uracil glycosylase inhibitor (UGI) domain,
epitope tags, and reporter gene sequences. Protein domains can be a heterologous functional
domain, for example, having one or more of the following activities: transcriptional activation
activity, transcriptional repression activity, transcription release factor activity, gene silencing
activity, chromatin modifying activity, epigenetic modifying activity, histone modification
activity, RNA cleavage activity, and nucleic acid binding activity. Such heterologous functional
domains can confer a function activity, such as modification of a target polypeptide associated
with target DNA (e.g., a histone, a DNA binding protein, etc.), leading to, for example, histone
methylation, histone acetylation, histone ubiquitination, and the like. Other functions and/or
activities conferred can include transposase activity, integrase activity, recombinase activity,
ligase activity, ubiquitin ligase activity, deubiquitinating activity, adenylation activity,
deadenylation activity, SUMOylation activity, deSUMOylation activity, or any combination of
the above.

A domain may be detected or labeled with an epitope tag, a reporter protein, other
binding domains. Non-limiting examples of epitope tags include histidine (His) tags, VS5 tags,
FLAG tags, influenza hemagglutinin (HA) tags, Myc tags, VSV-G tags, and thioredoxin (Trx)
tags. Examples of reporter genes include, but are not limited to, glutathione-5-transferase (GST),
horseradish peroxidase (HRP), chloramphenicol acetyltransferase (CAT) beta-galactosidase,
beta-glucuronidase, luciferase, green fluorescent protein (GFP), HcRed, DsRed, cyan
fluorescent protein (CFP), yellow fluorescent protein (YFP), and autofluorescent proteins
including blue fluorescent protein (BFP). Additional protein sequences can include amino acid
sequences that bind DNA molecules or bind other cellular molecules, including but not limited
to maltose binding protein (MBP), S-tag, Lex A DNA binding domain (DBD) fusions, GAL4
DNA binding domain fusions, and herpes simplex virus (HSV) BP16 protein fusions.

In some embodiments, BhCas12b guide polynucleotide has the following sequence
(where the T’s are replaced by uridines (U’s) in the actual gRNA):

BhCas12b sgRNA scaffold (underlined) + 20nt to 23nt guide sequence (denoted by Nn)
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SGITCTGTCTTTTGGTCAGGACAACCGTCTAGCTATAAGTGCTGCAGGGTGTGAGA

AACTCCTATTGCTGGACGATGTCTCTTACGAGGCATTAGCACNNNNNNNNNNNNNN
NNNNNN-3’

In some embodiments, BvCas12b and AaCas12b guide polynucleotides have the
following sequences (where the T’s are replaced by uridines (U’s) in the actual gRNA):
BvCas12b sgRNA scaffold (underlined) + 20nt to 23nt guide sequence (denoted by Nn)
5’GACCTATAGGGTCAATGAATCTGTGCGTGTGCCATAAGTAATTAAAAATTACCCA
CCACAGGAGCACCTGAAAACAGGTGCTTGGCACNNNNNNNNNNNNNNNNNNNN-3’
AaCas12b sgRNA scaffold (underlined) + 20nt to 23nt guide sequence (denoted by Nn)
5’GTCTAAAGGACAGAATTTTTCAACGGGTGTGCCAATGGCCACTTTCCAGGTGGCA
AAGCCCGTTGAACTTCTCAAAAAGAACGATCTGAGAAGTGGCACNNNNNNNNNNN
NNNNNNNNN-3”

Methods of using fusion proteins comprising adenosine deaminase variant and a Cas9
domain

Some aspects of this disclosure provide methods of using the fusion proteins, or
complexes provided herein. For example, some aspects of this disclosure provide methods
comprising contacting a DNA molecule encoding a mutant form of HBG with any of the fusion
proteins provided herein, and with at least one guide RNA, wherein the guide RNA is about 15-
100 nucleotides long and comprises a sequence of at least 10 contiguous nucleotides that is
complementary to a target sequence. In some embodiments, the 3’ end of the target sequence is
immediately adjacent to a canonical PAM sequence (NGG). In some embodiments, the 3’ end
of the target sequence is not immediately adjacent to a canonical PAM sequence (NGG). In
some embodiments, the 3° end of the target sequence is immediately adjacent to an AGC, GAG,
TTT, GTG, or CAA sequence. In some embodiments, the 3” end of the target sequence is
immediately adjacent to an NGA, NGCG, NGN, NNGRRT, NNNRRT, NGCG, NGCN, NGTN,
NGTN, NGTN, or 5’ (TTTV) sequence.

It will be understood that the numbering of the specific positions or residues in the
respective sequences depends on the particular protein and numbering scheme used. Numbering
might be different, e.g., in precursors of a mature protein and the mature protein itself, and
differences in sequences from species to species may affect numbering. One of skill in the art
will be able to identify the respective residue in any homologous protein and in the respective
encoding nucleic acid by methods well known in the art, e.g., by sequence alignment and

determination of homologous residues.
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It will be apparent to those of skill in the art that in order to target any of the fusion
proteins comprising a Cas9 domain and an adenosine deaminase variant (e.g., ABES), as
disclosed herein, to a target site, e.g., a site comprising a mutation to be edited, it is typically
necessary to co-express the fusion protein together with a guide RNA, e.g., an sgRNA. As
explained in more detail elsewhere herein, a guide RNA typically comprises a tractrRNA
framework allowing for Cas9 binding, and a guide sequence, which confers sequence specificity
to the Cas9:nucleic acid editing enzyme/domain fusion protein. Alternatively, the guide RNA
and tracrRNA may be provided separately, as two nucleic acid molecules. In some
embodiments, the guide RNA comprises a structure, wherein the guide sequence comprises a
sequence that is complementary to the target sequence. The guide sequence is typically 20
nucleotides long. The sequences of suitable guide RNAs for targeting Cas9:nucleic acid editing
enzyme/domain fusion proteins to specific genomic target sites will be apparent to those of skill
in the art based on the instant disclosure. Such suitable guide RNA sequences typically
comprise guide sequences that are complementary to a nucleic sequence within 50 nucleotides
upstream or downstream of the target nucleotide to be edited. Some exemplary guide RNA
sequences suitable for targeting any of the provided fusion proteins to specific target sequences

are provided herein.

Base Editor Efficiency

CRISPR-Cas9 nucleases have been widely used to mediate targeted genome editing. In
most genome editing applications, Cas9 forms a complex with a guide polynucleotide (e.g.,
single guide RNA (sgRNA)) and induces a double-stranded DNA break (DSB) at the target site
specified by the sgRNA sequence. Cells primarily respond to this DSB through the non-
homologous end-joining (NHEJ) repair pathway, which results in stochastic insertions or
deletions (indels) that can cause frameshift mutations that disrupt the gene. In the presence of a
donor DNA template with a high degree of homology to the sequences flanking the DSB, gene
correction can be achieved through an alternative pathway known as homology directed repair
(HDR). Unfortunately, under most non-perturbative conditions, HDR is inefficient, dependent
on cell state and cell type, and dominated by a larger frequency of indels. As most of the known
genetic variations associated with human disease are point mutations, methods that can more
efficiently and cleanly make precise point mutations are needed. Base editing systems as
provided herein provide a new way to provide genome editing without generating double-strand
DNA breaks, without requiring a donor DNA template, and without inducing an excess of

stochastic insertions and deletions.
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The fusion proteins of the invention advantageously modify a specific nucleotide base
encoding a H comprising a mutation without generating a significant proportion of indels. An
“indel,” as used herein, refers to the insertion or deletion of a nucleotide base within a nucleic
acid. Such insertions or deletions can lead to frame shift mutations within a coding region of a
gene. In some embodiments, it is desirable to generate base editors that efficiently modify (e.g.
mutate) a specific nucleotide within a nucleic acid, without generating a large number of
insertions or deletions (i.e., indels) in the nucleic acid. In certain embodiments, any of the base
editors provided herein are capable of generating a greater proportion of intended modifications
(e.g., mutations) versus indels.

In some embodiments, any of base editor systems provided herein result in less than
50%, less than 40%, less than 30%, less than 20%, less than 19%, less than 18%, less than 17%,
less than 16%, less than 15%, less than 14%, less than 13%, less than 12%, less than 11%, less
than 10%, less than 9%, less than 8%, less than 7%, less than 6%, less than 5%, less than 4%,
less than 3%, less than 2%, less than 1%, less than 0.9%, less than 0.8%, less than 0.7%, less
than 0.6%, less than 0.5%, less than 0.4%, less than 0.3%, less than 0.2%, less than 0.1%, less
than 0.09%, less than 0.08%, less than 0.07%, less than 0.06%, less than 0.05%, less than
0.04%, less than 0.03%, less than 0.02%, or less than 0.01% indel formation in the target
polynucleotide sequence.

Some aspects of the disclosure are based on the recognition that any of the base editors
provided herein are capable of efficiently generating an intended mutation, such as a point
mutation, in a nucleic acid (e.g., a nucleic acid within a genome of a subject) without generating
a significant number of unintended mutations, such as unintended point mutations. In some
embodiments, any of the base editors provided herein are capable of generating at least 0.01% of
intended mutations (7.e. at least 0.01% base editing efficiency). In some embodiments, any of
the base editors provided herein are capable of generating at least 0.01%, 1%, 2%, 3%, 4%, 5%,
10%, 15%, 20%, 25%, 30%, 40%, 45%, 50%, 60%, 70%, 80%, 90%, 95%, or 99% of intended
mutations.

In some embodiments, the base editors provided herein are capable of generating a ratio
of intended mutations to indels that is greater than 1:1. In some embodiments, the base editors
provided herein are capable of generating a ratio of intended mutations to indels that is at least
1.5:1, atleast 2:1, at least 2.5:1, at least 3:1, at least 3.5:1, at least 4:1, at least 4.5:1, at least 5:1,
at least 5.5:1, at least 6:1, at least 6.5:1, at least 7:1, at least 7.5:1, at least 8:1, at least 10:1, at
least 12:1, at least 15:1, at least 20:1, at least 25:1, at least 30:1, at least 40:1, at least 50:1, at
least 100:1, at least 200:1, at least 300:1, at least 400:1, at least 500:1, at least 600:1, at least

700:1, at least 800:1, at least 900:1, or at least 1000:1, or more.
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The number of intended mutations and indels can be determined using any suitable
method, for example, as described in International PCT Application Nos. PCT/2017/045381
(W02018/027078) and PCT/US2016/058344 (W02017/070632); Komor, A.C., et al.,
“Programmable editing of a target base in genomic DNA without double-stranded DNA
cleavage” Nature 533, 420-424 (2016); Gaudelli, N.M., ef al., “Programmable base editing of
A°T to G*C in genomic DNA without DNA cleavage” Nature 551, 464-471 (2017); and Komor,
A.C, et al., “Improved base excision repair inhibition and bacteriophage Mu Gam protein yields
C:G-to-T:A base editors with higher efficiency and product purity” Science Advances
3:eaa04774 (2017); the entire contents of which are hereby incorporated by reference.

In some embodiments, to calculate indel frequencies, sequencing reads are scanned for
exact matches to two 10-bp sequences that flank both sides of a window in which indels can
occur. If no exact matches are located, the read is excluded from analysis. If the length of this
indel window exactly matches the reference sequence the read is classified as not containing an
indel. If the indel window is two or more bases longer or shorter than the reference sequence,
then the sequencing read is classified as an insertion or deletion, respectively. In some
embodiments, the base editors provided herein can limit formation of indels in a region of a
nucleic acid. In some embodiments, the region is at a nucleotide targeted by a base editor or a
region within 2, 3,4, 5,6, 7, 8, 9, or 10 nucleotides of a nucleotide targeted by a base editor.

The number of indels formed at a target nucleotide region can depend on the amount of
time a nucleic acid (e.g., a nucleic acid within the genome of a cell) is exposed to a base editor.
In some embodiments, the number or proportion of indels is determined after at least 1 hour, at
least 2 hours, at least 6 hours, at least 12 hours, at least 24 hours, at least 36 hours, at least 48
hours, at least 3 days, at least 4 days, at least 5 days, at least 7 days, at least 10 days, or at least
14 days of exposing the target nucleotide sequence (e.g., a nucleic acid within the genome of a
cell) to a base editor. It should be appreciated that the characteristics of the base editors as
described herein can be applied to any of the fusion proteins, or methods of using the fusion
proteins provided herein.

In some embodiments, the base editors provided herein are capable of limiting formation
of indels in a region of a nucleic acid. In some embodiments, the region is at a nucleotide
targeted by a base editor or a region within 2, 3,4, 5, 6, 7, 8, 9, or 10 nucleotides of a nucleotide
targeted by a base editor. In some embodiments, any of the base editors provided herein are
capable of limiting the formation of indels at a region of a nucleic acid to less than 1%, less than
1.5%, less than 2%, less than 2.5%, less than 3%, less than 3.5%, less than 4%, less than 4.5%,
less than 5%, less than 6%, less than 7%, less than 8%, less than 9%, less than 10%, less than

12%, less than 15%, or less than 20%. The number of indels formed at a nucleic acid region
229



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

may depend on the amount of time a nucleic acid (e.g., a nucleic acid within the genome of a
cell) is exposed to a base editor. In some embodiments, any number or proportion of indels is
determined after at least 1 hour, at least 2 hours, at least 6 hours, at least 12 hours, at least 24
hours, at least 36 hours, at least 48 hours, at least 3 days, at least 4 days, at least 5 days, at least 7
days, at least 10 days, or at least 14 days of exposing a nucleic acid (e.g., a nucleic acid within
the genome of a cell) to a base editor.

Some aspects of the disclosure are based on the recognition that any of the base editors
provided herein are capable of efficiently generating an intended mutation in a nucleic acid (e.g.
a nucleic acid within a genome of a subject) without generating a significant number of
unintended mutations. In some embodiments, an intended mutation is a mutation that is
generated by a specific base editor bound to a gRNA, specifically designed to alter or correct a
HBG mutation. In some embodiments, any of the base editors provided herein are capable of
generating a ratio of intended mutations to unintended mutations (e.g., intended
mutations:unintended mutations) that is greater than 1:1. In some embodiments, any of the base
editors provided herein are capable of generating a ratio of intended mutations to unintended
mutations that is at least 1.5:1, at least 2:1, at least 2.5:1, at least 3:1, at least 3.5:1, at least 4:1,
at least 4.5:1, at least 5:1, atleast 5.5:1, at least 6:1, at least 6.5:1, at least 7:1, at least 7.5:1, at
least 8:1, at least 10:1, at least 12:1, at least 15:1, at least 20:1, at least 25:1, at least 30:1, at least
40:1, at least 50:1, at least 100:1, at least 150:1, at least 200:1, at least 250:1, at least 500:1, or at
least 1000:1, or more. It should be appreciated that the characteristics of the base editors
described herein may be applied to any of the fusion proteins, or methods of using the fusion

proteins provided herein.

Multiplex Editing

In some embodiments, the base editor system provided herein is capable of multiplex
editing of a plurality of nucleobase pairs in one or more genes. In some embodiments, the
plurality of nucleobase pairs is located in the same gene. In some embodiments, the plurality of
nucleobase pairs is located in one or more gene, wherein at least one gene is located in a
different locus. In some embodiments, the multiplex editing can comprise one or more guide
polynucleotides. In some embodiments, the multiplex editing can comprise one or more base
editor system. In some embodiments, the multiplex editing can comprise one or more base
editor systems with a single guide polynucleotide. In some embodiments, the multiplex editing
can comprise one or more base editor systems with a plurality of guide polynucleotides. In
some embodiments, the multiplex editing can comprise one or more guide polynucleotide with a

single base editor system. In some embodiments, the multiplex editing can comprise at least one
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guide polynucleotide that does not require a PAM sequence to target binding to a target
polynucleotide sequence. In some embodiments, the multiplex editing can comprise at least one
guide polynucleotide that requires a PAM sequence to target binding to a target polynucleotide
sequence. In some embodiments, the multiplex editing can comprise a mix of at least one guide
polynucleotide that does not require a PAM sequence to target binding to a target polynucleotide
sequence and at least one guide polynucleotide that require a PAM sequence to target binding to
a target polynucleotide sequence. It should be appreciated that the characteristics of the
multiplex editing using any of the base editors as described herein can be applied to any of
combination of the methods of using any of the base editor provided herein. It should also be
appreciated that the multiplex editing using any of the base editors as described herein can
comprise a sequential editing of a plurality of nucleobase pairs.

In some embodiments, the plurality of nucleobase pairs is in one more genes. In some
embodiments, the plurality of nucleobase pairs is in the same gene. In some embodiments, at
least one gene in the one more genes is located in a different locus.

In some embodiments, the editing is editing of the plurality of nucleobase pairs in at least
one protein coding region. In some embodiments, the editing is editing of the plurality of
nucleobase pairs in at least one protein non-coding region. In some embodiments, the editing is
editing of the plurality of nucleobase pairs in at least one protein coding region and at least one
protein non-coding region.

In some embodiments, the editing is in conjunction with one or more guide
polynucleotides. In some embodiments, the base editor system can comprise one or more base
editor system. In some embodiments, the base editor system can comprise one or more base
editor systems in conjunction with a single guide polynucleotide. In some embodiments, the
base editor system can comprise one or more base editor system in conjunction with a plurality
of guide polynucleotides. In some embodiments, the editing is in conjunction with one or more
guide polynucleotide with a single base editor system. In some embodiments, the editing is in
conjunction with at least one guide polynucleotide that does not require a PAM sequence to
target binding to a target polynucleotide sequence. In some embodiments, the editing is in
conjunction with at least one guide polynucleotide that require a PAM sequence to target
binding to a target polynucleotide sequence. In some embodiments, the editing is in conjunction
with a mix of at least one guide polynucleotide that does not require a PAM sequence to target
binding to a target polynucleotide sequence and at least one guide polynucleotide that require a
PAM sequence to target binding to a target polynucleotide sequence. It should be appreciated
that the characteristics of the multiplex editing using any of the base editors as described herein

can be applied to any of combination of the methods of using any of the base editors provided
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herein. It should also be appreciated that the editing can comprise a sequential editing of a

plurality of nucleobase pairs.
Introduction of gene edits for treating sickle cell disease

Exemplary guide RNA spacer sequences and nucleobase changes are provided in Table

10 below.
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Table 10. Introduction of Gene Regulator Edits

Nucleotide Base
Gene gRNA Spacer Sequence PAM
change Editor
HBG1/2 ¢. -198 T>C ABE GUGGGGAAGGGGCCCCCAAG AGG
HBG1/2 ¢. -198 T>C ABE AUUGAGAUAGUGUGGGGAAG GGG
HBG1/2 ¢. -198 T>C ABE CAUUGAGAUAGUGUGGGGAA GGG
HBG1/2 ¢. -198 T>C ABE GCAUUGAGAUAGUGUGGGGA AGG
HBG1/2 ¢. -198 T>C ABE GUGGGGAAGGGGCCCCCAAG AGG
CBE
c.-114 ~-102
HBG1/2 and/or | GCUAUUGGUCAAGGCAAGGC TGG
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | CAAGGCUAUUGGUCAAGGCA AGG
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | CUUGUCAAGGCUAUUGGUCA AGG
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | CUUGACCAAUAGCCUUGACA AGG
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | GUUUGCCUUGUCAAGGCUAU TGG
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | UGGUCAAGUUUGCCUUGUCA AGG
deletion
ABE
HBG1/2 ¢. -198 T>C ABE UGGGGAAGGGGCCCCCAAGA GGA
HBG1/2 ¢. -198 T>C ABE GUGUGGGGAAGGGGCCCCCA AGA
HBG1/2 c. -175 T>C ABE UCAGACAGAUAUUUGCAUUG AGA
HBG1/2 c. -175 T>C ABE UUUCAGACAGAUAUUUGCAU TGA
CBE
c.-114 ~-102
HBG1/2 and/or | CUUGCCUUGACCAAUAGCCU TGA
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | UAGCCUUGACAAGGCAAACU TGA
deletion ABE
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CBE
c.-90 BCL11A
HBG1/2 and/or | CAAACUUGACCAAUAGUCUU AGA
binding
ABE
HBG1/2 c.-198 T>C ABE UGUGGGGAAGGGGCCCCCAA GAGGAT
c.-202 C>T, -201
CBE
C>T, -198 T>C, -
HBG1/2 and/or | GGGCCCCUUCCCCACACUAU CTCAAT
197 C>T, -196
ABE
C>T, -195 C>G
HBG1/2 c.-175T>C ABE CAGACAGAUAUUUGCAUUGA GATAGT
HBG1/2 c.-175T>C ABE UUUCAGACAGAUAUUUGCAU TGAGAT
CBE
c.-114 ~-102
HBG1/2 and/or | GCCUUGACAAGGCAAACUUG ACCAAT
deletion
ABE
CBE
c.-114 ~-102
HBG1/2 and/or | UUGACAAGGCAAACUUGACC AATAGT
deletion
ABE
CBE
c.-90 BCL11A
HBG1/2 and/or | UGACCAAUAGUCUUAGAGUA TCCAGT
binding
ABE
HBG1/2 c.-175T>C ABE AGACAGAUAUUUGCAUUGAGAUA | TTT

METHODS FOR EDITING NUCLEIC ACIDS

Some aspects of the disclosure provide methods for editing a nucleic acid. In some
embodiments, the method is a method for editing a nucleobase of a nucleic acid molecule
encoding a HBG (e.g., a base pair of a double-stranded DNA sequence). In some embodiments,
the method comprises the steps of: a) contacting a target region of a nucleic acid (e.g., a double-
stranded DNA sequence) with a complex comprising a base editor and a guide nucleic acid (e.g.,
gRNA), b) inducing strand separation of said target region, ¢) converting a first nucleobase of
said target nucleobase pair in a single strand of the target region to a second nucleobase, and d)
cutting no more than one strand of said target region using the nCas9, where a third nucleobase
complementary to the first nucleobase base is replaced by a fourth nucleobase complementary to
the second nucleobase. In some embodiments, the method results in less than 20% indel
formation in the nucleic acid. It should be appreciated that in some embodiments, step b is
omitted. In some embodiments, the method results in less than 19%, 18%, 16%, 14%, 12%,
10%, 8%, 6%, 4%, 2%, 1%, 0.5%, 0.2%, or less than 0.1% indel formation. In some

embodiments, the method further comprises replacing the second nucleobase with a fifth
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nucleobase that is complementary to the fourth nucleobase, thereby generating an intended
edited base pair (e.g., G*C to A*T). In some embodiments, at least 5% of the intended base pairs
are edited. In some embodiments, at least 10%, 15%, 20%, 25%, 30%, 35%, 40%, 45%, or 50%
of the intended base pairs are edited.

In some embodiments, the ratio of intended products to unintended products in the target
nucleotide is at least 2:1, 5:1, 10:1, 20:1, 30:1, 40:1, 50:1, 60:1, 70:1, 80:1, 90:1, 100:1, or
200:1, or more. In some embodiments, the ratio of intended mutation to indel formation is
greater than 1:1, 10:1, 50:1, 100:1, 500:1, or 1000:1, or more. In some embodiments, the cut
single strand (nicked strand) is hybridized to the guide nucleic acid. In some embodiments, the
cut single strand is opposite to the strand comprising the first nucleobase. In some
embodiments, the base editor comprises a dCas9 domain. In some embodiments, the base editor
protects or binds the non-edited strand. In some embodiments, the intended edited base pair is
upstream of a PAM site. In some embodiments, the intended edited base pairis 1,2, 3,4, 5, 6,
7,8,9,10, 11,12, 13, 14, 15, 16, 17, 18, 19, or 20 nucleotides upstream of the PAM site. In
some embodiments, the intended edited base pair is downstream of a PAM site. In some
embodiments, the intended edited base pairis 1,2, 3,4, 5,6,7,8,9, 10, 11, 12, 13, 14, 15, 16,
17, 18, 19, or 20 nucleotides downstream stream of the PAM site. In some embodiments, the
method does not require a canonical (e.g., NGG) PAM site. In some embodiments, the
nucleobase editor comprises a linker. In some embodiments, the linker is 1-25 amino acids in
length. In some embodiments, the linker is 5-20 amino acids in length. In some embodiments,
linker is 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, or 20 amino acids in length. In one embodiment,
the linker is 32 amino acids in length. In another embodiment, a “long linker” is at least about
60 amino acids in length. In other embodiments, the linker is between about 3-100 amino acids
in length. In some embodiments, the target region comprises a target window, wherein the
target window comprises the target nucleobase pair. In some embodiments, the target window
comprises 1-10 nucleotides. In some embodiments, the target window is 1-9, 1-8, 1-7, 1-6, 1-5,
1-4, 1-3, 1-2, or 1 nucleotides in length. In some embodiments, the target window is 1, 2, 3, 4,
5,6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, or 20 nucleotides in length. In some
embodiments, the intended edited base pair is within the target window. In some embodiments,
the target window comprises the intended edited base pair. In some embodiments, the method is
performed using any of the base editors provided herein.

In some embodiments, the disclosure provides methods for editing a nucleotide (e.g.,
SNP in the gene encoding HBG). In some embodiments, the disclosure provides a method for
editing a nucleobase pair of a double-stranded DNA sequence. In some embodiments, the

method comprises a) contacting a target region of the double-stranded DNA sequence with a
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complex comprising a base editor and a guide nucleic acid (e.g., gRNA), where the target region
comprises a target nucleobase pair, b) inducing strand separation of said target region, c)
converting a first nucleobase of said target nucleobase pair in a single strand of the target region
to a second nucleobase, d) cutting no more than one strand of said target region, wherein a third
nucleobase complementary to the first nucleobase base is replaced by a fourth nucleobase
complementary to the second nucleobase, and the second nucleobase is replaced with a fifth
nucleobase that is complementary to the fourth nucleobase, thereby generating an intended
edited base pair, wherein the efficiency of generating the intended edited base pair is at least 5%.
It should be appreciated that in some embodiments, step b is omitted. In some embodiments, at
least 5% of the intended base pairs are edited. In some embodiments, at least 10%, 15%, 20%,
25%, 30%, 35%, 40%, 45%, or 50% of the intended base pairs are edited. In some
embodiments, the method causes less than 19%, 18%, 16%, 14%, 12%, 10%, 8%, 6%, 4%, 2%,
1%, 0.5%, 0.2%, or less than 0.1% indel formation. In some embodiments, the ratio of intended
product to unintended products at the target nucleotide is at least 2:1, 5:1, 10:1, 20:1, 30:1, 40:1,
50:1, 60:1, 70:1, 80:1, 90:1, 100:1, or 200:1, or more. In some embodiments, the ratio of
intended mutation to indel formation is greater than 1:1, 10:1, 50:1, 100:1, 500:1, or 1000:1, or
more. In some embodiments, the cut single strand is hybridized to the guide nucleic acid. In
some embodiments, the cut single strand is opposite to the strand comprising the first
nucleobase. In some embodiments, the intended edited base pair is upstream of a PAM site. In
some embodiments, the intended edited base pairis 1,2, 3,4, 5,6,7,8,9, 10, 11, 12, 13, 14, 15,
16, 17, 18, 19, or 20 nucleotides upstream of the PAM site. In some embodiments, the intended
edited base pair is downstream of a PAM site. In some embodiments, the intended edited base
pairis 1,2,3,4,5,6,7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, or 20 nucleotides downstream
stream of the PAM site. In some embodiments, the method does not require a canonical (e.g.,
NGG) PAM site. In some embodiments, the linker is 1-25 amino acids in length. In some
embodiments, the linker is 5-20 amino acids in length. In some embodiments, the linker is 10,
11,12, 13, 14, 15, 16, 17, 18, 19, or 20 amino acids in length. In some embodiments, the target
region comprises a target window, wherein the target window comprises the target nucleobase
pair. In some embodiments, the target window comprises 1-10 nucleotides. In some
embodiments, the target window is 1-9, 1-8, 1-7, 1-6, 1-5, 1-4, 1-3, 1-2, or 1 nucleotides in
length. In some embodiments, the target window is 1, 2, 3,4,5,6,7,8,9, 10, 11, 12, 13, 14, 15,
16, 17, 18, 19, or 20 nucleotides in length. In some embodiments, the intended edited base pair
occurs within the target window. In some embodiments, the target window comprises the
intended edited base pair. In some embodiments, the nucleobase editor is any one of the base

editors provided herein.
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Expression of Fusion Proteins in a Host Cell

Fusion proteins of the invention comprising an adenosine deaminase variant may be
expressed in virtually any host cell of interest, including but not limited to bacteria, yeast, fungi,
insects, plants, and animal cells using routine methods known to the skilled artisan. For
example, a DNA encoding an adenosine deaminase of the invention can be cloned by designing
suitable primers for the upstream and downstream of CDS based on the cDNA sequence. The
cloned DNA may be directly, or after digestion with a restriction enzyme when desired, or after
addition of a suitable linker and/or a nuclear localization signal ligated with a DNA encoding
one or more additional components of a base editing system. The base editing system is
translated in a host cell to form a complex.

A DNA encoding a protein domain described herein can be obtained by chemically
synthesizing the DNA, or by connecting synthesized partly overlapping oligoDNA short chains
by utilizing the PCR method and the Gibson Assembly method to construct a DNA encoding the
full length thereof. The advantage of constructing a full-length DNA by chemical synthesis or a
combination of PCR method or Gibson Assembly method is that the codon to be used can be
designed in CDS full-length according to the host into which the DNA is introduced. In the
expression of a heterologous DNA, the protein expression level is expected to increase by
converting the DNA sequence thereof to a codon highly frequently used in the host organism.
As the data of codon use frequency in host to be used, for example, the genetic code use
frequency database (http://www.kazusa.or jp/codon/index.html) disclosed in the home page of
Kazusa DNA Research Institute can be used, or documents showing the codon use frequency in
each host may be referred to. By reference to the obtained data and the DNA sequence to be
introduced, codons showing low use frequency in the host from among those used for the DNA
sequence may be converted to a codon coding the same amino acid and showing high use
frequency.

An expression vector containing a DNA encoding a nucleic acid sequence-recognizing
module and/or a nucleic acid base converting enzyme can be produced, for example, by linking
the DNA to the downstream of a promoter in a suitable expression vector.

As the expression vector, Escherichia coli-derived plasmids (e.g., pPBR322, pBR325,
pUC12, pUC13); Bacillus subtilis-derived plasmids (e.g., pUB110, pTP5, pC194); yeast-derived
plasmids (e.g., pSH19, pSH15); insect cell expression plasmids (e.g., pFast-Bac); animal cell
expression plasmids (e.g., pAl-11, pXT1, pRc/CMV, pRc/RSV, pcDNAI/Neo); bacteriophages

such as .lamda.phage and the like; insect virus vectors such as baculovirus and the like (e.g.,
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BmNPV, AcNPV); animal virus vectors such as retrovirus, vaccinia virus, adenovirus and the
like, and the like are used.

As the promoter, any promoter appropriate for a host to be used for gene expression can
be used. In a conventional method using DSB, since the survival rate of the host cell sometimes
decreases markedly due to the toxicity, it is desirable to increase the number of cells by the start
of the induction by using an inductive promoter. However, since sufficient cell proliferation can
also be afforded by expressing the nucleic acid-modifying enzyme complex of the present
invention, a constitution promoter can also be used without limitation.

For example, when the host is an animal cell, SR.alpha. promoter, SV40 promoter, LTR
promoter, CMV (cytomegalovirus) promoter, RSV (Rous sarcoma virus) promoter, MoMuLV
(Moloney mouse leukemia virus) LTR, HSV-TK (simple herpes virus thymidine kinase)
promoter and the like are used. Of these, CMV promoter, SR.alpha. promoter and the like are
preferable.

When the host is Escherichia coli, trp promoter, lac promoter, recA promoter,
lamda.P.sub.LL promoter, Ipp promoter, T7 promoter and the like are preferable.

When the host is genus Bacillus, SPO1 promoter, SPO2 promoter, penP promoter and
the like are preferable.

When the host is a yeast, Gal1/10 promoter, PHOS promoter, PGK promoter, GAP
promoter, ADH promoter and the like are preferable.

When the host is an insect cell, polyhedrin promoter, P10 promoter and the like are
preferable.

When the host is a plant cell, CaMV35S promoter, CaMV19S promoter, NOS promoter
and the like are preferable.

As the expression vector, besides those mentioned above, one containing enhancer,
splicing signal, terminator, polyA addition signal, a selection marker such as drug resistance
gene, auxotrophic complementary gene and the like, replication origin and the like on demand
can be used.

An RNA encoding a protein domain described herein can be prepared by, for example,
transcription to mRNA in a vitro transcription system known per se by using a vector encoding
DNA encoding the above-mentioned nucleic acid sequence-recognizing module and/or a nucleic
acid base converting enzyme as a template.

A fusion protein of the invention can be intracellularly expressed by introducing an
expression vector containing a DNA encoding a nucleic acid sequence-recognizing module

and/or a nucleic acid base converting enzyme into a host cell, and culturing the host cell.
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As the host, genus Escherichia, genus Bacillus, yeast, insect cell, insect, animal cell and
the like are used.

As the genus Escherichia, Escherichia coli K12.cndot. DH1 [Proc. Natl. Acad. Sci. USA,
60, 160 (1968)], Escherichia coli IM103 [Nucleic Acids Research, 9, 309 (1981)], Escherichia
coli JA221 [Journal of Molecular Biology, 120, 517 (1978)], Escherichia coli HB101 [Journal
of Molecular Biology, 41, 459 (1969)], Escherichia coli C600 [Genetics, 39, 440 (1954)] and
the like are used.

As the genus Bacillus, Bacillus subtilis M1114 [Gene, 24, 255 (1983)], Bacillus subtilis
207-21 [Journal of Biochemistry, 95, 87 (1984)] and the like are used.

As the yeast, Saccharomyces cerevisiae AH22, AH22R .sup.-, NA87-11A, DKD-5D,
20B-12, Schizosaccharomyces pombe NCYC1913, NCYC2036, Pichia pastoris KM71 and the
like are used.

As the insect cell when the virus is AcCNPV, cells of cabbage armyworm larva-derived
established line (Spodoptera frugiperda cell; St cell), MG1 cells derived from the mid-intestine
of Trichoplusia ni, High Five. TM. cells derived from an egg of 7richoplusia ni, Mamestra
brassicae-derived cells, Estigmena acrea-derived cells and the like are used. When the virus is
BmNPV, cells of Bombyx mori-derived established line (Bombyx mori N cell, BmN cell) and the
like are used as insect cells. As the Sf cell, for example, Sf9 cell (ATCC CRL1711), S£21 cell
[all above, In Vivo, 13, 213-217 (1977)] and the like are used.

As the insect, for example, larva of Bombyx mori, Drosophila, cricket and the like are
used [Nature, 315, 592 (19859)].

As the animal cell, cell lines such as monkey COS-7 cell, monkey Vero cell, Chinese
hamster ovary (CHO) cell, dhfr gene-deficient CHO cell, mouse L cell, mouse AtT-20 cell,
mouse myeloma cell, rat GH3 cell, human FL cell and the like, pluripotent stem cells such as
iPS cell, ES cell and the like of human and other mammals, and primary cultured cells prepared
from various tissues are used. Furthermore, zebrafish embryo, Xenopus oocyte and the like can
also be used.

As the plant cell, suspend cultured cells, callus, protoplast, leaf segment, root segment
and the like prepared from various plants (e.g., grain such as rice, wheat, corn and the like,
product crops such as tomato, cucumber, eggplant and the like, garden plants such as carnation,
Eustoma russellianum and the like, experiment plants such as tobacco, arabidopsis thaliana and
the like, and the like) are used.

All the above-mentioned host cells may be haploid (monoploid), or polyploid (e.g.,
diploid, triploid, tetraploid and the like). In the conventional mutation introduction methods,

mutation is, in principle, introduced into only one homologous chromosome to produce a hetero
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gene type. Therefore, desired phenotype is not expressed unless dominant mutation occurs, and
homozygosity inconveniently requires labor and time. In contrast, according to the present
invention, since mutation can be introduced into any allele on the homologous chromosome in
the genome, desired phenotype can be expressed in a single generation even in the case of
recessive mutation, which is extremely useful since the problem of the conventional method can
be solved.

An expression vector can be introduced by a known method (e.g., lysozyme method,
competent method, PEG method, CaCl: coprecipitation method, electroporation method, the
microinjection method, the particle gun method, lipofection method, Agrobacterium method and
the like) according to the kind of the host.

Escherichia coli can be transformed according to the methods described in, for example,
Proc. Natl. Acad. Sci. USA, 69, 2110 (1972), Gene, 17, 107 (1982) and the like.

The genus Bacillus can be introduced into a vector according to the methods described
in, for example, Molecular & General Genetics, 168, 111 (1979) and the like.

A yeast can be introduced into a vector according to the methods described in, for
example, Methods in Enzymology, 194, 182-187 (1991), Proc. Natl. Acad. Sci. USA, 75, 1929
(1978) and the like.

An insect cell and an insect can be introduced into a vector according to the methods
described in, for example, Bio/Technology, 6, 47-55 (1988) and the like.

An animal cell can be introduced into a vector according to the methods described in, for
example, Cell Engineering additional volume 8, New Cell Engineering Experiment Protocol,
263-267 (1995) (published by Shujunsha), and Virology, 52, 456 (1973).

A cell introduced with a vector can be cultured according to a known method according
to the kind of the host.

For example, when Escherichia coli or genus Bacillus is cultured, a liquid medium is
preferable as a medium to be used for the culture. The medium preferably contains a carbon
source, nitrogen source, inorganic substance and the like necessary for the growth of the
transformant. Examples of the carbon source include glucose, dextrin, soluble starch, sucrose
and the like; examples of the nitrogen source include inorganic or organic substances such as
ammonium salts, nitrate salts, corn steep liquor, peptone, casein, meat extract, soybean cake,
potato extract and the like; and examples of the inorganic substance include calcium chloride,
sodium dihydrogen phosphate, magnesium chloride and the like. The medium may contain
yeast extract, vitamins, growth promoting factor and the like. The pH of the medium is

preferably about 5- about 8.
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As a medium for culturing Fscherichia coli, for example, M9 medium containing
glucose, casamino acid [Journal of Experiments in Molecular Genetics, 431-433, Cold Spring
Harbor Laboratory, New York 1972] is preferable. Where necessary, for example, agents such
as 3.beta.-indolylacrylic acid may be added to the medium to ensure an efficient function of a
promoter. Escherichia coli is cultured at generally about 15- about 43°C. Where necessary,
aeration and stirring may be performed.

The genus Bacillus is cultured at generally about 30- about 40°C. Where necessary,
aeration and stirring may be performed.

Examples of the medium for culturing yeast include Burkholder minimum medium
[Proc. Natl. Acad. Sci. USA, 77, 4505 (1980)], SD medium containing 0.5% casamino acid
[Proc. Natl. Acad. Sci. USA, 81, 5330 (1984)] and the like. The pH of the medium is preferably
about 5- about 8. The culture is performed at generally about 20°C .-about 35°C. Where
necessary, aeration and stirring may be performed.

As a medium for culturing an insect cell or insect, for example, Grace's Insect Medium
[Nature, 195, 788 (1962)] containing an additive such as inactivated 10% bovine serum and the
like as appropriate and the like are used. The pH of the medium is preferably about 6.2 to about
6.4. The culture is performed at generally about 27°C. Where necessary, aeration and stirring
may be performed.

As a medium for culturing an animal cell, for example, minimum essential medium
(MEM) containing about 5- about 20% of fetal bovine serum [Science, 122, 501 (1952)],
Dulbecco's modified Eagle medium (DMEM) [Virology, 8, 396 (1959)], RPMI 1640 medium
[The Journal of the American Medical Association, 199, 519 (1967)], 199 medium [Proceeding
of the Society for the Biological Medicine, 73, 1 (1950)] and the like are used. The pH of the
medium is preferably about 6- about 8. The culture is performed at generally about 30°C.-about
40°C. Where necessary, aeration and stirring may be performed.

As a medium for culturing a plant cell, for example, MS medium, LS medium, BS
medium and the like are used. The pH of the medium is preferably about 5- about 8. The culture
is performed at generally about 20°C-about 30°C. Where necessary, aeration and stirring may be
performed.

When a higher eukaryotic cell, such as animal cell, insect cell, plant cell and the like is
used as a host cell, a DNA encoding a base editing system of the present invention (e.g.,
comprising an adenosine deaminase variant) is introduced into a host cell under the regulation of
an inducible promoter (e.g., metallothionein promoter (induced by heavy metal ion), heat shock
protein promoter (induced by heat shock), Tet-ON/Tet-OFF system promoter (induced by

addition or removal of tetracycline or a derivative thereof), steroid-responsive promoter
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(induced by steroid hormone or a derivative thereof) etc.), the induction substance is added to
the medium (or removed from the medium) at an appropriate stage to induce expression of the
nucleic acid-modifying enzyme complex, culture is performed for a given period to carry out a
base editing and, introduction of a mutation into a target gene, transient expression of the base
editing system can be realized.

Prokaryotic cells such as Escherichia coli and the like can utilize an inducible promoter.
Examples of the inducible promoter include, but are not limited to, lac promoter (induced by
IPTG), cspA promoter (induced by cold shock), araBAD promoter (induced by arabinose) and
the like.

Alternatively, the above-mentioned inductive promoter can also be utilized as a vector
removal mechanism when higher eukaryotic cells, such as animal cell, insect cell, plant cell and
the like are used as a host cell. That is, a vector is mounted with a replication origin that
functions in a host cell, and a nucleic acid encoding a protein necessary for replication (e.g.,
SV40 on and large T antigen, oriP and EBNA-1 etc. for animal cells), of the expression of the
nucleic acid encoding the protein is regulated by the above-mentioned inducible promoter. As a
result, while the vector is autonomously replicatable in the presence of an induction substance,
when the induction substance is removed, autonomous replication is not available, and the
vector naturally falls off along with cell division (autonomous replication is not possible by the

addition of tetracycline and doxycycline in Tet-OFF system vector).

DELIVERY SYSTEM
Nucleic Acid-Based Delivery of a Nucleobase Editors and gRNAs

Nucleic acids encoding nucleobase editors according to the present disclosure can be
administered to subjects or delivered into cells in vifro (e.g., hematopoietic stem cells,
hematopoietic cells, embryonic stem cells, induced pluripotent stem cells (iPSCs), organoids,
and cells in vivo (e.g., bone marrow) by art-known methods or as described herein. In one
embodiment, nucleobase editors are selectively delivered to cells (e.g., hematopoietic cells or
their progenitors, hematopoietic stem cells, and/or induced pluripotent stem cells). In other
embodiments, nucleic acids encoding nucleobase editors are delivered to hematopoietic cells or
their progenitors, hematopoietic stem cells, and/or induced pluripotent stem cells comprising
mutations in the beta-globin gene, HBB (e.g., HbS). Such cells can be used to assay the
functional effects of HBB editing. In one embodiment, the effect of an altered BB is examined
in a red blood cell where restoration of normal red blood cell morphology indicates the presence

of functional HBB. In one embodiment, nucleobase editors can be delivered by, e.g., vectors
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(e.g., viral or non-viral vectors), non-vector-based methods (e.g., using naked DNA, DNA
complexes, lipid nanoparticles), or a combination thereof.

Nucleic acids encoding nucleobase editors can be delivered directly to cells (e.g.,
hematopoietic cells or their progenitors, hematopoietic stem cells, and/or induced pluripotent
stem cells) as naked DNA or RNA, for instance by means of transfection or electroporation, or
can be conjugated to molecules (e.g., N-acetylgalactosamine) promoting uptake by the target
cells. Nucleic acid vectors, such as the vectors described herein can also be used.

Nucleic acid vectors can comprise one or more sequences encoding a domain of a fusion
protein described herein. A vector can also comprise a sequence encoding a signal peptide (e.g.,
for nuclear localization, nucleolar localization, or mitochondrial localization), associated with
(e.g., inserted into or fused to) a sequence coding for a protein. As one example, a nucleic acid
vectors can include a Cas9 coding sequence that includes one or more nuclear localization
sequences (e.g., a nuclear localization sequence from SV40), and a adenosine deaminase variant
(e.g., ABER).

The nucleic acid vector can also include any suitable number of regulatory/control
elements, e.g., promoters, enhancers, introns, polyadenylation signals, Kozak consensus
sequences, or internal ribosome entry sites (IRES). These elements are well known in the art.
For hematopoietic cells suitable promoters can include IFNbeta or CD45.

Nucleic acid vectors according to this disclosure include recombinant viral vectors.
Exemplary viral vectors are set forth herein. Other viral vectors known in the art can also be
used. In addition, viral particles can be used to deliver genome editing system components in
nucleic acid and/or peptide form. For example, "empty" viral particles can be assembled to
contain any suitable cargo. Viral vectors and viral particles can also be engineered to incorporate
targeting ligands to alter target tissue specificity.

In addition to viral vectors, non-viral vectors can be used to deliver nucleic acids
encoding genome editing systems according to the present disclosure. One important category of
non-viral nucleic acid vectors are nanoparticles, which can be organic or inorganic.
Nanoparticles are well known in the art. Any suitable nanoparticle design can be used to deliver
genome editing system components or nucleic acids encoding such components. For instance,
organic (e.g. lipid and/or polymer) nanoparticles can be suitable for use as delivery vehicles in
certain embodiments of this disclosure. Exemplary lipids for use in nanoparticle formulations,

and/or gene transfer are shown in Table 11 below.

Table 11
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Lipids Used for Gene Transfer
Lipid Abbreviation  Feature
1,2-Dioleoyl-sn-glycero-3-phosphatidylcholine DOPC Helper
1,2-Dioleoyl-sn-glycero-3-phosphatidylethanolamine DOPE Helper
Cholesterol Helper
N-[1-(2,3-Dioleyloxy)prophyl |N,N,N-trimethylammonium DOTMA Cationic
chloride
1,2-Dioleoyloxy-3-trimethylammonium-propane DOTAP Cationic
Dioctadecylamidoglycylspermine DOGS Cationic
N-(3-Aminopropyl)-N,N-dimethyl-2,3-bis(dodecyloxy)-1- GAP-DLRIE Cationic
propanaminium bromide
Cetyltrimethylammonium bromide CTAB Cationic
6-Lauroxyhexyl ornithinate LHON Cationic
1-(2,3-Dioleoyloxypropyl)-2,4,6-trimethylpyridinium 20c¢ Cationic
2,3-Dioleyloxy-N-[2(sperminecarboxamido-ethyl]-N,N- DOSPA Cationic
dimethyl-1-propanaminium trifluoroacetate
1,2-Dioleyl-3-trimethylammonium-propane DOPA Cationic
N-(2-Hydroxyethyl)-N,N-dimethyl-2,3-bis(tetradecyloxy)-1- MDRIE Cationic
propanaminium bromide
Dimyristooxypropyl dimethyl hydroxyethyl ammonium bromide =~ DMRI Cationic
3B-[N-(N',N'-Dimethylaminoethane)-carbamoyl]cholesterol DC-Chol Cationic
Bis-guanidium-tren-cholesterol BGTC Cationic
1,3-Diodeoxy-2-(6-carboxy-spermyl)-propylamide DOSPER Cationic
Dimethyloctadecylammonium bromide DDAB Cationic
Dioctadecylamidoglicylspermidin DSL Cationic
rac-[(2,3-Dioctadecyloxypropyl)(2-hydroxyethyl)]- CLIP-1 Cationic
dimethylammonium chloride
rac-[2(2,3-Dihexadecyloxypropyl- CLIP-6 Cationic
oxymethyloxy)ethyl|trimethylammoniun bromide
Ethyldimyristoylphosphatidylcholine EDMPC Cationic
1,2-Distearyloxy-N,N-dimethyl-3-aminopropane DSDMA Cationic
1,2-Dimyristoyl-trimethylammonium propane DMTAP Cationic
0,0'-Dimyristyl-N-lysyl aspartate DMKE Cationic
1,2-Distearoyl-sn-glycero-3-ethylpho sphocholine DSEPC Cationic
N-Palmitoyl D-erythro-sphingosyl carbamoyl-spermine CCS Cationic
N-t-Butyl-NO-tetradecyl-3-tetradecylaminopropionamidine diCl4-amidine Cationic
Octadecenolyoxy|[ethyl-2-heptadecenyl-3 hydroxyethyl] DOTIM Cationic
imidazolinium chloride
N1 -Cholesteryloxycarbonyl-3,7-diazanonane-1,9-diamine CDAN Cationic
2-(3-[Bis(3-amino-propyl)-amino]propylamino)-N- RPR209120 Cationic
ditetradecylcarbamoylme-ethyl-acetamide
1,2-dilinoleyloxy-3-dimethylaminopropane DLinDMA Cationic
2,2-dilinoleyl-4-dimethylaminoethyl-[ 1,3]-dioxolane DLin-KC2- Cationic
DMA
dilinoleyl-methyl-4-dimethylaminobutyrate DLin-MC3- Cationic
DMA
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Table 12 lists exemplary polymers for use in gene transfer and/or nanoparticle

formulations.
Table 12
Polymers Used for Gene Transfer

Polymer Abbreviation
Poly(ethylene)glycol PEG
Polyethylenimine PEI
Dithiobis (succinimidylpropionate) DSP
Dimethyl-3,3'-dithiobispropionimidate DTBP
Poly(ethylene imine)biscarbamate PEIC
Poly(L-lysine) PLL
Histidine modified PLL
Poly(N-vinylpyrrolidone) PVP
Poly(propylenimine) PPI
Poly(amidoamine) PAMAM
Poly(amidoethylenimine) SS-PAEI
Triethylenetetramine TETA
Poly(B-aminoester)
Poly(4-hydroxy-L-proline ester) PHP
Poly(allylamine)
Poly(a-[4-aminobutyl]-L-glycolic acid) PAGA
Poly(D,L-lactic-co-glycolic acid) PLGA
Poly(N-ethyl-4-vinylpyridinium bromide)
Poly(phosphazene)s PPZ
Poly(phosphoester)s PPE
Poly(phosphoramidate)s PPA
Poly(N-2-hydroxypropylmethacrylamide) pHPMA
Poly (2-(dimethylamino)ethyl methacrylate) pDMAEMA
Poly(2-aminoethyl propylene phosphate) PPE-EA
Chitosan
Galactosylated chitosan
N-Dodacylated chitosan
Histone
Collagen
Dextran-spermine D-SPM

Table 13 summarizes delivery methods for a polynucleotide encoding a fusion protein

described herein.

Table 13
Delivery into Type of
Non-Dividing Duration of Genome Molecule
Delivery  Vector/Mode Cells Expression Integration Delivered
Physical (e.g., YES Transient ~ NO Nucleic Acids

electroporation,
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Delivery into Type of
Non-Dividing Duration of Genome Molecule
Delivery  Vector/Mode Cells Expression Integration Delivered
particle gun,
Calcium
Phosphate
transfection
Viral Retrovirus NO Stable YES RNA
Lentivirus YES Stable YES/NO with RNA
modification
Adenovirus YES Transient ~ NO DNA
Adeno- YES Stable NO DNA
Associated
Virus (AAV)
Vaccinia Virus ~ YES Very NO DNA
Transient
Herpes Simplex YES Stable NO DNA
Virus
Non-Viral Cationic YES Transient ~ Depends on Nucleic Acids
Liposomes what is and Proteins
delivered
Polymeric YES Transient ~ Depends on Nucleic Acids
Nanoparticles what is and Proteins
delivered
Biological Attenuated YES Transient ~ NO Nucleic Acids
Non-Viral Bacteria
Delivery  Engineered YES Transient ~ NO Nucleic Acids
Vehicles  Bacteriophages
Mammalian YES Transient ~ NO Nucleic Acids
Virus-like
Particles
Biological YES Transient ~ NO Nucleic Acids
liposomes:
Erythrocyte
Ghosts and
Exosomes

In another aspect, the delivery of genome editing system components or nucleic acids

encoding such components, for example, a nucleic acid binding protein such as, for example,

Cas9 or variants thereof, and a gRNA targeting a genomic nucleic acid sequence of interest, may

be accomplished by delivering a ribonucleoprotein (RNP) to cells. The RNP comprises the

nucleic acid binding protein, e.g., Cas9, in complex with the targeting gRNA. RNPs may be

delivered to cells using known methods, such as electroporation, nucleofection, or cationic lipid-

mediated methods, for example, as reported by Zuris, J.A. et al,, 2015, Nat. Biotechnology,

33(1):73-80. RNPs are advantageous for use in CRISPR base editing systems, particularly for

cells that are difficult to transfect, such as primary cells. In addition, RNPs can also alleviate
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difficulties that may occur with protein expression in cells, especially when eukaryotic
promoters, e.g., CMV or EF1A, which may be used in CRISPR plasmids, are not well-
expressed. Advantageously, the use of RNPs does not require the delivery of foreign DNA into
cells. Moreover, because an RNP comprising a nucleic acid binding protein and gRNA complex
is degraded over time, the use of RNPs has the potential to limit off-target effects. In a manner
similar to that for plasmid-based techniques, RNPs can be used to deliver binding protein (e.g.,
Cas9 variants) and to direct homology directed repair (HDR).

A promoter used to drive base editor coding nucleic acid molecule expression can
include AAV ITR. This can be advantageous for eliminating the need for an additional
promoter element, which can take up space in the vector. The additional space freed up can be
used to drive the expression of additional elements, such as a guide nucleic acid or a selectable
marker. ITR activity is relatively weak, so it can be used to reduce potential toxicity due to over
expression of the chosen nuclease.

Any suitable promoter can be used to drive expression of the base editor and, where
appropriate, the guide nucleic acid. For ubiquitous expression, promoters that can be used
include CMV, CAG, CBh, PGK, SV40, Ferritin heavy or light chains, etc. For brain or other
CNS cell expression, suitable promoters can include: Synapsinl for all neurons, CaMKIlalpha
for excitatory neurons, GAD67 or GAD6S or VGAT for GABAergic neurons, etc. For liver cell
expression, suitable promoters include the Albumin promoter. For lung cell expression, suitable
promoters can include SP-B. For endothelial cells, suitable promoters can include ICAM. For
hematopoietic cells suitable promoters can include IFNbeta or CD45. For Osteoblasts suitable
promoters can include OG-2.

In some embodiments, a base editor of the present disclosure is of small enough size to
allow separate promoters to drive expression of the base editor and a compatible guide nucleic
acid within the same nucleic acid molecule. For instance, a vector or viral vector can comprise a
first promoter operably linked to a nucleic acid encoding the base editor and a second promoter
operably linked to the guide nucleic acid.

The promoter used to drive expression of a guide nucleic acid can include: Pol 111
promoters such as U6 or H1 Use of Pol II promoter and intronic cassettes to express gRNA
Adeno Associated Virus (AAV).

In some aspects, the disclosure relates to the viral delivery of a nucleobase editor
targeting a /BB mutation using, for example, a viral vector. Exemplary viral vectors include
retroviral vectors (e.g. Maloney murine leukemia virus, MML-V), adenoviral vectors (e.g.
ADI100), lentiviral vectors (HIV and FIV-based vectors), herpesvirus vectors (e.g. HSV-2), and

adeno-associated viral vectors.
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Viral Vectors

A base editor described herein can therefore be delivered with viral vectors. In some
embodiments, a base editor disclosed herein can be encoded on a nucleic acid that is contained
in a viral vector. In some embodiments, one or more components of the base editor system can
be encoded on one or more viral vectors. For example, a base editor and guide nucleic acid can
be encoded on a single viral vector. In other cases, the base editor and guide nucleic acid are
encoded on different viral vectors. In either case, the base editor and guide nucleic acid can
each be operably linked to a promoter and terminator. The combination of components encoded
on a viral vector can be determined by the cargo size constraints of the chosen viral vector.

The use of RNA or DNA viral based systems for the delivery of a base editor takes
advantage of highly evolved processes for targeting a virus to specific cells in culture or in the
host and trafficking the viral payload to the nucleus or host cell genome. Viral vectors can be
administered directly to cells in culture, patients (iz2 vivo), or they can be used to treat cells in
vitro, and the modified cells can optionally be administered to patients (ex vivo). Conventional
viral based systems could include retroviral, lentivirus, adenoviral, adeno-associated and herpes
simplex virus vectors for gene transfer. Integration in the host genome is possible with the
retrovirus, lentivirus, and adeno-associated virus gene transfer methods, often resulting in long
term expression of the inserted transgene. Additionally, high transduction efficiencies have
been observed in many different cell types and target tissues.

Viral vectors can include lentivirus (e.g., HIV and FIV-based vectors), Adenovirus (e.g.,
AD100), Retrovirus (e.g., Maloney murine leukemia virus, MML-V), herpesvirus vectors (e.g.,
HSV-2), and Adeno-associated viruses (AAVs), or other plasmid or viral vector types, in
particular, using formulations and doses from, for example, U.S. Patent No. 8,454,972
(formulations, doses for adenovirus), U.S. Patent No. 8,404,658 (formulations, doses for AAV)
and U.S. Patent No. 5,846,946 (formulations, doses for DNA plasmids) and from clinical trials
and publications regarding the clinical trials involving lentivirus, AAV and adenovirus. For
example, for AAV, the route of administration, formulation and dose can be as in U.S. Patent
No. 8,454,972 and as in clinical trials involving AAV. For Adenovirus, the route of
administration, formulation and dose can be as in U.S. Patent No. 8,404,658 and as in clinical
trials involving adenovirus. For plasmid delivery, the route of administration, formulation and
dose can be as in U.S. Patent No. 5,846,946 and as in clinical studies involving plasmids. Doses
can be based on or extrapolated to an average 70 kg individual (e.g. a male adult human), and
can be adjusted for patients, subjects, mammals of different weight and species. Frequency of

administration is within the ambit of the medical or veterinary practitioner (e.g., physician,
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veterinarian), depending on usual factors including the age, sex, general health, other conditions
of the patient or subject and the particular condition or symptoms being addressed. The viral
vectors can be injected into the tissue of interest. For cell-type specific base editing, the
expression of the base editor and optional guide nucleic acid can be driven by a cell-type
specific promoter.

The tropism of a retrovirus can be altered by incorporating foreign envelope proteins,
expanding the potential target population of target cells. Lentiviral vectors are retroviral vectors
that are able to transduce or infect non-dividing cells and typically produce high viral titers.
Selection of a retroviral gene transfer system would therefore depend on the target tissue.
Retroviral vectors are comprised of cis-acting long terminal repeats with packaging capacity for
up to 6-10 kb of foreign sequence. The minimum cis-acting LTRs are sufficient for replication
and packaging of the vectors, which are then used to integrate the therapeutic gene into the
target cell to provide permanent transgene expression. Widely used retroviral vectors include
those based upon murine leukemia virus (MuLV), gibbon ape leukemia virus (GaLV), Simian
Immuno deficiency virus (SIV), human immuno deficiency virus (HIV), and combinations
thereof (See, e.g., Buchscher ez al., J. Virol. 66:2731-2739 (1992), Johann et al., J. Virol.
66:1635-1640 (1992); Sommnertelt et al., Virol. 176:58-59 (1990); Wilson et al., J. Virol.
63:2374-2378 (1989), Miller et al., J. Virol. 65:2220-2224 (1991); PCT/US94/05700).

Retroviral vectors, especially lentiviral vectors, can require polynucleotide sequences
smaller than a given length for efficient integration into a target cell. For example, retroviral
vectors of length greater than 9 kb can result in low viral titers compared with those of smaller
size. In some aspects, a base editor of the present disclosure is of sufficient size so as to enable
efficient packaging and delivery into a target cell via a retroviral vector. In some embodiments,
a base editor is of a size so as to allow efficient packing and delivery even when expressed
together with a guide nucleic acid and/or other components of a targetable nuclease system.

In applications where transient expression is preferred, adenoviral based systems can be
used. Adenoviral based vectors are capable of very high transduction efficiency in many cell
types and do not require cell division. With such vectors, high titer and levels of expression
have been obtained. This vector can be produced in large quantities in a relatively simple
system. Adeno-associated virus (“AAV”) vectors can also be used to transduce cells with target
nucleic acids, e.g., in the in vifro production of nucleic acids and peptides, and for in vivo and ex
vivo gene therapy procedures (See, e.g., West et al., Virology 160:38-47 (1987); U.S. Patent No.
4,797,368; WO 93/24641; Kotin, Human Gene Therapy 5:793-801 (1994); Muzyczka, J. Clin.
Invest. 94:1351 (1994). The construction of recombinant AAV vectors is described in a number

of publications, including U.S. Patent No. 5,173,414; Tratschin ef al., Mol. Cell. Biol. 5:3251-
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3260 (1985); Tratschin, ef al., Mol. Cell. Biol. 4:2072-2081 (1984); Hermonat & Muzyczka,
PNAS 81:6466-6470 (1984); and Samulski ef al., J. Virol. 63:03822-3828 (1989).

AAYV is a small, single-stranded DNA dependent virus belonging to the parvovirus
family. The 4.7 kb wild-type (wt) AAV genome is made up of two genes that encode four
replication proteins and three capsid proteins, respectively, and is flanked on either side by 145-
bp inverted terminal repeats (ITRs). The virion is composed of three capsid proteins, Vpl, Vp2,
and Vp3, produced in a 1:1:10 ratio from the same open reading frame but from differential
splicing (Vpl) and alternative translational start sites (Vp2 and Vp3, respectively). Vp3 is the
most abundant subunit in the virion and participates in receptor recognition at the cell surface
defining the tropism of the virus. A phospholipase domain, which functions in viral infectivity,
has been identified in the unique N terminus of Vpl.

Similar to wt AAV, recombinant AAV (rAAV) utilizes the cis-acting 145-bp ITRs to
flank vector transgene cassettes, providing up to 4.5 kb for packaging of foreign DNA.
Subsequent to infection, rAAYV can express a fusion protein of the invention and persist without
integration into the host genome by existing episomally in circular head-to-tail concatemers.
Although there are numerous examples of rAAV success using this system, in vitro and in vivo,
the limited packaging capacity has limited the use of AAV-mediated gene delivery when the
length of the coding sequence of the gene is equal or greater in size than the wt AAV genome.

Viral vectors can be selected based on the application. For example, for in vivo gene
delivery, AAV can be advantageous over other viral vectors. In some embodiments, AAV
allows low toxicity, which can be due to the purification method not requiring ultra-
centrifugation of cell particles that can activate the immune response. In some embodiments,
AAYV allows low probability of causing insertional mutagenesis because it doesn't integrate into
the host genome. Adenoviruses are commonly used as vaccines because of the strong
immunogenic response they induce. Packaging capacity of the viral vectors can limit the size of
the base editor that can be packaged into the vector.

AAYV has a packaging capacity of about 4.5 Kb or 4.75 Kb including two 145 base
inverted terminal repeats (ITRs). This means disclosed base editor as well as a promoter and
transcription terminator can fit into a single viral vector. Constructs larger than 4.5 or 4.75 Kb
can lead to significantly reduced virus production. For example, SpCas9 is quite large, the gene
itself is over 4.1 Kb, which makes it difficult for packing into AAV. Therefore, embodiments of
the present disclosure include utilizing a disclosed base editor which is shorter in length than
conventional base editors. In some examples, the base editors are less than 4 kb. Disclosed base

editors can be less than 4.5 kb, 4.4 kb, 4.3 kb, 4.2 kb, 4.1 kb, 4 kb, 3.9 kb, 3.8 kb, 3.7 kb, 3.6 kb,
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3.5kb,3.4kb, 3.3 kb, 3.2kb,3.1kb,3kb,29kb,28kb,2.7kb,2.6kb,2.5kb, 2 kb, or 1.5 kb.
In some embodiments, the disclosed base editors are 4.5 kb or less in length.

An AAV can be AAV1, AAV2, AAVS or any combination thereof. One can select the
type of AAV with regard to the cells to be targeted; e.g., one can select AAV serotypes 1, 2, 5 or
a hybrid capsid AAV1, AAV2, AAVS or any combination thereof for targeting brain or
neuronal cells; and one can select AAV4 for targeting cardiac tissue. AAV8 is useful for
delivery to the liver. A tabulation of certain AAV serotypes as to these cells can be found in
Grimm, D. et al, J. Virol. 82: 5887-5911 (2008)).

Lentiviruses are complex retroviruses that have the ability to infect and express their
genes in both mitotic and post-mitotic cells. The most commonly known lentivirus is the human
immunodeficiency virus (HIV), which uses the envelope glycoproteins of other viruses to target
a broad range of cell types.

Lentiviruses can be prepared as follows. After cloning pCasES10 (which contains a
lentiviral transfer plasmid backbone), HEK293FT at low passage (p=5) were seeded in a T-75
flask to 50% confluence the day before transfection in DMEM with 10% fetal bovine serum and
without antibiotics. After 20 hours, media is changed to OptiMEM (serum-free) media and
transfection was done 4 hours later. Cells are transfected with 10 pg of lentiviral transfer
plasmid (pCasES10) and the following packaging plasmids: 5 ug of pMD2.G (VSV-g
pseudotype), and 7.5 ug of psPAX2 (gag/pol/rev/tat). Transfection can be done in 4 mL
OptiMEM with a cationic lipid delivery agent (50 ul Lipofectamine 2000 and 100 ul Plus
reagent). After 6 hours, the media is changed to antibiotic-free DMEM with 10% fetal bovine
serum. These methods use serum during cell culture, but serum-free methods are preferred.

Lentivirus can be purified as follows. Viral supernatants are harvested after 48 hours.
Supernatants are first cleared of debris and filtered through a 0.45 pm low protein binding
(PVDF) filter. They are then spun in an ultracentrifuge for 2 hours at 24,000 rpm. Viral pellets
are resuspended in 50 pl of DMEM overnight at 4° C. They are then aliquoted and immediately
frozen at -80°C.

In another embodiment, minimal non-primate lentiviral vectors based on the equine
infectious anemia virus (EIAV) are also contemplated. In another embodiment,
RETINOSTAT®, an equine infectious anemia virus-based lentiviral gene therapy vector that
expresses angiostatic proteins endostatin and angiostatin that is contemplated to be delivered via
a subretinal injection. In another embodiment, use of a self-inactivating lentiviral vector is
contemplated.

Any RNA of the systems, for example a guide RNA or a base editor-encoding mRNA,

can be delivered in the form of RNA. Base editor-encoding mRNA can be generated using in
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vitro transcription. For example, nuclease mRNA can be synthesized using a PCR cassette
containing the following elements: T7 promoter, optional kozak sequence (GCCACC), nuclease
sequence, and 3° UTR such as a 3° UTR from beta globin-polyA tail. The cassette can be used
for transcription by T7 polymerase. Guide polynucleotides (e.g., gRNA) can also be transcribed
using in vifro transcription from a cassette containing a T7 promoter, followed by the sequence
“GG”, and guide polynucleotide sequence.

To enhance expression and reduce possible toxicity, the base editor-coding sequence
and/or the guide nucleic acid can be modified to include one or more modified nucleoside e.g.
using pseudo-U or 5-Methyl-C.

The small packaging capacity of AAV vectors makes the delivery of a number of genes
that exceed this size and/or the use of large physiological regulatory elements challenging.
These challenges can be addressed, for example, by dividing the protein(s) to be delivered into
two or more fragments, wherein the N-terminal fragment is fused to a split intein-N and the C-
terminal fragment is fused to a split intein-C. These fragments are then packaged into two or
more AAV vectors. As used herein, "intein" refers to a self-splicing protein intron (e.g.,
peptide) that ligates flanking N-terminal and C-terminal exteins (e.g., fragments to be joined).
The use of certain inteins for joining heterologous protein fragments is described, for example,
in Wood et al., J. Biol. Chem. 289(21); 14512-9 (2014). For example, when fused to separate
protein fragments, the inteins IntN and IntC recognize each other, splice themselves out and
simultaneously ligate the flanking N- and C-terminal exteins of the protein fragments to which
they were fused, thereby reconstituting a full-length protein from the two protein fragments.
Other suitable inteins will be apparent to a person of skill in the art.

A fragment of a fusion protein of the invention can vary in length. In some embodiments,
a protein fragment ranges from 2 amino acids to about 1000 amino acids in length. In some
embodiments, a protein fragment ranges from about 5 amino acids to about 500 amino acids in
length. In some embodiments, a protein fragment ranges from about 20 amino acids to about 200
amino acids in length. In some embodiments, a protein fragment ranges from about 10 amino
acids to about 100 amino acids in length. Suitable protein fragments of other lengths will be
apparent to a person of skill in the art.

In one embodiment, dual AAV vectors are generated by splitting a large transgene
expression cassette in two separate halves (5’ and 3’ ends, or head and tail), where each half of
the cassette is packaged in a single AAV vector (of <5 kb). The re-assembly of the full-length
transgene expression cassette is then achieved upon co-infection of the same cell by both dual
AAYV vectors followed by: (1) homologous recombination (HR) between 5’ and 3’ genomes

(dual AAYV overlapping vectors); (2) ITR-mediated tail-to-head concatemerization of 5’ and 3’
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genomes (dual AAYV frans-splicing vectors); or (3) a combination of these two mechanisms
(dual AAV hybrid vectors). The use of dual AAV vectors in vivo results in the expression of
full-length proteins. The use of the dual AAV vector platform represents an efficient and viable

gene transfer strategy for transgenes of >4.7 kb in size.

Inteins

In some embodiments, a portion or fragment of a nuclease (e.g., Cas9) is fused to an
intein. The nuclease can be fused to the N-terminus or the C-terminus of the intein. In some
embodiments, a portion or fragment of a fusion protein is fused to an intein and fused to an
AAYV capsid protein. The intein, nuclease and capsid protein can be fused together in any
arrangement (e.g., nuclease-intein-capsid, intein-nuclease-capsid, capsid-intein-nuclease, etc.).
In some embodiments, the N-terminus of an intein is fused to the C-terminus of a fusion protein
and the C-terminus of the intein is fused to the N-terminus of an AAV capsid protein. Inteins
(intervening protein) are auto-processing domains found in a variety of diverse organisms,
which carry out a process known as protein splicing. Protein splicing is a multi-step
biochemical reaction comprised of both the cleavage and formation of peptide bonds. While the
endogenous substrates of protein splicing are proteins found in intein-containing organisms,
inteins can also be used to chemically manipulate virtually any polypeptide backbone.

In protein splicing, the intein excises itself out of a precursor polypeptide by cleaving
two peptide bonds, thereby ligating the flanking extein (external protein) sequences via the
formation of a new peptide bond. This rearrangement occurs post-translationally (or possibly co-
translationally). Intein-mediated protein splicing occurs spontaneously, requiring only the
folding of the intein domain.

About 5% of inteins are split inteins, which are transcribed and translated as two separate
polypeptides, the N-intein and C-intein, each fused to one extein. Upon translation, the intein
fragments spontaneously and non-covalently assemble into the canonical intein structure to carry
out protein splicing in trans. The mechanism of protein splicing entails a series of acyl-transfer
reactions that result in the cleavage of two peptide bonds at the intein-extein junctions and the
formation of a new peptide bond between the N- and C-exteins. This process is initiated by
activation of the peptide bond joining the N-extein and the N-terminus of the intein. Virtually
all inteins have a cysteine or serine at their N-terminus that attacks the carbonyl carbon of the C-
terminal N-extein residue. This N to O/S acyl-shift is facilitated by a conserved threonine and
histidine (referred to as the TXXH motif), along with a commonly found aspartate, which results
in the formation of a linear (thio)ester intermediate. Next, this intermediate is subject to trans-

(thio)esterification by nucleophilic attack of the first C-extein residue (+1), which is a cysteine,
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transformation: cyclization of the highly conserved C-terminal asparagine of the intein. This

process is facilitated by the histidine (found in a highly conserved HNF motif) and the

penultimate histidine and may also involve the aspartate. This succinimide formation reaction

excises the intein from the reactive complex and leaves behind the exteins attached through a

non-peptidic linkage. This structure rapidly rearranges into a stable peptide bond in an intein-

independent fashion.

In some embodiments, an N-terminal fragment of a base editor (e.g., ABE, CBE) is fused

to a split intein-N and a C-terminal fragment is fused to a split intein-C. These fragments are

then packaged into two or more AAYV vectors. The use of certain inteins for joining

heterologous protein fragments is described, for example, in Wood ez al., J. Biol. Chem.

289(21); 14512-9 (2014). For example, when fused to separate protein fragments, the inteins

IntN and IntC recognize each other, splice themselves out and simultaneously ligate the flanking

N- and C-terminal exteins of the protein fragments to which they were fused, thereby

reconstituting a full-length protein from the two protein fragments. Other suitable inteins will be

apparent to a person of skill in the art.

In some embodiments, an ABE was split into N- and C- terminal fragments at Ala, Ser,

Thr, or Cys residues within selected regions of SpCas9. These regions correspond to loop

regions identified by Cas9 crystal structure analysis. The N-terminus of each fragment is fused

to an intein-N and the C- terminus of each fragment is fused to an intein C at amino acid

positions 8303, T310, T313, S355, A456, S460, A463, T466, S469, T472, TA74, C574, 8577,

AS589, and S590, which are indicated in Bold Capitals in the sequence below.
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plietngetg
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The suitability of nucleobase editors that target a /BB mutation is evaluated as described

herein. In one embodiment, a single cell of interest (e.g., hematopoietic cells or their

progenitors, hematopoietic stem cells, and/or induced pluripotent stem cells comprising a HBB

mutation) is transduced with a base editing system together with a small amount of a vector

encoding a reporter (e.g., GFP). These cells can be immortalized human cell lines, such as

293T, K562 or U20S. Alternatively, primary cells (e.g., human) may be used. Such cells may be

relevant to the eventual cell target.

Delivery may be performed using a viral vector. In one embodiment, transfection may

be performed using lipid transfection (such as Lipofectamine or Fugene) or by electroporation.

Following transfection, expression of GFP can be determined either by fluorescence microscopy

or by flow cytometry to confirm consistent and high levels of transfection. These preliminary

transfections can comprise different nucleobase editors to determine which combinations of

editors give the greatest activity.

The activity of the nucleobase editor is assessed as described herein, i.e., by sequencing

the genome of the cells to detect alterations in a target sequence. For Sanger sequencing,

purified PCR amplicons are cloned into a plasmid backbone, transformed, miniprepped and

sequenced with a single primer. Sequencing may also be performed using next generation

sequencing techniques. When using next generation sequencing, amplicons may be 300-500 bp

with the intended cut site placed asymmetrically. Following PCR, next generation sequencing

adapters and barcodes (for example Illumina multiplex adapters and indexes) may be added to

the ends of the amplicon, e.g., for use in high throughput sequencing (for example on an

[lumina MiSeq).

The fusion proteins that induce the greatest levels of target specific alterations in initial

tests can be selected for further evaluation.

In particular embodiments, the nucleobase editors are used to target polynucleotides of

interest. In one embodiment, a nucleobase editor of the invention is delivered to cells (e.g.,

hematopoietic cells or their progenitors, hematopoietic stem cells, and/or induced pluripotent
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stem cells) in conjunction with a guide RNA that is used to target a /BB mutation within the
genome of a cell, thereby altering the /BB mutation.

The system can comprise one or more different vectors. In an aspect, the base editor is
codon optimized for expression the desired cell type, preferentially a eukaryotic cell, preferably
a mammalian cell or a human cell.

In general, codon optimization refers to a process of modifying a nucleic acid sequence
for enhanced expression in the host cells of interest by replacing at least one codon (e.g. about or
more than about 1, 2, 3, 4, 5, 10, 15, 20, 25, 50, or more codons) of the native sequence with
codons that are more frequently or most frequently used in the genes of that host cell while
maintaining the native amino acid sequence. Various species exhibit particular bias for certain
codons of a particular amino acid. Codon bias (differences in codon usage between organisms)
often correlates with the efficiency of translation of messenger RNA (mRNA), which is in turn
believed to be dependent on, among other things, the properties of the codons being translated
and the availability of particular transfer RNA (tRNA) molecules. The predominance of
selected tRNAs in a cell is generally a reflection of the codons used most frequently in peptide
synthesis. Accordingly, genes can be tailored for optimal gene expression in a given organism
based on codon optimization. Codon usage tables are readily available, for example, at the
“Codon Usage Database” available at www kazusa.orjp/codon/ (visited Jul. 9, 2002), and these
tables can be adapted in a number of ways. See, Nakamura, Y, ef al. "Codon usage tabulated
from the international DNA sequence databases: status for the year 2000" Nucl. Acids Res.
28:292 (2000). Computer algorithms for codon optimizing a particular sequence for expression
in a particular host cell are also available, such as Gene Forge (Aptagen; Jacobus, Pa.), are also
available. In some embodiments, one or more codons (e.g. 1, 2, 3, 4, 5, 10, 15, 20, 25, 50, or
more, or all codons) in a sequence encoding an engineered nuclease correspond to the most
frequently used codon for a particular amino acid.

Packaging cells are typically used to form virus particles that are capable of infecting a
host cell. Such cells include 293 cells, which package adenovirus, and psi.2 cells or PA317
cells, which package retrovirus. Viral vectors used in gene therapy are usually generated by
producing a cell line that packages a nucleic acid vector into a viral particle. The vectors
typically contain the minimal viral sequences required for packaging and subsequent integration
into a host, other viral sequences being replaced by an expression cassette for the
polynucleotide(s) to be expressed. The missing viral functions are typically supplied in trans by
the packaging cell line. For example, AAV vectors used in gene therapy typically only possess
ITR sequences from the AAV genome which are required for packaging and integration into the

host genome. Viral DNA can be packaged in a cell line, which contains a helper plasmid
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encoding the other AAV genes, namely rep and cap, but lacking ITR sequences. The cell line
can also be infected with adenovirus as a helper. The helper virus can promote replication of the
AAYV vector and expression of AAV genes from the helper plasmid. The helper plasmid in
some cases is not packaged in significant amounts due to a lack of ITR sequences.
Contamination with adenovirus can be reduced by, e.g., heat treatment to which adenovirus is

more sensitive than AAV.

Pharmaceutical Compositions

Other aspects of the present disclosure relate to pharmaceutical compositions comprising
any of the base editors, fusion proteins, or the fusion protein-guide polynucleotide complexes
described herein. The term “pharmaceutical composition,” as used herein, refers to a
composition formulated for pharmaceutical use. In some embodiments, the pharmaceutical
composition further comprises a pharmaceutically acceptable carrier. In some embodiments, the
pharmaceutical composition comprises additional agents (e.g., for specific delivery, increasing
half-life, or other therapeutic compounds).

As used here, the term “pharmaceutically-acceptable carrier” means a pharmaceutically-
acceptable material, composition or vehicle, such as a liquid or solid filler, diluent, excipient,
manufacturing aid (e.g., lubricant, talc magnesium, calcium or zinc stearate, or steric acid), or
solvent encapsulating material, involved in carrying or transporting the compound from one site
(e.g., the delivery site) of the body, to another site (e.g., organ, tissue or portion of the body). A
pharmaceutically acceptable carrier is “acceptable” in the sense of being compatible with the
other ingredients of the formulation and not injurious to the tissue of the subject (e.g.,
physiologically compatible, sterile, physiologic pH, etc.).

Some nonlimiting examples of materials which can serve as pharmaceutically-acceptable
carriers include: (1) sugars, such as lactose, glucose and sucrose; (2) starches, such as corn
starch and potato starch; (3) cellulose, and its derivatives, such as sodium carboxymethyl
cellulose, methylcellulose, ethyl cellulose, microcrystalline cellulose and cellulose acetate; (4)
powdered tragacanth; (5) malt; (6) gelatin; (7) lubricating agents, such as magnesium stearate,
sodium lauryl sulfate and talc; (8) excipients, such as cocoa butter and suppository waxes; (9)
oils, such as peanut oil, cottonseed oil, safflower oil, sesame oil, olive oil, corn oil and soybean
oil; (10) glycols, such as propylene glycol; (11) polyols, such as glycerin, sorbitol, mannitol and
polyethylene glycol (PEG); (12) esters, such as ethyl oleate and ethyl laurate; (13) agar; (14)
buffering agents, such as magnesium hydroxide and aluminum hydroxide; (15) alginic acid; (16)
pyrogen-free water; (17) isotonic saline; (18) Ringer's solution; (19) ethyl alcohol; (20) pH
buffered solutions; (21) polyesters, polycarbonates and/or polyanhydrides; (22) bulking agents,
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such as polypeptides and amino acids (23) serum alcohols, such as ethanol; and (23) other non-
toxic compatible substances employed in pharmaceutical formulations. Wetting agents, coloring
agents, release agents, coating agents, sweetening agents, flavoring agents, perfuming agents,

preservative and antioxidants can also be present in the formulation. The terms such as

2% 2% 2%

“excipient,” “carrier,” “pharmaceutically acceptable carrier,” “vehicle” or the like are used
interchangeably herein.

Pharmaceutical compositions can comprise one or more pH buffering compounds to
maintain the pH of the formulation at a predetermined level that reflects physiological pH, such
as in the range of about 5.0 to about 8.0. The pH buffering compound used in the aqueous liquid
formulation can be an amino acid or mixture of amino acids, such as histidine or a mixture of
amino acids such as histidine and glycine. Alternatively, the pH buffering compound is
preferably an agent which maintains the pH of the formulation at a predetermined level, such as
in the range of about 5.0 to about 8.0, and which does not chelate calcium ions. Illustrative
examples of such pH buffering compounds include, but are not limited to, imidazole and acetate
ions. The pH buffering compound may be present in any amount suitable to maintain the pH of
the formulation at a predetermined level.

Pharmaceutical compositions can also contain one or more osmotic modulating agents,
i.e., a compound that modulates the osmotic properties (e.g., tonicity, osmolality, and/or osmotic
pressure) of the formulation to a level that is acceptable to the blood stream and blood cells of
recipient individuals. The osmotic modulating agent can be an agent that does not chelate
calcium ions. The osmotic modulating agent can be any compound known or available to those
skilled in the art that modulates the osmotic properties of the formulation. One skilled in the art
may empirically determine the suitability of a given osmotic modulating agent for use in the
inventive formulation. Illustrative examples of suitable types of osmotic modulating agents
include, but are not limited to: salts, such as sodium chloride and sodium acetate; sugars, such as
sucrose, dextrose, and mannitol; amino acids, such as glycine; and mixtures of one or more of
these agents and/or types of agents. The osmotic modulating agent(s) may be present in any
concentration sufficient to modulate the osmotic properties of the formulation.

In some embodiments, the pharmaceutical composition is formulated for delivery to a
subject, e.g., for gene editing. Suitable routes of administrating the pharmaceutical composition
described herein include, without limitation: topical, subcutaneous, transdermal, intradermal,
intralesional, intraarticular, intraperitoneal, intravesical, transmucosal, gingival, intradental,
intracochlear, transtympanic, intraorgan, epidural, intrathecal, intramuscular, intravenous,

intravascular, intraosseus, periocular, intratumoral, intracerebral, and intracerebroventricular

administration.
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In some embodiments, the pharmaceutical composition described herein is administered
locally to a diseased site (e.g., tumor site). In some embodiments, the pharmaceutical
composition described herein is administered to a subject by injection, by means of a catheter,
by means of a suppository, or by means of an implant, the implant being of a porous, non-
porous, or gelatinous material, including a membrane, such as a sialastic membrane, or a fiber.

In other embodiments, the pharmaceutical composition described herein is delivered in a
controlled release system. In one embodiment, a pump can be used (see, e.g., Langer, 1990,
Science 249: 1527-1533; Sefton, 1989, CRC Crit. Ref. Biomed. Eng. 14:201; Buchwald ef al.,
1980, Surgery 88:507; Saudek et al, 1989, N. Engl. J. Med. 321:574). In another embodiment,
polymeric materials can be used. (See, e.g., Medical Applications of Controlled Release (Langer
and Wise eds., CRC Press, Boca Raton, Fla., 1974); Controlled Drug Bioavailability, Drug
Product Design and Performance (Smolen and Ball eds., Wiley, New York, 1984); Ranger and
Peppas, 1983, Macromol. Sci. Rev. Macromol. Chem. 23:61. See also Levy ef al., 1985, Science
228: 190; During et al., 1989, Ann. Neurol. 25:351; Howard et ah, 1989, J. Neurosurg. 71: 105.)
Other controlled release systems are discussed, for example, in Langer, supra.

In some embodiments, the pharmaceutical composition is formulated in accordance with
routine procedures as a composition adapted for intravenous or subcutaneous administration to a
subject, e.g., a human. In some embodiments, pharmaceutical composition for administration by
injection are solutions in sterile isotonic use as solubilizing agent and a local anesthetic such as
lignocaine to ease pain at the site of the injection. Generally, the ingredients are supplied either
separately or mixed together in unit dosage form, for example, as a dry lyophilized powder or
water free concentrate in a hermetically sealed container such as an ampoule or sachette
indicating the quantity of active agent. Where the pharmaceutical is to be administered by
infusion, it can be dispensed with an infusion bottle containing sterile pharmaceutical grade
water or saline. Where the pharmaceutical composition is administered by injection, an ampoule
of sterile water for injection or saline can be provided so that the ingredients can be mixed prior
to administration.

A pharmaceutical composition for systemic administration can be a liquid, e.g., sterile
saline, lactated Ringer's or Hank's solution. In addition, the pharmaceutical composition can be
in solid forms and re-dissolved or suspended immediately prior to use. Lyophilized forms are
also contemplated. The pharmaceutical composition can be contained within a lipid particle or
vesicle, such as a liposome or microcrystal, which is also suitable for parenteral administration.
The particles can be of any suitable structure, such as unilamellar or plurilamellar, so long as
compositions are contained therein. Compounds can be entrapped in “stabilized plasmid-lipid

particles” (SPLP) containing the fusogenic lipid dioleoylphosphatidylethanolamine (DOPE), low
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levels (5-10 mol%) of cationic lipid, and stabilized by a polyethyleneglycol (PEG) coating
(Zhang Y. P. et ah, Gene Ther. 1999, 6: 1438-47). Positively charged lipids such as N-[1-(2,3-
dioleoyloxi)propyl]-N,N,N-trimethyl-amoniummethylsulfate, or “DOTAP,” are particularly
preferred for such particles and vesicles. The preparation of such lipid particles is well known.
See, e.g., U.S. Patent Nos. 4,880,635; 4,906,477; 4,911,928; 4,917,951; 4,920,016; and
4,921,757, each of which is incorporated herein by reference.

The pharmaceutical composition described herein can be administered or packaged as a
unit dose, for example. The term “unit dose” when used in reference to a pharmaceutical
composition of the present disclosure refers to physically discrete units suitable as unitary
dosage for the subject, each unit containing a predetermined quantity of active material
calculated to produce the desired therapeutic effect in association with the required diluent; i.e.,
carrier, or vehicle.

Further, the pharmaceutical composition can be provided as a pharmaceutical kit
comprising (a) a container containing a compound of the invention in lyophilized form and (b) a
second container containing a pharmaceutically acceptable diluent (e.g., sterile used for
reconstitution or dilution of the lyophilized compound of the invention. Optionally associated
with such container(s) can be a notice in the form prescribed by a governmental agency
regulating the manufacture, use or sale of pharmaceuticals or biological products, which notice
reflects approval by the agency of manufacture, use or sale for human administration.

In another aspect, an article of manufacture containing materials useful for the treatment of
the diseases described above is included. In some embodiments, the article of manufacture
comprises a container and a label. Suitable containers include, for example, bottles, vials,
syringes, and test tubes. The containers can be formed from a variety of materials such as glass
or plastic. In some embodiments, the container holds a composition that is effective for treating
a disease described herein and can have a sterile access port. For example, the container can be
an intravenous solution bag or a vial having a stopper pierceable by a hypodermic injection
needle. The active agent in the composition is a compound of the invention. In some
embodiments, the label on or associated with the container indicates that the composition is used
for treating the disease of choice. The article of manufacture can further comprise a second
container comprising a pharmaceutically-acceptable buffer, such as phosphate-buffered saline,
Ringer's solution, or dextrose solution. It can further include other materials desirable from a
commercial and user standpoint, including other buffers, diluents, filters, needles, syringes, and
package inserts with instructions for use.

In some embodiments, any of the fusion proteins, gRNAs, and/or complexes described

herein are provided as part of a pharmaceutical composition. In some embodiments, the
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pharmaceutical composition comprises any of the fusion proteins provided herein. In some
embodiments, the pharmaceutical composition comprises any of the complexes provided herein.
In some embodiments, the pharmaceutical composition comprises a ribonucleoprotein complex
comprising an RNA-guided nuclease (e.g., Cas9) that forms a complex with a gRNA and a
cationic lipid. In some embodiments pharmaceutical composition comprises a gRNA, a nucleic
acid programmable DNA binding protein, a cationic lipid, and a pharmaceutically acceptable
excipient. Pharmaceutical compositions can optionally comprise one or more additional
therapeutically active substances.

In some embodiments, compositions provided herein are administered to a subject, for
example, to a human subject, in order to effect a targeted genomic modification within the
subject. In some embodiments, cells are obtained from the subject and contacted with any of the
pharmaceutical compositions provided herein. In some embodiments, cells removed from a
subject and contacted ex vivo with a pharmaceutical composition are re-introduced into the
subject, optionally after the desired genomic modification has been effected or detected in the
cells. Methods of delivering pharmaceutical compositions comprising nucleases are known, and
are described, for example, in U.S. Pat. Nos. 6,453,242; 6,503,717, 6,534,261, 6,599,692;
6,607,882; 6,689,558; 6,824,978: 6,933,113; 6,979,539; 7,013,219; and 7,163,824, the
disclosures of all of which are incorporated by reference herein in their entireties. Although the
descriptions of pharmaceutical compositions provided herein are principally directed to
pharmaceutical compositions which are suitable for administration to humans, it will be
understood by the skilled artisan that such compositions are generally suitable for administration
to animals or organisms of all sorts, for example, for veterinary use.

Modification of pharmaceutical compositions suitable for administration to humans in
order to render the compositions suitable for administration to various animals is well
understood, and the ordinarily skilled veterinary pharmacologist can design and/or perform such
modification with merely ordinary, if any, experimentation. Subjects to which administration of
the pharmaceutical compositions is contemplated include, but are not limited to, humans and/or
other primates; mammals, domesticated animals, pets, and commercially relevant mammals such
as cattle, pigs, horses, sheep, cats, dogs, mice, and/or rats; and/or birds, including commercially
relevant birds such as chickens, ducks, geese, and/or turkeys.

Formulations of the pharmaceutical compositions described herein can be prepared by
any method known or hereafter developed in the art of pharmacology. In general, such
preparatory methods include the step of bringing the active ingredient(s) into association with an
excipient and/or one or more other accessory ingredients, and then, if necessary and/or desirable,

shaping and/or packaging the product into a desired single- or multi-dose unit. Pharmaceutical
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formulations can additionally comprise a pharmaceutically acceptable excipient, which, as used
herein, includes any and all solvents, dispersion media, diluents, or other liquid vehicles,
dispersion or suspension aids, surface active agents, isotonic agents, thickening or emulsifying
agents, preservatives, solid binders, lubricants and the like, as suited to the particular dosage
form desired. Remington’s The Science and Practice of Pharmacy, 21st Edition, A. R. Gennaro
(Lippincott, Williams & Wilkins, Baltimore, MD, 2006, incorporated in its entirety herein by
reference) discloses various excipients used in formulating pharmaceutical compositions and
known techniques for the preparation thereof. See also PCT application PCT/US2010/055131
(Publication number W0O2011/053982 A8, filed Nov. 2, 2010), incorporated in its entirety
herein by reference, for additional suitable methods, reagents, excipients and solvents for
producing pharmaceutical compositions comprising a nuclease.

Except insofar as any conventional excipient medium is incompatible with a substance or
its derivatives, such as by producing any undesirable biological effect or otherwise interacting in
a deleterious manner with any other component(s) of the pharmaceutical composition, its use is
contemplated to be within the scope of this disclosure.

The compositions, as described above, can be administered in effective amounts. The
effective amount will depend upon the mode of administration, the particular condition being
treated, and the desired outcome. It may also depend upon the stage of the condition, the age
and physical condition of the subject, the nature of concurrent therapy, if any, and like factors
well-known to the medical practitioner. For therapeutic applications, it is that amount sufficient
to achieve a medically desirable result.

In some embodiments, compositions in accordance with the present disclosure can be
used for treatment of any of a variety of diseases, disorders, and/or conditions. In some

embodiments the compositions can be used for treatment of SCD and symptoms thereof.

Kits

Various aspects of this disclosure provide kits comprising a base editor system. In one
embodiment, the kit comprises a nucleic acid construct comprising a nucleotide sequence
encoding a nucleobase editor fusion protein. The fusion protein comprises a deaminase (e.g.,
adenosine deaminase) and a nucleic acid programmable DNA binding protein (napDNAbp). In
some embodiments, the kit comprises at least one guide RNA capable of targeting the /BB. In
some embodiments, the kit comprises a nucleic acid construct comprising a nucleotide sequence
encoding at least one guide RNA capable of targeting the HBB.

The kit provides, in some embodiments, instructions for using the kit to edit one or more

mutations (e.g., mutations in /BB). The instructions will generally include information about
262



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

the use of the kit for editing nucleic acid molecules. In other embodiments, the instructions
include at least one of the following: precautions; warnings; clinical studies; and/or references.
The instructions may be printed directly on the container (when present), or as a label applied to
the container, or as a separate sheet, pamphlet, card, or folder supplied in or with the container.
In a further embodiment, a kit can comprise instructions in the form of a label or separate insert
(package insert) for suitable operational parameters. In yet another embodiment, the kit can
comprise one or more containers with appropriate positive and negative controls or control
samples, to be used as standard(s) for detection, calibration, or normalization. The kit can
further comprise a second container comprising a pharmaceutically-acceptable buffer, such as
(sterile) phosphate-buffered saline, Ringer's solution, or dextrose solution. It can further include
other materials desirable from a commercial and user standpoint, including other buffers,

diluents, filters, needles, syringes, and package inserts with instructions for use.

Fusion proteins with Internal Insertions

Provided herein are fusion proteins comprising a heterologous polypeptide fused to a
nucleic acid programmable nucleic acid binding protein, for example, a napDNAbp. A
heterologous polypeptide can be a polypeptide that is not found in the native or wild-type
napDNADbp polypeptide sequence. The heterologous polypeptide can be fused to the napDNAbp
at a C-terminal end of the napDNAbp, an N-terminal end of the napDNAbp, or inserted at an
internal location of the napDNAbp. In some embodiments, the heterologous polypeptide is
inserted at an internal location of the napDNAbp.

In some embodiments, the heterologous polypeptide is a deaminase or a functional
fragment thereof. For example, a fusion protein can comprise a deaminase flanked by an N-
terminal fragment and a C-terminal fragment of a Cas9 or Cas12 (e.g., Cas12b/C2cl),
polypeptide. The deaminase in a fusion protein can be an adenosine deaminase. In some
embodiments, the adenosine deaminase is a TadA (e.g., TadA7.10 or TadA*8). In some
embodiments, the TadA is a TadA*8. TadA sequences (e.g., TadA7.10 or TadA*8) as described
herein are suitable deaminases for the above-described fusion proteins.

The deaminase can be a circular permutant deaminase. For example, the deaminase can
be a circular permutant adenosine deaminase. In some embodiments, the deaminase is a circular
permutant TadA, circularly permutated at amino acid residue 116 as numbered in the TadA
reference sequence. In some embodiments, the deaminase is a circular permutant TadA,
circularly permutated at amino acid residue 136 as numbered in the TadA reference sequence.

In some embodiments, the deaminase is a circular permutant TadA, circularly permutated at

amino acid residue 65 as numbered in the TadA reference sequence.
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The fusion protein can comprise more than one deaminase. The fusion protein can
comprise, for example, 1, 2, 3, 4, 5 or more deaminases. In some embodiments, the fusion
protein comprises one deaminase. In some embodiments, the fusion protein comprises two
deaminases. The two or more deaminases in a fusion protein can be an adenosine deaminase.
cytidine deaminase, or a combination thereof, e.g., as described in PCT/US19/44935. The two
or more deaminases can be homodimers. The two or more deaminases can be heterodimers.
The two or more deaminases can be inserted in tandem in the napDNAbp. In some
embodiments, the two or more deaminases may not be in tandem in the napDNAbp.

In some embodiments, the napDNADbp in the fusion protein is a Cas9 polypeptide or a
fragment thereof. The Cas9 polypeptide can be a variant Cas9 polypeptide. In some
embodiments, the Cas9 polypeptide is a Cas9 nickase (nCas9) polypeptide or a fragment thereof.
In some embodiments, the Cas9 polypeptide is a nuclease dead Cas9 (dCas9) polypeptide or a
fragment thereof. The Cas9 polypeptide in a fusion protein can be a full-length Cas9
polypeptide. In some cases, the Cas9 polypeptide in a fusion protein may not be a full length
Cas9 polypeptide. The Cas9 polypeptide can be truncated, for example, at a N-terminal or C-
terminal end relative to a naturally-occurring Cas9 protein. The Cas9 polypeptide can be a
circularly permuted Cas9 protein. The Cas9 polypeptide can be a fragment, a portion, or a
domain of a Cas9 polypeptide, that is still capable of binding the target polynucleotide and a
guide nucleic acid sequence.

In some embodiments, the Cas9 polypeptide is a Streptococcus pyogenes Cas9 (SpCas9),
Staphylococcus aureus Cas9 (SaCas9), Streptococcus thermophilus 1 Cas9 (St1Cas9), or
fragments or variants thereof.

The Cas9 polypeptide of a fusion protein can comprise an amino acid sequence that is at
least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at
least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to a naturally-
occurring Cas9 polypeptide.

The Cas9 polypeptide of a fusion protein can comprise an amino acid sequence that is at
least 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at
least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% identical to the Cas9 amino

acid sequence set forth below (called the “Cas9 reference sequence” below):

MDKKYSTIGLDIGTNSVGWAVITDEYKVPSKKEKVILGNTDRHSTKKNLIGALLEFDSGETAEATRLKRTARR

RYTRRKNRICYLQEIEFSNEMAKVDDSEFFHRLEESEFLVEEDKKHERHPIFGNIVDEVAYHEKYPTIYHLRK
KLVDSTDKADLRLIYLALAHMIKFRGHFLIEGDLNPDNSDVDKLEFIQLVQTYNQLEFEENPINASGVDAKA
ILSARLSKSRRLENLIAQLPGEKKNGLEGNLIALSLGLTPNEFKSNEDLAEDAKLQLSKDTYDDDLDNLLA
QIGDQYADLFLAAKNLSDATILLSDILRVNTEITKAPLSASMIKRYDEHHODLTLLKALVRQOLPEKYKET
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FEDOSKNGYAGY IDGGASQEEFYKFIKPILEKMDGTEELLVKLNREDLLRKOQRTEFDNGSIPHOIHLGELH
ATILRROQEDFYPFLKDNREKIEKILTEFRIPYYVGPLARGNSRFAWMTRKSEET ITPWNFEEVVDKGASAQS
FIERMTNEDKNLPNEKVLPKHSLLYEYEFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLEFKTNRKVT
VKQLKEDY FKKIECEDSVEISGVEDREFNASLGTYHDLLKI IKDKDFLDNEENEDILEDIVLTLTLFEDRE
MIEERLKTYAHLEFDDKVMKOQLKRRRYTGWGRLSRKLINGIRDKQSGKT ILDFLKSDGFANRNEFMQLIHDD
SLTFKEDIQKAQVSGQGDSLHEHTIANTLAGSPATKKGILOQTVKVVDELVKVMGRHKPENTIVIEMARENQTT

QKGORKNSRERMKRIEEGIKELGSQILKEHPVENTOQLONEKLYLYYLONGRDMYVDOELDINRLSDYDVDH

IVPOSFLKDDSIDNKVLTRSDKNRGKSDNVPSEEVVKKMKNY WROLLNAKLTITQRKEFDNLTKAERGGLSE

LDKAGEFIKROLVETROITKHVAQILDSRMNTKYDENDKLIREVKVITLKSKLVSDFRKDEFQFYKVRE ITNN

YHHAHDAYTINAVVGTALTIKKYPKLESEFVYGDYKVYDVRKMIAKSEQETGKATAKY FEFYSNIMNEFEFKTE T

TLANGEIRKRPLIETNGETGEIVWDKGRDFATVRKVLSMPOVNIVKKTEVOTGGESKESTILPKRNSDKL T

ARKKDWDPKKYGGEDSPTVAY SVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNPIDFLEAKGY KEV
KKDLIIKLPKYSLEFELENGRKRMLASAGELOKGNELALPSKYVNEFLYLASHY EKLKGSPEDNEQKQLEVE
QHKHYLDEITEQISEFSKRVILADANLDKVLSAYNKHRDKPIREQAENITHLEFTLTNLGAPAAFKYEFDTT

IDRKRYTSTKEVLDATLIHQSITGLYETRIDLSQLGGD (single underline: HNH domain; double
underline: RuvC domain)

In some embodiments, the napDNAbp in the fusion protein is a Cas12 polypeptide, e.g.,
Cas12b/C2cl, or a fragment thereof. The Cas12 polypeptide can be a variant Cas12
polypeptide.

The heterologous polypeptide (e.g., deaminase) can be inserted in the napDNAbp (e.g.,
Cas9 or Casl2 (e.g., Cas12b/C2c1)) at a suitable location, for example, such that the napDNAbp
retains its ability to bind the target polynucleotide and a guide nucleic acid. A deaminase (e.g.,
adenosine deaminase) can be inserted into a napDNAbp without compromising function of the
deaminase (e.g., base editing activity) or the napDNADbp (e.g., ability to bind to target nucleic
acid and guide nucleic acid). A deaminase (e.g., adenosine deaminase) can be inserted in the
napDNADbp at, for example, a disordered region or a region comprising a high temperature factor
or B-factor as shown by crystallographic studies. Regions of a protein that are less ordered,
disordered, or unstructured, for example solvent exposed regions and loops, can be used for
insertion without compromising structure or function. A deaminase (e.g., adenosine deaminase)
can be inserted in the napDNADbp in a flexible loop region or a solvent-exposed region. In some
embodiments, the deaminase (e.g., adenosine deaminase) is inserted in a flexible loop of the
Cas9 or the Cas12b/C2c1 polypeptide.

In some embodiments, the insertion location of a deaminase (e.g., adenosine deaminase)
is determined by B-factor analysis of the crystal structure of Cas9 polypeptide. In some
embodiments, the deaminase (e.g., adenosine deaminase) is inserted in regions of the Cas9

polypeptide comprising higher than average B-factors (e.g., higher B factors compared to the
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total protein or the protein domain comprising the disordered region). B-factor or temperature
factor can indicate the fluctuation of atoms from their average position (for example, as a result
of temperature-dependent atomic vibrations or static disorder in a crystal lattice). A high B-
factor (e.g., higher than average B-factor) for backbone atoms can be indicative of a region with
relatively high local mobility. Such a region can be used for inserting a deaminase without
compromising structure or function. A deaminase (e.g., adenosine deaminase) can be inserted at
a location with a residue having a Ca atom with a B-factor that is 50%, 60%, 70%, 80%, 90%,
100%, 110%, 120%, 130%, 140%, 150%, 160%, 170%, 180%, 190%, 200%, or greater than
200% more than the average B-factor for the total protein. A deaminase (e.g., adenosine
deaminase) can be inserted at a location with a residue having a Ca, atom with a B-factor that is
50%, 60%, 70%, 80%, 90%, 100%, 110%, 120%, 130%, 140%, 150%, 160%, 170%, 180%,
190%, 200% or greater than 200% more than the average B-factor for a Cas9 protein domain
comprising the residue. Cas9 polypeptide positions comprising a higher than average B-factor
can include, for example, residues 768, 792, 1052, 1015, 1022, 1026, 1029, 1067, 1040, 1054,
1068, 1246, 1247, and 1248 as numbered in the above Cas9 reference sequence. Cas9
polypeptide regions comprising a higher than average B-factor can include, for example,
residues 792-872, 792-906, and 2-791 as numbered in the above Cas9 reference sequence.

A heterologous polypeptide (e.g., deaminase) can be inserted in the napDNAbp at an
amino acid residue selected from the group consisting of: 768, 791, 792, 1015, 1016, 1022,
1023, 1026, 1029, 1040, 1052, 1054, 1067, 1068, 1069, 1246, 1247, and 1248 as numbered in
the above Cas9 reference sequence, or a corresponding amino acid residue in another Cas9
polypeptide. In some embodiments, the heterologous polypeptide is inserted between amino
acid positions 768-769, 791-792, 792-793, 1015-1016, 1022-1023, 1026-1027, 1029-1030,
1040-1041, 1052-1053, 1054-1055, 1067-1068, 1068-1069, 1247-1248, or 1248-1249 as
numbered in the above Cas9 reference sequence or corresponding amino acid positions thereof.
In some embodiments, the heterologous polypeptide is inserted between amino acid positions
769-770, 792-793, 793-794, 1016-1017, 1023-1024, 1027-1028, 1030-1031, 1041-1042, 1053-
1054, 1055-1056, 1068-1069, 1069-1070, 1248-1249, or 1249-1250 as numbered in the above
Cas9 reference sequence or corresponding amino acid positions thereof. In some embodiments,
the heterologous polypeptide replaces an amino acid residue selected from the group consisting
of: 768, 791, 792, 1015, 1016, 1022, 1023, 1026, 1029, 1040, 1052, 1054, 1067, 1068, 1069,
1246, 1247, and 1248 as numbered in the above Cas9 reference sequence, or a corresponding
amino acid residue in another Cas9 polypeptide. It should be understood that the reference to
the above Cas9 reference sequence with respect to insertion positions is for illustrative purposes.

The insertions as discussed herein are not limited to the Cas9 polypeptide sequence of the above
266



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

Cas9 reference sequence, but include insertion at corresponding locations in variant Cas9
polypeptides, for example a Cas9 nickase (nCas9), nuclease dead Cas9 (dCas9), a Cas9 variant
lacking a nuclease domain, a truncated Cas9, or a Cas9 domain lacking partial or complete HNH
domain.

A heterologous polypeptide (e.g., deaminase) can be inserted in the napDNAbp at an
amino acid residue selected from the group consisting of: 768, 792, 1022, 1026, 1040, 1068, and
1247 as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide. In some embodiments, the heterologous polypeptide is inserted
between amino acid positions 768-769, 792-793, 1022-1023, 1026-1027, 1029-1030, 1040-
1041, 1068-1069, or 1247-1248 as numbered in the above Cas9 reference sequence or
corresponding amino acid positions thereof. In some embodiments, the heterologous
polypeptide is inserted between amino acid positions 769-770, 793-794, 1023-1024, 1027-1028,
1030-1031, 1041-1042, 1069-1070, or 1248-1249 as numbered in the above Cas9 reference
sequence or corresponding amino acid positions thereof. In some embodiments, the
heterologous polypeptide replaces an amino acid residue selected from the group consisting of’
768,792, 1022, 1026, 1040, 1068, and 1247 as numbered in the above Cas9 reference sequence,
or a corresponding amino acid residue in another Cas9 polypeptide.

A heterologous polypeptide (e.g., deaminase) can be inserted in the napDNAbp at an
amino acid residue as described herein, or a corresponding amino acid residue in another Cas9
polypeptide. In an embodiment, a heterologous polypeptide (e.g., deaminase) can be inserted in
the napDNAbp at an amino acid residue selected from the group consisting of: 1002, 1003,
1025, 1052-1056, 1242-1247, 1061-1077, 943-947, 686-691, 569-578, 530-539, and 1060-1077
as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. The deaminase (e.g., adenosine deaminase) can be inserted at the N-
terminus or the C-terminus of the residue or replace the residue. In some embodiments, the
deaminase (e.g., adenosine deaminase) is inserted at the C-terminus of the residue.

In some embodiments, an adenosine deaminase (e.g., TadA) is inserted at an amino acid
residue selected from the group consisting of: 1015, 1022, 1029, 1040, 1068, 1247, 1054, 1026,
768, 1067, 1248, 1052, and 1246 as numbered in the above Cas9 reference sequence, or a
corresponding amino acid residue in another Cas9 polypeptide. In some embodiments, an
adenosine deaminase (e.g., TadA) is inserted in place of residues 792-872, 792-906, or 2-791 as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the adenosine deaminase is inserted at the N-
terminus of an amino acid selected from the group consisting of: 1015, 1022, 1029, 1040, 1068,

1247, 1054, 1026, 768, 1067, 1248, 1052, and 1246 as numbered in the above Cas9 reference
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sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In some
embodiments, the adenosine deaminase is inserted at the C-terminus of an amino acid selected
from the group consisting of: 1015, 1022, 1029, 1040, 1068, 1247, 1054, 1026, 768, 1067, 1248,
1052, and 1246 as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the adenosine deaminase is
inserted to replace an amino acid selected from the group consisting of: 1015, 1022, 1029, 1040,
1068, 1247, 1054, 1026, 768, 1067, 1248, 1052, and 1246 as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 768 as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine
deaminase) is inserted at the N-terminus of amino acid residue 768 as numbered in the above
Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the C-terminus of
amino acid residue 768 as numbered in the above Cas9 reference sequence, or a corresponding
amino acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g.,
adenosine deaminase) is inserted to replace amino acid residue 768 as numbered in the above
Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 791 or is inserted at amino acid residue 792, as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the N-terminus of
amino acid residue 791 or is inserted at the N-terminus of amino acid 792, as numbered in the
above Cas9 reference sequence, or a corresponding amino acid residue in another Cas9
polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the
C-terminus of amino acid 791 or is inserted at the N-terminus of amino acid 792, as numbered in
the above Cas9 reference sequence, or a corresponding amino acid residue in another Cas9
polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted to
replace amino acid 791, or is inserted to replace amino acid 792, as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1016 as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine
deaminase) is inserted at the N-terminus of amino acid residue 1016 as numbered in the above

Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
268



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the C-terminus of
amino acid residue 1016 as numbered in the above Cas9 reference sequence, or a corresponding
amino acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g.,
adenosine deaminase) is inserted to replace amino acid residue 1016 as numbered in the above
Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1022, or is inserted at amino acid residue 1023, as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the N-terminus of
amino acid residue 1022 or is inserted at the N-terminus of amino acid residue 1023, as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is
inserted at the C-terminus of amino acid residue 1022 or is inserted at the C-terminus of amino
acid residue 1023, as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine
deaminase) is inserted to replace amino acid residue 1022, or is inserted to replace amino acid
residue 1023, as numbered in the above Cas9 reference sequence, or a corresponding amino acid
residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1026, or is inserted at amino acid residue 1029, as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the N-terminus of
amino acid residue 1026 or is inserted at the N-terminus of amino acid residue 1029, as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is
inserted at the C-terminus of amino acid residue 1026 or is inserted at the C-terminus of amino
acid residue 1029, as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine
deaminase) is inserted to replace amino acid residue 1026, or is inserted to replace amino acid
residue 1029, as numbered in the above Cas9 reference sequence, or corresponding amino acid
residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1040 as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine

deaminase) is inserted at the N-terminus of amino acid residue 1040 as numbered in the above
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Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the C-terminus of
amino acid residue 1040 as numbered in the above Cas9 reference sequence, or a corresponding
amino acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g.,
adenosine deaminase) is inserted to replace amino acid residue 1040 as numbered in the above
Cas9 reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1052, or is inserted at amino acid residue 1054, as numbered in the above Cas9
reference sequence, or a corresponding amino acid residue in another Cas9 polypeptide. In
some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at the N-terminus of
amino acid residue 1052 or is inserted at the N-terminus of amino acid residue 1054, as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is
inserted at the C-terminus of amino acid residue 1052 or is inserted at the C-terminus of amino
acid residue 1054, as numbered in the above Cas9 reference sequence, or a corresponding amino
acid residue in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine
deaminase) is inserted to replace amino acid residue 1052, or is inserted to replace amino acid
residue 1054, as numbered in the above Cas9 reference sequence, or a corresponding amino acid
residue in another Cas9 polypeptide.

In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1067, or is inserted at amino acid residue 1068, or is inserted at amino acid residue
1069, as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase)
is inserted at the N-terminus of amino acid residue 1067 or is inserted at the N-terminus of
amino acid residue 1068 or is inserted at the N-terminus of amino acid residue 1069, as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is
inserted at the C-terminus of amino acid residue 1067 or is inserted at the C-terminus of amino
acid residue 1068 or is inserted at the C-terminus of amino acid residue 1069, as numbered in
the above Cas9 reference sequence, or a corresponding amino acid residue in another Cas9
polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted to
replace amino acid residue 1067, or is inserted to replace amino acid residue 1068, or is inserted
to replace amino acid residue 1069, as numbered in the above Cas9 reference sequence, or a

corresponding amino acid residue in another Cas9 polypeptide.
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In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted at amino
acid residue 1246, or is inserted at amino acid residue 1247, or is inserted at amino acid residue
1248, as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase)
is inserted at the N-terminus of amino acid residue 1246 or is inserted at the N-terminus of
amino acid residue 1247 or is inserted at the N-terminus of amino acid residue 1248, as
numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is
inserted at the C-terminus of amino acid residue 1246 or is inserted at the C-terminus of amino
acid residue 1247 or is inserted at the C-terminus of amino acid residue 1248, as numbered in
the above Cas9 reference sequence, or a corresponding amino acid residue in another Cas9
polypeptide. In some embodiments, the deaminase (e.g., adenosine deaminase) is inserted to
replace amino acid residue 1246, or is inserted to replace amino acid residue 1247, or is inserted
to replace amino acid residue 1248, as numbered in the above Cas9 reference sequence, or a
corresponding amino acid residue in another Cas9 polypeptide.

In some embodiments, a heterologous polypeptide (e.g., deaminase) is inserted in a
flexible loop of a Cas9 polypeptide. The flexible loop portions can be selected from the group
consisting of 530-537, 569-570, 686-691, 943-947, 1002-1025, 1052-1077, 1232-1247, or 1298-
1300 as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide. The flexible loop portions can be selected from the group
consisting of: 1-529, 538-568, 580-685, 692-942, 948-1001, 1026-1051, 1078-1231, or 1248-
1297 as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide.

A heterologous polypeptide (e.g., adenine deaminase) can be inserted into a Cas9
polypeptide region corresponding to amino acid residues: 1017-1069, 1242-1247, 1052-1056,
1060-1077, 1002 — 1003, 943-947, 530-537, 568-579, 686-691,1242-1247, 1298 — 1300, 1066-
1077, 1052-1056, or 1060-1077 as numbered in the above Cas9 reference sequence, or a
corresponding amino acid residue in another Cas9 polypeptide.

A heterologous polypeptide (e.g., adenine deaminase) can be inserted in place of a
deleted region of a Cas9 polypeptide. The deleted region can correspond to an N-terminal or C-
terminal portion of the Cas9 polypeptide. In some embodiments, the deleted region corresponds
to residues 792-872 as numbered in the above Cas9 reference sequence, or a corresponding
amino acid residue in another Cas9 polypeptide. In some embodiments, the deleted region
corresponds to residues 792-906 as numbered in the above Cas9 reference sequence, or a

corresponding amino acid residue in another Cas9 polypeptide. In some embodiments, the
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deleted region corresponds to residues 2-791 as numbered in the above Cas9 reference sequence,
or a corresponding amino acid residue in another Cas9 polypeptide. In some embodiments, the
deleted region corresponds to residues 1017-1069 as numbered in the above Cas9 reference
sequence, or corresponding amino acid residues thereof.

Exemplary internal fusion base editors are provided in Table 14A below and are also

described in PCT/US20/16285.

Table 14A: Insertion loci in Cas9 proteins

BE ID Modification Other ID
IBEOO1 | Cas9 TadAins 1015 ISLAYO1
IBEOO2 | Cas9 TadA ins 1022 ISLAY02
IBEOO3 | Cas9 TadA ins 1029 ISLAYO3
IBEOO4 | Cas9 TadA ins 1040 ISLAY0O4
IBEOOS | Cas9 TadA ins 1068 ISLAYO5
IBEOO6 | Cas9 TadAins 1247 ISLAYO6
IBEOO7 | Cas9 TadA ins 1054 ISLAYO?7
IBEOO8 | Cas9 TadA ins 1026 ISLAY08
IBEOO9 | Cas9 TadA ins 768 ISLAY09
IBEO20 | delta HNH TadA 792 ISLAY20
IBEO21 | N-term fusion single TadA helix truncated 165-end | ISLAY21
IBEO29 | TadA-Circular Permutant 116 ins1067 ISLAY29
IBEO31 | TadA- Circular Permutant 136 ins1248 ISLAY31
IBEO32 | TadA- Circular Permutant 136ins 1052 ISLAY32
IBEO35 | delta 792-872 TadA ins ISLAY35
IBEO36 | delta 792-906 TadA ins ISLAY36
IBEO43 | TadA-Circular Permutant 65 ins1246 ISLAY43
IBEO44 | TadA ins C-term truncate 2791 ISLAY44

A heterologous polypeptide (e.g., deaminase) can be inserted within a structural or
functional domain of a Cas9 polypeptide. A heterologous polypeptide (e.g., deaminase) can be
inserted between two structural or functional domains of a Cas9 polypeptide. A heterologous
polypeptide (e.g., deaminase) can be inserted in place of a structural or functional domain of a
Cas9 polypeptide, for example, after deleting the domain from the Cas9 polypeptide. The
structural or functional domains of a Cas9 polypeptide can include, for example, RuvC I, RuvC
I, RuvC III, Recl, Rec2, PI, or HNH.

In some embodiments, the Cas9 polypeptide lacks one or more domains selected from
the group consisting of: RuvC I, RuvC II, RuvC III, Recl, Rec2, PI, or HNH domain. In some
embodiments, the Cas9 polypeptide lacks a nuclease domain. In some embodiments, the Cas9
polypeptide lacks an HNH domain. In some embodiments, the Cas9 polypeptide lacks a portion
of the HNH domain such that the Cas9 polypeptide has reduced or abolished HNH activity.
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In some embodiments, the Cas9 polypeptide comprises a deletion of the nuclease
domain, and the deaminase is inserted to replace the nuclease domain. In some embodiments,
the HNH domain is deleted and the deaminase is inserted in its place. In some embodiments,
one or more of the RuvC domains is deleted and the deaminase is inserted in its place.

A fusion protein comprising a heterologous polypeptide can be flanked by a N-terminal
and a C-terminal fragment of a napDNADbp. In some embodiments, the fusion protein comprises
a deaminase flanked by a N- terminal fragment and a C-terminal fragment of a Cas9
polypeptide. The N terminal fragment or the C terminal fragment can bind the target
polynucleotide sequence. The C-terminus of the N terminal fragment or the N-terminus of the C
terminal fragment can comprise a part of a flexible loop of a Cas9 polypeptide. The C-terminus
of the N terminal fragment or the N-terminus of the C terminal fragment can comprise a part of
an alpha-helix structure of the Cas9 polypeptide. The N- terminal fragment or the C-terminal
fragment can comprise a DNA binding domain. The N-terminal fragment or the C-terminal
fragment can comprise a RuvC domain. The N-terminal fragment or the C-terminal fragment
can comprise an HNH domain. In some embodiments, neither of the N-terminal fragment and
the C-terminal fragment comprises an HNH domain.

In some embodiments, the C-terminus of the N terminal Cas9 fragment comprises an
amino acid that is in proximity to a target nucleobase when the fusion protein deaminates the
target nucleobase. In some embodiments, the N-terminus of the C terminal Cas9 fragment
comprises an amino acid that is in proximity to a target nucleobase when the fusion protein
deaminates the target nucleobase. The insertion location of different deaminases can be
different in order to have proximity between the target nucleobase and an amino acid in the C-
terminus of the N terminal Cas9 fragment or the N-terminus of the C terminal Cas9 fragment.
For example, the insertion position of an ABE can be at an amino acid residue selected from the
group consisting of: 1015, 1022, 1029, 1040, 1068, 1247, 1054, 1026, 768, 1067, 1248, 1052,
and 1246 as numbered in the above Cas9 reference sequence, or a corresponding amino acid
residue in another Cas9 polypeptide.

The N-terminal Cas9 fragment of a fusion protein (i.e. the N-terminal Cas9 fragment
flanking the deaminase in a fusion protein) can comprise the N-terminus of a Cas9 polypeptide.
The N-terminal Cas9 fragment of a fusion protein can comprise a length of at least about: 100,
200, 300, 400, 500, 600, 700, 800, 900, 1000, 1100, 1200, or 1300 amino acids. The N-terminal
Cas9 fragment of a fusion protein can comprise a sequence corresponding to amino acid
residues: 1-56, 1-95, 1-200, 1-300, 1-400, 1-500, 1-600, 1-700, 1-718, 1-765, 1-780, 1-906, 1-
918, or 1-1100 as numbered in the above Cas9 reference sequence, or a corresponding amino

acid residue in another Cas9 polypeptide. The N-terminal Cas9 fragment can comprise a
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sequence comprising at least: 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least
94%, at least 95%, at least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5%
sequence identity to amino acid residues: 1-56, 1-95, 1-200, 1-300, 1-400, 1-500, 1-600, 1-700,
1-718, 1-765, 1-780, 1-906, 1-918, or 1-1100 as numbered in the above Cas9 reference
sequence, or a corresponding amino acid residue in another Cas9 polypeptide.

The C-terminal Cas9 fragment of a fusion protein (i.e. the C-terminal Cas9 fragment
flanking the deaminase in a fusion protein) can comprise the C-terminus of a Cas9 polypeptide.
The C-terminal Cas9 fragment of a fusion protein can comprise a length of at least about: 100,
200, 300, 400, 500, 600, 700, 800, 900, 1000, 1100, 1200, or 1300 amino acids. The C-terminal
Cas9 fragment of a fusion protein can comprise a sequence corresponding to amino acid
residues: 1099-1368, 918-1368, 906-1368, 780-1368, 765-1368, 718-1368, 94-1368, or 56-1368
as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue in
another Cas9 polypeptide. The N-terminal Cas9 fragment can comprise a sequence comprising
at least: 85%, at least 90%, at least 91%, at least 92%, at least 93%, at least 94%, at least 95%, at
least 96%, at least 97%, at least 98%, at least 99%, or at least 99.5% sequence identity to amino
acid residues: 1099-1368, 918-1368, 906-1368, 780-1368, 765-1368, 718-1368, 94-1368, or 56-
1368 as numbered in the above Cas9 reference sequence, or a corresponding amino acid residue
in another Cas9 polypeptide.

The N-terminal Cas9 fragment and C-terminal Cas9 fragment of a fusion protein taken
together may not correspond to a full-length naturally occurring Cas9 polypeptide sequence, for
example, as set forth in the above Cas9 reference sequence.

The fusion protein described herein can effect targeted deamination with reduced
deamination at non-target sites (e.g., off-target sites), such as reduced genome wide spurious
deamination. The fusion protein described herein can effect targeted deamination with reduced
bystander deamination at non-target sites. The undesired deamination or off-target deamination
can be reduced by at least 30%, at least 40%, at least 50%, at least 60%, at least 70%, at least
80%, at least 90%, at least 95%, or at least 99% compared with, for example, an end terminus
fusion protein comprising the deaminase fused to a N terminus or a C terminus of a Cas9
polypeptide. The undesired deamination or off-target deamination can be reduced by at least
one-fold, at least two-fold, at least three-fold, at least four-fold, at least five-fold, at least tenfold,
at least fifteen fold, at least twenty fold, at least thirty fold, at least forty fold, at least fifty fold,
at least 60 fold, at least 70 fold, at least 80 fold, at least 90 fold, or at least hundred fold,
compared with, for example, an end terminus fusion protein comprising the deaminase fused to

a N terminus or a C terminus of a Cas9 polypeptide.
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In some embodiments, the deaminase (e.g., adenosine deaminase) of the fusion protein
deaminates no more than two nucleobases within the range of an R-loop. In some embodiments,
the deaminase of the fusion protein deaminates no more than three nucleobases within the range
of the R-loop. In some embodiments, the deaminase of the fusion protein deaminates no more
than 2, 3,4, 5,6, 7, 8,9, or 10 nucleobases within the range of the R-loop. An R-loop is a three-
stranded nucleic acid structure including a DNA:RNA hybrid, a DNA:DNA or an RNA: RNA
complementary structure and the associated with single-stranded DNA. As used herein, an R-
loop may be formed when a target polynucleotide is contacted with a CRISPR complex or a
base editing complex, wherein a portion of a guide polynucleotide, e.g. a guide RNA, hybridizes
with and displaces with a portion of a target polynucleotide, e.g. a target DNA. In some
embodiments, an R-loop comprises a hybridized region of a spacer sequence and a target DNA
complementary sequence. An R-loop region may be of about 5, 6, 7, 8,9, 10, 11, 12, 13, 14, 15,
16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41,
42,43, 44,45, 46, 47, 48, 49, or 50 nucleobase pairs in length. In some embodiments, the R-
loop region is about 20 nucleobase pairs in length. It should be understood that, as used herein,
an R-loop region is not limited to the target DNA strand that hybridizes with the guide
polynucleotide. For example, editing of a target nucleobase within an R-loop region may be to a
DNA strand that comprises the complementary strand to a guide RNA, or may be to a DNA
strand that is the opposing strand of the strand complementary to the guide RNA. In some
embodiments, editing in the region of the R-loop comprises editing a nucleobase on non-
complementary strand (protospacer strand) to a guide RNA in a target DNA sequence.

The fusion protein described herein can effect target deamination in an editing window
different from canonical base editing. In some embodiments, a target nucleobase is from about
1 to about 20 bases upstream of a PAM sequence in the target polynucleotide sequence. In some
embodiments, a target nucleobase is from about 2 to about 12 bases upstream of a PAM
sequence in the target polynucleotide sequence. In some embodiments, a target nucleobase is
from about 1 to 9 base pairs, about 2 to 10 base pairs, about 3 to 11 base pairs, about 4 to 12
base pairs, about 5 to 13 base pairs, about 6 to 14 base pairs, about 7 to 15 base pairs, about 8 to
16 base pairs, about 9 to 17 base pairs, about 10 to 18 base pairs, about 11 to 19 base pairs,
about 12 to 20 base pairs, about 1 to 7 base pairs, about 2 to 8 base pairs, about 3 to 9 base pairs,
about 4 to 10 base pairs, about 5 to 11 base pairs, about 6 to 12 base pairs, about 7 to 13 base
pairs, about 8 to 14 base pairs, about 9 to 15 base pairs, about 10 to 16 base pairs, about 11 to 17
base pairs, about 12 to 18 base pairs, about 13 to 19 base pairs, about 14 to 20 base pairs, about
1 to 5 base pairs, about 2 to 6 base pairs, about 3 to 7 base pairs, about 4 to 8 base pairs, about 5

to 9 base pairs, about 6 to 10 base pairs, about 7 to 11 base pairs, about 8 to 12 base pairs, about
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9 to 13 base pairs, about 10 to 14 base pairs, about 11 to 15 base pairs, about 12 to 16 base pairs,
about 13 to 17 base pairs, about 14 to 18 base pairs, about 15 to 19 base pairs, about 16 to 20
base pairs, about 1 to 3 base pairs, about 2 to 4 base pairs, about 3 to 5 base pairs, about 4 to 6
base pairs, about 5 to 7 base pairs, about 6 to 8 base pairs, about 7 to 9 base pairs, about 8 to 10
base pairs, about 9 to 11 base pairs, about 10 to 12 base pairs, about 11 to 13 base pairs, about
12 to 14 base pairs, about 13 to 15 base pairs, about 14 to 16 base pairs, about 15 to 17 base
pairs, about 16 to 18 base pairs, about 17 to 19 base pairs, about 18 to 20 base pairs away or
upstream of the PAM sequence. In some embodiments, a target nucleobase is about 1, 2, 3, 4, 5,
6,7,8,9,10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, or more base pairs away from or upstream of
the PAM sequence. In some embodiments, a target nucleobase is about 1, 2,3,4,5,6,7,8,0or9
base pairs upstream of the PAM sequence. In some embodiments, a target nucleobase is about
2, 3, 4, or 6 base pairs upstream of the PAM sequence.

The fusion protein can comprise more than one heterologous polypeptide. For example,
the fusion protein can additionally comprise one or more UGI domains and/or one or more
nuclear localization signals. The two or more heterologous domains can be inserted in tandem.
The two or more heterologous domains can be inserted at locations such that they are not in
tandem in the NapDNAbDp.

A fusion protein can comprise a linker between the deaminase and the napDNAbp
polypeptide. The linker can be a peptide or a non-peptide linker. For example, the linker can be
an XTEN, (GGGS)n, (GGGGIO)n, (G)n, (EAAAK)n, (GGS)n, SGSETPGTSESATPES. In some
embodiments, the fusion protein comprises a linker between the N-terminal Cas9 fragment and
the deaminase. In some embodiments, the fusion protein comprises a linker between the C-
terminal Cas9 fragment and the deaminase. In some embodiments, the N-terminal and C-
terminal fragments of napDNAbp are connected to the deaminase with a linker. In some
embodiments, the N-terminal and C-terminal fragments are joined to the deaminase domain
without a linker. In some embodiments, the fusion protein comprises a linker between the N-
terminal Cas9 fragment and the deaminase but does not comprise a linker between the C-
terminal Cas9 fragment and the deaminase. In some embodiments, the fusion protein comprises
a linker between the C-terminal Cas9 fragment and the deaminase but does not comprise a linker
between the N-terminal Cas9 fragment and the deaminase.

In other embodiments, the N- or C-terminal fragments of the Cas12 polypeptide
comprise a nucleic acid programmable DNA binding domain or a RuvC domain. In other
embodiments, the fusion protein contains a linker between the Cas12 polypeptide and the
catalytic domain. In other embodiments, the amino acid sequence of the linker is GGSGGS or

GSSGSETPGTSESATPESSG. In other embodiments, the linker is a rigid linker. In other
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embodiments of the above aspects, the linker is encoded by GGAGGCTCTGGAGGAAGC or
GGCTCTTCTGGATCTGAAACACCTGGCACAAGCGAGAGCGCCACCCCTGAGAGCTC
TGGC.

Fusion proteins comprising a heterologous catalytic domain flanked by N- and C-
terminal fragments of a Cas9 or Cas12 polypeptide are also useful for base editing in the
methods as described herein. Fusion proteins comprising Cas9 or Cas12 and one or more
deaminase domains, e.g., adenosine deaminase, or comprising an adenosine deaminase domain
flanked by Cas9 or Cas12 sequences are also useful for highly specific and efficient base editing
of target sequences. In an embodiment, a chimeric Cas9 or Cas12 fusion protein contains a
heterologous catalytic domain inserted within a Cas12 polypeptide.

In various embodiments, the catalytic domain has DNA modifying activity (e.g.,
deaminase activity), such as adenosine deaminase activity. In some embodiments, the adenosine
deaminase is a TadA (e.g., TadA7.10). In some embodiments, the TadA is a TadA*8. In other
embodiments, the fusion protein contains one or more catalytic domains. In other embodiments,
at least one of the one or more catalytic domains is inserted within the Cas12 polypeptide or is
fused at the Cas12 N- terminus or C-terminus. In other embodiments, at least one of the one or
more catalytic domains is inserted within a loop, an alpha helix region, an unstructured portion,
or a solvent accessible portion of the Cas12 polypeptide. In other embodiments, the Cas12
polypeptide is Cas12a, Cas12b, Casl2c, Casl2d, Casl2e, Casl2g, Casl2h, or Casl12i. In other
embodiments, the Cas12 polypeptide has at least about 85% amino acid sequence identity to
Bacillus hisashii Cas12b, Bacillus thermoamylovorans Cas12b, Bacillus sp. V3-13 Cas12b, or
Alicyclobacillus acidiphilus Cas12b. In other embodiments, the Cas12 polypeptide has at least
about 90% amino acid sequence identity to Bacillus hisashii Cas12b, Bacillus
thermoamylovorans Cas12b, Bacillus sp. V3-13 Cas12b, or Alicyclobacillus acidiphilus Cas12b.
In other embodiments, the Cas12 polypeptide has at least about 95% amino acid sequence
identity to Bacillus hisashii Cas12b, Bacillus thermoamylovorans Casl2b, Bacillus sp. V3-13
Casl2b, or Alicyclobacillus acidiphilus Cas12b. In other embodiments, the Cas12 polypeptide
contains or consists essentially of a fragment of Bacillus hisashii Cas12b, Bacillus
thermoamylovorans Cas12b, Bacillus sp. V3-13 Cas12b, or Alicyclobacillus acidiphilus Cas12b.

In other embodiments, the catalytic domain is inserted between amino acid positions
153-154, 255-256, 306-307, 980-981, 1019-1020, 534-535, 604-605, or 344-345 of BhCas12b
or a corresponding amino acid residue of Cas12a, Casl2c, Cas12d, Casl2e, Casl2g, Casl2h, or
Casl12i. In other embodiments, the catalytic domain is inserted between amino acids P153 and
S154 of BhCas12b. In other embodiments, the catalytic domain is inserted between amino acids

K255 and E256 of BhCas12b. In other embodiments, the catalytic domain is inserted between
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amino acids D980 and G981 of BhCas12b. In other embodiments, the catalytic domain is
inserted between amino acids K1019 and L1020 of BhCas12b. In other embodiments, the
catalytic domain is inserted between amino acids F534 and P535 of BhCas12b. In other
embodiments, the catalytic domain is inserted between amino acids K604 and G605 of
BhCas12b. In other embodiments, the catalytic domain is inserted between amino acids H344
and F345 of BhCas12b. In other embodiments, catalytic domain is inserted between amino acid
positions 147 and 148, 248 and 249, 299 and 300, 991 and 992, or 1031 and 1032 of BvCas12b
or a corresponding amino acid residue of Cas12a, Casl2c, Cas12d, Casl2e, Casl2g, Casl2h, or
Casl12i. In other embodiments, the catalytic domain is inserted between amino acids P147 and
D148 of BvCas12b. In other embodiments, the catalytic domain is inserted between amino
acids G248 and G249 of BvCas12b. In other embodiments, the catalytic domain is inserted
between amino acids P299 and E300 of BvCas12b. In other embodiments, the catalytic domain
is inserted between amino acids G991 and E992 of BvCas12b. In other embodiments, the
catalytic domain is inserted between amino acids K1031 and M1032 of BvCas12b. In other
embodiments, the catalytic domain is inserted between amino acid positions 157 and 158, 258
and 259, 310 and 311, 1008 and 1009, or 1044 and 1045 of AaCas12b or a corresponding amino
acid residue of Casl2a, Casl2c, Casl2d, Casl2e, Casl2g, Casl2h, or Cas12i. In other
embodiments, the catalytic domain is inserted between amino acids P157 and G158 of
AaCas12b. In other embodiments, the catalytic domain is inserted between amino acids V258
and G259 of AaCas12b. In other embodiments, the catalytic domain is inserted between amino
acids D310 and P311 of AaCas12b. In other embodiments, the catalytic domain is inserted
between amino acids G1008 and E1009 of AaCas12b. In other embodiments, the catalytic
domain is inserted between amino acids G1044 and K1045 at of AaCas12b.

In other embodiments, the fusion protein contains a nuclear localization signal (e.g., a
bipartite nuclear localization signal). In other embodiments, the amino acid sequence of the
nuclear localization signal is MAPKKKRKVGIHGVPAA. In other embodiments of the above
aspects, the nuclear localization signal is encoded by the following sequence:

ATGGCCCCAAAGAAGAAGCGGAAGGTCGGTATCCACGGAGTCCCAGCAGCC.
In other embodiments, the Cas12b polypeptide contains a mutation that silences the catalytic
activity of a RuvC domain. In other embodiments, the Cas12b polypeptide contains D574A,
D829A and/or D952A mutations. In other embodiments, the fusion protein further contains a
tag (e.g., an influenza hemagglutinin tag).

In some embodiments, the fusion protein comprises a napDNAbp domain (e.g., Cas12-
derived domain) with an internally fused nucleobase editing domain (e.g., all or a portion of a

deaminase domain, e.g., an adenosine deaminase domain). In some embodiments, the
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napDNAbp is a Cas12b. In some embodiments, the base editor comprises a Cas12 domain (e.g.,
a BhCas12b domain, a BvCas12b domain, or an AACas12b domain) with an internally fused
TadA*8 domain inserted at the loci provided in the below Table 14B.

Table 14B: Insertion loci in Cas12b proteins

BhCas12b Insertion site Inserted between aa
position 1 153 PS
position 2 255 KE
position 3 306 DE
position 4 980 DG
position 5 1019 KL
position 6 534 FP
position 7 604 KG
position 8 344 HF
BvCas12b Insertion site Inserted between aa
position 1 147 PD
position 2 248 GG
position 3 299 PE
position 4 991 GE
position 5 1031 KM
AaCasl2b Insertion site Inserted between aa
position 1 157 PG
position 2 258 VG
position 3 310 DP
position 4 1008 GE
position 5 1044 GK

By way of nonlimiting example, an adenosine deaminase (e.g., ABE8.13) may be
inserted into a BhCas12b to produce a fusion protein (e.g., ABE8.13-BhCas12b) that effectively
edits a nucleic acid sequence, such as a nucleic acid sequence comprising a single nucleotide
polymorphism (SNP) associated with sickle cell disease (SCD). In an embodiment the nucleic
acid sequence encodes an HBB polypeptide.

Exemplary, yet nonlimiting, fusion proteins are described in U.S. Provisional
Application Nos. 62/852,228 and 62/852,224, the contents of which are incorporated by

reference herein in their entireties.

The practice of the present invention employs, unless otherwise indicated, conventional

techniques of molecular biology (including recombinant techniques), microbiology, cell biology,
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biochemistry and immunology, which are well within the purview of the skilled artisan. Such
techniques are explained fully in the literature, such as, “Molecular Cloning: A Laboratory
Manual”, second edition (Sambrook, 1989); “Oligonucleotide Synthesis” (Gait, 1984); “Animal
Cell Culture” (Freshney, 1987); “Methods in Enzymology” “Handbook of Experimental
Immunology” (Weir, 1996); “Gene Transfer Vectors for Mammalian Cells” (Miller and Calos,
1987); “Current Protocols in Molecular Biology” (Ausubel, 1987); “PCR: The Polymerase
Chain Reaction”, (Mullis, 1994); “Current Protocols in Immunology” (Coligan, 1991). These
techniques are applicable to the production of the polynucleotides and polypeptides of the
invention, and, as such, may be considered in making and practicing the invention. Particularly
useful techniques for particular embodiments will be discussed in the sections that follow.

The following examples are put forth so as to provide those of ordinary skill in the art
with a complete disclosure and description of how to make and use the assay, screening, and
therapeutic methods of the invention, and are not intended to limit the scope of what the

inventors regard as their invention.

EXAMPLES
Example 1: Adenosine Base Editors with Increased Editing Efficiency

Base editing systems that include a Tad7.10-dCas9 fusion proteins are capable of editing
a target polynucleotide with approximately 10-20% efficiency, but for uses requiring higher
efficiency their use may be limited. In an effort to identify adenine base editors having
increased efficiency and specificity, constructs comprising the adenosine deaminase TadA 7.10
were mutagenized by error prone PCR and subsequently cloned into an expression vector
adjacent to a nucleic acid sequence encoding dCas9, a nucleic acid programmable DNA binding
protein (FIG. 1A). The expression vectors comprising the adenosine deaminase variants were
co-transformed into competent bacterial cells with a selection plasmid encoding
chloramphenicol resistance (CamR) and spectinomycin resistance (SpectR) and having a
kanamycin resistance gene that was rendered nonfunctional by two point mutations (evolution
round 7 strategy) (FIG. 1B). The cells were selected for restoration of kanamycin resistance,
which was a read out for adenosine deaminase activity. In subsequent rounds of selection, the
expression vectors were co-transformed into competent cells with a plasmid encoding
chloramphenicol resistance (CamR) and spectinomycin resistance (SpectR) and having a
kanamycin resistance gene that was rendered nonfunctional by three point mutations (evolution
round 8 strategy) (FIG. 1C).

An inactivated kanamycin resistance gene nucleic acid sequence is provided below:
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ccggaattgccagctggggcecgecctectggtaaggttgggaagecctgcaaagtaaactggatggetttet
tgccgccaaggatcectgatggcgecaggggatcaagatctgatcaagagacaggatgaggatecctttegeAT
GATCGAATAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTAGGTGGAGCGCCTATTCGGCTATGACTGG
GCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTT
TTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGC
CACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTG
GGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTG
ATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCAT
CGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCAT CAGGGG
CTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCC
ATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATTAACTGTGGCCG
GCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGEC
GAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATC
GCCTTCTTGACGAGTTCTTCTAA

In the above sequence, lower case denotes the kanamycin resistance promoter region,
bold sequence indicates targeted inactivation portion (Q4* and W15%*), the italicized sequence
denotes the targeted inactive site of kanamycin resistance gene (D208N), and the underlined
sequences denote the PAM sequences.

Again, the cells were plated onto a series of agarose plates with increasing kanamycin
concentration. As shown in FIG. 2, adenosine deaminase variants having efficient base editing
activity were able to correct the mutations present in the kanamycin resistance gene and were
selected for further analysis. Adenosine deaminase variant base editors showing efficient base
editing in bacterial cells are described in Table 14. Mammalian expression vectors encoding
base editors comprising the selected adenosine deaminase variants were generated.

Hek293T cells expressing a 3-globin protein associated with sickle cell disease that
contains an E6V (also termed E7V) mutation were used to test the editing efficiency of the
adenosine deaminase variants (FIGs. 3A and 3B). These cells termed “Hek293T/HBBE6V”
cells were transduced using lentiviral vectors expressing a base editing system that includes a
fusion protein comprising the ABES8s listed in Table 15. The ABES8s were generated by cloning
an adenosine deaminase variant into a scaffold that included a circular permutant Cas9 and a
bipartite nuclear localization sequence. Circular permutant Cas9s are known in the art and
described, for example, in Oakes ef al., Cell 176, 254-267, 2019. These sequences are provided
herein below.

Upregulation of fetal hemoglobin is a therapeutic approach to overcoming sickle cell
disease. FIG. 3A shows a therapeutically relevant site for upregulation of fetal hemoglobin.

Editing adenosines at residues 5 and 8 can significantly reduce BCL11A binding, thereby
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increasing expression of fetal hemoglobin. Referring to FIG. 3A, the ABES8s exhibited
approximately 2 — 3 fold more base editing activity than the base editor ABE7.10.

Table 15: Novel Adenine Base Editors ABES

plasmid ID description function
280 ABES.1 monomer_TadA*7.10 + Y147T
281 ABES.2 monomer_TadA*7.10 + Y147R
282 ABES8.3 monomer_TadA*7.10 + Q154S
283 ABE8.4 monomer_TadA*7.10 + Y123H
284 ABES8.5 monomer_TadA*7.10 + V82S
285 ABES8.6 monomer_TadA*7.10 + T166R
286 ABES8.7 monomer_TadA*7.10 + Q154R
287 ABES8.8 monomer_ Y147R_Q154R_Y123H
288 ABES8.9 monomer_ Y147R_Q154R_176Y
289 ABES&.10 monomer_ Y147R_Q154R_T166R
290 ABE8.11 monomer_Y147T_Q154R
291 ABE8.12 monomer_ Y147T_Q154S
292 ABE8.13 monomer_H123Y123H_ Y147R_Q154R_I76Y
293 ABES8.14 heterodimer_TadA*7.10 + Y147T
294 ABE8.15 heterodimer_TadA*7.10 + Y147R
295 ABE8.16 heterodimer_TadA*7.10 + Q154S
296 ABE8.17 heterodimer_TadA*7.10 + Y123H
297 ABES8.18 heterodimer_TadA*7.10 + V82S
298 ABE8.19 heterodimer_TadA*7.10 + T166R
299 ABES8.20 heterodimer_TadA*7.10 + Q154R
300 ABE8.21 heterodimer_Y147R_Q154R_Y123H
301 ABE8.22 heterodimer_ Y147R_Q154R_I76Y
302 ABE8.23 heterodimer_ Y147R_Q154R_T166R
303 ABE8.24 heterodimer_ Y147T_Q154R
304 ABE8.25 heterodimer_ Y147T_Q154S

Referring to FIG. 4, the ABE8s were introduced into Hek293T/HBBEGV cells along with 18,
19, 20, 21, or 22 nucleotide guide RNAs targeting the polynucleotide encoding HBB E6V. The
ABES editors showed increased editing efficiency when fused to circular permutant (Cp)-Cas9.
In total, 40 different ABE8 constructs (Table 16) and three ABE7.10 constructs were tested for
editing activity in Hek293T/HBBEG6V cells. The sequence of exemplary constructs follows. To
evaluate the specificity of editing, target and unintended or bystander mutations were monitored
(FIG. 5). Unintended editing of an adenosine in codon 5 was silent. However, unintended
editing of codon 9 resulted in a serine to proline mutation. Referring again to FIG. §, multiple

ABES8s showed increased editing efficiency and specificity compared to the ABE7.10 editors,
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and none of the editors had significant bystander editing that led to the serine to proline
missense mutation.

Further analysis of selected ABE8s and an ABE7.10 control was carried out in fibroblast
cells containing the sickle cell mutation. As shown in FIG. 6, the ABES editors had increased
base editing activity compared to the ABE7.10. ABES8.18 showed approximately 70%
efficiency. The selected ABES editors also displayed unprecedented specificity. Importantly,
the average INDEL formation for all ABE8 editors was less than 0.1%.
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Table 16:
plals[r)md description function
335 NGC PAM CPS5 variant (S. pyogenes Cas9)_ABES.1 monomer_TadA*7.10 + Y147T
336 NGC PAM CPS5 variant (S. pyogrouns Cas9)_ABES.2 monomer_TadA*7.10 + Y147R
337 NGC PAM CP5 variant (S. pyogenes Cas9) ABES.3 monomer_TadA*7.10 + Q1545
338 NGC PAM CPS5 variant (S. pyogenes Cas9)_ABES.4 monomer_TadA*7.10 + Y123H
339 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES8.5 monomer_TadA*7.10 + V82S
340 NGC PAM CPS5 variant (S. pyogenes Cas9)_ ABES8.6 monomer_TadA*7.10 + T166R
341 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.7 monomer_TadA*7.10 + Q154R
342 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.8 monomer_Y147R_Q154R_Y123H
343 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.9 monomer_Y147R_Q154R_I76Y
344 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.10 monomer_ Y147R_Q154R_T166R
345 NGC PAM CPS5 variant (S. pyogenes Cas9) ABES.11 monomer_Y147T_Q154R
346 NGC PAM CPS5 variant (S. pyogenes Cas9) ABES.12 monomer_ Y147T_Q154S
monomer_H123Y123H_
347 NGC PAM CP5 variant (S. pyogenes Cas9) ABE8.13 Y147R_Q154R_I76Y
monomer_deletion at TadA7.10*
348 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 149
monomer_deletion at TadA7.10*
349 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 150
monomer_deletion at TadA7.10*
350 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 151
monomer_deletion at TadA7.10*
351 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 152
monomer_deletion at TadA7.10*
352 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 153
monomer_deletion at TadA7.10*
353 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 154
monomer_deletion at TadA7.10*
354 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 155
monomer_deletion at TadA7.10*
355 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 156
monomer_deletion at TadA7.10*
356 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 157
357 NGC PAM CP5 variant (S. pyogenes Cas9) ABES.14 heterodimer_TadA*7.10 + Y147T
358 NGC PAM CP5 variant (S. pyogenes Cas9) ABES8.15 heterodimer_TadA*7.10 + Y147R
359 NGC PAM CP5 variant (S. pyogenes Cas9)_ABE8.16 | heterodimer_TadA*7.10 + Q154S
360 NGC PAM CP5 variant (S. pyogenes Cas9) ABE8.17 heterodimer_TadA*7.10 + Y123H
361 P5 variant (S. EyGoZZﬁZ gas9)_ABE8.18 heterodimer_TadA™7.10 + V825
362 NGC PAM CP5 variant (S. pyogenes Cas9) ABE8.19 heterodimer_TadA*7.10 + T166R
363 NGC PAM CP5 variant (S. pyogenes Cas9)_ABE8.20 | heterodimer_TadA*7.10 + Q154R
364 NGC PAM CP5 variant (S. pyogenes Cas9)_ABE8.21 | heterodimer_Y147R_Q154R_Y123H
365 NGC PAM CP5 variant (S. pyogenes Cas9) _ABE8.22 | heterodimer_Y147R_Q154R_I76Y
366 NGC PAM CP5 variant (S. pyogenes Cas9)_ABE8.23 | heterodimer_Y147R_Q154R_T166R
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367 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.24 heterodimer_ Y147T_Q154R
368 NGC PAM CP5 variant (S. pyogenes Cas9)_ABES.25 heterodimer_ Y147T_Q154S
heterodimer_H123Y123H_
369 NGC PAM CP5 variant (S. pyogenes Cas9) ABE8.26 Y147R_Q154R_I76Y
heterodimer_deletion at TadA7.10*
370 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 149
heterodimer_deletion at TadA7.10*
371 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 150
heterodimer_deletion at TadA7.10*
372 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 151
heterodimer_deletion at TadA7.10*
373 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 152
heterodimer_deletion at TadA7.10*
374 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 153
heterodimer_deletion at TadA7.10*
375 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 154
heterodimer_deletion at TadA7.10*
376 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 155
heterodimer_deletion at TadA7.10*
377 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 156
heterodimer_deletion at TadA7.10*
378 NGC PAM CP5 variant (S. pyogenes Cas9) ABE7.10 residue 157
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Example 2: Adenine Base Editors for the Treatment of Hematological Disorders

Sickle cell disease (SCD) affects approximately 100,000 patients in the United States.
Individuals carrying both the SCD mutation and mutations that cause persistence of fetal
hemoglobin (HPFH) do not typically present with sickle cell pathologies due to persistent fetal
hemoglobin (HbF) levels. Higher HbF levels correlate with greater benefit for individuals with
blood disease, such as reduction in disease symptoms and improved overall health. A Tto C
mutation at the -198 position in the HGB promoter causes HPFH by interference of binding to y-
globulin repressor proteins, such as BCL11A.

ABES constructs were evaluated in human hematopoietic stem cells (HSC). Ex vivo
manipulation and/or editing of HSCs prior to administration to patients as a cell therapy is a
promising approach for the treatment of hematological disorders. It has been previously
demonstrated that ABEs can introduce a T to C substitution at the -198 position of the promoter
region of HBG1/2 (Gaudelli, N. M. ef al. Programmable base editing of A*T to G*C in genomic
DNA without DNA cleavage. Nature 551, 464-471, doi:10.1038/nature24644 (2017)). This
naturally occurring allele yields Hereditary Persistence of Fetal Hemoglobin (HPFH) resulting in
increased levels of y-globin into adulthood, which can mitigate the defects in f-globin seen in
sickle cell disease and f-thalassemia (Wienert, B. e al. KLF1 drives the expression of fetal
hemoglobin in British HPFH. Blood 130, 803-807, doi:10.1182/blood-2017-02-767400 (2017)).
With the goal of reproducing the HPFH phenotype and evaluating the clinical relevance of
ABES, CD34+ hematopoietic stem cells were isolated from two donors and transfected with
mRNA encoding ABES editors and end-modified sgRNA placing the target A at position 7
within the protospacer.

The average ABES editing efficiencies at the -198 HBG1/2 promoter target site were 2-3
times higher than either ABE7.10 construct at early time points (48h), and 1.3-2-fold higher than
ABE?7.10 at the later time (144h) (FIG. 7B; FIGs. 8A and 8B, FIG. 9). FIG. 7A schematically
shows the HBG1/2 promoter target site. FIG. 7C shows that ABES editing in CD34+ cells
yielded an approximately 1.4-fold increase in y-globin formation in differentiated erythrocytes
(ABES8.13-d resulted in 55% y-globin/a-globin expression). These kinetic distinctions are
clinically important for ex vivo therapies in which cell culturing must be kept to a minimum
prior to administration of cell therapy.

Next, the amount of y-globin protein produced following ABE treatment and erythrocyte
differentiation was quantified by UPLC (FIGs. 10-30). A 3.5-fold average increase in % y-
globin/a-globin expression was observed in erythrocytes derived from the ABES treatment
groups when compared to mock treated cells and about a 1.4-fold increase was observed when

ABES8.13-d was compared to levels achieved with ABE7.10-m/d (FIG. 7B).
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The editing efficiencies and on-target editing (e.g., at nucleotide position 9G in the sickle
cell (HbS) allele) by ABES editors is further demonstrated in FIGs. 37, 40, 43A, 43B, 44A and
44B.

It is predicted that >20% HbF is required to ameliorate symptoms of sickle cell disease,
and f-thalassemia patients are likely to require even higher minimum levels (see e.g., Canver,
M. C. & Orkin, S. H. Customizing the genome as therapy for the beta-hemoglobinopathies.
Blood 127, 2536-2545, doi:10.1182/blood-2016-01-678128 (2016); Fitzhugh, C. D. et al.,
Blood, 130, 1946-1948, doi:10.1182/blood-2017-03-772392 (2017)). The y-globin levels
observed following ABES treatment surpassed this threshold for HbF level.

Overall, ABESs recreated a naturally-occurring hereditary persistence of fetal
hemoglobin (HPFH) allele at the promoter of the y-globin genes HBG1 and HBG2, achieving
editing efficiencies of up to 60% in human CD34+ cell cultures and a corresponding
upregulation of gamma globin expression in differentiated erythrocytes. (FIGs. 34A. 34B. 35A-
35C)

Example 3: Complementary Base Editing Approaches for the Treatment of Sickle Cell
Disease and Beta thalassemia (f-thalassemia)

Sickle cell disease (SCD) and Beta thalassemia are disorders of beta globin production
and function that lead to severe anemia and significant disease complications across a multitude
of organ systems. Autologous transplantation of hematopoietic stem cells engineered through
the upregulation of fetal hemoglobin (HbF) or correction of the beta globin gene have the
potential to reduce disease burden in patients with beta hemoglobinopathies. Base editing is a
recently developed technology that enables precise modification of the genome without the
introduction of double strand DNA breaks.

Gamma globin gene promoters were comprehensively screened with cytosine and
adenine base editors (ABE) for the identification of alterations that would derepress HbF. Three
regions were identified that significantly upregulated HbF, and the most effective nucleotide
residue conversions are supported by natural variation seen in patients with hereditary
persistence of fetal hemoglobin (HPFH). ABEs have been developed that significantly increase
the level of HbF following nucleotide conversion at key regulatory motifs within the HBG1 and
HBG2 (HBG1/2) promoters. CD34+ hematopoietic stem and progenitor cells (HSPC) were
purified at clinical scale and edited using a process designed to preserve self-renewal capacity.
Editing at two independent sites with different ABEs reached 94 percent and resulted in up to 63
percent gamma globin by UPLC (FIGs. 31A-31E). The levels of HbF observed should afford

protection to the majority of SCD and B-thalassemia patients based on clinical observations of
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HPFH and non-interventional therapy that links higher HbF dosage with milder disease (Ngo et
al., 2011 Brit J Hem, Vol. 156(2):259-264; Musallam et al., 2012 Blood). Accordingly, in the
HPFH approach described here, base editing is used to recreate single base changes in the
regulatory region of both gamma globin genes (HBG1 and HBG2) that disrupt repressor binding
and lead to increased expression of fetal hemoglobin (HbF). Beta-thalassemia or sickle cell
disease patients naturally harboring these variants are often asymptomatic or experience a milder
form of the disease. Base editing followed by in vifro erythroid differentiation of CD34+ cells
from both healthy donors and sickle trait donors led to HbF levels of greater than 60%, which is

expected to be clinically relevant.

Hb G-Makassar

Directly correcting the Glu6Val mutation of SCD has been a recent goal of genetic
therapies designed for the SCD population. Current base editing technology cannot yet convert
mutations like those that result from the A-T transversion in sickle beta globin; however, ABE
variants have been designed to recognize and edit the opposite stranded adenine residue of
valine. This results in the conversion of valine to alanine and the production of a naturally
occurring variant known as Hb G-Makassar. Beta globin with alanine at this position does not
contribute to polymer formation, and patients with Hb G-Makassar are asymptomatic in that
they present with normal hematological parameters and red blood cell morphology.

ABE base editors, such as the ABES8s described herein (see, e.g., Table 7, Table 14 and
FIGs. 36A-36C; 37-39) were used to directly convert the sickle cell disease-causing point
mutation (E6V) into an asymptomatic, naturally-occurring variant (E6A), also known as Hb G-
Makassar. Individuals harboring the Hb G-Makassar variant do not have polymerization
(sickling) and are otherwise asymptomatic. SCD patient fibroblasts edited with these ABE
variants achieve up to 70 percent conversion of the target adenine (FIG. 32A). CD34+ cells
from healthy donors were then edited with a lead ABE variant, targeting a synonymous mutation
in an adjacent proline that resides within the editing window and serves as a proxy for editing
the SCD mutation. The average editing frequency was 40 percent (FIG. 32B). In addition,
greater than 50% of base editing at position 9G was achieved at 96 hours post-electroporation.
(FIG. 40. FIGs. 43A and 43B; and FIGs. 44A and 44B). Donor myeloid chimerism
documented at these levels in the allogeneic transplant setting exceeds the 20 percent that is
required for reversing the sickle phenotype (Fitzhugh ef al, 2017 Blood).

Following base editing of the HbS target site with base editors comprising adenosine
deaminase variants, e.g., ABE8, as described herein using cells (CD34+) from an SCD patient

sample (homozygous or heterozygous HbSS samples) and analysis of the edited sample by
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UHPLC, distinct peaks delineated the Hb-G-Makassar variant globin from the HbS globin
variant (FIGs. 41A, 45, 46A and 47), which resulted from direct conversion of the sickle cell
disease-causing point mutation (E6V) into an asymptomatic, naturally-occurring variant (E6A)
in the cells. Based on molecular weights in an edited heterozygous sample, the different beta
globin (Hb) variants that corresponded to the Val=> Ala substitution were distinguishable by
UHPLC. LC-MS analysis of the edit peak also showed the presence of the distinct beta globin
variants. (FIGs. 41B, 46B and 47B). The UHPLC and LC-MS analyses detected editing from
the mutant HbS sickle cell point mutation (E6V) to the asymptomatic Hb G-Makassar variant
(E6A), thus demonstrating successful editing of a pathogenic sickle cell variant (HbS) to the
asymptomatic, nonpathogenic Hb G-Makassar variant.

For HPFH editing studies, a suitable gRNA sequence (5' to 3') is represented by the
following sequence:
mCsmUsmUsGACCAAUAGCCUUGACAGUUUUAGAGCUAGAAAUAGCAAGUUAAAAUAAGGCUAG
UCCGUUAUCAACUUGAAAAAGUGGCACCGAGUCGGUGCUsmUsmUsmU
In the above sequence, modifications are as follows: “mC” is 2'-O-methylcytidine; “mU” is 2'-
O-methyluradine; and “s” indicates position of a phosphorothioate. It will be appreciated that
the code for modifications is not standard. Accordingly, separate codes are typically used for
the Makassar and the HPFH sgRNA guide sequences. Alternatively, the HPFH sequence with
the same nomenclature as that of the Makassar sequence is as follows:
CSUsUsGACCAAUAGCCUUGACAGUUUUAGAGCUAGAAAUAGCAAGUUAAAAUAAGGCUAGUCC
GUUAUCAACUUGAAAAAGUGGCACCGAGUCGGUGCUsususu
The target sequence, including edited bases 5 and 8 (in bold) and PAM:

1 {234 (56|78 |9 |10]|11[12(13 |14 |15 |16 |17 |18 |19 |20 |PAM
CITITIG|IA|C|C|A|A|T |[A |G |C |C ([T |T |G |A |C|[A |AGG

Example 4: Reduction of HbS and upregulation of HbF in SCD CD34+ cells

CD34+ cells from a patient having SCD were transfected with ABE8.8 mRNA and
sgRNA (HBG1/2, 50 nM) using electroporation. Edited cells were differentiated to erythroid
cells in vitro. The editing rate at HBG1/2 promoters was measured by Next-Genome
Sequencing (NGS). 16.5% editing by the ABE8.8 base editor was observed at 48 hours post
differentiation, and 89.2% editing was measured on day 14 post differentiation (FIG. 34A). The
breakdown of bystander editing at 48 hours and on day 14 post-differentiation is also shown
(FIG. 34B).

The functional readout of HbF upregulation and HbS downregulation in SCD CD34+
cells subjected to editing is shown in FIGS. 35A-35D. Edited SCD CD34+ cells were
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differentiated to erythroid cells and globin levels were analyzed on day 18 post differentiation.
Globin levels in erythroid cells differentiated from unedited SCD CD34+ cells were assessed by
UHPLC. FIG. 35B shows globin levels in erythroid cells differentiated from edited SCD
CD34+ cells. 63.2% of v globin level was detected in erythroid cells differentiated from edited
SCD CD34+ cells versus unedited cells (FIG. 35C). S globin was reduced from 86% to 32.9%
differentiated from edited SCD CD34+ cells versus unedited cells (FIG. 35D). The
upregulation of fetal hemoglobin is an approach that is advantageous for the treatment of SCD

as well as beta-thalassemia.

Example 5: Materials and Methods
General Methods:
All cloning was conducted via USER enzyme (New England Biolabs) cloning methods (see
Geu-Flores ef al., USER fusion: a rapid and efficient method for simultaneous fusion and
cloning of multiple PCR products. Nucleic Acids Res 35, €55, doi:10.1093/nar/gkm106 (2007))
and templates for PCR amplification were purchased as bacterial or mammalian codon
optimized gene fragments (GeneArt). Vectors created were transformed into Mach T1®
Competent Cells (ThermoFisher Scientific) and maintained at -80 C for long-term storage. All
primers used in this work were purchased from Integrated DNA Technologies and PCRS were
carried out using either Phusion U DNA Polymerase Green MultiPlex PCR Master Mix
(ThermoFisher) or Q5 Hot Start High-Fidelity 2x Master Mix (New England Biolabs). All
plasmids used in this work were freshly prepared from 50 mL of Machl culture using
ZymoPURE Plasmid Midiprep (Zymo Research Corporation) which involves an endotoxin
removal procedure. Molecular biology grade, Hyclone water (GE Healthcare Life Sciences) was
used in all assays, transfections, and PCR reactions to ensure exclusion of DNAse activity.
Amino acid sequences of sgRNAs used for Hek293T mammalian cell transfection are
provided in Table 17 below. The 20-nt target protospacer is shown in bold font. When a target
DNA sequence did not start with a ‘G,” a ‘G’ was added to the 5° end of the primer since it has
been established that the human U6 promoter prefers a ‘G’ at the transcription start site (see
Cong, L. ef al., Multiplex genome engineering using CRISPR/Cas systems. Science 339, 819-
823, doi:10.1126/science. 1231143 (2013)). The pFYF sgRNA plasmid described previously

was used as a template for PCR amplification.

Table 17: Sequences of sgRNAs used for Hek293T mammalian cell transfection.

Site RNA protospacer sequence Cas9 scaffold PAM

1 GAACACAAAGCAUAGACUGC S. pyogenes ~ NGG
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2 GGGAAAGACCCAGCAUCCGU S. pyvogenes NGG
3 GCUCCCAUCACAUCAACCGG S. pvogenes NGG
4 GGUGAGUGAGUGUGUGCGUG S. pvogenes NGG
5 GGCUUCAGGUUCUAAAUGAG S. pyogenes NGG
6 GCAGAGAGUCGCCGUCUCCA S. pvogenes NGG
7 GUGUAAGACCUCAAAAGCAC S. pvogenes NGG
8 GAUGAGAAGGAGAAGUUCUU S. pvogenes NGG
9 GAGGACAAAGUACAAACGGC S. pyogenes AGA
10 GCCACCACAGGGAAGCUGGG S. pyvogenes TGA
11 GCUCUCAGGCCCUGUCCGCA S. pyogenes CGT
12 GAGCAAAUACCAGAGAUAAG S. pyvogenes AGA
13 GAUCAGGAAAUAGAGCCACA S. pyvogenes GGC
14 GCCCAUCCCUGAGUCCAGCG S. pyogenes AGC
15 GAACACGAAGACAUCUGAAGGUA S. aureus TTGAAT
16 GAUUUACAGCCUGGCCUUUGGGG S. aureus TCGGGT
17 GGAGAGAAAGAGAAGUUGAUUG S. aureus ATGGGT
18 GAGGGUGAGGGAUGAGAUAAUG S. aureus ATGAGT
19 GGUGGAGGAGGGUGCAUGGGGU S. aureus CAGAAT
20 GCUGUUGCAUGAGGAAAGGGAC S. aureus TAGAGT
HEK2 GAACACAAAGCAUAGACUGC S. pyogenes CGG
HEK3 GGCCCAGACUGAGCACGUGA S. pyogenes TGG
HEK4 GGCACUGCGGCUGGAGGUGG S. pvogenes GGG
LDLR GCAGAGCACUGGAAUUCGUCA S. pyogenes GGG

sgRNA scaffold sequences are as follows:

S. pyogenes:

GUUUUAGAGCUAGAAAUAGCAAGUUAAAAUTUAAGGCUAGUCCGUUAUCAACUUGAAAAAGUGGCA

CCGAGUCGGUGC

S. aureus:

GUUUUAGUACUCUGUAAUGAAAAUUACAGAAUCUACUAAAACAAGGCAAAATGCCGUGUUUAUC

UCGUCAACUUGUUGGCGAGA

Generation of input bacterial TadA* libraries for directed evolution

The TadA*8.0 library was designed to encode all 20 amino acids at each amino acid

position in the TadA*7.10 open reading frame (Gaudelli, N. M. ef al., Programmable base
editing of A*T to G*C in genomic DNA without DNA cleavage. Nature 551, 464-471,
doi:10.1038/nature24644 (2017)). Each TadA*8.0 library member contained about 1-2 new

coding mutations and was chemically synthesized and purchased from Ranomics Inc (Toronto,

Canada). The TadA*8.0 library was PCR amplified with Phusion U Green MultiPlex PCR

Master Mix and USER-assembled into a bacterial vector optimized for ABE directed evolution

291



10

15

20

25

30

35

WO 2020/168133 PCT/US2020/018193

(Gaudelli, N. M. et al., Programmable base editing of A*T to G*C in genomic DNA without
DNA cleavage. Nature 551, 464-471, doi:10.1038/nature24644 (2017)).

Bacterial evolution of TadA variants

Directed evolution of ABE containing the TadA*8 library was conducted as previously
described (Gaudelli, N. M. et al., Programmable base editing of A*T to G*C in genomic DNA
without DNA cleavage. Nature 551, 464-471, doi:10.1038/nature24644 (2017)) with the
following changes: 1) F. coli 10 betas (New England Biolabs) were used as the evolution host;
and i1) survival on kanamycin relied on correction of three genetic inactivating components (e.g.
survival required reversion of two stop mutations and one active site mutation in kanamycin).
The kanamycin resistance gene sequence contains selection mutations for ABES8 evolution.
After overnight co-culturing of selection plasmid and editor in 10 beta host cells, the library
cultures were plated on 2xYT-agar medium supplemented with plasmid maintenance antibiotic
and increasing concentrations of selection antibiotic, kanamycin (64-512 ug/mL). Bacteria were
allowed to grow for 1 day and the TadA*8 portion of the surviving clones were Sanger
sequenced after enrichment. Identified TadA*8 mutations of interest were then were then

incorporated into mammalian expression vector via USER assembly.

General HEK293T and RPMI-8226 mammalian culture conditions

Cells were cultured at 37 °C with 5% CO2. HEK293T cells [CLBTx013, American Type
Cell Culture Collection (ATCC)] were cultured in Dulbecco’s modified Eagles medium plus
Glutamax (10566-016, Thermo Fisher Scientific) with 10% (v/v) fetal bovine serum (A31606-
02, Thermo Fisher Scientific). RPMI-8226 (CCL-155, ATCC) cells were cultured in RPMI-
1640 medium (Gibco) with 10% (v/v) fetal bovine serum (Gibco). Cells were tested negative for

mycoplasma after receipt from supplier.

Hek293T plasmid transfection and gDNA extraction

HEK?293T cells were seeded onto 48-well well Poly-D-Lysine treated BioCoat plates
(Corning) at a density of 35,000 cells/well and transfected 18-24 hours after plating. Cells were
counted using a NucleoCounter NC-200 (Chemometec). To these cells were added 750 ng of
base editor or nuclease control, 250 ng of sgRNA, and 10 ng of GFP-max plasmid (Lonza)
diluted to 12.5 uL total volume in Opti-MEM reduced serum media (ThermoFisher Scientific).
The solution was combined with 1.5 uL of Lipofectamine 2000 (ThermoFisher) in 11 uL of
Opti-MEM reduced serum media and left to rest at room temperature for 15 min. The entire

25 puLL mixture was then transferred to the pre-seeded Hek293T cells and left to incubate for
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about 120 h. Following incubation, media was aspirated and cells were washed two times with
250 uL of 1x PBS solution (ThermoFisher Scientific) and 100 uL of freshly prepared lysis
buffer was added (100 mM Tris-HCI, pH 7.0, 0.05% SDS, 25 ug/mL Proteinase K (Thermo
Fisher Scientific). Transfection plates containing lysis buffer were incubated at 37 °C for 1 hour

and the mixture was transferred to a 96-well PCR plate and heated at 80 °C for 30 min.

Analysis of DNA and RNA off-target editing for ABE architecture and ABES8 constructs

HEK?293T cells were plated on 48-well poly-D-lysine coated plates (Corning) 16 to 20
hours before lipofection at a density of 30,000 cells per well in DMEM + Glutamax medium
(Thermo Fisher Scientific) without antibiotics. 750 ng nickase or base editor expression plasmid
DNA was combined with 250ng of sgRNA expression plasmid DNA in 15 pl OPTIMEM +
Glutamax. This was combined with 10 pl of lipid mixture, comprising 1.5 pl Lipofectamine
2000 and 8.5 ul OPTIMEM + Glutamax per well. Cells were harvested 3 days after transfection
and either DNA or RNA was harvested. For DNA analysis, cells were washed once in 1X PBS,
and then lysed in 100 ul QuickExtract™ Buffer (Lucigen) according to the manufacturer’s
instructions. For RNA harvest, the MagMAX™ mirVana™ Total RNA Isolation Kit (Thermo
Fisher Scientific) was used with the KingFisher™ Flex Purification System according to the
manufacturer’s instructions.

Targeted RNA sequencing was performed largely as previously described (see Rees, H.
A. et al., Analysis and minimization of cellular RNA editing by DNA adenine base editors. Sci
Adv 5, eaax5717, doi:10.1126/sciadv.aax5717 (2019)). cDNA was prepared from the isolated
RNA using the SuperScript IV One-Step RT-PCR System with EZDnase (Thermo Fisher
Scientific) according to the manufacturer’s instructions. The following program was used: 58 °C
for 12 min; 98°C for 2 min; followed by PCR cycles which varied by amplicon: for CTNNB1
and IP90: 32 cycles of [98°C for 10 sec; 60°C for 10 sec; 72°C for 30 sec] and for RSL1D1 35
cycles of [98°C for 10 sec; 58°C for 10 sec; 72°C for 30 sec]. No RT controls were run
concurrently with the samples. Following the combined RT-PCR, amplicons were barcoded and
sequenced using an Illumina Miseq as described above. The first 125nt in each amplicon,
beginning at the first base after the end of the forward primer in each amplicon, was aligned to a
reference sequence and used for mean and maximum A-to-I frequencies in each amplicon
(FIGs. 33A and 33B).

Off-target DNA sequencing was performed using previously published primers (see
Komor, A. C. et al., Programmable editing of a target base in genomic DNA without double-

stranded DNA cleavage. Nature 533, 420-424, doi:10.1038/nature17946 (2016); Rees, H. A. et
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al., Analysis and minimization of cellular RNA editing by DNA adenine base editors. Sci Adv 5,
eaax5717, doi:10.1126/sciadv.aax5717 (2019)) listed in Table 18 below using a two-step PCR
and barcoding method to prepare samples for sequencing using Illumina Miseq sequencers as
above.

Table 18: HTS Primers used to amplify genomic sites:

Primer Name Sequence
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCCAGCCCCATCTGTC
fwd site 1
— - AAACT
. TGGAGTTCAGACGTGTGCTCTTCCGATCTTGAATGGATTCCTTGGAAACAAT
rev site 1
— - GA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGAGGGAGAGCCGETG
fwd site 2
— — TAGTT
mv_ﬁul2 TGGAGTTCAGACGTGTGCTCTTCCGATCTGCCTCTCAAAGTGCTGGGAT
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCCATCAGGCTCTCAG
fwd site 3
— — CTCAG
1ey§ﬁqﬁ TGGAGTTCAGACGTGTGCTCTTCCGATCTCTCGTGGGTTTGTGGTTGC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGCCCATTCCCTCTTT
fwd site 4
— — AGCCA
mv_ﬁﬁlﬂ TGGAGTTCAGACGTGTGCTCTTCCGATCTGAGCCGTTCCCTCTTTGCTA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNAACCTGTGTGACACT
fwd site 5
— — TGGCA
1ey§ﬁqj TGGAGTTCAGACGTGTGCTCTTCCGATCTGTCTGGCCCAAGATCACACA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNCACGGATAAAGACGCT
fwd site 6
— - GGGA
mv_ﬁﬁlﬁ TGGAGTTCAGACGTGTGCTCTTCCGATCTGGGGTCCCAGGTGCTGAC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNTTGATTGTCTCCTTTG
fwd site 7
— - CCGC
. TGGAGTTCAGACGTGTGCTCTTCCGATCTTGACCCAGTGTTTGATAGATCAG
rev site 7
ST T
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNCACCCCTTCAGTCCAT
fwd site 8
— - GCTT
IBV}ﬁQﬂ TGGAGTTCAGACGTGTGCTCTTCCGATCTTCTGATGGGGAGGAACGAGT
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCAGCTCAGCCTGAGT
fwd site 9
— - GTTGA
mv_gulp TGGAGTTCAGACGTGTGCTCTTCCGATCTGCCCACCCTAGTCATTGGAG
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGTCAGAGGGACACAC
fwd site 10
— - TGTGG
mv_ﬁm_lo TGGAGTTCAGACGTGTGCTCTTCCGATCTCACACTCACTCACCCACACA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGTGTGGGTGAGTGA
fwd site 11
— - GTGTG
mv_gm_ll TGGAGTTCAGACGTGTGCTCTTCCGATCTCACCAAGGTTCACAGCCTGA
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Primer Name Sequence
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTTGTCTCTGCCTGTA
fwd site 12
— - GCTGC
mv_gm_lz TGGAGTTCAGACGTGTGCTCTTCCGATCTCGCTCTGGGCTTCATCTTCA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGGGATTATGGGTGT
fwd site 13
— - GAGCC
mv_gm_13 TGGAGTTCAGACGTGTGCTCTTCCGATCTTGCCTTCCTCCTCTCTCTCC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGCAGACCAGATTCG
fwd site 14
— - GAGAA
mv_gm_l4 TGGAGTTCAGACGTGTGCTCTTCCGATCTGTTCAGTTTCCAGGGGGTCC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTCCGCACAGCCTTAG
fwd site 15
— - TTCAA
mv_gm_IS TGGAGTTCAGACGTGTGCTCTTCCGATCTAACTTGAAGAGACGGCAGCA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCCCCCAGCTACAGAA
fwd site 16
— - AGGTC
mv_gm_l6 TGGAGTTCAGACGTGTGCTCTTCCGATCTATTTCCACCGCAAAATGGCC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTCACTTCAGCCCAGG
fwd site 17
— - AGTAT
mv_gm_l7 TGGAGTTCAGACGTGTGCTCTTCCGATCTTGTGTATGGTGAGAGGTAGGGA
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGTCTGAGGTCACACA
fwd site 18
— — GTGGG
mv_gm_IS TGGAGTTCAGACGTGTGCTCTTCCGATCTCTGAGAGCAGGGACCACATC
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGGGAGGTGGAGAGAG
fwd site 19
— — GATGT
. TGGAGTTCAGACGTGTGCTCTTCCGATCTACTCTTCCTGAGGTCTAGGAACC
rev site 19
— - CG
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCCCTGTTCCTAAAGC
fwd site 20
— — CCACC
. TGGAGTTCAGACGTGTGCTCTTCCGATCTACTCTCTGGTTCTGTTTGTGGCC
rev site 20
—H -\
fwd CTNNBI ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNATTTGATGGAGTTGG
wa_ ACATGGCC
mV_ClNNBl TGGAGTTCAGACGTGTGCTCTCCAGCTACTTGTTCTTGAGTGAAGG
ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGGCTTTCCAAATCA
fwd RSL1D1
— GTGGGTC
mV_RSLlDl TGGAGTTCAGACGTGTGCTCTTCCGATCTCTCATAAGCTTAGACCAACAAGC
ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCTGGTTGACCAATCT
fwd IP90
— GTGGTG
vaP9O TGGAGTTCAGACGTGTGCTCTCTGCGTCTGGATCAGGTACG

fwd HEK?293 site2

_offl

ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGTGTGGAGAGTGAGT
AAGCCA

rev._ HEK293 site2

off1

TGGAGTTCAGACGTGTGCTCTTCCGATCTACGGTAGGATGATTTCAGGCA
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fwd HEK?293 site2

ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCACAAAGCAGTGTAG

off2 CTCAGG
rev. HEK293 site2 = TGGAGTTCAGACGTGTGCTCTTCCGATCTTTTTTGGTACTCGAGTGTTATTC
off2 AG
fwd HEK293 site3 A ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTCCCCTGTTGACCTG
_offl GAGAA
reV—HEK§f913—Slte3— TGGAGTTCAGACGTGTGCTCTTCCGATCTCACTGTACTTGCCCTGACCA
O
fwd HEK293 site3 | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTTGGTGTTGACAGGG
off2 AGCARA
reV—HEK§é3—Slte3— TGGAGTTCAGACGTGTGCTCTTCCGATCTCTGAGATGTGGGCAGAAGGG
O
fwd HEK293 site3 | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGAGAGGGAACAGAA
off3 GGGCT
reV—HEK§é3—Slte3— TGGAGTTCAGACGTGTGCTCTTCCGATCTGTCCARAGGCCCAAGAACCT
O
fiwd HEK293 site3 | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTCCTAGCACTTTGGA
offd AGGTCG
reV—HEK§f33—Slte3— TGGAGTTCAGACGTGTGCTCTTCCGATCTGCTCATCT TAATCTGCTCAGCC
O
fiwd HEK293 site3 | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNAAAGGAGCAGCTCTT
_off5 CCTGG
reV—HEK§f23—Slte3— TGGAGTTCAGACGTGTGCTCTTCCGATCTGTCTGCACCATCTCCCACAA
O
fwd HEK293 sited | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGGCATGGCTTCTGAG
_offl ACTCA
rev HEK293 site4 | TGGAGTTCAGACGTGTGCTCTTCCGATCTGTCTCCCTTGCACTCCCTGTCTT
off1 T
fwd HEK293 sited | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTTTGGCAATGGAGGC
_off2 ATTGG
reV—HEKé?—S“M— TGGAGTTCAGACGTGTGCTCTTCCGATCTGAAGAGGCTGCCCATGAGAG
O
fwd HEK293 sited = ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGGTCTGAGGCTCGAA
_off3 TCCTG
reV—HEKggf—SltG“— TGGAGTTCAGACGTGTGCTCTTCCGATCTCTGTGGCCTCCATATCCCTG
O
fwd HEK293 sited | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTTTCCACCAGAACTC
_off4 AGCCC
reV—HEKgf?f—Slte“— TGGAGTTCAGACGTGTGCTCTTCCGATCTCCTCGGTTCCTCCACAACAC
O
fwd HEK293 sited | ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNCACGGGAAGGACAGG
_off5 AGARG
reV—HEKgf?—SltM— TGGAGTTCAGACGTGTGCTCTTCCGATCTGCAGGGGAGGGATARAGCAG
O

fwd HEK site 3

ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGGAAACGCCCATGCA
ATTAGTC

rev_HEK site 3

TGGAGTTCAGACGTGTGCTCTTCCGATCTCTTGTCAACCAGTATCCCGGTG

fwd HEK site 2

ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNTGAATGGATTCCTTG
GAAACAATG

rev_HEK site 2

TGGAGTTCAGACGTGTGCTCTTCCGATCTCCAGCCCCATCTGTCAAACT
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Primer Name Sequence
ﬁNdJ{EK;QKZA TGGAGTTCAGACGTGTGCTCTTCCGATCTTCCTTTCAACCCGAACGGAG
. ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGCTGGTCTTCTTTCC
rev HEK site 4
— — — CCTCC
ACACTCTTTCCCTACACGACGCTCTTCCGATCTNNNNGCCCTGCTTCTTTTT
fwd LDLR
— CTCTGGT
mV_LDLR> TGGAGTTCAGACGTGTGCTCTTCCGATCTACCATTAACGCAGCCAACTTCA
fwd TRAC ACACTCTTTCCCTACACGACGCTCTTCCGATCTCATGAGGTCTATGGACTTC
wa_ ARAGAGCAA
TGGAGTTCAGACGTGTGCTCTTCCGATCTCATCATTGACCAGAGCTCTGGGC
Rev TRAC
- AGAA
fvd CBLB ACACTCTTTCCCTACACGACGCTCTTCCGATCTGCACTTACCAGCATTACTT
— CCTAAACC
TGGAGTTCAGACGTGTGCTCTTCCGATCTATGGGCTCCACTTTTCAGCTCTG
Rev CBLB
- TAA
ACACTCTTTCCCTACACGACGCTCTTCCGATCTCAGTTCAGGCACATGTAGG
fwd CD7
— AGGGA
TGGAGTTCAGACGTGTGCTCTTCCGATCTACCGCCTGCAGCTGTCGGACACT
Rev CD7
- GGCA
ACACTCTTTCCCTACACGACGCTCTTCCGATCTAAAAGATGAGTATGCCTGC
fwd B2M
— CGTG
TGGAGTTCAGACGTGTGCTCTTCCGATCTCAGATTGTTTATATCAGATGGGA
Rev B2M
- TGGG
ACACTCTTTCCCTACACGACGCTCTTCCGATCTATGCAAGTTTGGTCCTGAG
fwd CIITA
— CCCTCCC
TGGAGTTCAGACGTGTGCTCTTCCGATCTGATGTGGGTTCCCTGCGCTCTGC
Rev CIITA
- A
ACACTCTTTCCCTACACGACGCTCTTCCGATCTCCAGGGACTGAGGGTGGAA
fwd PDCDI1
— GGTCC
Fbv;PDCD] TGGAGTTCAGACGTGTGCTCTTCCGATCTACCTCCGCCTGAGCAGTGGAGAA

mRNA production for ABE editors used in CD34+ cells

All adenine base editor mRNA was generated using the following synthesis protocol.
Editors were cloned into a plasmid encoding a dT7 promoter followed by a S’UTR, Kozak
sequence, ORF, and 3’UTR. The dT7 promoter carries an inactivating point mutation within the
T7 promoter that prevents transcription from circular plasmid. This plasmid templated a PCR
reaction (Q5 Hot Start 2X Master Mix), in which the forward primer corrected the SNP within
the T7 promoter and the reverse primer appended a polyA tail to the 3> UTR. The resulting PCR
product was purified on a Zymo Research 25 pg DCC column and used as mRNA template in
the subsequent in vitro transcription. The NEB HiScribe High-Yield Kit was used according to
the instruction manual, but with full substitution of N1-methyl-pseudouridine for uridine and co-
transcriptional capping with CleanCap AG (Trilink). Reaction cleanup was performed by

lithium chloride precipitation. Primers used for amplification can be found in Table 18.
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The Cas9 mRNA used here was purchased from Trilink (CleanCap Cas9 mRNA SmoU)

and the CBE mRNA used in the whole genome sequencing experiment was generated in-house.

Table 19: Primers used for ABES8 T7 in vitro transcription reactions

Name Sequence

fwd_IVT  TCGAGCTCGGTACCTAATACGACTCAC

rrerrerrereereererrerrerrerrrrrrrrrrerrerrrrerrrrrrrrrrrrr
rev_IVT rrerrerrereereererrerrerrerrrrrrrrrrerrerrrrerrrrrrrrrrrrr
CTTCCTACTCAGGCTTTATTCAAAGACCA

CD34+ cell preparation

Mobilized peripheral blood was obtained and enriched for Human CD34+ HSPCs and
frozen in single-use aliquots (HemaCare, MOO1F-GCSF/MOZ-2). The CD34+ cells were thawed
and put into X-VIVO 10 (Lonza) containing 1% Glutamax (Gibco), 100ng/mL of TPO
(Peprotech), SCF (Peprotech) and Flt-3 (Peprotech) and cultured for 48 hours prior to

electroporation.

Electroporation of CD34+ cells

48 hours post thaw, the cells were centrifuged to remove the X-VIVO 10 medium and
washed in MaxCyte buffer (HyClone) with 0.1% HSA (Akron Biotechnologies). The cells were
then resuspended in cold MaxCyte buffer at 1,250,000 cells per mL and split into multiple 20uL
aliquots. The ABE mRNA (0.15 M) and -198 HBG1/2 sgRNA (4.05 uM) were then aliquoted
as per the experimental conditions and raised to a total of SuL in MaxCyte buffer. 20uL of cells
was the added into the SuLL RNA mixture in groups of 3 and loaded into each chamber of an
0C25x3 MaxCyte cuvette for electroporation. After receiving the charge, 25ul. was collected
from the chambers and placed in the center of the wells in a 24-well untreated tissue culture
plate. The cells recovered for 20 minutes in an incubator (37°C, 5% COz). After the 20 minute
recovery, X-VIVO 10 medium containing 1% Glutamax, 100ng/mL of TPO, SCF and Flt-3 was
added to the cells for a concentration of 1,000,000 cells per mL. The cells were then left to
further recover in an incubator (37°C, 5% COz) for 48hrs.

Erythrocyte differentiation post ABE electroporation
Following 48 h post electroporation rest (day O of culture), the cells were centrifuged and
moved to “Phase 1”7 IMDM media (ATCC) containing 5% human serum, 330ug/mL transferrin
(Sigma), 10pg/mL human insulin (Sigma), 2U/mL heparin sodium (Sigma), 3U/mL EPO
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(Peprotech), 100ng/mL SCF (Peprotech), Spug/mL IL3 and 50uM hydrocortisone (Sigma) at
20,000 cells per mL. On day 4 of culture, the cells were fed 4x volume of the same media. On
day 7, the cells were spun down and moved to “Phase 2” IMDM media containing 5% human
serum (Sigma), 330ug/mL transferrin, 10ug/mL human insulin, 2U/mL heparin sodium, 3U/mL
EPO and 100ng/mL SCF at 200,000 cells per mL. On day 11, cells were centrifuged and moved
to “Phase 3” IMDM media containing 5% human serum, 330pg/mL of transferrin, 10ug/mL
human insulin, 2U/mL of heparin sodium and 3U/mL of EPO at 1,000,000 cells per mL. On day
14, the cells were centrifuged and resuspended in the same media as used on day 11, but at
5,000,000 cells per mL. On day 18, the differentiated red blood cells were collected in 500,000
cell aliquots, washed once in 500uL. DPBS (Gibco) and frozen at -80°C for 24 hours before
UHPLC processing.

Preparation of red blood cell sample for UHPLC analysis

Frozen red blood cell pellets were thawed at room temperature. Pellets were diluted to a
final concentration of 5 x 10* cells/uL with ACK lysis buffer. Samples were mixed by pipette
and incubated at room temperate for S min. Samples were then frozen in at -80°C for 5 min,
allowed to thaw, and mixed by pipette prior to centrifugation at 6,700g for 10 min. The
supernatant was carefully removed (without disturbing cell debris pellet), transferred to a new

plate in which a 10-fold dilution in ultrapure water was done for UHPLC analysis.

Ultra-high performance liquid chromatography (UHPLC) Analysis

Reverse-phase separation of globin chains was performed using a UHPLC system
configured with a binary pump and UV detector (Thermo Fisher Scientific, Vanquish Horizon).
The Waters AQUITY Peptide BEH C18 VanGuard pre-column (2.1 x 5 mm, 1.7 um beads, 300
A pore size) followed by ACQUITY Peptide BEH C18 Column (2.1 x 150 mm, 1.7 um beads,
300 A pore size) (Waters Corp) were used for the separation with a column temperature of 60
°C. Elution was performed using 0.1% trifluoroacetic acid (TFA) in water (A) and 0.08% TFA
in acetonitrile (B) with a flow rate of 0.25 mL/min. Separation of the globin chains was
achieved using a linear gradient of 40-52%B 0-10 min; 52-40%B 10-10.5 min; and 40%B to 12
min. Sample injection volume was 10puL. UV spectra at a wavelength of 220nm with a data
rate of SHz was collected throughout the analysis. Globin chain identities were confirmed

through LC/MS analysis of hemoglobin standards.
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Genomic DNA extraction for CD34+ cells

Following ABE electroporation (e.g., 48h later), an aliquot of cells was cultured in X-
VIVO 10 media (Lonza) containing 1% Glutamax (Gibco), 100ng/mL of TPO (Peprotech), SCF
(Peprotech) and Flt-3 (Peprotech). Following 48 h and 144 h post culturing, 100,000 cells were
collected and centrifuged. 50 uL of Quick Extract (Lucigen) was added to the cell pellet and the
cell mixture was transferred to a 96-well PCR plate (Bio-Rad). The lysate was heated for 15
minutes at 65°C, followed by 10 minutes at 98°C. The cell lysates were stored at -20°C.

Other Embodiments

From the foregoing description, it will be apparent that variations and modifications may
be made to the invention described herein to adopt it to various usages and conditions. Such
embodiments are also within the scope of the following claims.

The recitation of a listing of elements in any definition of a variable herein includes
definitions of that variable as any single element or combination (or subcombination) of listed
elements. The recitation of an embodiment herein includes that embodiment as any single
embodiment or in combination with any other embodiments or portions thereof.

All publications, patents, and patent applications mentioned in this specification are herein
incorporated by reference to the same extent as if each individual publication, patent, or patent
application was specifically and individually indicated to be incorporated by reference. Absent
any indication otherwise, publications, patents, and patent applications mentioned in this

specification are incorporated herein by reference in their entireties.
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CLAIMS

1. A method for editing a hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter in a
cell, the method comprising contacting the cell with a guide RNA and a fusion protein
comprising a polynucleotide programmable DNA binding domain and an adenosine deaminase
domain, wherein the adenosine deaminase domain comprises an arginine (R) or a threonine (T)
at amino acid position 147 of the following amino acid sequence, wherein the adenosine
deaminase domain has at least 95% sequence identity to the amino acid sequence of SEQ ID
NO: 2, wherein said guide RNA targets said fusion protein to effect a deamination of a

nucleobase of the HBG1/2 promoter in the cell.

2. The method of claim 1, wherein the adenosine deaminase domain comprises an arginine

(R) at amino acid position 147 of said amino acid sequence.

3. The method of claim 1, wherein the adenosine deaminase domain further comprises one

or more of the following alterations: Q154S, Y123H, and Q154R.

4. The method of claim 1, wherein the adenosine deaminase domain comprises a
combination of alterations selected from the group consisting of:

Y147T and Q154R;

Y147T and Q154S;

Y147R and Q154S;

Y147R, V82S and Q154S;

Y 147T, V82S and Q154S;

V8&2S and Y147R;

Y147R, V82S and Q154R;

Y147T, V82S and Q154R;

Y147R, V82S and Y123H;

Y147T, V82S and Y123H;

Y147R, 176Y and V82S;

Y147T, 176Y and V82S;

V828, Y123H, and Y147T;
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V82S, Y123H, and Y147R;

Y147R, V82S, Y123H, and Q154R;
Y147T, V82S, Y123H, and Q154R;
Y147R, Q154R, and Y123H;

Y147R, Q154R, and 176Y;

Y147R, Q154R, and T166R;

Y123H, Y147R, Q154R, and 176Y;
V82S, Y123H, Y147R, and Q154R; and
176Y, V82S, Y123H, Y147R, and Q154R.

5. The method of claim 1, wherein the adenosine deaminase domain comprises Y 147R,

Q154R, and Y123H.

6. The method of claim 1, wherein the fusion protein comprises a heterodimer comprising a

wild-type adenosine deaminase domain and the adenosine deaminase domain of claim 1.

7. The method of claim 1, wherein deamination of the nucleobase creates a poly-G stretch

of 10-nt in the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter.

8. The method of claim 1, wherein deamination of the nucleobase disrupts repressor

binding to the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter.

9. The method of claim 1, wherein deamination of the nucleobase effects an increase in

gamma globin expression.

10. The method of claim 1, wherein the polynucleotide programmable DNA binding domain

comprises a Cas9 domain.

11. The method of claim 10, wherein the Cas9 domain comprises a dead Cas9 (dCas9) or a

nickase Cas9 (nCas9).

12. The method of claim 11, wherein the Cas9 domain is capable of programable DNA
binding and is selected from the group consisting of a Streptococcus pyogenes Cas9 (SpCas9),

Staphylococcus aureus Cas9 (SaCas9), and a Streptococcus thermophilus 1 Cas9 (St1Cas9).
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13. The method of claim 11, wherein the Cas9 domain comprises an amino acid sequence

having at least 85% amino acid sequence identity to the amino acid sequence of SEQ ID NO: 1.

14. The method of claim 1, wherein the fusion protein is selected from ABES8.1-m, ABES.2-
m, ABE8.8-m, ABE8.9-m, ABE8.10-m, ABES.11-m, ABES8.12-m, ABE8.13-m, ABES8.15-m,
ABES8.16-m, ABE8.20-m, ABE.21-m, ABE8.24-m, ABES.1-d, ABES.2-d, ABES.8-d, ABES.9-
d, ABES8.10-d, ABE8.11-d, ABES.12-d, ABE8.13-d, ABES.15-d, ABE8.16-d, ABES.20-d,
ABE.21-d, and ABES.24-d.

15. The method of claim 1 wherein the adenosine deaminase domain comprises a truncated
TadA8 comprising a deletion of 1, 2, 3,4, 5, 6, 7, or 8 N-terminal or C-terminal amino acid

residues relative to a full length TadA8 comprising the amino acid sequence of SEQ ID NO: 17.

16. The method of claim 1, wherein the polynucleotide programmable DNA binding domain
comprises the amino acid sequence of SEQ ID NO: 3.

17. A method of producing a red blood cell, or progenitor thereof, comprising:
(a) introducing into a red blood cell progenitor:

(1) a fusion protein, or a polynucleotide encoding said fusion protein,
wherein said fusion protein comprises the fusion protein of claim 1, and

(i1) one or more guide polynucleotides, wherein said one or more guide
polynucleotides target said fusion protein to effect an AT to G+C alteration of a
nucleobase of the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter
region; and

(b) differentiating the red blood cell progenitor into a red blood cell.

18. A method for editing a hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter in a
cell, the method comprising contacting the cell with a guide RNA and a fusion protein
comprising a polynucleotide programmable DNA binding domain and an adenosine deaminase
domain, wherein the adenosine deaminase domain comprises an arginine (R) or a threonine (T)
at amino acid position 147 of the following amino acid sequence, wherein the adenosine
deaminase domain has at least 90% sequence identity to the amino acid sequence of SEQ ID

NO: 2, wherein said guide RNA targets said fusion protein to effect a deamination of a
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nucleobase of the HBG1/2 promoter in the cell, wherein the method comprises introducing a

A°T to G+C alteration at position -198 of the HBG1/2 promoter.

19. The method of claim 18, wherein the adenosine deaminase domain comprises an arginine

(R) at amino acid position 147 of said amino acid sequence.

20. The method of claim 18, wherein the adenosine deaminase domain further comprises one

or more of the following alterations: Q154S, Y123H, and Q154R.

21. The method of claim 18, wherein the adenosine deaminase domain comprises a
combination of alterations selected from the group consisting of:
Y147T and Q154R;
Y147T and Q154S;
Y147R and Q154S;
Y 147R, V82S and Q154S;
Y 147T, V82S and Q154S;
V82S and Y147R;
Y147R, V82S and Q154R;
Y147T, V82S and Q154R;
Y147R, V82S and Y123H;
Y147T, V82S and Y123H;
Y147R, 176Y and V82S;
Y147T,176Y and V82S;
V828, Y123H, and Y147T;
V828, Y123H, and Y147R;
Y147R, V82S, Y123H, and Q154R;
Y147T, V82S, Y123H, and Q154R;
Y147R, Q154R, and Y123H;
Y147R, Q154R, and 176Y;
Y 147R, Q154R, and T166R;
Y123H, Y147R, Q154R, and 176Y;
V828, Y123H, Y147R, and Q154R; and
176Y, V82S, Y123H, Y147R, and Q154R.
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22. The method of claim 18, wherein the adenosine deaminase domain comprises Y 147R,

QI154R, and Y123H.

23. The method of claim 18, wherein the fusion protein comprises a heterodimer comprising

a wild-type adenosine deaminase domain and the adenosine deaminase domain of claim 18.

24. The method of claim 18, wherein deamination of the nucleobase creates a poly-G stretch

of 10-nt in the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter.

25. The method of claim 18, wherein deamination of the nucleobase disrupts repressor

binding to the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter.

26. The method of claim 18, wherein deamination of the nucleobase effects an increase in

gamma globin expression.

217. The method of claim 18, wherein the polynucleotide programmable DNA binding

domain comprises a Cas9 domain.

28. The method of claim 27, wherein the Cas9 domain comprises a dead Cas9 (dCas9) or a
nickase Cas9 (nCas9).

29. The method of claim 28, wherein the Cas9 domain is capable of programable DNA
binding and is selected from the group consisting of a Streptococcus pyogenes Cas9 (SpCas9),

Staphylococcus aureus Cas9 (SaCas9), and a Streptococcus thermophilus 1 Cas9 (St1Cas9).

30.  The method of claim 28, wherein the Cas9 domain comprises an amino acid sequence

having at least 85% amino acid sequence identity to the amino acid sequence of SEQ ID NO: 1.

31. The method of claim 18, wherein the fusion protein is selected from ABES.1-m,
ABES.2-m, ABE8.8-m, ABE8.9-m, ABE8.10-m, ABES.11-m, ABE8.12-m, ABE8.13-m,
ABES.15-m, ABES8.16-m, ABE8.20-m, ABE.21-m, ABES.24-m, ABE8.1-d, ABES&.2-d,
ABES.8-d, ABE8.9-d, ABES8.10-d, ABES.11-d, ABES8.12-d, ABES.13-d, ABE8.15-d, ABES.16-
d, ABE8.20-d, ABE.21-d, and ABE8.24-d.
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32. The method of claim 18 wherein the adenosine deaminase domain comprises a truncated
TadAS8 comprising a deletion of 1, 2, 3,4, 5, 6, 7, or 8 N-terminal or C-terminal amino acid

residues relative to a full length TadA8 comprising the amino acid sequence of SEQ ID NO: 17.

33. The method of claim 18, wherein the polynucleotide programmable DNA binding

domain comprises the amino acid sequence of SEQ ID NO: 3.

34. A method of producing a red blood cell, or progenitor thereof, comprising:
(a) introducing into a red blood cell progenitor:

(1) a fusion protein, or a polynucleotide encoding said fusion protein,
wherein said fusion protein comprises the fusion protein of claim 31, and

(i1) one or more guide polynucleotides, wherein said one or more guide
polynucleotides target said fusion protein to effect an AT to G+C alteration of a
nucleobase of the hemoglobin subunit gamma 1 and/or 2 (HBG1/2) promoter
region; and

(b) differentiating the red blood cell progenitor into a red blood cell.
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