CLAIMS

We claim:

1. An adeno-associated virus (AAV) viral (AANA-vectorgenome comprising a first-nucleic acid

sequence eomprising-two-positioned between a first inverted terminal repeats{(HRs),a-prometer;
an-irtronrepeat (ITR) and a second nuele+eae+d—sequeneeITR wherein said second-nucleic-acid

A #nucleotide sequence
encodes a eeumodulatorv polvnucleotlde wherein sa+d—seeend—nuele1c—aerd—sequeneethe
modulatorv polvnucleotlde comprlses a—sense—str&nd—sequeneeuand—an—a%sense—str&nd—seqeenee

mef%thaﬁ%—ﬁuelee&ées—from 5'to 3" 3’

(a) a 5’ flanking region, wherein the nucleotide sequence efsequenecestistedinTable3
andencoding the antisense-strandS’ flanking region comprises a nucleotide sequence eemprises
selected from SEQ ID NOs: 1255-1263;

(b) an antisense sequence at least 45-centiguous-nucleotides-differing-by-no-mere-than-3
nucleotidesfrom-80% identical to a nucleotide sequence selected from SEQ ID NOs: 916-1084;

(c) a Ioop reqmn wherein the nucleotlde sequence ef—seqeenees—lﬁted—m—'liable—Z—and

eemplemen{an%y—ef—aueast—feepnemendes—nnengtbrencodlnq the Ioop region comprises a
nucleotide sequence selected from SEQ ID NOs: 1264-1273;

(d) a sense strand sequence at least 80% identical to a nucleotide sequence selected from
SEQ ID NOs: 1085-1253, wherein the sense strand sequence is complementary to the antisense
strand sequence; and

(e) a 3’ flanking region, wherein the nucleotide sequence encoding the 3’ flanking region
comprises a nucleotide sequence selected from SEQ ID NOs: 1274-1280.

2. The AAV veeterviral genome of claim 1, wherein-the-promeoterisselected-from-the-group
consisting of CMV, CBA and H1.:

F—Fhe- A~V vectorofclaim-2-wherein(a) the intropnisbeta-globin-

nucleotide sequence encoding the 5-Fhe-AAV-vectorofclaim-3-wherein-the-prometeris
CBA.
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1259;

AANMG2B5 and-variantsthereof£SEQ ID NO

ises SEQ 1D NO: 1268;

10N COMPrises

(b) the nucleotide sequence encoding the loop reg

342



(c) the nucleotide sequence encoding the 3’ flanking region comprises SEQ ID NO: 1277:

and
(d) the antisense strand sequence is at least 80% identical to the nucleotide sequence of
SEQ ID NO: 963, and the sense strand sequence is at least 80% identical to the nucleotide

sequence of SEQ ID NO: 1132.

3. The AAV viral genome of claim 1, wherein the antisense strand sequence comprises
nucleotides 1-19 of SEQ ID NO: 963, and the sense strand sequence comprises nucleotides 1-18
of SEQ ID NO: 1132.

4. The AAV viral genome of claim 1, wherein the antisense strand sequence is at least 85%
identical to SEQ ID NO: 963, and the sense strand sequence is at least 85% identical to SEQ ID
NO: 1132.

5. The AAV viral genome of claim 1, wherein the sense strand sequence and/or antisense strand
sequence are, independently, between 20-22 nucleotides in length.

6. The AAV viral genome of claim 1, wherein the sense strand sequence and the antisense strand
sequence comprise a 3’ overhang of 1-2 nucleotides.

7. An AAV viral genome, comprising a nucleic acid sequence positioned between a first inverted
terminal repeat (ITR) and a second ITR, wherein said nucleotide sequence encodes a modulatory
polynucleotide, wherein the modulatory polynucleotide comprises from 5’ to 3":

(1) a 5’ flanking region, wherein the nucleotide sequence encoding the 5’ flanking region
comprises SEQ ID NO: 1259;

(i) a sense strand sequence, which comprises nucleotides 1-18 of SEQ ID NO: 1132;

(iii) a loop region, wherein the nucleotide sequence encoding the loop region comprises
SEQ ID NO: 1268;

(iv) an antisense strand sequence, which comprises nucleotides 1-19 of SEQ ID NO: 963;

and
(v) a 3' flanking region, wherein the nucleotide sequence encoding the 3’ flanking region
comprises SEQ ID NO: 1277.

8. The AAV viral genome of claim 7, wherein:

(i) the first ITR comprises a nucleotide sequence selected from SEQ ID NOs: 1370-1373,
and is positioned 5’ relative to the nucleotide sequence encoding the modulatory polynucleotide;
and

(ii) the second ITR comprises a nucleotide sequence selected from SEQ ID NOs: 1370-
1372, and is positioned 3’ relative to the nucleotide sequence encoding the modulatory
polynucleotide.

9. The AAV viral genome of claim 7, wherein the first ITR comprises the nucleotide sequence of
SEQ ID NO: 1371 and is positioned 5’ relative to the nucleotide sequence encoding the
modulatory polynucleotide, and the second ITR comprises the nucleotide sequence of SEQ ID
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NO: 1373, and is positioned 3’ relative to the nucleotide sequence encoding the modulatory
polynucleotide.

10. A methedrecombinant adeno-associated virus (AAV) particle comprising the AAV viral
genome of claim 7, and an AAV capsid, wherein the AAV capsid comprises an AAV9 capsid or
variant thereof, an AAV5 capsid or variant thereof, or an AAVrh10 capsid or variant thereof.

11. A pharmaceutical composition comprising the recombinant AAV particle of claim 10, and a
pharmaceutically acceptable excipient.

12. Use of the pharmaceutical composition of claim 11 in the manufacture of a medicament for
inhibiting or suppressing the expression of SOD1 gene in a cell-cemprising-administering,

wherein the medicament is to be administered to the cell-a-compesition-comprising-an-AAV
vector-of-any-one-ofclaims1-7.
13.

9-The methoduse of claim 812, wherein the cell is;
(i) a mammalian cell-

10-The method-of claim-9whereinthe mammalian-cell-s-, a motor neuron:

11 Fhe-method-ofclaim-9,-wherein-the-mammahian-celHs-, or an astrocyte:; and/or

12-A-methed-for-treating-and/oramehorating(ii) in a subject, wherein the subject has
amyotrophic lateral sclerosis (ALS)}Hn-a-subjectinneed-of).

14. The use of claim 12, wherein the SOD1 gene comprises a wild type SOD1 gene, a mutated
SODL1 gene, or a combination thereof.

15. Use of the pharmaceutical composition of claim 11 in the manufacture of a medicament for

the treatment;-the-method-comprisingadministering-to-the of amyotrophic lateral sclerosis (ALS)
in a subject, wherein a therapeutically effective amount of a-cempesition-the medicament is to be

administered to the subject.

16. The use of claim 15, wherein the ALS is:
(i) familial ALS;
(i) sporadic ALS;
(iii) early stage ALS;
(iv) middle stage ALS; and/or
(v) late stage ALS.
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17. A modulatory polynucleotide targeting a SOD1 gene comprising ar-AAV-vector-ofany-one
ofelaims1-Ffrom 5' to 3":

(1) a 5' flanking region, wherein the nucleotide sequence encoding the 5’ flanking region
comprises a nucleotide sequence selected from SEQ ID NOs: 1255-1263;

(ii) an antisense strand at least 80% identical to a nucleotide sequence selected from SEQ
ID NOs: 916-1084;

(iii) a loop region, wherein the nucleotide sequence encoding the loop region comprises a
nucleotide sequence selected from SEQ ID NOs: 1264-1273;

(iv) a sense strand at least 80% identical to a nucleotide sequence selected from SEQ ID
NOs: 1085-1253, wherein the sense strand sequence is complementary to the antisense strand
sequence; and

(v) a 3’ flanking region, wherein the nucleotide sequence encoding the 3’ flanking region
comprises a nucleotide sequence selected from SEQ ID NOs: 1274-1280.

18. A modulatory polynucleotide targeting a

14- SOD1 gene comprising from 5’ to 3':

(1) a 5’ flanking region, wherein the nucleotide sequence encoding the 5' flanking region
comprises the nucleotide sequence of SEQ ID NO: 1259;

(1) an antisense strand sequence at least 80% identical to the nucleotide sequence of SEQ
ID NO: 963;

(iii) a loop region, wherein the nucleotide sequence encoding the loop region comprises
the nucleotide sequence of SEQ ID NO: 1268;

(iv) a sense strand sequence at least 80% identical to the nucleotide sequence of SEQ ID
NO: 1132, wherein the sense strand sequence is complementary to the antisense strand sequence;
and

(v) a 3' flanking region, wherein the nucleotide sequence encoding the 3’ flanking region
comprises the nucleotide sequence of SEQ ID NO: 1277.

19. An adeno-associated virus (AAV) viral genome comprising a nucleic acid sequence
positioned between a first inverted terminal repeat (ITR) and a second ITR, wherein said
nucleotide sequence encodes the modulatory polynucleotide of claim 18.

20. The AAV viral genome of claim 19, further comprising:
(i) a promoter;
(i) an enhancer;
(iii) an intron; and/or
(iv) a poly A sequence region.




17—TFhemethodThe AAV viral genome of claim 20, wherein the promoter is a CMV promoter, a

CBA promoter, a EF-1a promoter, a PGK promoter, a synapsin promoter, an H1 promoter, or a

truncation thereof.

22. The AAV viral genome of claim 20, wherein the poly A seqguence region comprises the
nucleotide sequence of SEQ ID NO: 1410.

23. The AAV viral genome of claim 12,-whereinr-the-ALS-is-speradic-ALS:7, further comprising:

(i) a promoter;

(ii) an enhancer;

(iii) an intron; and/or
(iv) a poly A sequence region.

24. The AAV viral genome of claim 23, wherein the promoter is a CMV promoter, a CBA
promoter, a EF-1a promoter, a PGK promoter, a synapsin promoter, an H1 promoter, or a
truncation thereof.

25. The AAV viral genome of claim 23, wherein the poly A sequence region comprises the
nucleotide sequence of SEQ ID NO: 1410.

26. The use of claim 15, wherein the medicament is to be administered to the subject via
intravenous administration, intracisternal magna administration, or combination thereof.
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27. The modulatory polynucleotide of claim 18, wherein the antisense strand sequence is at least
85% identical to SEQ ID NO: 963, and the sense strand sequence is at least 85% identical to
SEQ ID NO: 1132.

28. The modulatory polynucleotide of claim 18, wherein the antisense strand sequence comprises
nucleotides 1-19 of SEQ ID NO: 963, and the sense strand sequence comprises nucleotides 1-18
of SEQ ID NO: 1132.

29. The pharmaceutical composition of claim 11 for use in therapy.

30. The AAV particle of claim 10 for use in therapy.

T hod-of claifm-10_wherein liar coll |
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