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Figure 1
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Figure 2
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Figure 3
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Figure 3 (continued)
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Figure 4
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Figure 5
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Figure 6
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Figure 7

1. Match to: DQ453159 DQ453159 Geobacillus virus E2, complete genome(DQ453159)
position: 39980-39951, with: spacerd CRISPR No4 Spacer No.1 (spacerd 4 1) postiron: 1-30,
Strand

<— CRISFR
ENA
PETTITEEER L Rttt
CTTRAGRTT GO AGGELCT <-
Seguence
.<_

Score; 30
2. Match to: Bacillus alveayuensis strain 24KAMSI LG50 053, whole genome shotgun

sequence(NZ JYCEOD1000053) posttion: 110918-110889, with: spacer9 CRISPR No.9 Spacer
No.l {spacer9 9 1)position: 1-30, Strand: +

UCUACCUCUACUCUCCAIUCACGRAUCE <- CRISER
RMA
|
Protospacer Sequence
PEET
5 TTCTACCTCTACTC TCRATTCACGRLTCS <=
[Entrez Nucleotide]

Score: 30

3. Match to: Anoxvbacillus flavithermus WK1, complete genome(CP000922) posttion:

A SRS e

701422-701450, with: spacerS CRISPR No.5 Spacer No.1 (spacer5 5 1) position: 1-29, Strand:

5 UCACGGAGCUUUACACARRUARRGCCGGA <— CRISPR
spacer BNA
FEPLRERTI TR R R e
3'<g AGTGRCTCER A TCTETTTATTICGECCT 5 -
Erotospacer Seguence
ERERRRN

5 TCACGGAGCTTTACACEARTARAGCCGGA) <— [Entrez
Muclectide]

Rcore: 29

4. Match to: Geobacillus kaustophilus strain Et23 1L.G51 086, whole genome shotgun
sequence(NZ JYCF01000086) posttion: 15565-15537, with: spacer5 CRISPR No.5 Spacer No.1
{spacer5 5 1) position: 1-29, Sitrand: +

5 UCACCEAGLUUUACRCARNURRRGCCOGR <— CRISFRE
spacer EMNA
R R AR R R
3’ TGO CTCLGARATETETTERATTTIOGLOCT 5 <=
Protospacer Seduence
PERTLLTE SEERRRE
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Figure 7 (continued)

TCACGEAGCTTTACACEARTRAALAGCCEERL

3’ <— [Entrez

Mucleotide]

Score: 29
5. Match to: DQ453159 DOQ453159 Geobacillus virus E2, complete genome(D(453159)

Lt

position: 6492-6463, with: spaceré CRISPR No.6 Spacer No.l {spacer6 6 1) position: 1-30,

CARCACCUUCCGCGCUGUCUCEUCUACUUT <~ CRISPR
spacer RNA
illHEi%[lIHIHIHEHIHHIII!
3 GTTGTGGAAGGCACGACAGAGTAGATGARA) 5 <-
Protospacer Sequence
PETETLE
5 CARCACCTTCCGTGCTGTCTCATCTACTTT! <-
[Entrez Nucleotide]

Score: 26
6. Match to: Pastemrelia bettyae CCUG 2042 contig00003, whole gemome shoigun

sequence(N7Z ATSX01000041) position: 137780-137808, with: spacer7 CRISPR No.7 Spacer
No.1 (spacer7 7 1) position- 1-30, Strand: -

5" UHGAUTAGCRBUTUGACUTIEGEAR TR GT, 3 <— CRISPE
spacer ENA
EENRRERUERRERERRN] RRRRRERRI
3° CTARTCOGTTRAERCTCRCGCCTTARRTC < —
Protospacer Sequence
REREREE 'HHI!H
TTGATTAGCRRTTTGACTGO AR TTTAGT, <—
[Entrez Nucleotide]

RECTIFIED SHEET (RULE 91) ISA/EP



WO 2018/108339 PCT/EP2017/070797
10/32

3!

[0
watiogo barkeley edu

Figure 8

o

o

e

___ Cal

2

1
00—
5

SHq

RECTIFIED SHEET (RULE 91) ISA/EP



WO 2018/108339

PCT/EP2017/070797
11/32
Figure 9
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Figure 10
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Figure 11
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Figure 12

Colonies are indicated with arrows.
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Figure 13
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Figure 14
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A. Initial DNA target library with randomized PAM
GGTCATGAGATTATCAAAAAGGATCTTCACNNNNNNN

T,
GOUCAUGAGAUUAUCAAAAAGBAUCUUCAC ————— cous

3D-nt uide (
Cleavage by ThermoCas9
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5'- .. TATGCCT CjTGAGATTATCAAAAAGGATCT T LCCAR) . .
A3'-...ATACGGAG
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. ThermoCas9sgRNA + + ¥ . + +
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SgRNA

A. )/

pThermoCas9_Agoi

genome

DNA target
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Figure 18
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C.

pThermoCas9i_goi

genome

DNA target
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SgRNA
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Figure 19
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Figure 19
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Figure 20
A.

Matzh to: DQ453159 DQ453159 Geobacillus virus E2, cemplete gencme(DO453159)
posttion: 30080-39051 with: spacerd CRISPR No 4 Spacer No.l (zpacerd 4 1) posther: 1-30,
Strand: +

saguence

Match to: DQ433159 DO453159 Geohacillus virus E2, complete genome(DO453159)
position: 6392-6463 . with: spacer6 CRISPR No6 Spacer No.1 (spacert & 1) postion: [-30,
hirard: +

o~ CRISPE
FHE
o
Sequence
CAACACCTTCCCTGOT BT CTCATCTACTTT A ; 3 L

[Entrez Nucleotide]
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Figure 21
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Figure 22
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Figure 23
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Figure 23
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Figure 24
SORNA
1 1
-3
' i
/
CCACGTCATCCAACGTCGATACGAA-S'
SERRRRRRRRERRRaRIRRNREE
T T T T T TR T T T o GTAGGTTSCARCTATECTTAGTq Y- - =3
L | HETETET T ‘
3 - TACTTTTTTCTTTTTCATTTAGCACAACATCAGCAACCTTGACCACGTCATCCAACGTCGATACGAATGAGGG. . . -5
Start 31int Pant Protospacer
codon
Figure 25
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