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Code # Structure Transduction (%) Cell proliferation (%)
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OH
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Transduction of ; .
CASS9 protein & sgRNA | SORNAs: - Ser1 2 3 4 6 7
(2 Rounds) WDR85
Viable cell quatification
& DNA sequence analysis

sgRNA #1; 11 mutant sequences out of 11 sequences = 100%

sgRNA1 target sequence
TCCCCGAGGGCTGRATGATGEGCTGTTTCGCCCTGCAARCGGTGGACACCGAGCTGACCGCGGACTCERTGGAGTGETGCCCACT WT
TCCCCGAGGGCTGRATGATGGECTGTTICGCCCT -CAAACGGTGGACACCGRGCTGACCBCGRACTCGRTGGAGTGGTGCCCGCT D1
TCCCCGAGGGCTGRATGATGEGCTGTTIC- ----GCAAACGGTGGACACCGAGCTGACCGCGGACTCGRTGGAGTGETGCCCECT D5
TCCCCGAGGGCTGGATGATGGGCTGITICGC- == ===~ CGGTGGACACCGAGCTGACCGCGGACTCGETGGAGTGRTGCCCGCT D8
TCCCCGAGGGCTGRATGATGEGCTG === === == == mmmmmm o mmmmmee ACCGCGGACTCGRTGGAGTGETGCCCGLT D31 [3x]
- TCCCCGAGGGCTGGATGATGEGCTGTITCGC- = mmmmmmmmmmmmmmmmmm oo oo TCGETGGAGTGGTGCCCGCT D34

TCCCCGAGGGCTGGATGATGGECTGITICGCCCTGCCARACGGTGRACACCRAGCTGACCGCGGACTCAGTGGAGTGGTGCCCEC +1
TCCCCGAGGGCTGRATGATGGECTGITICGCCCTGCRARACGGTGRACACCGAGCTGACCGCAGACTCGGTGGAGTGETGCCCEC +1
TCCCCGAGGGCTGGATGATGGGCTGITICRCCCTGCCARACGGTGGACACCGAGCTGACCGCAGACTCRETGRAGTGETECCCEC +1
TCCCCGAGGGCTGGATGATGGGCTGTTTCCCCCTGCARRACGGTGGACACCGAGCTGACCGCGRACTCGRTGRRGTEETACCCGL D1/+2

sgRNA #2; 11 mutant sequences out of 11 sequences = 100%
sgRNA2 target sequence

ATGATGGGCTGITTCGCCCTGCARACGGTGGACACCGAGCTGACCGCGGACTCGETGGAGTGGTGCCCACTGCARGGCTGCAGRE WT
ATGATGGGCTGTTICGCCCTGCARACGGTGGACACCRAGCTG-CCRCGRACTCGRTGGAGTGETGCCCGCTGCARGECTGCAGGC D1
ATGATGGGCTGTTTCGCCCTGCARACGGTGGACACCGAGCTGAC-----=-- TCGETGGAGTGETGCCCCCTGCARGGCTGCAGGE DT [3x]
ATGATGGGCTGTTTCGCCCTGCARA-- === == ==m=mmmmmmmnmn CGEACTCGGTGGAGTGETGCCCGCTGCAAGGCTGCAGEC D21
ATGATGGGCTGTTTCGCCCTGCARACGGTGGA- === === =====m==m=mmmannnus GIGGTGCCCGCTGCARGGCTGCAGGC D27

ATGATGGGCTGTTTCGCCCTGCARACGGTGGACACCRAGCTGARCCGCGGACTCRETGRAGTEETGCCCACTGCARGGCTGCAGEE +1 [4x]
ATGATGGGCTGTTICGCCCTGCARACGGTGGACACCRAGCTGATCCGCERACTCGRTGRAGTGETGCCCGCTGCARGGCTGCAGGE +1

Figure 19
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sgRNA #3; 10 mutant sequences out of 10 sequences = 100%

sgRNA3 target sequence
CTGACCGCGGACTCGRTGRAGTGETGCCCGCTGCAAGGCTGCAGGCACCTGCTGGCGTGCGGGACCTACCAGCTGCGGCGECCGE WT
CTGACCGCGGACTCGRTGGAGTGGTGCCCGCTGCA-----=- AGGCACCTGCTGGCGTGCGGGACCTACCAGCTGCGECAECCAE DT  [3x]
CTGACCGCGGACTCGGTGGAGTGGIGCCCGCTGCA-~------ GGCACCTGCTGGCGTGCGGGACCTACCAGCTGCGGCGGCCGG D8
CTGACCGCGGACTCGRTGRAGTGRTGCCC--=-=m==== === === CTGCTGGCGTGCGGRACCTACCAGCTGCGGCGGCCGE D19

CTGACCGCGGACTCGRTGEAGTGGTGCCCECTGCARGGCTTGCAGGCACCTGCTGECETGCCERACCTACCAGCTGCRECEECCE D1/+1
CTGACCGCGGACTCEOTGRACTGGTGCCCECTGCARGGCATGCAGGCACCTGCTGGCCTGCGEGACCTACCAGCTGCBECEECCE D1/+1
66GCTCTGCGCTCOTCCEELC6--/173/-~ACCTGCTGECETGCEGRACCTACCAGCTGCAE---/14/ --GCCTGCCGRCCCC D18T/+32
CTGACCGCEG==========~ GCACCACIC-========n====- CACCTGCTEGCGTGCGGEACCTACCAGCTGCERCEECCEE D35/ +9

CTGACCGCGGACTCGETGGAGTGETGC ===~ ACGCACG-=======- TGCTGECETGCGGRACCTACCAGCTGCGECEGCCEG D22/+7

sgRNA #4; 10 mutant sequences out of 10 sequences = 100%

. sgRNA4 target sequence
CTGCAGGCACCTGCTEGCETGCGRGACCTACCAGCTECGGCERCCERAGRACCEECCTRCCEECCCCCAGRACARGETGCEC WY
CTGCAGGCACCTGCTGGCETGCGGGACCTACCAGCTGCGGCGGCCEEAG-ACCGECCTGCCGGCCCCCAGARCAAGGTGCGC D1
CTGCAGGCACCTGCTGGCGTGCGGEACCTACCAGCTGCGECGGC--~--GACCGECCTGCCGECCCCCAGRACRAGGTGCGE D5
CTGCAGGCACCTGCTGGCGTGCGGGACCTACCAGCTGCGGCEECCORAG----=-- CTGCCGGCCCCCAGRACAAGGTGCGC DT [2x]

CTGCAGGCACCTGCTGoCGTGCERGACCTACCACTRLERCG ===~ CCTGCCGGCCCCCAGACARGETGEGE D13
CTGCAGGCACCTGCTGCGTGCEOGACCTACCARCTRGRC === ===~ T60CGGCCCCCAGAACARGSTGCGC D16
CTGCAGGCACCTGCTGRCGTGC0GACCTACCAGCTGL - mmm=nmmmmnmn T6CGGCCCCCAGRACARGETGCEC D22/42 [2x]
CTGCAGGCACCTGCTGGCETGCEGACCTACC - - =mm = wmmmmemmmeemmmnee TGCCGGTCCCCAGAACAAGSTGOGC D25
T CCCCAGRACAAGGTGOGC D56

sgRNA #6; 10 mutant sequences out of 10 sequences = 100%

sgRNAG target sequence
TGGGCCCTCTCCTCAGGTGTCACATCCCGGTGGCTGGACATGCCCTCTTGGGCTTGGCAGATGCCAGTGGATCCATACAACTGCT WY
TGGGCCCTCTCCTCAGGTGTCACATCCCGRTGGCTGRACATGCCCTC-TGRGCTTGGCAGATGCCAGTGGATCCATACAACTGCT D1
TGGGCCCTCTCCTCAGGTGTCACATCCCGGTGGCTGGACATG----~~-~ GGCTTGGCAGATGCCAGTGGATCCATACAACTGCT D8

T6GGCCCTCTCCTCAGGTGICACATCCCGRTGGCTGGACATGCCCTCT - == mmm = ATGCCAGTGGATCCATACAACTGCT D12
T6GGCCCTCTCCTCAGGTGICACATCCCGRTGECTGGACATGC--===========mmmmmmnnn AGTGGATCCATACAACTGCT D22
TGGGCCCTCTCCTCAGGTGTCACATCCA============nnmmsmsenacnn TTGGCAGATGCCAGTGGATCCATACRACTGCT D26/+1
T6GECCCTCICCTCAGGTGICAC-=======~- TGCATGICCA--=---=--- CTTGGCAGATGCCAGTGGATCCATACARCTGCT D29/+10

TGGGCCCTCTCCICAGGTGTCACATCCCGETGGCTGGACATGCCCTCTTTGGECTTGECAGATGCCAGTGGATCCATACARCTGL +1
TGGGCCCTCTCCTCAGGTGTCACRTCCCGRTGGCTGRACATGCCCTCTTGTGGGCTIGRCAGATGCCAGTGGATCCATACAACTG +2
TGGGCCCTCTCCTCAGGTGTCACATCCCGRTGECTGEACRTGCCCTCTATTGGGCTTGGCAGATGCCAGTGGATCCATACRACTG +2
CATAGGAGCAGTGGGCCATACCATAT -=========~ [[-=ammmnan-- GGCTTGGCAGATGCCAGTGGATCCATACAACTGCT D182

Figure 19 (CONT))
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sgRNA #7; 12 mutant sequences out of 12 sequences = 100%

SgRNA?7 target sequence
AGGGCAGCTCCACCTCCTGAT GGTGARTGAGACGAGGCCCAGGCTGCAGARAGTGGCCTCATGGCAGGCACATCAATTCGAGGCE WT

AGGGCAGCTCCACCTCCTGATGGTGARTGAGACGAGGCCCAGGCTGCAGRAAG~--=-~-~ TGGCAGGCACATCAATTCGAGGCC D8  [3x]

AGGGCAGCTCCACCICCTGATGGTGARTGAGACGAGGCCCAGGCTGCAGRRAG - - - =-==== GCACATCAATTCGAGGCC D14/41

AG3GCAGCTCCACCTCCTGATGOTGANTGAGACGAGGCCCAGECTG == ==m = ===mmmmmmme CATCAATTCGAGGCC D24 [2%]
 AGGGCAGCTCCACCTCCTGATGRIGANTGACACGAGGCCCAGGCT - - <=n==-===mmmmmnnnn CATCAATTCGAGGCC D25

AGGECAGCTACACGICCTG--======-s=mmmx=mmmmemmmmammmmeaamc e ATGGCAGGCACATCARTTCGAGGCC DAL

A= e GGCACATCAATTCGAGGCC D64

AGGGCAGCTCCACCTCCTGATGGTGAATGAGACGAGGCCCAGGCTGCAGRRAGTGGCCTTCATGGCAGRCACATCARTTCRAGEC +1
AGGGCAGCTCCACCTCCTGATGETGANTGAGACGAGGCCCAGGCTGCAGRARGTGGCCCTCATGGCAGGCACRTCARTTCGAGGC +1
TGTTTGEGAACCAGRAGA- --===================~ e GGCAGGCACATCARTTCGAGGCC D155

Figure 19 (CONT))
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WDR85 Knockout clones - sgRNA #2

sgRNA2 target sequence
GCTGTTTCGCCCTGCARACGETGGACACCGAGCTGACCGCGEACTCGRTGRAGTGETGCCCGCTGCARGGCTGCAGGCACC WT

Clone
$202 Al1-GCTGTTTCGCCCTGCAAACGGTGGACACCGAGC-=====- GGACTCGGTGGAGTGRTGCCCGCTGCAAGBCTGCAGRCACC DT

R2~GCTGTTTCGCCCTGCAAACGGTGGACACCG-==-====~ CGGACTCGGTGGAGTGRTGCCCACTGCARGGCTGCAGGCACCDY

A1-GCTGITTCGCCCTGCAAACGETGGACACCGAGCTGAACCGCGGACTCGRTGGAGTGGTGCCCACTGCARGGCTGCAGGCAC +1
#205 A2-GCTGTTTCGCCCTGCARRCGRTGGACACCGAGCTGACCGCGEACTCGRTGRAGTGRTGCCCGCTGCANGECTGCAGRCACC +15
AACTAGCCCTGARRATGGATGECGCTGRAGCGTCAGGCCCATACCCGGCCETCGCCEECAGTCGAGAGTGGACEG

§208 A1-GCTGITTCGCCCTGCRAACGGTGGACAC=-===~======~ GGACTCGGTGGAGTGETGCCCECTGCAAGGCTGCAGGCACC D12
R2-GCTGTTICGCCCTGCARRCGGTGGACACCG==--====~ CGGACTCGGTGGAGTGETGCCCACTGCARGGCTGCAGGCACC DY

Figure 19 (CONT.)
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WDR85 Knockout clones - sgRNA #3

sgRNAZ3 target sequence
ACCGCGGACTCGGTGGAGTGETGCCCGCTGCAAGGCTGCAGGCACCTGCTGGCGTGCGEEACCTACCAGCTGCEECEE WT

Clone

1301 A1-ACCGCGGACTCGETGRAGTGETGCCCGCTGCARGGCC-CAGGCACCTGCTGGCGTGCGRGACCTACCAGCTGCGECEE D2/+1

R2-ACCGCGGACTCGGTGRAGTGGTGCCCGCTGCA-=====-~ GGCACCTGCTGGCGTGCGEGACCTACCAGCTGCGECGE D8

R1-ACCGCGGRCTCGGTGRAGTGETGCCCGCTGCA= ===~ AGGCACCTGCTGGCGTGCGEEACCTACCAGCTGCGECAG DT

1304 R2-ACCGCGRACTCGGTGRAGTGETGCCCGCTGCRAGGL - == === mmm = GTGCGGEACCTACCAGCTGCGGCGG D17

A1-ACCGCGGACTCGGTGRAGTGETGCCCGCTGCAAGEC--=-==- ACCTGCTGGCGTGCGERACCTACCAGCTGCRGCGE DT

#305 A2-ACCGCGEACTCGGTGEAGTGETGCCCGCTGCA- === === GGCACCTGCTGGCGTGCGRGACCTACCAGCTGLGECEE D8

WDR85 Knoékout clones - sgRNA #6

sgRNA® target sequence
Clone TCCTCAGGTGTCACATCCCGGTGGCTGGACRTGCCCTCTTGGGCTTGGCAGATGCCAGTGGATCCATACAACTGCTCC WT

#605 A1-TCCTCAGGTGTCACATCCCGGTGRCT -====n=mmmmmmmmmmnn TGGCAGATGCCAGTGGATCCATACARCTGCTCC D19 -
RA2-TCCTCAGGTGTCACATCCCGGTGECTGGACATGCCCTCT - === [[a==nmanen GARGTGACAGGATGTTCATTG D276
#606 A1-TCCTCAGGTGTCACATCCCGGTGGCTGRACATGCCCTCT - GEGCTTGRCAGATGCCAGTGGATCCATACARCTGCTCC D1
A2-TCCTCAGGTGTCACRTCCCGGTGCCTCGACATGCCCTCTTGEGCTTGGCAGATGCCAGTGGATCCATACARCTGCTCC 159
CTGGCATGCACCTGTARTTACAGCTACTGICTGTGCATCTAACCATTTTGTCAATCCAC

A1-TCCTCAGGTGTCACATCCCGGTGGCTGGACATGCCCT -=====~ TGGCAGATGCCAGTGGATCCATACAACTGCTCC D8

1603 A2-CTRAGAGCTC---==/§06/-============n=nn=== GGGCTTGGCAGATGCCAGTGGATCCATACAACTGCTCC D606

WDR85 Knockout clones - sgRNA #7

sgRNAY7 target sequence
CCACCTCCTGATGGTGAATGAGACGAGGCCCAGGCTGCAGAAAGT GGCCTCATGGCAGGCACATCAATTCGAGGCC WT

Clone
1703 Al-CCACCTCCTGATGGTGAATGAGACGAGGCCCAGGCTGCAGARAGTGGC-======~ AGGCACATCAATTCGAGGCC D8
A2-CCACCTCCTGATGGTGAATGAGACGAGGCCCAGGCTGCAGAAAGTGGC-===--- CAGGCACATCAATTCGAGGCC D7
706 A1-CCACCTCCTGATGGTGRATGAGACGAGGCCCAGGCTGCAGRARGTGGCA - -=-==~=" GCACATCAATTCGAGGCC D10/+1
| A2-CCACCTCCTGATGGTGAATGAGACGAGGCC-=====m=====m=m=mmammnau- CAGGCACATCAATTCGAGGCC D25
#708 Al-CCACCTCCTGATGGTGAATGAGACGAGGCCCAGGCTGCAG======m======- CAGGCACATCAATTCGAGGCC D15
A2-CCACCTCCTGATGGTGRATGAGACGAGGCCCAGGCTGCAGARAGT GGCCARTCATGGCAGGCACATCARTTCGAGG +2

Figure 19 (CONT.)
SUBSTITUTE SHEET (RULE 26)



