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FIG 2E GO Pathways Enriched in CD25 High
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FIG' 3E GO Pathways Enriched in CD107A High
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FIG. 6A Pre-cas9 24 hours prior
250K+ 250K+ N ‘
200K 4 200K
< ] < 1
($) 150K S 150K
) ] %)
n 100K 4 D ook
50K 50K
0 :. n; ¥ ‘ i ] T I 0 :. Ty T ¥ T TETTIET
4] 183 1@4 105 G 1{33 1@4 105
CD25 Expression CD25 Expression
Sorting Date
1.0M
800!('_
< 600k <
Q O
N %]
O 400K o
200K
0 By T T Ty ’ 5
0 100 10t 10° 0 100 10t 10
CD25 Expression CD25 Expression

FIG. 6B CD25 low vs CD25 high

A
IL2RA

-log10(p-value)

0
Fold Change

16/ 22



WO 2021/203200 PCT/CA2021/050464
gControl
glRF4
0 103 104 ms
CD25 Expression
gRNA-TADA1 gFANA-TADA2b gRNA-TAF6L
% 100 -] A % 100 7 % 100 A\
s} o o )
= \ = 30 = 01
O o o
I— "— 60 "" 60
o pe} pe}
ﬁ rﬂ\‘) 404 rﬂ\‘) 404
® ® ®
20+ 204
£ £ £
o () 0] o) 0]
Z 0 103 1114 1l Z 0 103 1()4 IOS Z 4] 103 104 105
CD25 Expression CD25 Expression CD25 Expression
gRNA-TRRAP gRNA-USP22
8 100 A % 1004 A
g \ b \bﬂ
_ E 80— * E
* = gRNA-Control 5 S
A = gRNA-Target = 57 =
kel kel
O 404 (0]
Y N
(_U 20+ ('_U
£ £
s S
=z 2 103 i04 105 =z 0 193 IO4 195
CD25 Expression CD25 Expression
12000~
11000~ °
% 10000+
0
a 9000 °
© e g o
8000~
®
7000 T T i T T
SR S P g S
SRR A
d’$y§§ &Y§§‘§

17122



WO 2021/203200 PCT/CA2021/050464

FIG. 6E

Validation of gRNAs

Nucleofection of

sgRNA RNP
| DAY 0 | DAY 1 | DAY 14} ------------ | DAY 15|
Isolation of CD8+ T CD3/CD28/CD2 ;he”‘)‘yp'c outvia
cells + stimulation restimulation OW_ c_ytolmetry as
il’\ Q'CD3/CD28 originai screen
4n 10-
2 2 8
Z 29 Z 2
O o [ L 6+
08 E 2 e LEL —I—
Q iz 2 4
Q] oo 5+ o
o 1 o e O 1
PN & -
C L] I c L] I I I
w e}/ QQ > rﬁ? ‘b {y
%Q <> «VQ & P \§§ A 0 «?Q @é
CRISPR Condition CRISPR Condition
5 34 5 2.5-
© T 2.0+
E g2 % E 15 Tt .t
T{; E % T{; g 10 _} i
29 U= 8
S EEEIE S 2 ¢ B
0.5
£ £
v C L] LI L L] [] 1] L] 1] ﬂ- OC L {i L] L] L] QI 1] L]
N N U RSP I N QW o S L 5P ¥
© %Q«?"Q&?Q‘?&?{( «QX. 0@\{3'3 O\)%Q &Y’Q&\}Q&«?{(« C)% {X‘
CRISPR Condition CRISPR Condition

18722



WO 2021/203200

FIG. 6F (continued)
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