Transduction

Analysis of

day 5

Foxp3 expression

10540.25

iTreg

iTreg iTreg (TGF-B)
CD4+CD62L+ > > >
IL-12
IL-4
day IL-6 ,
0 2 3 5
day 3
— 10°541.59 90.3
S
=
o)
(&)
S od
=
(92}
o
3
. Foxp3(hCD2)

IL-12

IL-4

IL-6

Supplementary Figure 1.
Okada et al.



gRNA (DsRed)

a

Gated on live cell, CD4(+)

GFP(+), DsRed(-)
GFP(+), DsRed(+)

iTreg —

Foxp3(+)

Treq | 4Cas9-TET1CD 98.2

- 9 | dCaso-TETICD /#C2-7 97.6

A0 | |12 | dCas9-TET1CD 61.1

/»< . dCas9-TET1CD / #C2-7 74.4

NN 4 | dCas9-TET1CD 27.6

SN L4 | dcas9-TETICD /#C2-7 382

NN L | dCas9-TET1CD 55.6
N dCas9-TET1CD / #C2-7 69.0

dCas9-TET1CD (GFP)
b Foxp3/Hprt1

c

L,

n

n

O 1

—

S

0.8

Ll

D os

>

=]

@ 04

[0}

X 02 i

,MAERN an

N D B R D
N N N N N N N N
QO Q191998
S S S S
alalga|alalalala
ojlo|o|lo|olo|o|0O
el I e B el B e B e B o
Wlw|w| W w|(w|w|w
ol Bl Bl Bl el el Bl
[} [} [} [} (o] (o] (o] (o]
[} n [} [2] [22] %] 2] %]
© © © © © © © ©
Ol |Qlo|lolo|lo|0
© © © © © © © ©

iTreg — | iTreg | IL-12 IL-4 IL-6

means + SD, n=3

Supplementary Figure 2.
Okada et al.



30000

W #P-3

LL 25000 @ #p-4
=
& 20000
S
2 15000
N
B 10000
X
o
L. 5000

L A .
@ 4000
O
C
@ 3000
o
¥= 2000
a
— 1000
L I
= o0

TGF-p [ng/ml] 0O 01 02 02 02 0.2
LY2157299 [uM] 1 10
anti-TGF-f [ug/ml] 10

Supplementary Figure 3.
Okada et al.



a Gated on live cell, CD4(+), hCD2(+)
Sort

Post Sort

gRNA

dCas9-p300CD

b  Gated on live cell, CD4(+)

Teff : Treg 2:1 4:1 8:1
R ] »
CD45.1(+) i ]
-103 o 103 104 1()5 103 0 103 104 105 103 o 1\):S 104 105
CFSE
CD45.1(-) . .
-103 o 103 104 1()5 -103_0 ) 103 104 _105 D 403 0 1\):S 104 -105
Foxp3(hCD2’) : dCas9-p300C | #P-4

— :dCas9-p300CD mutant / #P-4

Supplementary Figure 4.
Okada et al.



