Yao et al, Supp Figure 1

© 5
o3 g
s 0w 2
2 O D> x
o E ®Q
= % 2058 =2
(O] * 7 © m
o s> S O
m s 0=
= © o H o
I 1 1 1 - 1 N e
S © o 0 o (sl190 ,5¥A0 %)
(Sl199 ,55aD %) Slieo g selhoouow [eoisse[ouou
)
i) 3 % 5
Ty - | O
S 2 g
= o
N
8 ° I~ Wq m ° - mu
o s i
! ! ! M r T T T T
8 § & ° € ]§ 2 2 © °
(SI192 1 %) sI1#2 1 ,8a0 (sl1e9 5D %) sebeydoioew
+
@ 5 5
(O] - € €
o 2 o 3
- @)
+ o)) D )]
X 2 g m
@)
w w w w ° ® © <+ « o -
(slleo 1 %) S1199 1 ,+a0 (SiI%0.,5¥AD %) soqU
3 | 3
- £
0 5§ 2 * 2
D * 5 %
© e O -2
= 2 = = . Tm . -0
S
T T T T e |l 1 1 1 1
o o ) o ) Z 8 8 8 & & ° . .
3 3 S & = H . F1X104d
(sI199 ,5¥AD %) sIled 1 (sl199 ,S¥A0 %) siiydonnau m
8 N 2 &) TT 2104
: : 5
3 B E - I T T T
O x O 2 © v o v o u
C ww * — o o o — —
u o 1 1 1
= € O L2 621 Jnowiny ul
£ W abueyo p|oj-gboj
— I 1 1 1 1
8 8 8 ¥ ’& °© & 5 & & o
(S1192 18 %) SIie2 ,S¥aD (S1199 ,S¥AD %) SIIed YN M OC.@Q MQXOH_

o

a
b



o

number of T cells

Yao et al, Supp Figure 2

Cell line derivation IV injection C57BL/6
Ne D | —— ANe

KP tumours from

KrasS'20r+ p53 /A mouse KP cell line
T cells CD8* T cells CD4+ T cells Treg
Aokk Aok Aok
1.5x106 * *kk 2.5%105 [ 6x10° 1 [ 8x10% g * 1 T i 1
— % o E [e] o
o S 20x10° |<_‘3 :,g,’ 6x10%
1.0x10° © < 4x105 =
Q 1.5x10° o fa) L
o ) o > O 4x10%
5 1ox105 ° ‘%" <= 5 3
5.0%105 % o 5 o & . o 2x105 o ° [
°e 35 53 £ 50x10% == oo 3 ° £ 28, 8° = 2 2«10t %
:*: * o 2 %o .Eﬂ 2 0o ;‘- o Ly o S 5
oot 0o o o
\g\ ‘lg g}@b ‘lg é\ ‘lg 6@6 ‘ig 4&\ ‘lg @b ‘lg \Vé ‘lg \Q’b *lg
<€ S & &
o°°) & o°@ &
L | L | L | L | L | L | L | L |
\Y% spontaneous \% spontaneous v spontaneous v spontaneous
naive Treg activated Treg
[®)]
= €
g 1001 c 60-
& . S .
© 80+ S o
° °
- * oo 2 40 ®
= i
c 60 —+ 0 3 % S
= [e} fo) °
(o] LY (@] °
© 401 o® g o O
8 |: 20_ o _o
F  20A 0.0 5 X ﬁo
o [ e® O
= M T .
c 0 T T T I ..8 0 T T T I
e SR &

Lung Spleen Lung Spleen



live CD8" cells
(%of DMSO control)

Yao et al, Supp Figure 3
hu CD4* T cells

lS63845 [EABT-199 lA1331852

200
2 S e
= 150
35 *
O O E
= 1
e
Egmo oe
[Ohra) E
D u=
2 2 50~
&
0 T
- {00 100 50 10 - 100 100 50 10 - 100 100 50 10 M
— = —— =
b tumour b tumour b tumour
hu CD8*T cells hu Treg cells
150 g 200
o E
] 85
=29
T £ 150
100 %8 ]
2o
1 @ M 100
o>
c -
50 ';,%
o)) .
] 85 50
g
0 T =

- 100 100 50 10 - 100 100 50 10 - 100 100 50 10 M b(:" (Y (Oq’
= = e = & S
b tumour b tumour b tumour [ SHP S S

§ ¢

R



number of cells number of cells

number of cells

(o2

80

60

Activated Tregs
(% Treg cells)

204

Yao et al, Supp Figure 4

T cells Tregs naive Tregs activated Tregs
2000000+ 200001 50001 * 10000
[ ] L]
15000004 sk 15000 . 40004 ® 8000 .
1000000 . 3000+ 6000

qe 10000 o o

o 1 SN -
%- ‘E‘ .I—. c 33 2000 o 4000 o
5000004 ¢ ° o 5000 . ?E 5: LRI = '35
. . o 10001 o o0 . 2000+ 2fe o0 o o
L]

0 ! qT <:: "11 0 T T T T 0 T T T T 0 T T T T
RO W o] I I -T2 N ) & I T - B 2
LN X P PG . & T P & 9 S

W & & vt\‘gb & & ?:\(gb & \é{’\ 9@"-’ \%‘b" © ‘éé\ & &

¥ v
effector Tregs CD4* Tnaive CD4* Tcm CD4* Tem/eff
3000 500000+ . 40000 . 100000
e — o
. . 4000004 s0000 . 80000 .
2000+ % 'J.I; 3000004 ™1 60000 §
20000 o _}
I e % . 2000004 4+ . _} o+ ML woo] T o . +
= L ] ) i ° o L]
= 1000001 ¢ o o °*° 100007 % 2, e 20000 * T {: *
L]
== ° .
0 T T T T 0 T 7 T T 0 T T ({; f]i 0 T T T T
o & RS I s P P S
P PG & ;905 P & g E O N
& & & ?:\,b’b\ & ?g'} & sz‘b\ & & v,(b‘b & §’>\ & v.(b"”\
CD8* Tnaive CD8" Tcm CD8* Tem/eff
*
250000 - 60000 o . 300004 1 o
2000004 ™ R — . H
1500004 * i 400007 ¢ ° 20000
100000 % . % _E . {_ rJr. ° —}
ES H 200004 = 100004 °* ° _I_ oo
so0004 ¢ . ° LT
= == .

0 T T T T 0 T .I T T 0 T T T T
(\\c}z &\q‘% (b%&o \%@‘L P P & P P&

R AN & & & S &

w X Q&% ¥ R & 5
v ks & ¥ &
activated Tregs effector Tregs CD4* Tem/eff CD8* Tem/eff
50 50 Rk 257
[ ] 0N —~ u: > | | l) °
DL 40 ° o5 40 . £33 201 ¢
. =38 ¢ E;0 . =°
o $ . s o 304 - Q. 304 5 S 15
& 2 2 ) o ® ? * E hd ) P
¢ * e BF 20 &= o S0 204 . o0 10- v e o
. £y e T & ¢ 83 og0 e & Q0 A s S0 e
w 104 P = 104 ® e oo O§ 5] ¢ ¢ © .—:.[—: .
L ]
T T T T 0 ! T T T 0 T T T T 0 T c; q; qi
O & e S © & o SSRRG
A 4 &F & & P NP
(\\o &/\ fbfb ,\Q; BN K ‘b{b ‘b\ e & ‘brb N Aé'o < Q)‘b ‘b\
& X X Q )
¥ S & ?:\%‘b N ?i\‘b N ?:\‘b w9 &

PD1* CD8* T cells

Ki67+
(% CD4* Tconv)

*
47 o —~ 57 50 . 201
[2] ° ) (2]
T 4 E 40 eee 2 T ° o]
34 o o =~ =~ e o 15 °
h + ﬁ ° e © L.
. . o ] oy ] D& 10 _}
2 R ° -
o XA 5 [ M . ° D—E 204 . oA .
oo o 2] .2 S S . :
- [ ] =] L .
! : % ¢ S 14 .o£ o § 10 § 51 e 2T f.
L]
0 T T T T 0 T T T T 0 T T T T 0 I I I I
@ () ) 1% @ ) ) @ ) )
é\'&\ &:\q @(b%u %\%o, é\'@ /\,,9 @%v (b\cg;b @c}e» /\(,\csa %%5?9 \%@‘L 0‘\@ /\;9 @(b%v rb\q,b‘l/
RIS R N e FE R A



(o2

Activated Tregs
(% Treg cells)

Ki67+
(% CD4* Tconv)

Yao et al, Supp Figure 5

T cells Tregs naive Tregs activated Tregs
2.5x107 600000 . 250000 200000
n °
D 2.0x1077 . 200000+ 150000 .
© o 400000 o
S 1.5x1074 o ° 150000 .
5 } . .. . 100000
£ 101077 .%' i[‘ 200000 _E 100000+ : ° e % ° . .
L]
5 % _E_ i 50000
5 s . : : 50000 T + 3 + T+ -
° ° ° . . °° o o . e S . o o o ®
0.0 T T T T 0 T 1 T T 0 T 1 T 1 0 T T T T
P PG PP e G P P G A A g
PP & g © ¥ S P
& v@) gS ?:\rb‘b & & & ?’;ga K ?@ O Y:\po‘b W Yib &0 ?,‘\f‘:,‘b
effector Tregs CD4* Tnaive CD4* Tcm CD4* Tem/eff
* 30000 6x10° R 400000 800000
2 ) . 5| 300000 . 600000 °°
8 20000 . 4)(106 '% o o 200000 g 400000-| o o é ° T
% 10000 ®_® o e 2x10° | .
S %'Etr_% | o%e =2 5 100000 25 =3 & % 200000 F; + 3
2 3000 T - 300000 T 30000 100000 .
S 20004 ° 200000 R 20000 Son0e1 - .
> ° ° 3
c 1000+ e . 100000 ° 10000 . o000 ° .
0 T T T T 0 1 1 1 1 O T T T T 0 1 1 1 1
) 0 2 @ ) © 2 @ X \al 3 @ () el S
F P P S & N P & D P RO IR
& gé\ & ,559\ & &L P & & & & & &
S S ¥ ¥
CD8* Tnaive CD8* Tcm CD8* Tem/eff
*
) 6x10° 800000 30000~ r .
3 4108 . 600000 : ¢
- ool e . 3 400000 . 20000
2x10 LY . T
o W . R L& I +
o) 200000 40000 N e . o
S 150000 30000 10000 _I_ o °
2 100000 ° . 200004 * * —I—
50000 10000 . $ .
0 T T T T 0 T T T T 0 T T T T
R PG R I A F P P G
N D N R N WO
¥ gé\ & P ¥ ‘;b/\ & P ¥ R »
¥ ¥ v
activated Tregs effector Tregs CD4* Tem/eff CD8* Tem/eff
*
807 ———— 15 30 k¥ —~ 87
0~ > I 1 =2 .
H on = ° ® D
604 . . ol Q5 = O 6
o = O 104 . EL 204 gl— .
oI = o (38 '1T" o .
o TN BE . L3 -3 DR
P 5] < . @
o® .° Q]:)z 51 e '.E ‘i = QO 10{ o* ° 4-'1 %3 Qo ‘% E’ i
20 TR Ox P | ot O 27 .« %
~ o ® °
0 T T T T 0 T T T T 0 T T T T 0 T T 9_; T
PP P& XD P& F P P& PP P
& & F & F aE s 5 CHEE
A\ ‘?jb & \?'.\(b X ?g; 2 vz\(b N S ?:{b N E-MNG)
Ki67* CD4* Tconv Ki67* CD8* T cells d PD1* CD4* Tconv PD1* CD8* T cells
*
4 R 34 40 * 54
) ¢ > )
= c . = 4] e °
3 8 Q  30- Q o
+ © 2 ¥ |2 ° - ©
5 % oF $ + 5 Y
2 e . 2 % < 204 ¢ e}
o XA . S S a) ° _.} LA L °
T 3®m Sqm XF o ¥ o O i
14 e ° o 2 10 < ®
° o é ° ¢ < ° é 7 oo ° .}. °
L
O T T T T O 1 1 1 1 0 1 1 1 1 0 T T T T
e ® ® & PR I e O ® & e O » &
& s %\Ega & <& S (b\%@ & & & %\%’ & & ,D\‘g’
¥ 9 & ¥ 9 & N & N



Yao et al, Supp Figure 6

PD1+ CD4+ cells

Ki67+ CD4*cells

CD4+*cells

°
oo ¥ &
@%\% k%) b%\%%
< © <
(e ° (e
[ X & “.v Lu_ bv%
%%b % %,o%
()
° o0 _lt (@) ° _.0._|_ P
%, r %\u«
&@v\ =) ° S
o eoeoo a L4 S
e\o\w\ \,u\w\
’ T T T 1 ()
I s s s 8§ ©°
(AuOSL ¥ (10} JO %) (s1182 1 +8A0 1810} JO %)
AUOD| A0 +1Ad |92 1 +8AD +1Ad
o l*o F ouo’% o
“a, 0 b&%
4@ B o
° Oﬂﬂwo S 8 ° o_0|_|0._o 8 &
%%,o% & v%%b
) ooI.g o o% -awv, hDu ° oo . 0}
* S, + ° ()
ﬁ oS A 9 - © <5
X c Vb,
© o o o o o %%
o 5] © < N I T T T 1 A
- o o o o o
0 © < N
(Au0dL +¥@D [e10} JO %) (sl199 L +8QD [B10} JO %)
AUOD| .+AD +L9Y S|I90 1 +8AD +29™M
- vt . e
° ° -
@%\%m, ¢ &wv
® o | 7 5
° % o;"ooo % m ° ﬁ- o “4
Y O 2,
o  URN- & o ° S
% Q ¢ ;._-_ o %,
o O Y
8 -
i ] 2o
T T T T .w\o.v 4 \O\“\
© © < " o 7 I T T T T T | ®Q
[sp] N ~ o
A_m_oscnc:%oea 1219140 %) (1319nu Jnowin} [€10} 4O %)
L-vas L0 .8a0

ABT-199 S63845 A1331852

Vehicle

Idvad Ldd 8dD

Idva 29™



CD4* T cells

Lung Spleen

MCL-1
naive CD4 I: BCL-2
BCL-xL

MCL-1
CD4 Tcm I: BCL-2
BCL-xL
MCL-1
CD4 Tem I: BCL-2
BCL-xL

2.0

Yao et al, Supp Figure 7

CD8* T cells

Lung Spleen

MCL-1

naiveCDSI: BCL-2o  *x |

BCL-xL

CD8 Tem I: BCL-2
BCL-xL




a @ Ki67rTregs b (@ Ki67+CD8" Tem/eff Yao et al, Supp Figure 8

Ki67* (% in CD8 Tem/eff)

H—| L]
HH o
oo
—
“$es
colefbe
oo

T T T

@ D P P e v O

oL & & &L &
\%@ W& 8

& & oF
T R
Q
&\,Q &\,Q
S S
L I ]
Lung Spleen

C @ Ki67* CD4*Tefffem o (g Ki67+PD1+ CD4* Teff/em

5 § s

€ . 5

@ 2 4 .

€ 4 o 3

o . 8

8 £

- g

< +©

: 2

N

~

© +

< &
4

(\\(}ei 520\ S %»‘6 3 q?“) @é? 520\ 3 ‘bb“) 3 ‘bb“)
TG F IS
S S
\\Q \\Q
1 i L i ]
Lung Spleen Lung Spleen

e i Week1 i Week2
: : Collect lungs at

$63845 + IgG (n=8) ; : ethical endpoint
$ anti-PD1/1gG (IP) :
Vehicle + anti-PD1 (n=8) : : :

f“‘ <: $63845 + anti-PD1 (n=8) } } ; | } :' > 3cycles _

KP Vehicle + IgG (n=8) $63845/vehicle (IV) $63845/vehicle (IV)

\%
Day 0

f @ Ve - sess g (@ Tumour Burden

—— anti-PD1  —— S63845+anti-PD1

] 80+
100 s .
§ ] §60' o o ... °
2 ] 3 40
3 509 5
X : £ 20+
=
0_
0 T T T 1 ‘{\\(}0 .,Q\ (bq)b(p ‘b‘b@
0 5 10 15 20 ¢ & O \X@@
Q
days since start of treatment 5;3
>

h @ \Vehicle anti-PD1




Yao et al, Supp Figure 9
a (ew

) *okk
8 40- I_I
©
o 301 °
2 —-
IL-33 [%.* 8 20- o)
2
8 107 acee
+ °
(]
@
= 0 T T
lung tumour

b CD4+ Tem/Teff

4.0M :;": . %; 15- .
' 25 £
30M = E
<I - f—') 10_
O 20M - E o
w o
- 10M = o\o 5-
’ g
- .
° T ™ T B L | N L | U) O I

Bt 10°®

2]
0

" ST2-BV786

C (ew CD8* Tem/Teff

oM T E 1 51
98.7 ST2+ ()
1.29 |: °
3om g
< @ |+— 1.0+
1
O 20M [e0)
% G
L 1.0M = o\o 0.5_
N 3
: 5 —+
Vlwa ": ! :u" ! 'Ims ! ‘wﬁ @ 00 T I
ST2-BV786 $ g

d (e Treg cells

ST2+
9.4%

ST2-
86.3%

ST2-BV711

LA |
6

Gata3-FITC



	Supp Fig 2v2 Edited
	Supp Fig 3
	Supp Fig 4 and 5 Edited
	Supp Fig 6 Edited
	Supp Fig 7
	Supp Fig 8 Edited
	Supp Fig 9 Edited
	Supp Fig 1v2 Edited

