WO 2014/005909

PCT/EP2013/063448

1/11
Figure 1
A
**
¥ ** L
* 25 - -
1 ®
s
8 20 4 .
< °
g' 15 4
2>
™~ 10 -
£
[ o a
- 5 - ® AL
2 —a e A A
X ]
° 0 ) m-
T T %
| i n-v
Stage
B
Stage | Stage Il
A g
> 105 968 0.04 0.05
pd
L.
PBMC
W ‘.::'..r )":::;_.;.'.:
I ] 1.12)
103 10* 10° 10°
05417.8 3.17 0.43
Tumor
tissue
2.38_
1(|)5
>

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448

2/11
C
1000 - : 17
800 - 7 IL-21
600 -
400 -
— 200 - N
g 1 ——
] h L L
0 T 1 ]
I ] ni-v
Stage
D
o 18 - * M Tumor tissue
8 16 - ] PBMC
>
O 14 +
2
£ 12 A
£ 10 -
>
~ 07
'.E 6 1 *%
*%
5 47
= 2 B =
0
I Il n-v
Stage

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909

311
Figure 2
A *
50 - " -
A
40 - Laa
& Y
@ 30 4 ] N AL
< WA
© 20 4
S - AAA:
10 ‘A‘:A‘
_._._.s_‘_ .- A A A AA
0 T T T
| Il n-v
Stage
B
A Stage | Stage Ili
™ 5.60
Q.
x
o
L
T
417

i937 3447

— gy
10° 0 10? 10° 10% 10%

PCT/EP2013/063448

PBMC

Tumor
tissue

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448
4/11

C
25 - mEmm Tumor tissue
[ PBMC
20 -
7]
& 15 -
'_
2 10 .
5
0 -
| | [ ¥\Y;
Stage
D I .
A socontrol Helios
m 105 4 1054
o ]
x 10 0 10
(o)
m 10% 4 10° -
—
Helios
g *
I 1
:,_: 100 ﬂ .
+ 80 N
m -
O 60 -
m -
T 40 - S
L B .
© 20 v '
<O
e Tumor PBMC

tissue

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448
5/11

m

1.6 1
1.4 1
1.2 1
1.0 1
0.8 1
0.6 1
0.4 ;
0.2 -

% of demethylated Tregs

| I v
Stage
F G
50 4

(2] (2]
=) o
e o
= -
Lo L
o 3]
R S

v v . v v ] 0 ' . v v .

0 5 10 15 20 25 0 1000 2000 3000 4000

% of Th17 lymphocytes Number of macrophages

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448
6/11

Figure 3

60 -
50 |
40
30
20 -
10 1

% of Th1 lymphocytes

| I n-v
B Stage

600
500 -
400 ;
300
200

100
L
| I v

Stage

No. of mDC/1 M of isolated celis

1600 |
1400
1200
1000
800 1
600 -
400 -
200

| I n-v
Stage

No. of macrophages/t M of isolated cells

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909

Figure 4

A

Cytokine concentration (ng/ml)

9]

Spontaneous cytokine production (pg/ml)

7.0 1=—2 Spontaneous production
6.0 { mmam Production upon stimulaion
5.0 {
4.0 -
3.0 1
2.0 | i Ii
104
03T
0 - r
Y J4 3J 0% %S ST e a2z
S - T == 422 dd a8
2000 4 —®— IL-1p
o Y IL-6
1600 1 - g 1L21 o
1200 H ~—B— JL-23 .
800 4 -8 — |L-17 O
400 e
£ o
20 T

L\
™

o)(‘\_ff.-o

7/11

==
0 e = -
I I v

Stage

Chemokine concentration (ng/ml)

% of B-actin expression

80
70 A
60
50
40 1
30 |
20 A
10 -
5

PCT/EP2013/063448

CCL20 ——— 7+

cXcLio4——— 1+

0 ﬂ n& ﬁ l :
N [T ~ o - N [+2]
O 0 = =1 b I
588888 %
1.2w —o— TGFB
1.1 1
1.0 4
0.9 1
0.8 1
0.7 {
06 T T T
| 1 n-iv
Stage

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448

8/11
Figure 5
A B
25 - 80 -
— . °
E 5 E
£ g
S 151 8
S E
10 3
a Q
& N
3 i 3
O o
0 . . . , . \
I I n-v 0 500 1000 1500 2000 2500
Stage Number of Tregs
C 100
80 4 .
_ Tumor tissue
60 -
__ PBMC
20
0 N 2
0 10? 10°
*
7000 - - -
r
G 5000
O
T -
o 3000 |
™
= 1000 -

Tumor tissue PBMC

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448

9/11
D
30 ' = Tymor tissue
—= PBMC
25
0
T 20
)
+
B 15
X
° 10
2
5
0
Treg Tconv
E
A
(4P
a | w165 5.6
x ]
2
Tumor
tissue
14.7
] :)1:)2 1(‘)3 (')“ ,1(;5
s 15.0 1.1

PBMC

2.1

T Py
10° 104 10°

>
Ki67

SUBSTITUTE SHEET (RULE 26)



PCT/EP2013/063448

WO 2014/005909

10/11

Figure 6

11}

<

OoVv-90

0470X0

6710X2
22100
127102
02100
61100
- L1090
§100
<700

J T T T 1
wy [=3 [Yel (=] w0 (=] w o
o o ~—

(lwyBu) uoneszuasuod aupjoways

SKOV3

01710XD

6710X0
22109
2100
02102
61700
L1700
§100

<100

M IFNy stimulation

T T T
0 0 0 0
3 2 1

50 1O Spontaneous production

40

(lw/Bu) uoenuasuos aupjowayH

o

L 0L10XD

I 610X0
j 22100

: 12700
02100
61700

417100
} §100

Patients

F 2100

10000
8000
6000
4000
2000

uonejnwys AN4| uodn abueya-pjo4

Macrophages mDC

Tumor cells

10°

10°

103

102

100

¥ T
o o (=]
~ o~

80
0

XeNJO %

CCL22

SUBSTITUTE SHEET (RULE 26)



WO 2014/005909 PCT/EP2013/063448
11/11

Figure 7
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