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FIG. 1 continued
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FIG. 1 continued
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. . p-value
expansion expansion
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FIG. 2
A
Dose and duration of factors evaluated Response outcome
Actvin Ry CHIRg BMP4 % RV
Condition A @M) @M mgm) KPRt matopoietic
(ng/ml) cells precursors
1 0 0 0 50 0.44 136000
2 80 0 0 10 1.07 271500
3 0 15 0 10 9.19 401500
4 80 15 0 50 18.5 469000
5 0 0 15 10 1.18 271000
6 80 0 15 50 2.06 403000
7 0 15 15 50 30.7 185500
8 80 15 15 10 25.6 370500
9 0 0 0 10 0.6 96500
10 80 0 0 50 0.97 92500
11 0 15 0 50 17.7 655000
12 80 15 0 10 16.3 348000
13 0 0 15 50 4.57 75500
14 80 0 15 10 1.38 108500
15 0 15 15 10 38 60000
16 80 15 15 50 38.7 381000
17 0 7.5 7.5 30 5.61 498000
18 80 7.5 7.5 30 19.2 362000
19 40 0 7.5 30 242 304500
20 40 15 7.5 30 36.6 469500
21 40 7.5 0 30 9.25 344500
22 40 7.5 15 30 30.8 350500
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FIG. 2 continued
Activi o Total number
. VIl CHIRz4e CHIRsge BMP4 0 of
Condition A (M) @M)  (gml) KPR+ g matopoietic
(mg/m) M H cells P
precursors
23 40 7.5 7.5 30 9.24 450500
24 40 7.5 7.5 30 11.4 388000
25 40 7.5 7.5 10 30.1 440500
26 40 7.5 7.5 50 283 491000
27 40 7.5 7.5 30 16.9 425000
28 40 7.5 7.5 30 26.7 385500
29 40 7.5 7.5 30 14 368500
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FIG. 2 continued
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FIG. 3 continued

Condition 7 Condition 18  p-value

Total cells per 977 x107 = 431 x10°%
‘ , . . 0.0003
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FIG. 4

&% 8y Ax op A% 9y %5 By XK By ZE By %% '8y oh Hx By

e e v &\&@&%\

F Rk PR SUTELR Sy ing LEFEFR LIV 1TIFTE6 FIFCE6

&§ B e e e e e \% -

SHE08 B FLL Pizgl PoFLe B F o0 L0809 b F 5L PErial




PCT/SG2019/050023

T-Bra

10/75
FIG. 4 continued
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FIG. 4 continued
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FIG. 4 continued
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FIG. 5 continued
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FIG. 5 contiued
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FIG. 5 continued
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FIG. 6
Dose and duration of factors evaluated Response
outcome

Condition Activin A CHIRy4,, CHIRsgs,  BMP4 % KDR+

(ng/ml) (uM) (uM) (ng/ml) cells
1 0 0 0 10 114
2 0 0 0 50 12.3
3 50 0 0 10 38.1
4 50 0 0 50 30
5 0 12 0 10 48.5
6 0 12 0 50 53.8
7 50 12 0 10 57.2
8 50 12 0 50 49
9 0 0 12 10 27.2
10 0 0 12 50 33.1
11 50 0 12 10 45.9
12 50 0 12 50 454
13 0 12 12 10 53.7
14 0 12 12 50 42.9
15 50 12 12 10 54.3
16 50 12 12 50 69.6
17 25 6 6 10 63.7
18 25 6 6 50 54.6
19 0 6 6 30 49.8
20 50 6 6 30 55.1
21 25 0 6 30 49.4
22 25 12 6 30 47.8
23 25 6 6 30 47
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FIG. 6 continued

Condition Activin A CHIRy4,, CHIR4s,  BMP4 % KDR+

(ng/ml) (M) (uM) (ng/ml) cells
24 25 6 12 30 43.4
25 25 6 6 30 59.9
26 25 6 6 30 69.3
27 25 6 6 30 53.2
28 25 6 6 30 56.6
29 25 6 6 30 59.5
3

B
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FIG. 6 continued
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Ty A WS {_}E.w




PCT/SG2019/050023

B3

‘ &gs

&

D9

A

XX
XX

&
b

46

¥
*

- &6

*
-

D12
BRY

21/75
FIG. 8

XY

&

46

x
-

D5

WO 2019/143292

46, XY
46, XX

k3
ES
¥
x

X13




PCT/SG2019/050023

WO 2019/143292

22/75

FIG. 8 continued
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e

¢
s

whe b

iz

EE ey
SR
AR

fuR

{8

%

i

D12

D5
BRY

My

2

SHDB3 POIERUBIBLIPUn O3 DANEID) vorsaidns w pEury P4




PCT/SG2019/050023

WO 2019/143292

24/75

FIG. 9 contined

ey
gy
i.7
&V&X

hES-3

% 4% B
e G <

S{fas paenuasaliipun o} aalelas vorssaldys w s8ueyd plo4




WO 2019/143292 PCT/SG2019/050023

25175

FIG. 10
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FIG. 12 continued
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FIG. 12 continued
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FIG. 13
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FIG. 13 continued
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FIG. 14
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FIG. 14 continued
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FIG. 15 continued
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FIG. 15 continued
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FIG. 15 continued
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FIG. 16 continued
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FIG. 16 continued
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FIG. 17
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FIG. 18
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FIG. 18 continued
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FIG. 23 continued
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FIG. 25 continued
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FIG. 26 continued
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FIG. 28 continued
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FIG. 29 continued
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FIG. 33
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FIG. 34

Bt
o]

More
Apotosis

Annexin V

HIPSC erythroblasts with OPS.
MC co-culture/agitated

o295 BECE RN

Less
Apoplosis

FIG. 35

b2

Nen-apoptotic snucizated onlls

(353

A

ey S b SRR 1%




PCT/SG2019/050023

WO 2019/143292

62/75

FIG. 35 continued
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Cell Viability after 24hr of treatment
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FIG. 38
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FIG. 38 continued
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FIG. 38 continued
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FIG. 39 contined
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FIG. 39 continued
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FIG. 39 continued
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FIG. 40 continued
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FIG. 40 continued
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FIG. 40 continued

E Giemsa staining to identify enucleated RBCs




