1727 PCT/SG2022/050240

WO 2022/225462

1014

BOHEAIGICINGD VY 0§
ayehnalin yous go opdures amy,

{smwBarddy s} Fuppng g

) %
popueny ApaEE
AopEEs arity e
] 1 sapBayiiy ] saneingisn

samsaidn

Suryory

Japsany

5365

sapnBaiide

uiipnpsun wuopsed sowg Avp 7 ump SHW

potros-ny uo prsads pur yorye sgoo 1y ypnaiosdsy

ooy

7 % M 3 v
7 W”m 7 ¥ho UG 2AYHGIAN i Z [RL¥
% 1 1 i 1 §
1 i § L] ] '
N morsandsy BORHAEY ¢ R0
BORIINAINGCY BonYEaT ¢ ereire oy AT
- (2350 0 O R HN T [ 1A S S
kg
6% y £¢ 2 4 Z <
1 i i i b i
H L] H H 3 i
£
wngyespusdaig, P ARPIUAL S Py
‘ k3 ® 040 HfE0 [EOBPSITEE
aﬁvﬁmx?x@. upsdiay, wysdsag m,.wﬁ.mvw@m Am spgd y wpesding

1520 5 Fogugy o




WO 2022/225462 2/27 PCT/SG2022/050240

\ L
\ A R \\; \\\\\\,\&%\\ Y
LY
v

NN
X ~§ '§.\:;\ A

R

N N
IR RN N
ﬁ \\§ It N
%\\\\N\\s& L -
AR
X D &



WO 2022/225462 3/27 PCT/SG2022/050240

o~
fan
fed
.
. ’
""v\ *\“
. o A I ———— o &7
t b H £~
3 L. { -

3%

[§ 70304
3
LieH
FIG. 3

4

ar ¥
BN WD
e -
- ]
P

Faveavesnaa,
: A

-
i o

s
“

“lone 1

{(A)
{
Clone



4/27 PCT/SG2022/050240

WO 2022/225462

v "OId

¢

V.

)




WO 2022/225462 5/27 PCT/SG2022/050240

T eoll- MO seloction inte S6-well plates by in sty styining with Tra-1-60

FIG. 4 (CONTINUED)



WO 2022/225462 6/27 PCT/SG2022/050240

Transiaced CB3H-HN atiached on MOs after 2 huurs pestsceding

R

X

iz

FIG. 4 (CONTINUED)



WO 2022/225462 127 PCT/SG2022/050240

crenates grovwih in 96well plate

RO et MO agg

Adding more fresh 3ty

N

. \ ::t:z:s




WO 2022/225462 8/27 PCT/SG2022/050240

Achding mrore fresh MOs for T ol MO aggrogatox growth fon S6owell plate

(B)

Adding nrove fresh MOs for T coll MO sggregates expansion i 12wl plates

MO aggregates sxpansion in -well platey

FIG. 5 (CONTINUED)



WO 2022/225462 9/27 PCT/SG2022/050240

Adiling ware frosh MOs for CDAHHEC MO aggregates growth iy 86owel] plate

()

Addding more frash MO | sggregates

eapansion v 13avel plates

CHIHHS

B 3 =

SRR

FIG. 5 (CONTINUED)



WO 2022/225462 10727 PCT/SG2022/050240

T

A

0RO

d MC-iPSCs

Ve
5

-

G-der

AR ERRRERRRRR AR AR AR AR AR AAAAAAARRRRAAAAAA

MRY

AR

R e

(B)

iy

VAV

Y

AR RN

o
&
FIG. 6

UL

NN

PBMC-derived MC-iPSCs

T AL

)

{C

Bttt

LU AR

¥ Y Y 6] Y ¥
2 £ £ L i3 ]
E < & = o™

uoesandxg o

Rtttttttttttrterttttttttrttttttttttte

s

HFF-01-derived MC-iPSCs

AL

101+

uoEsaIdKa %



WO 2022/225462 11727 PCT/SG2022/050240

RN

-

- Vo160

e Octs

oo QR

) CD34-derived MCAPSCs

e

FR

CRO1 CROZ CRUZ CRO4 CROS CROS CRU7 CROE CROS CR18 CR11 CRiZ

FIG. 6 (CONTINUED)

AN

R KRR

R RRRRRRRRRRRRRRRS

C03+ T-celis-derived MC-iPSCs

TROZ TROS TRO4 TRO6 TRGS TRO7 TROB TROZ TRID TRY1 TRiZ




WO 2022/225462 12/27 PCT/SG2022/050240

IROY
IROB
IROY
R0
iR12

Rt

/

RO
R02
R4 ¢
RO5 =
ROG

IRO2

L
»
3
A4
»

fnlL pxos

@
O N
o W - §Xvd
2
O 3 - A
< KX §IXEN P G
o X & & o o o
g SR - Lpuey 0O o m g om
'5 O
2 W e SVLVO S R
o] o O o e}
& ¥ & & £ & &
0 W e ddy Womomomomow
g *® B A« » &
&= - oS FI90 l_
S S - bxog
{8119 pyppuBsalIpUN O} aanees} L
WY e o
aBueyn piog Boy g 2Xvd =
) .
Q e gzom 2
% § % o = =
™o o
TEEEEE g nwm b puvH
2 R W ¥ B
-g P SVLIYD
588888 O
IXTITE I g - g &4V
. 2.
¢RI . L - $100
E‘:“ L ¥ 3 k3
" W ixeg ~ - = - o
(& {sieo pujeuIBIpUN O} SAIIRISE)
g L T 9X¥d sBuryn piog Boy
5
g L Nl S TOIN
kel
g Tl LN e LpuRH
"
]
e L ¥ivD
—
@
. ) ~ d4V
3
X
— M- IO

{s(j00 poIBHUAIBLIPUN O] SAIRRISI)
afiueyn pjog Boy



WO 2022/225462 13/27 PCT/SG2022/050240

S S SR
& o X ¥
Qoo QO
O a4 P © &
T Ng 32
EERERRN
O QO Qa o
* % « » + O
X0
) o e
]
oy - - XV
8
)
L - i §TON
= :
kS -y b ipuEH
>
T
% AR L] - SYLYD
g <G = 44y
0
.
] PO
o~
153 r T T Y
peay “ 2] e (=~ -~

T

{s{ie2 pajenuaiayipun o] aAeiad} a
aburyn pjoy Boy =
o)
Z
o
=
5838cg Z
EEEEEE s)
0«9 b ¢ % «x l\'
&
SYB8388 =
F F EF &L
R I S SV =
* B %« » ¢ O
£
g ll- 1§ (el
2
O oD - 9X¥d
=
kvl . .
o . ST
2
& - i LBUBRH
k]
)
2 o - aVIVO
&
i
o HIEED - ddv
+
a - w5390
Q H ¥ EH 1
o« ™ bl < A

= {Si}92 pajeRUAIBPIDUN OF BARRIA)
aBuryy piog Boy



WO 2022/225462 14727 PCT/SG2022/050240

FIG. 8

o~ = w3
s 3 =
[ e &

. = =
— 2 %

o
= peed

E.



15/27 PCT/SG2022/050240

WO 2022/225462

(QANNILNOD) 8 *DIA

[AttA

8D

.
m,.uw v B0

[Li2; %3



WO 2022/225462

(A)

16/27

¢ G %
= " 0%
= %
2 s %
= S @3
= —
£ Al @adf
E s 2%
£ - %
= —— c;?jsr
—

e © o o o ¥

f
3
O fesd L3 < O
g

{%) prorplissgdvad

(1) Cardiomyocytes differentiation

Y L 1 ¥ 1 6’&
< < Q <« <
°© €L by o~

100+

{05} uoissaadxa juys

PCT/SG2022/050240

FIG. 9



WO 2022/225462 17727 PCT/SG2022/050240

AN

¥ Y ¥ T 1
L] £ & Lol &
x> (o] - o~

(%} proaplie+sOVNA

3

{11} Ervthroid differentiation

100+

FIG. 9 (CONTINUED)

{1) Cardiomyocytes differentiation

] L] ¥ 3 ¥ 1]
L3 < 2 L2 b= <3
£ o &£ o) o~
oo

(B)

{9} voissoudxa jujo



18/27 PCT/SG2022/050240

WO 2022/225462

Hematopoietic mesoderm

& ) aBejusviod

Hematopoietic progenitors

)

MR8G 80

{

FIG. 10



WO 2022/225462

PCT/SG2022/050240

PS5

-1

rived MO

34-ds
3-de

-

T

“RAZ

s

1P

¢

ed M

~deriv

ool

15+

1

("

i

TRE

M ; .
R T G e

saong B on¥ee

i

¥

P8

red WC

oriy

IO -d

31

B 8
AN R T

Ny
SRR T

$HG1

¥;
e

GEAS e s
ﬁg e I

AN

TNe g

S

Reiyauede =~
e N
eVt SNg s

.5

1PS(

AR
RN TR
R \Q\\\fa

o o VA
s N
s SO

1
(&) Bowe g !
= S
_-_, ST
pey S R
by e, ¢ N -
e T ¢ S W
R 3
) 3 ANy
,LE % Nonggew W R —
3 N R s oRePy
ool oSN N
& — S &
X% P =
b - &=
- N
peees g S ol
s
W Faws: P R
O il W
hvs RN
peg 3\
T RN e R
o Sy
i
v
=
i~ N ¥ et
‘-5 sy 00 AN )
L Ty T
A o NRONRN N
1 N SRR o
g e g
E o SR ] .
found T ot o o
[onl WL bl AR

} - S ~

SRR

FIG. 11



20/27 PCT/SG2022/050240

WO 2022/225462

<1 'Ol
R o
” | s | F Smmmeeeees |
gRomas N SPRpO N R BPRpel oMl B Gpowmas  Ypowey W
* ' e L o0 . o UR:] * . oo S 081 . L — oo
m \§ “
X e -2 Lz Lr s
14 w s44 A ~B LoD
=1 : 90 - '8 L
o i - ¥
-8 Hm” i . 5D Lan e =3
Ly 2] Ly et Lot " .mﬂ _ Lo
Sl +¥500 SHB-L 4400 OWSd gaxN 10 At
Axusnygs umnandondoy (5
o aw
q poIeR 1R 3 poyion T g poyiey N ¥ POYR  H POy 2 gpome Y pogsi ity
1 i ﬂ w A, m 03 “ 1 i ..)m N 1. m \m 5, W 1 a!m 5 "w
RO ” e o oz
e ] [OF m” -ap -or w oy L
. e H Lo 7 e
’ - a9 g -8 -9 — L3 H _ “ Loy
58 -0g - 08 _ m — o8 | L8
-0k LOG Lf)3L Exer Lo prye Lsos
SHeO-L +¥C00 sfiar} +£Q0 QWH DRl 44

&auaye vornpnpsuer), (V)

{ %}
Asusinge Bupnwedionioy

ASUBIOis UOROnpAURLY



21/27 PCT/SG2022/050240

WO 2022/225462

€1 "DId




22/27 PCT/SG2022/050240

WO 2022/225462

fiugandinniss o séng

¥I "OId

Supseubasdag 1o sheg

fnunpesboudol o sAeg

B2 W Py L L v € ¢ 4 BL W PV OBV L Y € Z % B W OB ¢ ¥ £ Z %
] H 1 i i H i ; : S <) 3 i 3, 3. 3 ] 4 4 £ 4 3 ] i i £ £ £ F O] x
b3 v 2 3
5 RowmaY, ) & 2
pngsy; o 5 3 & G 3
¥ NGy et 8 -5 & L Y ~G0 »
. » m & ® PP - *.\.q % B i n
@ E 8 ¢ % LT $1 2
st L g ‘ -z 2 =2 RO T B T
3 e 2 8 4 m % E e 3 m =
L =2 TN B S e 8 | 1s 8
M m Ly bya] g 3 Ly « V5 g
¥ vy o m m P m
4 “E iy
“¢ o ut A 02 5
Yy ody ULIBYPRD-Y ey
] Bt 33 3 / % 5 2368 2
BupssuesBiosdss 1o sheg Bupmueliosdas 10 sheg Bupumediosdas 3o sheg Bumspeifioudas o sheg
, . . zk 7 W ¥ 7 74, £
AR R NEEEE BB LYl BB LLS I S S S o S A S S A
5 £ H 3 3 3 $ % LI W 2 v EEY
g % 2 Z
3 ; & - %
. % ® wFLO e 8 8 [T 5 #
; ¥ 2 O v 2 o hE b %
% % i ta L2 5 i 5 L. s &1 3
¥ i~ £ oy o 14 . _...i % 2 . riT¢ 5 7 @
e M v Z, . e & 2 L¥ % Fod ) R o v %
i 8 e g 4 8 Biz - 5, 4 oaly ® TR R i1k L2 S
- % ~f m 2 % i m % L4 m am ~8 N
g g g g
S, “y 2 -5 e Ly 2
diy ®
YREU Bouey UsIRI-g
Hugunsesfonsdag $0 w52} Bupsueiicadss g 540 Sununaueifiontss g ghegt S oudas 30 sAng
8 W oy W L 0y £ ¥ 4 82 3 $ ¥ L v ¢ 2 3 EZANE TR 2 T £ S S z % 82 W ¥ & 4 ¥ ¢ ¥ 4
1 4 3 £ A 3 4 1 S (43 W ) 3 % 4 3 Fl A 3 S 53 w 4 - b 4 2 b1 3 ) ] mu ] i 1 bl 3 3 ) i b gty W
H 2o % wi 7 :
* 2 # % . . 2 Tl % % g
= w_w % fa w,w P mwm ¥ = M m w w & ro {Q.O.m ¥ s » ) 'w.w % 3 wma.vm
rtors 3 # ;s i® 2 i 46 8 5 8 8 . 1lyp3 3
# Le L Ly be © , Ln B 2 2 2
1 z L% Lyn & L1 124
o Y ] P @ 3
gy % Tl % Tles 51 %
2o @ tieus “ yiwug « 2ET) e



PCT/SG2022/050240

ST DIA

Hunuestinides jo sAeg Busunuesfinider Jo sAeg
gz 2 W@ 4 v £ I 4 & ¥ vy Ly 4L 0¥ £ %
3 L 3 3 3 b3 i

b3 i £ H i £ £ H b H

=

=

7 RoAE v
WPy B
g os p¥

H
.~
L
-

f~ R

-
R
TR
aw
S
*

T

8 - vt

T
(23

TRt
e
- ¥
3
"

< &
6 ey o3 uopssoadia sapRioy
*

- ~
0 Augy o) sosssids aanuay

peddy BELWNG

Bupansibasing jo sheg BugenupsBordes 50 shug Biumseabosdisg jo sheg

B2 42 ¥ 2 L ¥ £ T % 82 2 ¥ ZV 2 v £ 2 % 2 42 F TV 4L ¥ £
j 11 j 1 1 3 } i H i i £ 1 F 1 i i 4 : S 4 i 5 3 3

23/27

WO 2022/225462

2
<
=

t
w3
o
»
L]
Ko
o
Y
-

)
2RRN

Y
=2
-

mmwuw

Py

54

-t
oS

< N
Ty
s . 3

i

¥
Ead

Mwwc

iR

R

S

R 2 ]
+

[ {
w9
N v

| e}
e
- ®
| saannne }
:
B
g feg o3 uomsoadica sy
£ H
b3 ™~
¢ Aeg o3 uoissaide saReRY

iR £X0g #1800

BusunusBordal jo sAng Bunumueifiods i sdeg

8T 3L ¥ L &L v £ L 4% gz L ¥ ¥+ L ¥ £ ¥ 4
B JUUUUU JOUUUUE UVUUUE JOUUUUNUDIUIL SOUUIUD DUVUO SR SN S S SR S S S |

E~3

L=

SR
g
i
o&*
-
¥
-

[oasaaaes ]

-

He

R- 2

Ciw:

i

¥

-

=3
¥
N

1
£y

g 2
I« I

¥
o
g Aeg) 03 umpssaning sane|sy
Lanaaans 3

I %
& Regl 03 HISSOLENS SARRIY

epon

1 1
i3 - <

¥
o
£ Ang] O uojssaidxe aaneay

1
F



WO 2022/225462 24727 PCT/SG2022/050240

151
Diekd
rrhtd

- o
w

——— K®

¥
& R
AL
$$ﬁ R B > T v SR AN
N e I
A R R R R R R R R R R R R RN %% £3. Ri. i dn. o be. il
e B, M B W W W
X T I X I X X
A A A A A R R R AR AR AR R AR e ( % Y v)r Y ..ui..\ ¥ ~
Sttt J
Y VU T VR T VU
(SO B T S I R
B b o o* %
oo S o S T e T e S
R R X U ¥ SRR % UURE & SR % SR
AAAAAAAAA o S S A A
. i B L. L W
ey D WF Y WY N
m AR R Y
R R
p—
; * X ¥ » * D
] 2 o 3 © 2
S & & <+ N
v % e
1 : o 4 o
uoisssadngy o o RS .
o
- pxos I
- st axXvd
<
U
i - REAR
x
3 = N - Lpue
+ & + Il
m anad "E
&= @ WE - B ER G
= =
£ N ] > 44y
Ll b -~
foved * ot
o |+ o "
e - R IR0
% g ¥ ki 1) ¥
o & 3 o € oy o
4 piog Lsssaniny
O
fPhes)
&
B
5 ¥ ¥ ¥ ¥
oy O W o 2 o
N * - = =
< o< < <o <o

{%)
Kousioye BugauresBosdan

(A)



WO 2022/225462 25/27

ctrrserrret gy g

3111 Tubulin

AN :;{r '
W N \\\:;\
s
<
S~
e
o]
&
<

(D)

PCT/SG2022/050240

FIG. 16 (CONTINUED)



5
H

WO 2022/225462 20/27 PCT/SG2022/050240

1 picked and

angle colo

o
BN X o
o et e md e
2 ZZ Z Z
e 2 e =2 =
o9 > ¢
o N 993y
2 L Zzzzz
A P - -
JU
& . B o« > e
T35
S ® 2 ml  vos
&g O
REER [753
- &  wbwem b oxvd
2R = £ e - STTXEN
iy g
& @ N = Lpuey
s ia

&

o o - SYLYD

¥

-

2 =
N I 3 §
a2 & - v
& .
= 3 *
B s JE>tlel
)
"g@ L] ¥ % ¥ H
B 5 A A S ~
[ o =
R el p1og uosssaidxg .
AR &)
&
R
wOw =
g g 009
5w - .
= $3% 8
o2
- O W
100 |
E M ig
> W -l
E: Q Z
b 7] s
i &
>
o
o =
g T
- @
'.’E’g ,g Y 3
= - s
~ @

i 5
s~ - -
< z

i ] % H 1] 3
<F <3 < <3 o o
E o @ - o

(B)

uoissadny ¢,



WO 2022/225462

$3-111 Tubulin

AFP

27127 PCT/SG2022/050240
A Moo
\\\Q\Qtﬂ R v~

i
N

SR
RS

-

R
ax

N

FIG. 17 (CONTINUED)

4 J

{



