WO 2023/073107

PCT/EP2022/080088
1/8

hiPSCs

complete MammoCult medium
+ proliferation supplements

+ heparin

;| +hydrocortisone

Step 1

mEBs ——= enriched for non-neural ectoderm cells ﬁ

3D-culture:

Matrigel + Collagen |

floated in EpiCult-B medium
/ +pTHrP

mEBs

complete EpiCult-B medium
+ hydrocortisone

+insulin

+FGFI0 Step 2
' |+HGF

mammary like organoids/lactocytes

lactogenic medium:
+ prolactin

+ hydrocortisone
+insulin

milk protein expression induced j

FIG. 1

SUBSTITUTE SHEET (RULE 26)



WO 2023/073107

D-2

DO

D10

D15

D35

D40

D42

hiPSCs

:

EBs

mEBs

mEBs

2/8

-+ proliferation supplements
+heparin
+ hydrocortisone

complete MammoCult medium

EpiCult-B
+ supplements
+pTHIP

complete EpiCult-B medium
+ hydrocortisone

+insulin

+FGF10

+HGF

mammary like organoids/lactocytes

]

complete EpiCult-B medium
+prolactin

+ hydrocortisone

+insulin

+progesterone

+ B-estradiol

milk protein expression induced

FIG. 2

SUBSTITUTE SHEET (RULE 26)

PCT/EP2022/080088

} Step i)

Step i)

Step iii)

> Step iv)




WO 2023/073107

D-2

DO

D10

D15

D35

D40

D42

3/8

hiPSCs

|

EBs | complete MammoCult medium
+proliferation supplements

-+ heparin +BMP4

i | +hydrocortisone

mEBs

EpiCult-B
+ supplements
+pTHrP

mEBs

complete EpiCult-B medium
+ hydrocortisone

+insulin

+FGF10

| +HGF

mammary like organoids/lactocytes

complete EpiCult-B medium
+prolactin

+ hydrocortisone

+insulin

+progesterone

+ B-estradiol

J
milk protein expression induced

FIG. 3

SUBSTITUTE SHEET (RULE 26)

PCT/EP2022/080088

} Step i)

Step i)

Step iii)

> Step iv)




PCT/EP2022/080088

4/8

¥ Old

WO 2023/073107

(n1 doig (1 deyg (it deys (1da1s
AL A A N
\ v " ~N— N
4% Gt Gl 0L 0
| or-ae GE-Gl GL-0l 0L-0 | Cc |
_ |
O
W
~ 4150 @
23 1 = (s0Sdi) sl
oo 0L wa)s ejodunyd
€ paonpu| uewnH
14 gl
P O % A =
== ) : O (@] ' :._m . ”u“.nnu O OO @
‘ONaN 12 B2 2
2 Aly 5
0= 7o sog < =
2 2 s 2
o = €= Aoy Wv M h=4
& p =
I ) &
09 G -0 Gl 'S &
- sieyiew - - =
suijod-Hlipy Siyleuw jelpyyds feuiwin IBljoYid0AU / jeo-jeseq (wispopua g wlispojos) ebeaur] fousjodinig
e o

SUBSTITUTE SHEET (RULE 26)



PCT/EP2022/080088

WO 2023/073107

5/8

‘Uoljejusiagip pajoalp-az Ul

8|gejoa1ep J,usi uoissaldxe
(eyeg  uesed) NSO

(1 dayg
A

(1daig

Gl

01-0 -

¢¥X0d

0l 3
>

Gl

-0¢

gl

(sOsd!
wig)s wajodunid
poonpu| UBWNH

(uoissaudxs
ausb anpejey)

seesssessessscsscsese FMQ 8809500000000 0000800000000600006009908000500080000050000800000000800000CE0PN0E000006000000000000000000008005000080080800880 OO

) sl189

fouen

SUBSTITUTE SHEET (RULE 26)



PCT/EP2022/080088

WO 2023/073107

6/8

0l Aeg ¢ keg

02 00 G 0

0Z 0 5 00keqg

HHRKR

Su

FHFF

rdNg
5 g

(Tw/Bu)
0C 0l

o OO
© < N
s|je0

(%)

o 6700/, Ny0d3

<o O
<O
—

0

0000}
00002
0000€
0000t

<
<
<
<
W

(%) siens] yNYw
o - VZdV41 enjeey

9

Old

(Tw/bu) ydng

0

0§ 0

R N

UOIRAUBIUO0I
7dWNd

G
0l
Gl

<
o

o (%) sie0_gvivo

(Tw/bu) yding

0

0z 0L §

e

OO O
<

OO
—

(w/bu) yding

0 0§ 0

o N
(%) S0
o +Wv2d3L LN

i

jw/bu o} ‘ydng+

i

[w/bu G pdiNg+

(pdnig-) 104u0D \

o [ — uonenuaIayip jusupwwos | UOIeuLIO}
SENPEOI AN o HOWPH Jejosnje B youelg abesuy| Aewwepy (sg3) saipoq proAiquig
2a Gea G610 010 L0

\ ding

+FONW/J6¥a0

©

SUBSTITUTE SHEET (RULE 26)



PCT/EP2022/080088

WO 2023/073107

718

01 Aeq

¢ keq

0c 0l §

0

0¢ 0

§ 0

0 Ae

m FREF Su _
01 Aeg ¢ keg
pm pv m o ow p_ g o OANQ

_ X

0o¢
009
006
00c}

<
fo g
(e
~

(%) siere] YNYW - NdO sAejey

S

('Juo)) 9 OI4

0 Aeg ¢ feq
00 G 0 0Z 0L § 004Aeg
e A S
_ FRNH w—\_ _
01 feg ¢ feq
0z 0L G 0 0z 0L § 00feq
il gy
JELUL Ju
Ea m m 000
_ 0009
| 0006
_ et mC _

(9%) sjene] YNYW - 9Xvd eAnejey

¢ keg

0

TE

00

Req

B rwm |

su

01 feq

Su

¢ feq

0
000¢
0009
0006
goocl
00051

0

Su

HRHH

<

0002
000y
0009
0008
00001

(%) sjene] YNYW - |1 X0S eAeiey

X

< (%) siane] YNYW - Ozdv41 enieey

SUBSTITUTE SHEET (RULE 26)



PCT/EP2022/080088

WO 2023/073107

8/8

L Ol

ceheg  echeq o feq ¢cheq  gcheq  ogheg geheq  ¢cheq  og feq
ding ding ding diNg diNg diNg diNg diNg diNg
+ |OJUOD + [OQUOY + [ONU0D +  |OJUOD + [OJUOD) + [OJU0) + [OJUOD + [OJUOD -+ |ONUOD
L o 1 1 . I o L .F. BN NN W N vm_mﬁllo “_ “ ._. I ] _ i 0
‘”.” o a o H . “l”. 3% a%a %" . H ” o & &
P o L) ﬁ.h. .
P oY) ..
e 0002 = = g -00Z
e T3 005 & @
H”H” looovmm \QMH ”H”” -00%
- En ool ST [
L H0009 3 3 T 009
= =
> =
L0008 L0051 008
4 e Wyod3 ) Wyod3 Wyod3 N
SO O S0 OOF O O O OhOF O O O 0 ,0F O O O 0,00
_ : P st . . .
%626 ,, %6512 01 %960 7 \ommﬁme- %01 71 %G mmms- %ZE0
oL E 0L ; 0L ; 0L
%199k %5zzfs0b  %seas %9z5eF<0 %G 0 %06LFs0" %0z 9p
9 (+) ding Y. (+) losu09 Y,

(%) siena)
L YNYW - YYHST ennejey

SUBSTITUTE SHEET (RULE 26)



