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SUPPLEMENTARY MATERIAL

| Undifferentiated hESCs

!

[ DO: Formation of EBs by suspension culture

L
Collection the typical day 4 EBs, seeding and co-culture

under the following three different conditons,
24 wells per medium, repeat at least 3 times.

!
Y ¢ l

| Control media | [ Hormone media | [ Testicular extracts media |

Yvy

| 011 :culture with maturation medium |

y

Evaluate the efficiency of forming oocyte-like or ovarian-like
structures (Based on the morphology. Assay the specific
markers expression of germ cells with IHC and RT- PCR
(random sample of three different cultures at11,20 and 34 day).
gPCR analyse the expressions of specific germ cell and oocyte
markers in typical ovarian like structures and compare with
undifferentiated hESC, EB (D4), Testis and QOvary .

Supplementary Fig. (1). A flow diagram for obtaining ovarian-like structures from hESC.
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Supplementary Fig. (2). RT-PCR expressions of germ cell markers: OCT4, NANOG, DAZL, C-KIT, STELLA, SCP3, VASA and oocyte
markers: FIGLa, ZP1, ZP2, ZP3, GDF9 and FSHR on day 11 20, and 34 cultures with different treatments; C — Control (KO-DMEM with
FBS), H- Hormone, and T - Testicular extracts. Samples were collected randomly and analyzed by RT-PCR, B-actin served as an internal
standard. Markers were examined in human fetal ovary germ cells (hOGC), undifferentiated Endeavour-1, 19-week human fetal ovary
(Ovary), 19-week human fetal testis (Testis) and human fetal fibroblasts (HFF) were used as references. Most germ cell and oocyte markers
were expressed in ovaries, hOGCs and treated cells, not expressed in HFF; Oocyte markers: ZP1 and ZP2 were not expressed in the testis.
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F-ACTIM, 541 bp
OCT4, 371 bp
MAMOG, 208 bp
FIGLx, 344 bp
DAZL, 128 bp
ZP1, 162 bp
ZP2, 217 bp
ZP3, 151 bp
GOFS, 197 bp
STRA, 227 bp
C-KIT, 155 bp
STELLA, 238 bp
SCP3, 344 bp

VASA, 238 bp

FSHR, 342 bp

Supplementary Fig. (3). Germ cell markers are expressed in OLS derived from hESC. OCT4, NANOG, DAZL, C-KIT, STELLA, SCP3,
VASA and oocyte markers, FIGLa, ZP1, ZP3, GDF9 and FSHR on day 11 and 28 in OLS; STRA and SCP3 were weakly expressed. OLS,
human fetal testis and ovary were analyzed by RT-PCR; B-actin served as an internal standard. Lanel-3: OLS (D11); Lane 4: OLS (D28);
Lane 5: 19 week human fetal testis; Lane 6: 19 week human fetal ovary.



