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Abstract

The embryonic stem cell cycle (ESCC) and let-7 families of miRNAs function antagonistically in 

the switch between mouse embryonic stem cell (mESC) self-renewal and somatic differentiation. 

Here we report that the human ESCC miRNA miR-372 and let-7 act antagonistically in germline 

differentiation from human embryonic stem cells (hESCs) and human induced pluripotent stem 

cells (iPSCs). hESC and iPSC-derived primordial germ cell-like cells (PGCLCs) expressed high 

levels of miR-372 and conversely, somatic cells expressed high levels of let-7. Manipulation of 

miRNA levels by introduction of miRNA mimics or knockdown with miRNA sponges 

demonstrated that miR-372 promotes while let-7 antagonizes PGCLC differentiation. Knockdown 

of the individual miR-372 targets SMARCC1, MECP2, CDKN1, RBL2, RHOC, and TGFBR2 
increased PGCLC production, while knockdown of the let-7 targets CMYC and NMYC 
suppressed PGCLC differentiation. These findings uncover a miR-372/let-7 axis common to 

induced pluripotency and primordial germ cell (PGC) specification.

Graphical Abstract

Let-7 and miR-294 antagonistically regulate somatic versus germline fates through their influence 

on multiple cellular pathways.
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Introduction

The generation of human germ cells in vitro provides a promising avenue to study the 

molecular basis of their development as functional studies are not feasible. Successful 

differentiation of PGCLCs from ESCs has been reported in mouse [1] and human [2–4]. 

Importantly, in vitro differentiation recapitulates many major events observed in vivo [3–6], 

and mouse PGCLC function has demonstrated with successful spermatogenesis and 

oogenesis resulting in live births [7, 8].

miRNAs are short single-stranded RNAs that destabilize transcripts and repress translation 

primarily through partial complementation with the 3′UTRs of target mRNAs [9]. Several 

miRNAs have been implicated in PGC development [5, 10]. In particular, let-7 blocks the 

production of mouse PGCs both in vitro and in vivo, at least in part through the key PGC 

specification transcription factor, Prdm1 (Blimp1) [5]. The knockout of the miR-290 cluster 

in mice results in a subfertile phenotype with a reduction in PGCs but the specific targets 

remained to be investigated [11]. The miR-290 cluster (or miR-372 cluster in humans) 

consists of a combination of miRNAs, including members of the ESCC family, which have 

been shown to antagonize the let-7 family in the differentiation of embryonic stem cells [12]. 

Here, we aimed to dissect the roles of the let-7 and ESCC miRNAs and their targets in the 

production of human PGCs using an in vitro model of human PGCLC differentiation.

Results and Discussions

To evaluate the roles of miRNAs in PGC development, we differentiated human ESCs and 

iPSCs in medium containing retinoic acid and then enriched for PGCLCs by fluorescence-

based sorting using SSEA-1 and C-Kit [1, 2]. Differentiation of hESCs and iPSCs resulted in 

~2.5–3.2% cells co-expressing both PGCLC markers, referred to as double-positive (DP) 

(Fig 1A–C). Somatic cells lacking these markers are referred to as double-negative (DN). 

DP cells expressed high levels of VASA and DAZL with concomitant up regulation of 

PRDM1, DAZL, SYCP3, NANOG, POU5F1, and SOX17 (Fig 2A–E), similar to previous 

studies [3, 13–16]. However, SYCP3 immunolocalized to nuclear puncta without 

synaptonemal complex formation in 29% of PGCLCs, suggesting they have not entered 

meiosis (Fig 2F). High levels of H3K27me3 and H3K9me2 were observed in H9 derived DP 

and DN cells, respectively (Fig S1A), consistent with epigenetic reprograming of in vivo 

PGCs and somatic cells during development [17–20]. Partial demethylation of the imprinted 

H19, PEG1, and SNRPN loci was also observed in the PGCLCs (Fig S1B), as found in 

mouse and human PGCs at late-migratory, pre-meiotic stages [2–4, 14, 21].

Since the ESCC and let-7 families of miRNAs function antagonistically in the switch 

between mESC self-renewal and differentiation [12], we asked whether they function 

similarly in the reactivation of pluripotency during PGC specification. The ESCC miRNA 

miR-372 was highly expressed in H9 derived DP cells while let-7 was undetectable (Fig 

3A); the converse was found in DN cells. Introduction of miR-372 mimics into H9 and H1 

ESCs prior to differentiation increased the frequency of DP cells from 2.8% to 4.7% (1.7 
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fold) whereas let-7 mimics had the opposite effect 2.8% to 0.7% (0.25 fold) (Fig 3B), 

suggesting antagonizing roles of these miRNAs in PGCLC derivation.

miRNA sponges [22] were used to knockdown endogenous miR372 and let-7 function in 

hESCs and the specificity of the sponges was confirmed with target derepression as shown 

in Fig S2A–D. Sponge introduction did not alter the pluripotency of hESCs as they fully 

retain the capacity for multilineage differentiation as assessed by embryoid body formation 

(Fig S2E). Subsequently, H9 hESCs expressing these sponges were differentiated as 

described above. While the let-7 sponge significantly promoted PGCLC formation (1.7 

fold), the miR-372 sponge abolished it (Fig 3C). The positive effect of the let-7 sponge on 

DP cell yield was recapitulated by the overexpression of LIN28, an inhibitor of let-7 

biogenesis (Fig S3A–C). Combined knockdown of let-7 with miR-372 mimic addition 

further augmented the yield of DP cells (2.7 fold) (Fig 3C), supporting antagonistic roles of 

miR-372 and let-7 in PGCLC production.

In addition to modulating the frequencies of DP cells, miR-372 and let-7 also altered 

expression of germ cell genes. We found that miR-372 mimic increased, while let-7 

decreased the levels of PRDM11, VASA, DAZL, and SYCP3 in H9 derived DP cells (Fig 

3D). In contrast, these mimics had the opposite effect on somatic markers HOXA1 and 

HOXB1 in the H9 derived DP cells (Fig 3E). The frequency of SYCP3-expressing PGCLCs 

increased from 29% in the control group to 51% in the miR-372 treated group (Fig 3F). 

miR-372 mimic also enhanced epigenetic reprogramming, as demethylation of the H19, 

PEG1, and SNRPN loci was more complete (Fig 3G, S1B). Thus, in addition to the overall 

frequency and efficiency of PGCLC differentiation, miR-372 and let-7 also impacted the 

degree of PGCLC development.

To distinguish between the possible function for miR-372 and let-7 in either specification or 

maintenance of PGCLCs, we introduced mimics at either day 0 or day 3 during 

differentiation on H9 hESCs. miR-372 enhanced germ cell marker expression within the DP 

cell population exclusively when introduced at day 0, but not day 3. In contrast, let-7 

significantly suppressed PRDM1, VASA, SYCP3 and POU5F1 expression even when 

introduced three days after differentiation (Fig 4A),. Furthermore, miR-372 led to a small, 

but significant increase in phosphorylated histone H3 (PHH3) positive DP cells relative to 

control and let-7 mimic when transfected at day 0, suggesting a positive effect of miR-372 

on PGCLC proliferation (Fig 4B). Together, these data implicate miR-372 in production and 

early expansion of PGCLCs, and let-7 as a suppressor of their specification and 

maintenance.

The ESCC miRNAs promote dedifferentiation of somatic cells back to induced pluripotent 

stem cells (iPSCs) through repression of multiple targets including cell cycle regulators 

(CDKN1A, RBL2, CDC2L6), epithelial-mesenchymal transition regulators (RHOC, 
TGFBR2), and epigenetic regulators (MECP2, SMARCC2 ) [23]. To test a potentially 

parallel role of miR-372 in the specification of PGCLCs, which involves reactivation of the 

pluripotency program in mice [18], we evaluated eleven targets of the ESCC miRNAs 

previously tested in human iPSC production. [23]. Knockdown of six of the eleven targets 

increased the fraction of PGCLCs to from the baseline of 1% to the range of 1.97–2.8%, 
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representing an increase of 1.8–2.5 fold (Fig 4C). These findings suggest that ESCC 

miRNAs function through similar pathways to promote PGCLC production during hESC 

differentiation and iPSC production during human somatic cell dedifferentiation.

Previous studies demonstrated that the let-7 target Prdm1 inhibits the mouse ESC to PGC 

transition [4, 5]. Introduction of let-7 similarly suppressed PRDM1 in human cells (Fig 3D). 

Knockdown of PRDM1 led to near abolishment of DP cells (Fig S3D–E). Since let-7 has 

been shown to target MYC genes in ESCs promoting ESC differentiation [12], we asked 

whether MYC ablation similarly affects PGCLC production. Individual knockdown of 

CMYC and NMYC significantly decreased DP cell frequency suggesting that MYC activity 

enhances hPGCLC specification (Fig 4D), similar to mouse PGCs [24]. Therefore, like the 

ESCC miRNAs, the let-7 miRNAs share common targets in the regulation in PGCLC 

production and ESC self-renewal.

Conclusion

These results support a model by which the ESCC and let-7 miRNAs have opposing effects 

on the production of hPGCLCs from pluripotent cells (Fig 4E). Knockout of the miR-290 

cluster in mouse, which contains both ESCC miRNAs orthologous to human miR-372 and 

non-ESCC miRNAs, results in a depletion of PGCs, although the specific miRNAs targets 

and mechanisms involved remained unclear [11]. As shown here, miR-372 augments PGC 

numbers through the suppression of multiple pathways including cell cycle (CDKN1A, 
RBL2, CDC2L6), EMT (RHOC, TGFBR2), and epigenetic regulators (MECP2, 
SMARCC2). Suppression of these targets can also enhance human iPSC formation [23]. In 

contrast, let-7 inhibits PGCLC formation in part through the suppression of MYC, a target 

which also promotes ESC differentiation [12, 25]. Thus, these miRNA-regulated networks 

are common to the production of iPSCs and PGCs, both of which involve a reactivation of 

pluripotency. Given the success of miRNA manipulation in improving the efficiency of iPSC 

production, our studies suggest that similar strategies will be successful in rapidly evolving 

protocols for in vitro PGC derivation [3, 4]. The expression of miRNAs in such new 

protocols and potential synergy with miR-372/let7 is an important area of future 

experimentation.

MATERIALS AND METHODS

hESC culture and differentiation conditions

hESC lines, H1 (XY) and H9 (XX), and iPS lines, BJ3 (XY) and iPS BJ4 (XY) were 

cultured and passaged as described [1, 2]. Cells were differentiated on CF-1 irradiated 

mouse embryonic fibroblasts (MEFs) in KnockOut DMEM media supplemented with 20% 

KnockOut serum replacement (KSR), nonessential amino acids, L-glutamine, beta-

mercaptoethanol, and 4ng/ml of recombinant human FGF-2 (Invitrogen) as described by 

West and colleagues [1] in the presence of 104–10−9 M of trans-retinoic acid (RA) (Sigma-

Aldrich) without passaging for 4–10 days. In the 20% FBS group, FGF-2 was withheld and 

20% KSR was replaced with 20% FBS (Hyclone). ESCs were transfected with miRNA 

mimics at final concentration of 50 nM using Dharmafect 1 (ThermoFisher) as described [3] 

on day 0 prior to differentiation. All mimics were purchased from ThermoFisher. For 
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miRNA sponges, ESC colonies were treated with Accutase (Invitrogen) and plated on 

DR4MEFs at 50,000 cells per 6-well plate and transduced with lentiviral vectors in the 

presence of polybrene (Sigma). Media was changed 24 hours after transduction. Puromycin 

at 1ng/ml was used to select for transduced cells 72 hours post-transduction.

Flow cytometry

Colonies were trypsinized and stained in 1% BSA with antibodies directed against human 

SSEA-1 and c-Kit (R&D Systems) for 30 minutes at 25°C. For VASA, SSEA-1+, c-Kit+ 

cells were permeabilized with 0.25% Triton X-100 for 10 minutes and stained with anti-

VASA (R&D Systems). FITC-anti goat IgG was used as secondary antibody for VASA 

studies. SSEA-1-, c-Kit-cells were used as controls. Cells were analyzed and sorted using 

FACS AriaII (BD Biosciences) and Flow Jo cytometry analysis software (Tree Star, 

Ashland, OR).

Immunocytochemistry

Sorted cells were placed on slides using a cytospin at 800 rpm for 5 minutes, fixed with 4% 

paraformaldehyde for 15 minutes, permeabilized in 0.25% Triton X-100 for 10 minutes, 

blocked with 5% BSA for 1 hour and incubate with primary antibody overnight at 4°C. 

Primary antibodies against VASA, SCP3 (Abcam), TriM-H3K27 (H3K27me3) and DiM-

H3K9 (H3K9me2) (Millipore) were used at 1:200 dilutions. FITC or PE secondary 

antibodies were used as 1:500 dilutions. Cells were counter stained with DAPI. Confocal 

microscopy was performed using the Leica TCS SP5 system (Leica).

Reverse Transcription (RT)-Polymerase Chain Reaction (PCR)

Cells were sorted directly into tubes for RNA extraction using RNeasy kits (Qiagen). RNA 

was treated with DNAse (Invitrogen) prior to reverse transcription. cDNA synthesis was 

performed using SuperScript III (Invitrogen) and real-time PCR and relative quantification 

were performed with Perfecta SYBR Green Fastmix (Quanta Biosciences) using the ABI 

7900HT Fast Real-Time PCR system (Applied Biosystems). 75 cells were used for each 

reaction. Each experimental sample was run in triplicate. RT-qPCR for miRNAs was 

performed as described previously [4]. For relative fold changes, normalization was first 

done against GAPDH using the ΔΔCt method of quantification. Average fold changes from 

3–5 independent experiments were calculated as 2−ΔΔCt.

Western blot analysis

Cells were sorted directly into cold PBS plus 2X protease inhibitors (Complete Mini, 

Roche). The cells suspension was spun at 2500g for 5 minutes. The cell pellet was 

resuspended with RIPA buffer plus 2X protease inhibitors. Protein lysates were denatured at 

1:1 ratio with 2X Laemmli buffer at 95C for 5 min, then loaded on a 10% SDS-PAGE gel, 

blotted onto polyvinylidene fluoride (PVDF) membrane using the Bio-Rad electrophoresis 

unit. Blots were blocked with LI-COR blocking buffer for 2 hours followed by incubation 

with anti-DAZL antibodies (Abcam) at 1:500 dilutions. The blots were washed and 

incubated with secondary antibodies at the appropriate concentrations in the blocking buffer. 

Blots were imaged using the LI-COR Odyssey scanner.
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Bisulfite Sequencing

Genomic DNA was extracted using ZR Genomic DNA II Kit (Zymo Research, Orange, CA) 

and procedure was performed as described [2, 5]. Amplified PCR products were cloned into 

pCR4-TOPO vector (Invitrogen) and 10 clones were sequenced for each sample.

siRNA, miRNA sponge, Lin28 expression, and shRNA Prdm1 constructs

siRNA against Smarcc2, Mbd2, MeCP2, Rab11Fip5, Cdc2L6, CDKN1A, Rbl2, Aktl, RhoC, 

RGFBR2, nMyc, cMyc were obtained from ThermoFisher and introduced as previously 

described [3]. To build miRNA sponges, 7 target sites for let-7 or miR-372 were cloned into 

the 3′UTR of the eGFP gene (fig S4a) of the lentiviral based Psin vector as previously 

described [6]. The plasmid constructs together with packaging vectors were transfected into 

HEK293. Media was harvested 60 hours later and used to transduce hESC lines. The Lin28 

gene was cloned into the Psin backbone replacing EGFP. shRNA constructs for Prdm1 
knockdown in the pLKO.1-pura vector system were obtained from Open Biosystems.

Luciferase reporter assays

Luciferase reporter constructs were previously reported [7, 8]. 5000 cells were plated per 

well in a 96-well plate and grown for 24 hours prior to transfection. Transfection was 

performed as described [7] along with Psin-let-7 or Psin-miR-372 vectors. Cells were lysed 

at 12 hours post transfection and processed for luciferase assay using Dual-Luciferase 

Reporter Assay System (Promega). We measured luciferase activity by Mithras LB 940 

(Berthold Technologies).

Statistics

Two-tailed t-Tests were performed to evaluate significance, defined as p <0.05, between two 

groups.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

We thank Dr Marco Conti for his mentorship and financial support of NT, and together with Matthew Cook, Raga 
Krishnakumar, Robert Judson for critical reading of manuscript. This work was funded through grants to RB 
(NIGMS R01 GM101180, NICHD U54 HD055764) and DL (NIH 1DP2OD007420, NIEHS R21 ES023297).

This study was funded through a California Institute Regeneration Medicine (CIRM) Fellowship TG2-01153 (NT), 
Weston Havens Foundation (NT), CIRM New Faculty Award RN-00906 (RB), NIH R01 NS057221 (RB) and NIH 
DP2 OD007420 (DJL)

References

1. Geijsen N, Horoschak M, Kim K, et al. Derivation of embryonic germ cells and male gametes from 
embryonic stem cells. Nature. 2004; 427:148–154. [PubMed: 14668819] 

2. Park TS, Galic Z, Conway AE, et al. Derivation of primordial germ cells from human embryonic 
and induced pluripotent stem cells is significantly improved by coculture with human fetal gonadal 
cells. Stem Cells. 2009; 27:783–795. [PubMed: 19350678] 

Tran et al. Page 6

Stem Cells. Author manuscript; available in PMC 2017 July 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



3. Irie N, Weinberger L, Tang WW, et al. SOX17 is a critical specifier of human primordial germ cell 
fate. Cell. 2015; 160:253–268. [PubMed: 25543152] 

4. Sasaki K, Yokobayashi S, Nakamura T, et al. Robust In Vitro Induction of Human Germ Cell Fate 
from Pluripotent Stem Cells. Cell Stem Cell. 2015; 17:178–194. [PubMed: 26189426] 

5. West JA, Viswanathan SR, Yabuuchi A, et al. A role for Lin28 in primordial germ-cell development 
and germ-cell malignancy. Nature. 2009; 460:909–913. [PubMed: 19578360] 

6. Ohinata Y, Payer B, O’Carroll D, et al. Blimp1 is a critical determinant of the germ cell lineage in 
mice. Nature. 2005; 436:207–213. [PubMed: 15937476] 

7. Hayashi K, Ohta H, Kurimoto K, et al. Reconstitution of the mouse germ cell specification pathway 
in culture by pluripotent stem cells. Cell. 2011; 146:519–532. [PubMed: 21820164] 

8. Hayashi K, Ogushi S, Kurimoto K, et al. Offspring from oocytes derived from in vitro primordial 
germ cell-like cells in mice. Science. 2012; 338:971–975. [PubMed: 23042295] 

9. Bartel DP. MicroRNAs: target recognition and regulatory functions. Cell. 2009; 136:215–233. 
[PubMed: 19167326] 

10. Shinoda G, De Soysa TY, Seligson MT, et al. Lin28a regulates germ cell pool size and fertility. 
Stem Cells. 2013; 31:1001–1009. [PubMed: 23378032] 

11. Medeiros LA, Dennis LM, Gill ME, et al. Mir-290-295 deficiency in mice results in partially 
penetrant embryonic lethality and germ cell defects. Proc Natl Acad Sci U S A. 2011; 108:14163–
14168. [PubMed: 21844366] 

12. Melton C, Judson RL, Blelloch R. Opposing microRNA families regulate self-renewal in mouse 
embryonic stem cells. Nature. 2010; 463:621–626. [PubMed: 20054295] 

13. Lacham-Kaplan O, Chy H, Trounson A. Testicular cell conditioned medium supports 
differentiation of embryonic stem cells into ovarian structures containing oocytes. Stem Cells. 
2006; 24:266–273. [PubMed: 16109761] 

14. Medrano JV, Ramathal C, Nguyen HN, et al. Divergent RNA-binding proteins, DAZL and VASA, 
induce meiotic progression in human germ cells derived in vitro. Stem Cells. 2012; 30:441–451. 
[PubMed: 22162380] 

15. Lacham-Kaplan O. In vivo and in vitro differentiation of male germ cells in the mouse. 
Reproduction. 2004; 128:147–152. [PubMed: 15280553] 

16. Yuan L, Liu JG, Zhao J, et al. The murine SCP3 gene is required for synaptonemal complex 
assembly, chromosome synapsis, and male fertility. Mol Cell. 2000; 5:73–83. [PubMed: 
10678170] 

17. Hayashi K, de Sousa Lopes SM, Surani MA. Germ cell specification in mice. Science. 2007; 
316:394–396. [PubMed: 17446386] 

18. Surani MA, Hayashi K, Hajkova P. Genetic and epigenetic regulators of pluripotency. Cell. 2007; 
128:747–762. [PubMed: 17320511] 

19. Gkountela S, Li Z, Vincent JJ, et al. The ontogeny of cKIT(+) human primordial germ cells proves 
to be a resource for human germ line reprogramming, imprint erasure and in vitro differentiation. 
Nat Cell Biol. 2012; 15:113–122. [PubMed: 23242216] 

20. Tang WW, Dietmann S, Irie N, et al. A Unique Gene Regulatory Network Resets the Human 
Germline Epigenome for Development. Cell. 2015; 161:1453–1467. [PubMed: 26046444] 

21. Gkountela S, Li Z, Vincent JJ, et al. The ontogeny of cKIT+ human primordial germ cells proves to 
be a resource for human germ line reprogramming, imprint erasure and in vitro differentiation. Nat 
Cell Biol. 2013; 15:113–122. [PubMed: 23242216] 

22. Ebert MS, Neilson JR, Sharp PA. MicroRNA sponges: competitive inhibitors of small RNAs in 
mammalian cells. Nat Methods. 2007; 4:721–726. [PubMed: 17694064] 

23. Subramanyam D, Lamouille S, Judson RL, et al. Multiple targets of miR-302 and miR-372 
promote reprogramming of human fibroblasts to induced pluripotent stem cells. Nat Biotechnol. 
2011; 29:443–448. [PubMed: 21490602] 

24. Durcova-Hills G, Tang F, Doody G, et al. Reprogramming primordial germ cells into pluripotent 
stem cells. PLoS One. 2008; 3:e3531. [PubMed: 18953407] 

Tran et al. Page 7

Stem Cells. Author manuscript; available in PMC 2017 July 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



25. Worringer KA, Rand TA, Hayashi Y, et al. The let-7/LIN-41 pathway regulates reprogramming to 
human induced pluripotent stem cells by controlling expression of prodifferentiation genes. Cell 
Stem Cell. 2014; 14:40–52. [PubMed: 24239284] 

SUPPLEMENTARY REFERENCES

1. West FD, Machacek DW, Boyd NL, et al. Enrichment and differentiation of human germ-like cells 
mediated by feeder cells and basic fibroblast growth factor signaling. Stem Cells. 2008; 26:2768–
2776. [PubMed: 18719225] 

2. Park TS, Galic Z, Conway AE, et al. Derivation of primordial germ cells from human embryonic 
and induced pluripotent stem cells is significantly improved by coculture with human fetal gonadal 
cells. Stem Cells. 2009; 27:783–795. [PubMed: 19350678] 

3. Subramanyam D, Lamouille S, Judson RL, et al. Multiple targets of miR-302 and miR-372 promote 
reprogramming of human fibroblasts to induced pluripotent stem cells. Nat Biotechnol. 2011; 
29:443–448. [PubMed: 21490602] 

4. Judson RL, Babiarz JE, Venere M, et al. Embryonic stem cell-specific microRNAs promote induced 
pluripotency. Nat Biotechnol. 2009; 27:459–461. [PubMed: 19363475] 

5. Judson H, Hayward BE, Sheridan E, et al. A global disorder of imprinting in the human female 
germ line. Nature. 2002; 416:539–542. [PubMed: 11932746] 

6. Ma Y, Ramezani A, Lewis R, et al. High-level sustained transgene expression in human embryonic 
stem cells using lentiviral vectors. Stem Cells. 2003; 21:111–117. [PubMed: 12529558] 

7. Wang Y, Medvid R, Melton C, et al. DGCR8 is essential for microRNA biogenesis and silencing of 
embryonic stem cell self-renewal. Nat Genet. 2007; 39:380–385. [PubMed: 17259983] 

8. Melton C, Judson RL, Blelloch R. Opposing microRNA families regulate self-renewal in mouse 
embryonic stem cells. Nature. 2010; 463:621–626. [PubMed: 20054295] 

Tran et al. Page 8

Stem Cells. Author manuscript; available in PMC 2017 July 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



Figure 1. 
Modeling human PGCLC formation in vitro. (A) Differentiation of representative H9 hESCs 

into PGCLCs as shown with representative flow cytometry analysis at days 0 and 7 

following differentiation. Percentage of double positive (DP) cells ± SD cells expressing 

both SSEA-1 and C-Kit shown in top right corner (n=5). (B) H9 hESCs were either cultured 

in media alone, media with 20% FBS, or media with increasing concentration of RA for 4–

10 days. Highest rate of SSEA-1+/c-Kit+ cells (PGCLCs), DP cells, was detected in the 

10−8M RA group by flow cytometry analysis after 7 days of differentiation. * p<0.05 

relative to all groups. (C) Comparison of percent DP cells resulting from differentiation of 

various pluripotent human stem cell lines in retinoic acid for 7 days: H1 (XY) hESC, H9 

(XX) hESCs, and two independent iPSC lines (BJ3 and BJ4), derived from BJ fibroblasts 

(XY), shown as mean ± SD (n=5).
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Figure 2. 
PGCLCs express known markers of germ cells. (A) Flow cytometric analyses of 

intracellular VASA expression of representative H9 derived PGCLCs (n=3) presented as 

histogram. (B) VASA expression of in representative H9 derived DP cells assessed by 

confocal microscopy. DAPI (blue) and VASA (red). (C) qRT-PCR analysis of germ cell 

expressed genes in DP cells differentiated from hESC (H9, H1) and iPSC (BJ3, BJ4) lines 

(n=3). Expression levels are shown as mean ± SD relative to DN (somatic-like) cells. All are 

statistically significant against DN cells, p<0.05. (D) Western blot for DAZL comparing H9 

and H1 derived DP to DN cells. Gonads = human testicular tissue. (E) qRT-PCR analysis for 

SYCP1 expression in DP cells derived from H9, H1, BJ3, and BJ4 cells shown as mean ± 

SD (n=3). (F) SYCP3 expression in H9 derived DP cells assessed by confocal microscopy. 

DAPI (blue) and SYCP3 (green).
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Figure 3. 
miR-372/let-7 axis in human PGCLC formation. (A) qRT-PCR of mature miRNAs, miR-372 

and let-7 family members in H9 derived DP and DN populations shown as mean ± SD, 

normalized over H9 hESCs (n=3). Let-7 was not detected in DP cells. (B) Percent DP cells 

obtained from differentiation of H9 and H1 hESCs (day 7) following introduction of 

miR-372 and let-7 mimics at day 0 of differentiation shown as mean ± SD (n=3). Mutant 

miR-294 was used as negative control. * p<0.05 relative to control (CT). (C) Percent DP 

cells obtained from differentiation of H9 and H1 hESCs transduced with control, let-7 

sponge, miR-372 sponge, or let-7 sponge followed by transfection with miR-372 mimics at 

day 0 shown as mean ± SD (n=3). * p<0.05 relative to control. (D) qRT-PCR for germ cell 

markers in DP cells derived from H9 hESCs transfected with control, miR-372, or let-7 at 

day 0. Levels shown relative to DN cells as mean ± SD (n=3). * p<0.05 relative to control. 

(E) qRT-PCR for HOXA1 and HOXB1 genes in DN and DP cells derived from H9 hESCs 
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transfected with mimics as in (D). Levels shown relative to wt-H9 hESCs as mean ± SD 

(n=3). * p<0.05 (F) Fraction of 100 H9 derived DP cells that stained positively for SYCP3 

following differentiation in presence of control miRNA or miR-372 mimic shown as mean ± 

SD (n=3). (G) Bisulfite sequencing of differentially methylated regions (DMRs) at the H19, 

PEG1, and SNRPN loci in H9 derived DP cells following introduction of miR-372. Compare 

to no miRNA control in (Fig S1B).
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Figure 4. 
Effects of miR-372 and let-7 in human PGCLC formation. (A) qRT-PCR of germ cell 

markers as in Fig 3D, but following introduction of miRNAs at different time points of 

differentiation H9 hESCs: day 0 (D0) or day 3 (D3) shown as mean ± SD (n=3). * p<0.05 

relative to control (CT) DP cells, ** p<0.05 relative to both control and D3 miR-372 DP 

cells. # p>0.4 between the two groups. (B) Percent of H9 derived DP cells expressing 

phospho-Histone H3 (PHH3) as assessed by immunofluorescence, shown as mean + SD 

(n=6). *p<0.05 relative to both CT and let-7 derived DP cells. (C) Percent of H9 derived DP 

cells following transfection of siRNAs to indicated miR-372 target mRNAs at D0 of 

differentiation shown as mean ± SD (n=3). * p<0.05. (D) Percent of H9 derived DP cells 

following transfection of siRNAs to indicated let-7 target mRNAs, CMYC and NMYC 
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shown as mean ± SD (n=3). * p<0.05. (E) Model showing how ESCC and let-7 miRNAs 

modulate the differentiation of pluripotent cells to hPGCLCs.
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