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Fig. S1. Fluorescent immunocytochemistry of prolactin receptor and 2" antibodies in the

hamster testis.

(A) Prolactin receptor (prolactin R) antibodies can detect Leydig cells (green signals) in the
hamster testis. (B) Non-specific signals of 2" antibodies (green and red signals) overlapped with

nuclear, indicated by DAPI signals. The non-specific signals were extremely bright.
Fig. S2. Protein expression profiles of different cell types and human testes lysates.

(A) Western immunoblot analyses of ACE2, TMPRSS2, and GAPDH expression in hiPSC, hLLC,
H295-R, and Vero E6 cells. Human testicular lysates were used as a positive control. 125 kDa, 50
kDa, and 37 kDa bands were detected by ACE2, TMPRSS2, and GAPDH antibodies in different
cell types. Red squares indicate the target bands. (B-C) Quantitative analyses of ACE2 and
TMPRSS2 expression in hiPSC, hLLC, and H295-R cells when normalized to GPADH. Data are
presented as mean + SD, n = 3. Not significant (n.s.) P> 0.05; * P <0.05; ** P <0.01.

Fig. S3. Morphology of hLLCs and ZsGreen1 signals in hLLCs.

The detailed enlarged phase contrast and fluorescent microscopy images of hLLCs. (A) Green
fluorescent signals indicate ZsGreenl-tagged SF-1 expression. The red, blue, and green arrows
point to hLLCs with intense, low/scattered, and negligible ZsGreen 1 signals, respectively. (B)
After FACS, hLLCs with different ZsGreenl intensities were cultured under hLLC induction

conditions and observed under a fluorescent microscope.
Fig. S4. FACS results of hLLCs at different induction time points.

FACS analyses classified mixed hLLCs into a high-intensity group (HI), low-intensity group (LI),
and no signal group (NS). Early mesenchymal progenitors (EMPs) cultured in hLLC induction
medium without DOX were used as negative controls (NC). Three replicates of NC and hLLCs
collected at ID22, 32, and 82 were used for FACS analyses. The results of one representative
biological replicate for each group are shown in Figure 5B. The other two replicates are shown

here.
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