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For each tissue homogenate, 100 ug protein was applied to each lane. Antibody was used at 1 ug/ml.

GATA4(1:100, ab84593); donkey-rab 1gG594 (Thermo 150076)
DAPI

Fig. 2. Immunohistochemical staining of mouse testicular testia with TRA54 antibody.

Sections of 8-month mouse testis were fixed with 4% paraformaldehyde and embedded in paraffin. After antigen
retrieval by exposing to steam for 15 min in 10 mM citrate buffer (pH 6), they were reacted with the anti-TRA54 antibody
(Green) at 1/50 dilution and anti-GATA4 antibody (Red). As the 2" antibody, Donky anti-rat Alexa Fluor488 and Donkey
anti-rabbit Alexa Fluor594 were used. DNA was stained with DAPI (Blue) .

Anti-GATA antibody stains nuclei of Sertoli cells in seminiferous tubule while anti-TRA54 antibody stains reproductive

cells.
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Fig. 3. Immunohistochemical staining of mouse testicular cross-section with TRA54 antibody.

Testis from C57BL/6 adult mouse was fixed in Bouin’s solution, followed by paraffin embedding and sectioning. After

deparaffinized, sections were treated with normal goat serum, reacted with TRA54 antibody and incubated with

biotinylated sheep anti-rat Ig antibody and biotin peroxydase/avidin, followed by incubation with hydrogen peroxide

and diaminobenzidine.
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