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Fig. S1. Immunostaining of phosphorylated ERK, p38, and JNK in the proximal
region of wild-type and W/W" testes

(a, b) Anti-p-ERK, anti-phosphorylated p38 (p-p38), and anti-phosphorylated JNK (p-
JNK) staining (green) show no region-restricted expression in the SV. Expression levels
of p-p38 were relatively low in wild-type (Wt) and W/W" testes. (¢) Anti-AKT (pan)
staining (green) of wild-type testes, showing ubiquitous AKT expression in the SV and
convoluted seminiferous epithelia. (d) Anti-p-AKT immunostaining of two serial sections
of wild-type testis pretreated with or without ALP. p-AKT signals in the SV region (green)
are reduced by pretreatment with ALP. Broken lines are the outlines of the ST. ALP,

alkaline phosphatase; RT, rete testis; ST, seminiferous tubule. Scale bars represent 50 um.
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Fig. S2. Immunostaining of p-AKT in the convoluted STs of adult W/W"” mouse testis
(a, b) Anti-p-AKT staining (green in a, b) and anti-ace-TUB staining (red in b), showing
sporadic expression patterns of p-AKT in the Sertoli cells of convoluted STs (a, b), in
contrast to high-level constitutive expression of p-AKT within/near the ace-TUB-positive
SV regions (b). In a, three panels represent the convoluted STs from distal parts of the
testis of three independent W/’ mice. Lower panels in a and b show magnification of
the region surrounded by the broken rectangle in the upper panels. SV, Sertoli valve; ST,

seminiferous tubule. Scale bars represent 200 pum.
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Fig. S3. No appreciable influences of exogenous RA treatment in anti-GDNF and
anti-CCND1 signal intensities in the SV epithelia.

(a) Anti-GDNF (green)/ace-TUB (red) immunostaining of the sagittal sections of the SV
region (at day 1 after the DMSO and RA treatment), showing no appreciable difference
in GDNF expression in the ace-TUB-positive SV region between the DMSO- and RA-
treated samples. Lower panels of green channel show the higher magnified images of the
SV epithelia shown in the upper panels. (b) Anti-CCND1 (green)/anti-GATA4 (red)
staining of the whole-mount SV samples at day 1 after the DMSO or RA treatment,
showing no appreciable influences on the CCND1-positive signals in the GATA4-positive
Sertoli cells within the SV region. Insets in b show magnification of the region surrounded
by the broken rectangle in each panel. Broken lines are the outlines of the ST. Star, non-
specific signals in the interstitium; SV, Sertoli valve; ST, seminiferous tubule. Scale bars

represent 50 pm.



