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Figures and Legends

Figure 1 Characterization of antibodies wused in the study and
immunohistochemistry illustrating the expression of CBS in rat testes.

Panel A. Western blot analysis showing specificity of the anti-CBS and anti-CSE Abs.
CBS and CSE were evident in the liver samples at 63 kd and 40 kd, respectively. V:
vehicle-treated controls. Cd: cadmium-treated groups. m: molecular markers. Panel B.
Immunohistochemical analysis of the topographic distribution of CBS in the rat testis.
Panel C. Double immunostaining with Ad4BP (purple) and CBS (brown). Note
marked expression of the enzyme in Ad4BP-positive cells in the interstitial space,
suggesting the presence of CBS in Leydig cells. (D) Effects of administration of CdCl,
on the expression of CBS in rat testes. Note the absence of the alterations. Bars=100

pm

Figure 2 Localization of CSE in the rat testis. _

Panel A: Low-power representative picture showing Immunohistochemical analysis
indicates thlocalization of CSE in the rat testis, Panel B: High-power representative
picture showing the enzyme expression. Note the presence of CSE in Sertoli cells and
immature germ cells standing close to the seminiferous tubules, while mature cells
located in the central portion of the tubules exhibit little expression, if any. Note
marked expression of CSE in vascular smooth muscle cells in the interstitial space
(arrows in the panel B). Bars=100 um

Figure 3 Schematic diagram showing alterations in the remethylation and
transsulfuration among rats treated with vehicle and CdCl; (V and Cd).

Tremethylation®; the sum of the methionine, S-adenosyl methionine, S-adenosyl
homocysteine. Data indicates the mean + SD of separate experiments. *p<0.05 as
compared with data collected from control rats treated with vehicle.
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Table 1

Analyses of sulfur-containing amino acid metabolism in rat testes treated with
vehicle and CdCl,.

Metabolites (nmol/g tissue) Vehicle CdCl,
Remethyiation metabolites
Methionine 252428 114.6x8.2"
S-adenosyl methlonine 24.1£1.1 22.8+2.3
S-adenosy! homocysteine 1.6:£0.2 224047
homeeystelne : n.d. n.d.
Serine o 42744314 69462637
Transsolfuration motabolites

Cystathlonineg 126%0.7 9.4%1.4"
Cysteine 29,571 13212165
HzS 19.6+0.7 19.2+1.8
GSH 2531789 230079
GSSG 28414 12813 *
Taurine 1152140 1021102

Data represents mean +SD of 4-13 separate experiments. *P<0.05 as compared
with data collected from the vehicle-treated control rats.




Sugiura, et al. ARS Forum -22-

Table 2  Altrations in plasma concentrations of homocystine, cysteine and
glutathione in rat testes treated with vehicle and CdCl,.

Plasma concentrations

(umoliL) Vehicle CdCl,
homocystine ~ 9.8%05 8105
cystine 178.8:6.0 147.9x40"
glutathione 21.2+09 19.6:0.7

Data represents mean +SD of 5-6 separate experiments for each group. *P<0.05 as
compared with data collected from the vehicle-treated control rats.
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