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Effect of Vitamin A Deprivation on the Cholesterol Side-Chain Cleavage Enzyme Activity of
Testes and Ovaries of Rats
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(Received 18 June 1973)

The cholesterol side-chain cleavage enzyme activity is decreased considerably at the
mild stage of vitamin A deficiency in rat testes and ovaries and the decrease in activity
becomes more pronounced with progress of deficiency. Supplementation of the deficient
rats with retinyl acetate, but not retinoic acid, restores the enzyme activity to normal
values. The cholesterol side-chain cleavage enzyme of adrenals is not affected by any

of the above treatments.

Earlier nutritional work had shown that vitamin A
deficiency affects the reproductive processes of both
male and female rats (Moore, 1957). Later sustained
work by Grangaud and his colleagues (Grangaud
et al., 1969) with whole living animals and with
isolated enzyme systems from adrenals has produced
extensive evidence showing that normal synthesis
of steroid hormones in male and female rats is
dependent on the vitamin A nutritional status of the
animals. Independently Juneja ef al. (1966) also have
shown that even at the mild stage of vitamin A defici-
ency the activity of the enzyme 38-hydroxy A%-steroid
dehydrogenase is affected in the adrenals, testes and
ovaries of rats. In continuation of this work Juneja
et al. (1969) demonstrated that the response of the
ovaries of rats raised on a vitamin A-deficient diet
supplemented with retinoic acid to unilateral ovariec-
tomy, to pregnancy and to endogenous and
exogenous gonadotrophin stimulus was markedly
less than that in the controls receiving supplements
of retinyl acetate. Ganguly et al. (1971a,b,c) showed
that during pregnancy synthesis in and secretion from
the ovaries of pregnenolone (3B-hydroxypregn-5-
en-20-one), progesterone and 20x-hydroxyproges-
terone were markedly less in the retinoic acid-fed
rats than in the corresponding retinyl acetate-
supplemented controls. Against this considerable
evidence in support of requirement of retinol for
normal steroidogenesis in rats, Rogers (1969) failed
to observe any effect of vitamin A deficiency on
steroidogenesis in rat adrenals. We have further
investigated the effect of vitamin A deficiency on
steroidogenesis in rat tissues and report here that
even at the mild stage of the deficiency the activity
of yet another enzyme, the cholesterol side-chain
cleavage enzyme (cholesterol C(29,~C(22, desmolase),
is significantly decreased in the ovaries and testes
this becoming more pronounced with the progress
of the deficiency, whereas no such effect was observed
in the adrenals.
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Materials and methods

Male and female rats of this Institute strain were
kept on the vitamin A-deficient diet after weaning, as
described by Malathi ef al. (1963), until they stopped
growing. At this point some of them were killed, and
others were either continued on the deficient diet
(for about 4 days) or were supplemented with retinyl
acetate or retinoic acid for the given time-period,
after which they were killed. Immediately after the
animals were killed the tissues were excised and chilled
in crushed ice; they were then homogenized in
20 mM-sodium phosphatebuffer,pH 7.4, in 0.25 M-suc-
rose in a Potter-Elvehjem homogenizer with a
Teflon pestle. The homogenates of the adrenals and
ovaries were directly used for the assay of the
enzyme activity. The testes homogenate was centri-
fuged at 700g for 10min to sediment the nuclear
material, after which the supernatant was centri-
fuged at 10000g for 10min to obtain the mito-
chondrial fraction, which was then used for the
enzyme assay. .

The reaction mixtures were essentially the same as
described by Jungmann (1968) except that instead of
NADPH an NADPH-generating system consisting
of NADP*, glucose 6-phosphate and glucose 6-
phosphate dehydrogenase was used (Burstein & Gut,
1971). The incubations were carried out at 37°C for
30min in a metabolic shaker. At the end of the
incubation the reaction mixtures were chilled in ice
and, after the addition of 300 ug of authentic samples
of each of unlabelled pregnenolone, progesterone
and cholesterol, were extracted with chloroform-—
methano!l (to give final proportions chloroform:
methanol:water, 5:5:4, by vol.). After evapor-
ation of the chloroform layer to dryness, the
residue was redissolved in chloroform and chro-
matographed on silica gel G plates with n-hexane—
diethyl ether—acetic acid (12:2:1, by vol.) as the
developing solvent. After the run the plates were
exposed to I, vapour and the areas corresponding



M. JAYARAM, S. K. MURTHY AND J. GANGULY

222

*801-8 10qe sem age)s sIy) Je ssof YBIom oYL ‘a8e)s Louatoyap it 3Y) 1aYe sAep ¢ PoiIy A[[ens) .

Aduaroyap

TYFSTE PIFSY (A I1F9€ Pliw Io)ye sAep Og 10§ JoI1p
8'EF0sS TIFYY (W EFIE I'I+96 S0FS9 v+L9 6'6+5°6C FIFL01  §E€FO0LE LO0OFIS0 Ppayuswpiddns-poe sfounay
Aoustoyap
TPFTHE TIF6r (DEF9E PpluI 19)Je skep Of 10§ JIp
SEFRYS CIFST W PFTE  LTF691 S0F¥'9  v+89 YLFSIL SIF0VL 6V F1'69 YI'0FOI'T payusws[ddns-areiose [Aunay
8P F9CE SIFTHY (A TFEE #KOUSDOYSP 9noe [un
I'S+¢Ts gIF8E (W) EFOE SIF9L 80F8¢S TF09 TEFVIT SOTFOLL 9SFOVE 800F6S°0 I9IP IUSOYIP-Y  UNUBIIA
Aouaroysp
8YFCOE TIFYY DvFee Jo 98e)s nesed un
9PFETS VIFTY (W) sFog v'i+96 VIFVS LFSS TTFIEE  LOTFO8L VLFOLE 90°0FS9°0 IOIP IUADYIP-Y  UIIBIA
gEFSSE  OIF8P (DPFse
TYFSSS TIF9Y (W)SFee 0I+L91 90F99 9F<9 00TFeeL I'SFVY'ET 60EF0TIT690+FL8'T 19Ip [eUION,
(uor01d jo (Bw) (Bw) (u01d jo Ew) (Bw)  (ujoxd jeupuoyd  (Sw) (Bw) &) jusumeal]
Suw 1od uoad anssn Sw aad uroad anssn -oyu jo Swasd  uwwjord  ujord anssn
UnQg/paulIoy  [eoL Jo M unuQg/pauloy  TEI0L Jo M UMUQE/PAWLIO)  [RMPUOYS  [Bj0L Jom
jonpoad jo jonpoad jo jonpoad jo -0
fowd) £yanoy [owrd) Ayianoy Tfowd) Ananoy
s[euaIpy S3LBAQ $9189],

*A19A130ad s SO[BWIR) PUE SI[BW O) I9JAI . PUR JA] “S[BUWIIUE XIS JO SUBSIO 9A1102dsa1 9y} JO Jred 1od *a'sFso3eioAe sk passoIdxa oIe sanjeA "I9yeys dijoqelowr
pouqn( ® Ul uIuIQE I0J D, L€ 1€ INO PSLLIED 2I9M SUONRQNIU] ‘SWAZUS [BUIPE SY) PUE ATRAO 32 JOJ Yoed Sl | PUR SWIAZUA §9359) ) 103 877G T sem anyxmu Kesse sod
uj01d jo yunoure Y ], -aseussorpAyap ayeydsoyd-g 9s0an(3 jo syun g pue syeydsoyd-9 asoon§ jo jowr ¢ ¢ JAVN JO Jowrr ¢ DS Jo [owrr Q] ‘NOBN jo [owr of
10248 suajAdoad jo 17 gg ul [01918910Yd[D, -] JO "wrdd ;01 ‘v HA “Ioyng 9yeydsoyd WMIpos-Wur(z JO [UIZ JO SWNJOA [8)0) B UI ‘PIUTRIUOD INIXIUI HORBQNOUTL AU ],

$104 {0 S|pU2IPD PUD S31DAO ‘SIISI] U} IWIAZUI 2EDAVI]D UIVYI-IPIS 1042153102 Jo L11a139D 2y} U0 LoudidYsp Y unuviIa fo 1927 *1 dlqe],

1973



SHORT COMMUNICATIONS

to pregnenolone, progesterone and cholesterol,
and also the origin (‘polar steroids’), were scraped
into vials and their radioactivities counted in
a Beckman LS-100 scintillation counter with 0.5%,
2,5-diphenyloxazole (PPO) in toluene as the scintil-
lation fluid. Total recovery of radioactivity from all
the spots was usually 85-90%;.

In expression of the cholesterol side-chain cleavage
enzyme activity the radioactivities in the ‘polar
steroids’, progesterone and pregnenolone have been
added together to represent the total activity of the
enzyme.

Results and discussion

A large number of male and female rats were used
for these experiments, and representative values of
some of them are assembled in Table 1. The results
show that even at the mild stage of the deficiency the
total weight, total protein content, total mitochon-
drial protein content and the cholesterol side-chain
cleavage enzyme activity of the testes were markedly
decreased and that on supplementation with retinyl
acetate for 30 days the effects on total weight, total
protein and mitochondria were partially reversed
and the enzyme activity was fully restored; retinoic
acid treatment, however, did not lead to such im-
provements. In the ovaries such marked changes in
the weights and protein contents were not observed
after any of these treatments, but the activity of chol-
esterol side-chain cleavage enzyme was considerably
decreased during the deficiency and could be fully
restored by supplementation with retinyl acetate but
not with retinoic acid. In sharp contrast, none of these
treatments had any effect on the activity of chol-
esterol side-chain cleavage enzyme in the adrenals of
both male and female rats.

These results have therefore produced further
evidence in support of our previous claims that retinol
is essential for normal steroidogenesis in rats (Juneja
et al., 1966; Ganguly et al., 1971a,b,c). The marked
effects on the morphology and histology of testes
after supplementation of a vitamin A-deficient diet
with retinoic acid have been rather easy to demon-
strate (Thompson et al., 1964) and therefore well
accepted. But any effect on the ovaries of such rats
could be demonstrated only under stress conditions
such as pregnancy and unilateral ovariectomy
(Juneja et al., 1969). That there is such an effect on
the ovaries was obvious from the decrease in the acti-
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vity of 38-hydroxy AS-steroid dehydrogenase in such
ovaries (Juneja et al., 1966) and from the subsequent
observations on the decreased secretion rates of
steroid hormones into the ovarian venous blood of
retinoic acid-supplemented pregnant rats (Ganguly
et al., 1971a.b,c). The present results have clearly
shown that yet another enzyme, which catalyses
the first step in steroidogenesis, namely the cleavage
of the cholesterol side chain, requires adequate
supply of retinol for its synthesis/activity in the
ovaries and testes of rats. It is rather interesting that
the cells of testes and ovaries regenerate at frequent
intervals whereas those of the adrenals do not do so,
which might indicate that vitamin A is required at a
fundamental step in cellular differentiation. Similar
views have been expressed by Hayes (1971) and
Corey & Hayes (1972) also.
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