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ABSTRACT : Normally, environmental toxicants are classified as endocrine disruptors if they interfere with
regulation of cellular function by endogencous steroids through inhibition of receptor binding and/or transcrip-
tional activation. So, many studies have been performed about agonist/antagonist of hormone receptor to study
mechanisms of endocrine disruptors. If toxicants affect steroid biosynthesis and/or degradation and alter hor-
mone homeostasis, these also are classified as endocrine disruptors. But there are not many studies of the mech-
anisms of endocrine disruptors on the basis of alteration of steroid biosynthesis and/or degradation. Isolation
and culture of Leydig cells from testis is one of methods for the steroidogenesis screening assays to evaluate a
substance for altering steroidogenesis. Leydig cells were harvested using the method described by Klinefelter
with modifications. Leydig cells were purified by perfusion of testis and incubation (34°C, 80cycles/minute, 20
minutes) with collagenase (0.25 mg/kg), centrifugal elutriation, percoll gradient centrifugation and BSA multi-
density gradient centrifugation. To confirm if this method is one of appropriate tools to evaluate a substance for
altering steroidogenesis, ketoconazole, positive control was administered to purified Leydig cells. Ketoconazole
(10°M and above) significantly reduced testosterone production in purified Leydig cells. From above results, we
suggest that this method for steroidogenesis screening assay appears to be a appropriate tool to detect suspected
compounds for altering steroidogenesis.
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Fig. 1. Effects of coilagenase on testosterone levels in culture
medium of purified Leydig cells. *: Significantly different from
control by Dunnett’s Test (P < 0.05).
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Fig. 2. Effects of collagenase on testosterone production in purified Leydig cells (A, without LH, B, with LH). *: Significantly dif-

ferent from control by Dunnett’s Test (P < 0.05).
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Fig. 3. Doserelated effects of LH on the production of
testosterone by purified Leydig cells. *: Significantly different
from control by Dunnett’s Test (P < 0.05).
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Fig. 4. Light micrograph of Leydig cell-enriched fraction dur
ing BSA multigradient centrifugation (x 20).
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Fig. 5. Morphology of purified Leydig cells in various incubation time. (x 40) (A, 3 hr, B, 6 hr, C, 9 hr, D, 12 hr).
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Fig. 6. Effects of ketoconazole on testosterone levels in cul-
ture medium of purified Leydig cells. *: Significantly differ-
ent from control by Dunnett's Test (P < 0.05).
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Fig. 7. Effects of ketoconazole on testosterone production in
purified Leydig cells. *: Significantly different from control by
Dunnett's Test (P <0.05).
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Journal:

Chang, L-M., Ryu, J.C. and Park, Y.C. (1988) Effect of T-2 toxin on lipid peroxidation in rats. Tox. Lett., 40,
275-280.

Book:

Tyler, V.E., Brady, L.R. and Robbers, J.E. (1993) Modern Pharmacognocy (2nd edition), Blackwell Press, New
York, pp 000-000.

Chapters in Books:

Chang, I-M., Park, C.-W. and Kim, S.K. (1987) Toxicity of traditional Drugs. in Procedures Involving Risk
Assessment of Toxic Chemicals (Chang, I-M and Park, C.-W. eds.). Publishing Co., City, pp. 000-000.

(f) Tables

Tables should be typed in English and on separate pages and numbered consecutively in the order cited in the
text. Each table should have a concise descriptive title. Legend can be given below the table or on a separate
page along with legends for other tables as Legends for Tables.

(g) Illustrations and Figures

A set of original figures must accompany the manuscript. Both black and white photographs and laser-printed
line drawings must be camera ready and of high contrast. Labelling should be of sufficient size to be legible after
reduction (usually 2/3 or half reduction is practiced) to fit the page. All illustrations should be numbered on
the back-side with soft pencil and also include the name of first author and an arrow to designate the top-side.
Also, mark clearly in the margin of the text where the figure and table should be inserted. Color prints are
charged to the author.

(h) Nomenclature and abbreviations

The standard international units should always be used. Genetic notations and symbols for human genes should
conform to those approved by Human Gene Mapping (HGM); see Cytogenet Cell Genet 1987: 46, 11-28: ibid.
1988: 49, 4-38: ibid. 1988: 49, 132-218.

For cytochrome P450 gene, transcript and protein nomenclature, authors are directed to Nebert DW et al., DNA
Cell Biol 1991: 10, 1-14.

Abbreviations should be given in parenthesis after their first use in the text and also, should be listed in the page
along with Key Words and Running Title.

(i) Proofs

Proofs will be sent to the corresponding author along with a reprint order form. Proofs must be checked imme-
diately and returned to the editor by express mail within 72 hr. Authors will be charged for extensive alterations
made on the proofs.

(j) Page Charges

Page charges are levied after acceptance of the manuscript for publication. Payment is not a condition for pub-
lication and articles are accepted or rejected on merit alone.
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