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sion of enzymes associated with synthesis of steroid hormones

Dirandeh, E.”

Sari Agricultural Sciences and Natural Resources University, Sari-Iran
(Received 8 January 2015, Accepted 17 March 2015)

Abstract:

BACKGROUND: Granuloca cells have a key role during estroeidogenesis. OBJEC-

TIVES:

The purpose of this study was to determine the effect of number of culture medium

granulosa cells on estradiol concentrations and mRNA codding estrogenic and progesta-
genic enzyme. METHODS: Briefly, follicles between 2 and 5 mm diameter were dissected
from the ovaries of adult cows and were collected by rinsing the follicle walls with Dul-
becco Modified Eagle medium/F12 (DMEM/F12). The number of cells was counted with
a haemocytometer and the viable cells were assessed by the dye exclusion method using
0.4% Trypan Blue. Treatments were 1) 500,000 cell/500 ml, 2) 250,000 cell/500 ml, 3)
500,000 cell/200 ml 4) 250,000 cell/ 200 ml. All data were analyzed by JMP (SAS). RE-

SULTS:

Low plating density increased E2 secretion and mRNA encoding LHR, FSHR and

estrogenic enzymes (17BHSD, CYP19), whereas decreased mRNA encoding GADDA45.
There were no differences among treatments for RNA and protein concentration. Low
plating density also decreased protein amount but there was no difference among treat-
ments for RNA amount. In conclusion, decreased cell density cause increase in mRNA
encoding codding estrogenic enzyme gene expression and decrease in mRNA encoding
progestagenic enzyme gene expression. CONCLUSIONS: Protein concentrations did not
changed with decreased cell density therefore we can save cells against harmful effect of
increasing cell density.

Keyword:

cell culture, granulosa cell, Holstein cow, PCR, RIA

Figure Legends and Table Captions

Table 1. Primers used.

Table 2. Total RNA and protein isolated from cultures granulosa cells. Values with different superscripts. @ differ significantly

(p<0.05).

Graph 1. Estradiol concentrations in different cultured granulosa cell densities. 1- 0.5%10° cell/ 500 mL, 2- 0.5x10° cell/ 200 mL,
3- 0.25%10° cell/ 500 mL, 4- 0.25x10° cell/ 200 mL. Values with different superscripts. @ differ significantly (p<0.05).

Graph 2. Relative gene expression of estrogenic and progestagenic enzyme in different cultured granulosa cell densities. 1- 0.5x10°
cell/ 500 mL, 2- 0.5x10° cell/ 200 mL, 3- 0.25x10° cell/ 500 mL, 4- 0.25x10° cell/ 200 mL. Values with different superscripts.
differ significantly (p<0.05).
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