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ABSSTRACT Obejective: To investigate the optimal conditions in establishing STO as spermatogonial stem cells' feeder layer
cells. Methods: According to literature reports and experience, the concentration range and the processing time range of mitomycin C
treating STO cells for use as the feeder layers was determined. Two-factor optimization method was used. Two relatively better
experimental points that MMC treats STO cells were used. Then, the optimal concentration and treatment time of MMC treating STO
cells with MTT method was determined. Results: Without cryopreservation, after treatment with the condition of 17.64 pwg/ml 2h, the
number of STO cells remained stable in culture for 14 days, and the number of STO cells is increased after treatment with the other
conditions; With cryopreservation, after treatment with the condition of 14.72 pg/ml 2h, the number of STO cells remained stable in
culture for 14 days, and the number of STO cells is decreased after treatment with the other conditions. Conclusion: Without
cryopreservation, the condition of 17.64 pg/ml 2h is the optimal condition for mitomycin C treating STO cells; With cryopreservation, the
condition of 14.72 pg/ml 2h is the optimal condition for mitomycin C treating STO cells.
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Table 1 In the case of without cryopreservation, effects of treatment of different concentrations of mytomycin C on STO vitalities

pg/ml d Culture time
Treating concentrations 0 2 4 6 8 11 14
0 pg/ml 0.125 0.312 0.438 0.705 0.812 1.045 1.243
+ 0.004 + 0.002* + 0.004* + 0.018* + 0.048* + 0.004* + 0.018*
14.72 pg/ml 0.106 0.148 0.158 0.218 0.402 0.550 0.690
+ 0.005 + 0.002%* + 0.006* + 0.001* + 0.009* + 0.011* + 0.011*
16.18 pg/ml 0.109 0.153 0.150 0.263 0.435 0.528 0.345
+ 0.004 + 0.004* + 0.008%* + 0.008%* + 0.035% + 0.033* + 0.021*
17.74 pg/ml 0.123 0.165 0.123 0.113 0.148 0.127 0.128
+ 0.004 + 0.012* + 0.009 + 0.010 + 0.020* + 0.022 + 0.011
SPSS B OD490nm 0d OD " (
P>0.05) "*" (P<0.05),

Note: Analysis with SPSS statistical software.The numbers refer to averages and derivation of OD490nm data; compared with control group(the OD value
of 0d is the control group),the numbers marked without "*" represent no significant difference between them (P > 0.05) , and the numbers marked with "*"

represent the significant difference between them (P < 0.05) .
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Table 2 In the case of cryopreservation, effects of treatment of different concentrations of mytomycin C on STO vitalities

pg/ml d Culture time
Treating concentrations 0 2 4 6 8 11 14
0 pg/ml 0.147 0.268 0.415 0.681 0.956 1.478 1.715
+ 0.006 + 0.006* + 0.005* + 0.021* + 0.057* + 0.016* + 0.025*
14.72 pg/ml 0.131 0.126 0.135 0.122 0.123 0.111 0.130
+ 0.006 + 0.007 + 0.0010 + 0.007 + 0.007 + 0.005 + 0.033
16.18 pg/ml 0.129 0.130 0.126 0.106 0.071 0.070 0.075
+ 0.015 + 0.014 + 0.007 + 0.009* + 0.022%* + 0.005% + 0.005*
17.74 pg/ml 0.112 0.115 0.110 0.103 0.074 0.064 0.061
+ 0.004 + 0.008 + 0.007 + 0.004 + 0.002* + 0.008%* + 0.009*
SPSS o 0OD490nm 0d OD " (
P>0.05) "*" (P<0.05)

Note: Analysis with SPSS statistical software. The numbers refer to averages and derivation of OD490nm data; compared with control group(the OD value

of 0d is the control group),the numbers marked without "*" represent no significant difference between them (P > 0.05) , and the numbers marked with "*"

represent the significant difference between them (P < 0.05) .
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