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Abstract

ferentiation in male animals’ whole-life. We established several SSC lines of mice at different ages using three

Spermatogonial stem cells (SSCs) are a pool of cells which are capable of self-renewal and dif-

methods. The results showed that two methods (difference adherence and direct adherence) could be used to es-
tablish SSCs in the 6~7 d little mice, but the SSCs from 5~6 weeks’ mice were established only by the difference
adherence. However, we did not get the SSCs lines of 31 weeks mice using the methods which were mentioned
above other than culture on feeder cells. Finally, the functions of those SSCs were determined through analysis of

spermatogonial stem cell lines methylation, specific genes expression and in vivo testis transplantation validation.
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Table 1 Primer sequence
BN 1E A (5'—3") S XAE(5'—3") B KL
Gene Sense primer (5'—3") Antisense primer (5'—3") Tm
Oct4 CTG AGG GCCAGG AGGAGCACGAG CTG TAG GGA GGG CTT CGG GCACTT 62 °C
Nanog AGG GTC TGC TAC TGA GAT GCT CTG CAA CCACTG GTTTTT CTG CCA CCG 59 °C
FGF4 CAG CGA GGC GTG GTG AGC ATC TTC GGA CTT CTT GGT CCG CCC GTT CTT ACT GAG 58 °C
Sox2 GGG TGC AAAAAGAGGAGAGTAG GCG CCT AAC GTACCACTAGAAC 61°C
Dazl GCA CTC AGT CTT CAT CAG CAAC CTATCT TCT GCA CAT CCACGT C 57 °C
piwil2 CTT CCT GTAACT GGG AACTTG G GCA CCACAACACCCTACTATGA 58 °C
Mvh GCT CAA ACA GGG TCT GGG AAG GGT TGA TCA GTT CTC GAG 59 °C
Rexl CAC CAT CCG GGA TGA AAG TGA GAT ACCAGAAAATGT CGC TTTAGT TTC 60 °C
GFRal CAC CAT GAC CCTAGC CACTCT GT CTT CTT GGT CCG CCC GTT CTT ACT GAG 61°C
Kif4 ACT CTG AGG AGG AAC AAG AA TGGAGACGTGGCACCTCTT 62 °C
GAPDH TGC CCAGAACAT CATCCCT ATG CCT GCTTCACCACCTT 61°C
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Fig.1 Mode pattern of spermatogonial stem cells in established methods
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Fig.2 The spermatogonial stem cells of mice at different ages
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Fig.3 RT-PCR of spermatogonial stem cells
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Fig.4 Methylation status of imprinted genes in spermatogonial stem cells
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Fig.5 Transplantation of spermatogonial stem cells
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