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Separation and purification of spermatogonia
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Abstract: Objective To study separation and purification method of human fetal spermatogonia. Methods

Sequential two-step enzymatic digestion was used to prepare germ cell suspension of human fetus, then Percoll discon-

tinue density gradient centrifugation and isolation according to the different adhesiveness were used to purify spermato-

gonia. Results The average percentages of living cells, dead cells in suspension were 89.71% and 10.29% re-

spectively. Spermatogonia were mainly distributed in Percoll gradient between 27% - 35% . Purity of spermatogonia

was 60.42% after observing the morphological characteristics of spermatogonia. Conclusion  Human fetal spermato-

gonia can be isolated and purified by sequential two-step enzymatic digestion and Percoll discontinue density gradient

centrifugation.,
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1.2.1 4iMEWm % CECRER LS, B T4 PBS
FYT-IIL A o R AR BT B 68717 40 50 e 152 AL A g 1 48 o 2
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Tab 1 Concentration, composition and density of Percoll gradients

gradients (ml)  of Percoll (ml) (1000 g/1.)
1 9 1.1 2% © Lo
; 4 LY 7.0 1,031 2
7 ’ 27 6.2 1.041 0
35 9 3.5 5.4 1.050 8
- - &3 4.6 1.060 6
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Tab 2 The results of two-step enzymatic digestion

No. of total number of  number of living  number of dead Rate living
experiment  germ cells x 0P cellsx (10P)  cells x (10°, %) cells( %)
| 3.732 3.180 5.52(14.78) 85.22
2 2.125 1.856 2.69(12.65) 87.35
3 4.225 3.89% 3.29(7.79) 92.21
4 6.532 5.89%0 6.42(9.83) 90.17
5 5.113 4.667 4.46(8.72) 91.28
6 4,557 4,089 4.68(10.27) 89,73
Average 4.381 3.930 4.51(10.29) 89.71
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FTATALTE AN AEAT o 3% 3 7R, A A E 11% ~ 19% Percoll #
JUE (V9] 1 = BT J2 40 ] T 40 M e e B B FEAR L, i R 1
ATTE 19% ~ 27% Percoll $4 5 (1] (14 20 i 45 20> , - 347 8 FE Ay 2.39
10° /ml, i0 2K 2 4F 3 3 AR TE 27% ~ 35% Percoll 496 5 [R] 1) 240 Jid 40kt
W% PR 1,90 % 10° 30 R 3 4 s Ar A {E 35% ~ 43% Per-
coll 53 FE (] £ 240 0 th AR X 20 PS5 85 FE 2 1.86 % 107, 30 R 45 4
Mo GETEEE AT R 2.3 4 AR A A AR 2R S, Horp 34
5 2.4 2Z [AAH EE2E AR R o (P < 0.01),2 .4 HF 2Z A A EL 2
FAREP>0.05),

F 3 YMATE Percoll BB O 75
Tab 3  Distribution of germ cells in Percoll density gradients

No. of Total number Pervoll gradients
experiment °f“‘°““m Band 1 Band 2 Band 3 Band 4
cells (1) (ap8)  (x10)  (xIF)  (xI0%)
| 2.125 = 1.51 0.82 1.04
2 6.5 = 3.71 2.76 2.29
3 5.113 = 1.95 2.13 2.26
Average 4.59 = 2.39* 1.90 1.86"

* 3 P<0.01, vs band 3
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Tab 4 Purity of spermatogonia in band 3

No. of Total number Number of Percentage of
experiment of cells (x +¢)  spermatogonia (x +s)  spermatogonia (% )
1 288+ 11 151 £ 10 52.43
2 741 £ 37 45227 61.00
3 539+ 16 M6+ 18 64.19
Average 523+ 21 36+ 18 60.42
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