36% HaW B R B K EF (A RBHE D Vol. 36 No. 4
2008 4F 4 A Journal of Northwest AR.F University(Nat. Sci. Ed.) April 2008

EHE/NMNREBREEMR LM FEFEERNIGIE
FREHEVEER BB ER I FE F AR

(1 PYILRMRBI I El%’?éﬂiﬂ@Tﬁ&/Mﬁ%*L@éﬁﬂEPAIJvl‘a‘EE W 7121005
2 S DU R R A PG AR B S ue S RL L BB P 7100325
3 R ERFE B 22 MBS BT HOR 220 730050)

[ ZE]1 [HEMY S s 55 B W1/ BUR 6 A 78 48 i (PGCs) 1 dae A T 1 3 35 5% 4k, o B 01 /1N ROV i 26 4 4
il (EGCs) flt F 385 FeAili . L7 ikY LAAEYR 8.5~12.5 d B WI/NE PGCs g4 5% HI T L8 K 77 . 7E 35 9% B b isom
AFH Gy AR AB.C.DEF.G 7 FlE bk, xd B U/NR PGCs #EAT TR AN E 37, 43 B3 35 552 VR 6 i s 26 56 200 0, LA 0 26
IR FRE. (4581 D.E.F A¥RMAREZ M/ PGCs [HPESE % . MEF-CM FI GR-CM 20 1y 550 2R 5 41 fa K]
T LA L 25 AN W E AR TS SR A (?*"‘1 TG I3 Ky 3R 5L RS 0. 1 mmol/L RA S fiff FH 4% 14 8% 55 2k
MEF-CM Fil GR-CM, ¥4 R T/ PGCs 147# . 2838 EGCs %8 A 50 15 2] 19 40 M /& PGCs, I H75 % 4 55 57 F vh
IREE I il EGCs 7% .
CsEim ] JAIh A 5 20 0 s VR iR A= 908 400 R 5 G I W 3% 3% 4 s R WD/ R
[(FEISZES] Q813.171 [xmktRifE] A [XEHRS] 1671-9387(2008)04-0027-05

Selection of serum-free medium for culturing primordial
germ cells of Kunming mice
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Abstract:[Objective)] The study was to choose the best serum-free medium for culturing Kunming
mice PGCs in vitro. [Method) Groups of mediums,A,B,C,D,E,F and G with different components were
used to separate and culture PGCs from 8.5—12. 5 days fetuses. [Result] D,E and F groups could culture
more positive PGCs colonies. Comparison between groups of MEF-CM and GR-CM with group of cell fac-
tors didn't show dignificant differences,but they decreased the cost of mediums. [Conclusion) The mediums
with 0. 1 mmol/L RA or MEF-CM and GR-CM were helpful for proliferation of mouse PGCs. After EGCs
were characterized, the cells were proved to be PGCs,and EGCs colonies were obtained in each group of medi-
um.

Key words: primordial germ cell;embryonic germ cell; serum-free medium; Kunming mouse

x [k E]  2007-04-27
[(H4TWH] FEEHRFE4TH (30671067) ; B Pi 4 & AT B (2006K205-G1)
[EER A FATH1980—) , B, I pg PRI, AT, 32 20 DA S5 2L 2 4 R iy TR 0 T 40 B A 5
E-mail: dongshuwei2005@126. com
CEMER] BFRZAI70—), B I RKE A L, RN YRR TR T AR5 . E-mail:xlfeng@fmmu. edu. cn



28 P AR K 2 AR IO

5 36 &

JR 46 A= BE 20 M (Primordial germ cells, PGCs) J&
BN W) A% G A BN ML AL AN L R AR A I 2 Y R O
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1.1.2 E£Z&KA EFF DMEM, Knock-out DMEM,
1M % & /¥ (Knock-out Serum Replacement,
KSR) ; #5744 1fi 7 (NBS) , Bl 4 Al £F 4 40 g A4 K A
T (bFGF) ¥y { GIBCO 2 al; 2-3i 3 Z W (2-
Me) Ak 2575 & F£ R (Non-amino acids, NEAA) | L-
A S e L YR R AL TR AR A EDTAL £ R R
C 2R (RAD A0 I Jie 45 % LU, 20l A Sigma
22 A) s LIF A1 ES 4 Jifd % & i8] & (SCRO0D) . 2411 A
Chemicon 24 &) ; if 4+ 1L 7§ (FBS) g { X H: TBD 2
A s DAB 1 838 50 & el M B R i CAP) 4 83 5

ERp ) RSBl E L /N
1.2 INBRPGCsAxFREHE &

/N BRUVE G 4T 4 40 i (MEF) 1 73 85 15 52 5 %
RS Tk

BUE K BAFRY 2~5 A0/0N BV IR 1 2T 2 20 1, Wit
BRI S 10 pg/mL 225 £ C 140 i 55
FRW 37 C ARBIE 5% CO, KRR % 2~
2.5 h; I 5L, ] PBS vk 3~5 ¥, LAl fig
Free 2835 R Co SR H 0. 25 g/ L A R AL 1~
2 min, 40 0 46 AR 5 B 28 1k 9 Ak s T R An i B
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EVEW A MEF 85 5% 56, Bk T Al 40 i B
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B WAL 10~20 min, JILA S5 5 5 I3 35 R L4
THAL AT B, 2 165 pm FLAR M IE LD 2 98, 1 000
r/mingf 0> 8 min, 7 LW . A PGCs K75k, i
AR FE R 2X10° mL '8 0.1 mL 20 B A
TR B 4R SR 2 0 24 FLRE IR AR b, 43 B 0. 5
mL R H) EGCs 41 f 15 55 3,37 C AR50 5%
CO, ML FNEEE S/ FH 5%, 24 h R LIS B 2 d
R 1R
L5 FAEEFEINR PGCs RRIEBFHE

P PE/NER PGCs JEACEE FR IS 4 RFISE 6 K
B G 00 S A S M R R I (AP SRR . e MBI
W2 i (AP) G 23250 G v Wi 17 /N BL PGCs (1 AP
Jetr,  THE A~G 201 BH 20 i 4 95 5, I X T 15 4L
iR 07 2250 BT AT B3t
1.6 /IR PGCs WRBHANUFERE

AN PGCs Ji 3R 58 7 K, #hik A K AR
{0 VA Y% B (% 40, K I SSEA-T R Oct-4 1 36
k. BHARGEEAR LB R AL B AR A 4%
Z B W, [ E 30 min, PBS W of ¥k 3 . 3%

Bl 1 /NEUMRAMESRS 4 X DY PGCs A 2
ZAETE(X100)

Fig 1 Primary culture colonies of PGCs
on the 4th day in D group( X 100)

2.2 AEEHFEXMN/IMR PGCs ERIEFHRENE
M

M1 AT, A A 4.6 RIAEEESR DS

B.G#4a2%RFEE(P<0.05,5C.D.EfMF 4%

NS SRS 6 RIFEAR PGCs &l 3
HAETE (X 200)
Fig 2 Primary culture colonies

of PGCs on the 6th day(X200)
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Fig. 3 Differetiation of PGCs
colonies on the 8th day(><X100)
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PLMEF-CM #1 GR-CM #B o] #4411 7 41 &
LIF fil bFGF. J§ T/l PGCs fk4h 4> 5 15 35, H
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2.3 INRPGCs IEMF*LTE

2.3.1 AP F & XFHFRE 4 RME 6 K/
PGCs 47 AP Je a5 M LI . E /b iy EGCs Hl
) % J2 20 2R I BT 5 R A3 Ak 1 EGCs 4V AR 4T
o AR (B AA) B BRAS 73 A7, SR IE P

2.3.2 Sdrmppte iR R AN Ak s kI B
LR T R/ EL EGCs £ 7% & SSEA-1 Al
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Table 1 Effect of different mediums on
primary culture of Kunming mice PGCs
21 5 [ 4 41 g 5 9% %0 Number of positive colonies
Group 5 4 K 4th day 5 6 K 6th day

A 6.521.29 aA 8.521.30 aA

B 11.2542. 87 bAB 13.2543.31 bAB
C 14.7542.22 cB 20.7543.50 cB
D 15.2542.53 cB 21.2542.52 ¢B
E 13.7543.30 cB 19.5042. 65 cB
F 14.5042.08 cB 20.2544.27 ¢B
G 9.7541.48 bA 12.7542.21 bA

B ] NG /R OR 22 53 18 2 (P<<0. 05) , N K5 B
FR 2SR W E(P<0.0D),
Note: The different small letters show significant difference( P<C
0.05), the different capital letters show the most signifi-
cant difference(P<C0.01).

4 /NEL PGCs By Je (o 45 51
AL AP B8 fHME (X 100) 3 B. SSEA-1 B8 fHM: (X 200) 5 C. Oct-4 J £ FH 4 (XX 200)
Fig.4 Positive stain of PGCs
A. Positive stain of AP(X100) ;B. Positive stain of SSEA-1(X200) ; C. Positive stain of Oct-4( X 200)
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11 [ B S 3 38 L 0 2 T R AR B 3R PGCs 1Y
FeAk . RZ0 B PR 7 f 4 B Bt i MEF  STO 4§ — 4k
YL B TR P A — s MR EE Y LIF A1 bFGF, fiT AR
L2t 2l ] MEF .STO ., A BUF 40 g . BLo L
20 0 0 B S B AR A B R SR R A L . A

T 067 A B 5 R EL T R 21 2 S 5% 5% BT A5 1 4% 3% T A
MEF 15 57 W 53 9] il A 1 15 F5 B2 GR-CM fl MEF-
CM. %M 10% KSR #% 3% B B /N il PGCs, Jif 15
GR-CM #H 5 40 it 5 720 . MEF-CM #f [i] 2% 5 #f R~
W2 (P>0.05) ,/H GR-CM ZH 1% FH 14 41 s 58 7% %
MEF-CM 41 £, 7] i, GR-CM # MEF-CM i £ |
T PGCs MyIRAN G F2 3858 . HIL  FEAR P 55 5% PGCs
i, GR-CM Al MEF-CM # 0] DL A8 &5 5 14 41 i [
T4 LIF Al bEGF , DT A R M B AR T 55 % 5% H .
FAN AR K B /N PGCs £ 95 76 GR-
CM (5 FR FE h o ALl [ A L — M AE SR AR 56 4~
7R CAETE JE 3 AE T 4R B4y Ak i G b Ak B Y
PGCs 5 — M AE 6 ~8 d A tnsrfb. X Al fEJ2
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DMEM it & i AR 3475 . AR 563 BL.C,
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ok 23 i KSR Ny JH B A0 36 , JC 35 3 K Rl 2
FH 2 5T Z 240 M i (R S K5 55

JVR G 1 200 P 1 38 B % 5 T A R D I AR 2
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B— HWOHTE ES 4059 15 55 bk il ES 19531k .
T 35 2 40 5 R 4k PGCs W25 . S 45 0 5L 5%, 1Bk
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M. A G 2R i 5 25 R S B IR W
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HUD 2 RN XU /N R PGCs J1 /) ES 48
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LIF 1 bEGF fE A e R B A 2R . i 32 2
TC SR AR AU PR IR R R R T BE S IR iR T A0 i A
AR SR A5

RA ¥ H #5525 Ik (Embryonic Body, EB)
[a] Ty GE 40 M 1) 234 ABAE ARG b AR SR TR oA
RA J5 . SRS Z T C H (M 741 . 3 7l fg
JERA{EHE T PGCs My HIREF MG, X5
Koshimizu Z£1 fil Niels 2= i85 —%. & F

RA 238 53 o] 7 45 5 3 3 ) % PGCs 3 58 /9 . HL BE
AN ISR A TR — 2.
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