H Z AR S e S 0 B IR P/ op R e 4 i PR T

IEH /PR EASRRAM TM4

H3%5: SCSP-5226

MHLBFR: 15 /DR ASCRRA I TM4

AR : %0 2 A /N RSB AL 43 B AR 21K Sertoli SCHRFAIIE. HE4RIE,
TM4 ZHI7E FSH /R R A cAMP =838, ExtsEdd iz (LD &k
SN o 5 JRAR S 3% (0 52 FU SRR B AR B, iZ 40X FSH B0 37 KK BEAR . 72 TM4
fart, AR R OE Y 1 R AR, E R FSH RN, 248 IR
RA UG ] RHRIE ik . 24 n] P AR B4 A 8 1 . AL I B0 E
VIR, ik FSH 24k, MEBGE SZARFI MR 2k . EkiE, RIumis
Ul R C

Yidk: NERL HEME, 11-13 R

HR: A

TARFWECTT: W F 78

MRAFEFEH: W RAEEARTOR FRR

SEMLRLH: 1:4-1:8

SEAEREY: 2-3 K R

SEGBRR: 2-3 K, LA

GRREC S : e IR 95%, DMSO 5%

Bigp At A R 95%, EALEE 5%; IRE: 37 BHIKEE,

MBI AN AR IS i B AT T KIS

MBS LR, WhEEAK

SRR SR Yt



H Z AR S e S 0 B IR P/ op R e 4 i PR T

NREISTIR M TMY FEASF5E R,

et

SE R
Rahman NA, Huhtaniemi IT. Testicular cell lines. Mol. Cell. Endocrinol. 228:

53-65 (2004).
Schmid M, Guttenbach M, Steinlein C., et al. Cytogenetic characterization of the
TM4 mouse Sertoli cell line. II chromosome microdissection, FISH, scanning electron

microscopy, and confocal laser scanning microscopy. Cytogenet. Genome Res. 147:

135-143 (2015).

£
1. IEH /NS ASCRRNM TM4 5E 2R 2L 77 :
DMEM/F12(1:1) ¥%%5(GIBCO 5 11330032): 90%

fit 4k 13 FBS (Gibco): 10%
2. FPEVAFI , MSCHAFE L8 5x10° A&, AFA 500 ul, FIUPIAAE % 70%,
IR 1A T25 HEFd.

H R 252 e 7R B SR ) (R i




H Z AR S e S 0 B IR P/ op R e 4 i PR T

FrH e 1. 20 B KE R I

Lo P SRR, 35 Jetzont IR B IR I Bk A7 8 EhRiE 4 i 44 R A2 15

ST R A FR B0 JHER SR IR AT IR BN R R
N TUKE T 5 B E R S5 LR o WL I AL, 540 HEUR S 55 AT TR AR AT e 52 o
BEAh, D AR e S R R TS RS, T L R S 4 T R AR

IS ==

FEEE o

2. PR LR ZER, TEAF IR R SR (B Rk FAR
AT B — 2 E RS , HRPAZAE B 152 2R SO
1K !

3. REIGNIE, EERBE S (A (AP SRR EM TR
WAE) , RN BT 77 AR AT EAE, VI8 B iR Rk R .

1) QT W RAFIRAS IR, 34 OB 1 40 B VR A7 5 78 22-80 FEERIRLUK
TSR ERE R, JER I HSE 5.

(2) TR TRRAS AR, K R 1 40 B B 2L AE 37°C BeR4H
WERE 2 /N, FEEE T SN MOIRAS o 20 A DRI I 3 i B i TR A v+ I 40 4 45
IR, BTN . WA RIEREEF w0, IR T 5. B
FERFHIVER . FRATE E A SR A B IR P APt AE &R, R U S AR
5 BRI A LR TS L AT I GRS 100U/ml B8 2= M 100U/ml FEF )
DL 240 1 5 G2 1)

@ ST 2 IR NG BE 0T 5, 200 5% 50 o E s R 15 92 A & I
EEEARMY, EWERIMADUER, JE4kS A T2 i Bl sl LR,

@ W T EARESHBFAMMN S, IEREARN &SR, 6k
BT BB ALAR . AR AR, T B3 ) 85 25 TS I S R AR (P BT BE  FR
SR I K BV AN BT 3 5 R A NS Y T25 55780 85 5%

@ JELLA NG EERE SR TS, TR E bR AT B R AL A A L BT
SN o VRGBS IR N B TR CRLFEEEYR | BT R 4 D Wi 4R 22 B9 00, 1000rpm
B0 5oyl E, B LIE S RIS AR B O A o ) 0 R A R R
N RN, BEWITIMER 12 40580, 2 GREREEBFW LR, IR
WCHT Jo R 20 M B VR L 7% 2010 T25 5980, MR %, 594k, P TR 40 4i
RI7 PS5 JER 55 7 R DAY 1100 O B 20 g A 7 8 sl A AR R



H Z AR S e S 0 B IR P/ op R e 4 i PR T

FHF 2. @ AR AR

—. SEROHTHER

1. KK 37-37.5 .

2. F 75% RGBS AME IR 30min (AR AR G H

3. AR AR TR O RO R BRI
. R

1. SE4HHAEAR

RN (1 THP-1. K-562. 293F £5) (IAHZE, i kit
WAL . PHEALACS, T B B TR A IS AR B i 1 77, AR E
BIFAEMAT RS G R NN T25 Bi b g ok . BG, M 514
M4 FR. BRI HIH. B2%ER.

Pl

@O TERWE T WSEMBEEAAEKIRES, MARE K2 SR
80-90%IMFART, Wk Z:532HH PBS W& ¥E 1-2 Ik, RS E{ PBS /%
fuh 24 . 240 T 6 S5 A PBS W1+

@ WNINIEE Y 0.25%0B 8 AR AL, TN 37 FEREFRAATH AL o TH AL [A] [A
AMARANZE . JREE IR EE AN B IR A F WA TR, @ E O 1-3 208, BRI E L
A UL 5 A AR [ TS B T v o S A T S O (8 B R B
MEE, MANMEILE. BE AR S LI S ml SEAREFRIEA L, HiRE
W] S A 2 it 7%

© K LA EREEE 15ml B8, 1000 rpm &0 5 min. 3 i,
KA yiEH S ml sEAaRFREER, BAFE — @ BT MR, Tk
TR AR R R MR IR (o T25 B3R ES IR0 5-7 mD)

@ WA FRE, FITEROD N M AT TR BN E 2T . TR AN i 20
b, BN 20 pl & By i G, TG 351 S5 WG 20 pl TRA I 248 B v SO -4
AR BT s B v 5 e A P A AR

® MG SR, HRRE. B, Ba%ER. &5 BaBA
GG IREE TR R IR, W LR IR A2 37°C, 5% COne

#
~
=il
i
N
=il



H Z AR S e S 0 B IR P/ op R e 4 i PR T

FiHf 3. B 4H L KR A

—. SEROHTHER
1. KK BT A 37-37.5 J&.
2. H T5% S A 5 AP R 30min AR 22 AR S .
3. AR AAE TR O B O R BRI
. YA
1. TSR AR

P IR AL TIC T B VR AAI, BE 4°COKFETA o BIVRAFE )7 2 95%
TEAERTIRM+5% DMSO, Rk 7162 W40 i B 5
2. W4

MUK 80%-90% b & FERS, WREREFRBIE M PBS iE¥e, )5 F %
il Y A 3 P B e A SRR & LB AL, 1000 rpm 250 5 min UCEELT M . B4
A R N B O R B O I
3. IMAHFR

7 b3, TEAMYTE R INIE BRI, ERJGAMTT A, e — e ng
2 B e B AR T Gl R R SR A B AN 3R 50-100 75, RAFIAFRN
0.5-1ml) . WEEGHME EARIARARR. BRRE. AR, keSS EE.
4. (KRR

KRR NFE AR (R 1CREIRD ELREMON-80°CUkAE LR, K
H A N TR B IR AT

#
=
Pz
=
=



H Z AR S e S 0 B IR P/ op R e 4 i PR T

FHF 4: TRAFGERR A E T3

—. LA

1 BRI T 37-37.5 .

2. M T5%IFEHHE LA L IR 30min KAV 22 2B G 1 .

3. AW AR PR ORI OB I B0 . A BRI

—. BUSHEE:

1 AR AR IC SRR, ZAREEAL B R 2 P 75 4 B 4 5

2. NRZESREHCH A G, B TR A, RIS A S R

=, BEME:

1. IR ST R DR R i T o BB R A A0 R TN 22 TR 7K 38 v
R, R M R 2 K T DA AN #2830 2= Rt

2. % 1-2 min JE IR AR S AV AR, B PO MR BRIV AT (M 1 B,
ENAEY RN

. Bl

LA AR E BB RS A 15 ml BSOT, JRIIA 5 ml 5848y
TR o

2. PTG, JBONEOHLH 1000-1200 rppm &40 5 min.

Ti. %40 KSR

1 WRFE B, BN AR

2. SO NN S ml SEAREIR, AT i AT R

5. ST

— R, AR EE DL 2x105/ml N E,  EARIKEE B 40 AN [F 2R AT E

. B4

R B B N T25 BRI A, AR e SR 21 ), g T25 BN 37°C
A 5% CO2 [R5 FRAH 24-48 /NS JE SR I, BBty g 1) b 4 R 0 T



