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Isolation and identification of Sertoli cells from mouse testis

YANG Jun-jie, LIU Shan-rong, YANG Ling, WANG Feng-mei, REN Chuan-lu, HU Kai-meng, LIU Hou-qi* (Department of
Histology &. Embryology, College of Basic Medical Sciences,Second Military Medical University, Shanghai 200433, China)
[ABSTRACT] Objective: To isolate and identify Sertoli cells from mouse testis. Methods: Testis were isolated from male
mouse aged 18-20 days old and were cultured by enzymatic digestion. The Sertoli cell gene with a zinc finger domain (SERZ)
was obtained by RT-PCR and was inserted into pcDNA3. 0 to construct recombinant plasimid pcDNA3. 0-SERZ. pcDNA3. 0-
SERZ was then cleaved by restriction endonuclease K pn | and Xba | to obtain the linear templets for preparation of the probes.
The expression of SERZ mRNA in the cultured cells was analyzed by in situ hybridization with the prepared probes. The ex-
pression of androgen binding protein (ABP) mRNA in the cultured cells was detected by RT-PCR. Results: Under light micro-
scope, most Sertoli cells were polygonal and were completely extended, mimicking a membrane. The nuclei were triangular or ir-
regular, weakly stained and with obvious nucleoli. The neighbouring cells were interlaced with one another and the cell purity
was (85.11+2.5)%. SERZ mRNA was highly expressed in the cytoplasm of the cultured cells. RT-PCR showed that ABP mR-
NA was expressed in the cultured cells. Conclusion: We have successfully isolated and identified Sertoli cells from mouse testis,
with the cell purity being (85.142.5) %.
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(Promega Corparation) ; T, DNA 3% # i (Fermen-
tas, MBD) ; H % DNA H, 3k BB (TYPE A, elec-
trophoresis grade, Amresco) ; 1% b Z %€ (EB, Am-
resco) ;¥ DNA Marker(Fermentas, MBI) ; 15 28 3Z
AT AR & R 2R TR A F) L Sangon)
Agar A (Bacteriological , BBD) ; JJE 5 [ i . B2+ 45 Bt
Y1 (OXOID, England) ; 2 F & % K (10 mg/ml, [
ETAY TR RS R F, Sangon) ; H
(biotechnology grade, Amresco) ; Jii 4= IfiL & (FBS,
56°C 30 min K, HUIM PUZ= 9 A4 9 TREA BT BR A
A]); DMEM, 0. 25% i & 1 B§-EDTA Chigh glu-
cose, Gibco) ; L-#¥ & WER% (high pure grade, Amres-
co) ; B P B 1R 1l B 10 19 Bt ML = < BT 4K (Bohringer-
Mannheim) .

1.2 X#E@ERARIZSR IR R 5 £
SR Welsh #l Wiebe ™ (975 ¥ , B IBICE , LLF %5 46
BRSO A0 T EAT . AbAE 18~20 d A HEYE
ANER IS SO BB BE , & BT AR 9 D-Hanks W
Ve 3 U IFUIRE, e I R 12 1 B L Ak
12~15 min J5 .4 75 pm BUE M08, & 15 % 164
I3 /) DMEM K5 % W GE 4h i 2 ¥, DLAEIIL 5 < 10°
A0 B 5 B RE AP 2 100 mm BRI, & 15 %R
B 1 DMEM 85 3% 1, CO, 35 J7 48 (1 AR %
95% 45 -5% CO.537T°CHREFR, 24 h i, LU
JEHE 3~4 d W 1K,

1.3 “A@femied RNA R /N EEREO
HA/ MM S RNA 20 & . HU5 pl & RNA B
17 100 P REARVEBEI L VK, HLIK 5 2R T L 28 S.18 S
2 2% W 52 B AT IE S BT S IO B RNA TC B i
¥ A RNA M & ddH. O #i B 5 T 54 73 ot
T ZE » Doso / Dogo BREAE 1. 8~2.2 Z A, KW
BT Z S RNA i 54,

1.4 3l4hi&t 54 R PCREIYA Primer Premi-
er 5.0 W I i M W2 2R W) A BR 2> Wl 45 L, SERZ
(291 bp):5'-GG G GTA CCC TCA GCA TCC
TCT TCG TCC TC-3", 5'-G CT CTA GA A AGC
TCT CCA TGT ACT CCT TCG T-3'., Li#5IHY
HIEE IR Kpn T, T ES1 A9 B UL 58 Xba
T (WTFRIZk), ABP(324 bp):5-CTC GGC TCA
CAG TAG GCT-3", 5-GCA GGT CCA CAT CAC
AGT TT-3",

1.5 RT-PCR Wk RT-PCR, % — 2, i s 5
FRE, RNAR RS H U A, Z 4T . 42°C, 30
min; 99°C,5 min; 5°C.5 min, %% _—#.PCR &M,
BB 22 2B B AS L A5 0F 20 5 U0 F : SERZ: 94°C L5

min;94°C, 30 s;60°C, 35 s;72°C,40 s; 3L 30 M E
¥, ABP.:94°C .5 min;94°C .30 $;60°C,35 $;72°C,
40 s; 3L 30 MR, R F MRy 72°C L 10 min,
PCR =W NA EB 2. 0% Bl b B i v iE 47 Lk
DL AN BRI H1 X FR-200 WAL 45 SR IF- 41 18

1.6 #2544 B 90 ul RT-PCR F=¥14 1% B
R AREE RS LYK (7% EB 0.5 pg/ml; HLE 50 V) 4355
H & e 2 AT B U1 & B 0940 8 e,
3S DNA Gel Purification Kit V3. 1 [, glifk H
FB, FHBRGIEN IR Kpn T M Xba 1 WY
peDNAS. 0 Zh /R Jok 1 5 /Y A B, 43 ) i, 4l 4k
WUEGEY) G 0 Bk 7 B B 0 R B, r ik AT, H
T, DNAE £ i 3 20 3% 32 0L V) 28 4k - BERD H i R
Bt B pcDNAS3. 0-SERZ E4 ik, H LR EH
JRLEE AL K FF # DHb5a.

1.7 EARKGEZ WA E MR R I 3
Pt b e B R 4F i B v BE T 7 PR S 3 ml LB
BRI (HAFRHEE 60 pg/mb H,37C k%
JK,200~300 r/min, ¥ 32 & (12~16 h), JH 3S
Plasmid Miniprep Kit V3. 1 42 F ki, 57 )7 3 0L
LA, 5 I 30 pl ddH. O B Bk DNA, B 10
o] 2 JBOREABOBURE ) B8 5 . A U D) 4 5 3R W] o 20
B W AT R TR 5 LR AT

1.8 A  LLT7/SP6 mil H5%, th LigA T4
YRR R MR %A BR A AWy, Wy g R
DNAStar 85 H ) DNA J¥ 81 X,

1.9 & F ATk sh4l & RNA K4 H Kpnl Al
Xbal 4y VI FURL peDNAS. 0, F 3S DNA Gel Purifi-
cation Kit V3. 1 4lifk £kt DNA, L It B4R & i
RNA #%4F, FRic 27 7% B Roche 2 7] Dig RNA #x
GRS AR Dk #E1T. BLZME BURL peDNAS. 0/
Kpn AN, SP6 RNA R4 B ik & B2 LEE RNA
BEL ;s LR A kL peDNAS. 0/ Xbal MM, T, RNA
BA WA B IE SCEE RNA 5ET

110 RASERXEZT Z&HFmi AR ALY
NS TC RNAase JrikAb#, (1) 40 fiab . =
T R 4 % 2 R WP EEEZE 10 min, 0. 1
mol/L PBS ¥ 3 X5 min;0. 1 mol/L H &/ PBS
AEFE 5 min;0.4 % Triton X-100 / PBS ¥k 15 min;
0.1 pg/ml A K37°CiHfk 30 min;4 Y0 2 R H
MPE 5 min;0. 1 mol/L PBS ¥ 2 X3 min;0.25 %
IR (0. 1 mol/L = ZBERZECH]) 10 min; 2 X SSC
Pk 10 min, (2) 2438 A B K5 1 R K 1 U8 4R %
T IR LA 24 28 2% v (IR AU 0.5 pg/
mD 1,43 ‘CHRIE 12~16 h, 4 X SSC 37°C E¥%k 15
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min;2 XSSC 37°CEYE 30 min; 1 X SSC 37°C EE vk
15 min; 0. 5 X SSC 37°C ¥ ¥k 15 min; 0. 1 X SSC
37°CIEEYE 15 min, (3) il . BiR4HMIA 0. 05 mol/
L PBS ¥ 3 X5 min. A B P 85 72 B (AKP) A5 ic 1Y
P, E I & 1 h; H 0. 05 mol/L PBS ¥k
4 X5 min; TSM1 #{E 2 X5 min; TSM2 #{E 2 X5
min; NBT #1 BCIP & A 4, = R AL B 4 6 min,
0.05 mol/L PBS ¥ 2X5 min, & [k W, ALK %
B2 MM IR (1D 22221 100 pg/ml RNaseA

37TCHALFRANML 1 by (2) JNIE SCAREF #EAT RNy, HAx
BRI SCEREF I REAS A [A] . &5 2R A€ < 400 %
DG T AL R L T4 200 NIRRT L
5 240 0 A7 24 28 BH PR A0 L G

2 &5 B

2.1 RARZHR BIE 8 hE, HEE A BB W
25, DU A AE K, T bESR . 24 b 40 0 BE A
LB L 52 2 3% 2 40 i S A e R HE A L A0 i A] B A K
FLASHEI o B 5T 8 3 16 KL o s s . 3~ 4
d e 20 A AR PR 22 0 i ) B AR /)N L 2 (B A
B, 4~6 d AME a0, REZ N ZHIE. A

BERAZA™ I 25 i o il AU PO (B D,

1 HERRETHZHAR
Fig 1 Sertoli cells under
phase-contrast microscope( X 100)

2.2 RT-PCR 1% 3 B W &€ ¢ B Uk 7R . SERZ
RT-PCR =¥ K 291 bp, ABP RT-PCR =¥y 324
bp . 43 5 U438 B B EE A AT L R R AT B Y
BB 2),

2.3 FHMRAEGBEEE  pcDNA3. 0 #ikiE A
F B SERZ W ¥ 45 - Fl DNAStar 5 /M il SERZ
mRNA 2 I 4 i X 751 b, 25 5 100 % 75 &
TR Y) 5, — R B R B 5 B DNA K
BEKEE (291 bp) AHAT s K — 45 5 W EF YT Y peD-
NA3. 0 BRI (2 5.4 kb) ZE K (K 3),

bp bp

2 000
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250

— 2 000

— 500 324
291— 250

— 100 100

B 2 RT-PCR 7= #I KB ik o 7
Fig 2 Electrophoretic analysis of RT-PCR products
1. SERZ; 2. ABP; M. DNA marker

bp bp

— 5400

500 —

— 291
250 —

100 —

3 pcDNA3.0-SERZ EARMKEIIEE
Fig 3 Digestive identification of
recombinant plasmid pcDNA3. 0-SERZ
M: DNA marker; 1. pcDNA3. 0-SERZ; 2. pcDNA3. 0-SERZ/
Kpn 1 +Xba 1

2.4 RNA ®ATe9H & 5 2 DkIE N R SRS, 5
3 YK M IE XHRER, KN K 154 bp 247 (- 4,

2.5 RAZZ A R SCHEE AR I 25 5
FAEAH T M T TR 0, M A AN €8 5 P X BRI
PRS0 A A B (B 5), SR i i
1V 24 22 BH P 241 i %84 (85. 1+2.5) %,

I 2 3

154 bp

4 RNA Kt
Fig 4 RNA probes

1: Templates; 2: Antisense probes; 3: Sense probes
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Fig 5 Identification of Sertoli cells by in situ hybridization
A, B:. SERZ positive cells; C, D:. SERZ negative cells; A,
C. X100; B, D: X400

33 i

TR A B 2 0 A B RN B % O L H — B0
SR SR A AR Y 15 SR N ) 32 B T A O T 4
WS A si g, RATELR D LM, 7
MLy g )k A v, TG 5 e Bl % 1 1 1y 1k
BIE AL 12 ~15 min 5. B3 0, 3 Fh J7 2060 20 i
PR 37 S T 38 /0N L e B B A PR R T A R AR A K
BRI TG 1 5 7F 4B DR AR RS FR I FRATTAE SCRR T 4T Y 3
fitlh 36 T TR Ak B, &5 5 3 B 3 b Ak B 7 it A
SRR T AN M 00 35 P L L2 A0 M L ) S g
ToHl R 2250, 7E SR L FRATT 43 AR AT 1Y SRR A A
REAERr T 8 I IE M XA 8 m 2l 3o F —
A TAEBEE T 554,

AT 5E IIE 285 Ry fig P A 7K S X 85 5% 19 32 35 4
MIHEAT T %0, WIES E&, AT 40 85 55 % 19 S 5
i h 2, Rt AR XA X
FF 4 My Y BB KR AE | 6 Ab L AR R SCERYY i 3B SERZ

E VR P2 SCRF A0 M D) 8 A 3R A Pl B R AT 2
MERE ST AR MR RS SRR R I L RO A A 4 R AR T R
173 B B SCF 40 M s 0% SERZ JE K, MIBfE I
B HERGR A A E AR S R — R R
A 2ok 24 R S AU M A 52 A o Y M SRR I R B O
F R A ORI A 2 SR A B B R i S AL
Bt BRI i 1 — A AE AL AR . RT-PCR 45 3R £ W]
AT B SCRF AL BE A8 K 18 ABP mRNA,

AW TE R 3 o3 T SR AN O SCE AR L A
BG40 M L RS IR B ST B E 1A

[Z % x #fk]
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