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BE KR 4 BB 5% B % Z 4E # (Oreochromis niloticus) g £ 3 #% 4 i (Sertoli cells, SCs), % 3 3
RURZZ e BELFHARIEERER LELAG T, RATEZMMOEZ ZE 2K E, PBS
ke, WRAEEAL, 0.25%k & AL, & 10%4% 4 i (Newborn bovine serum, NBS)#
L-15 FHRMA L H b, TR, B, REHH, 2R EEXHKA SCs J&, #26°C. L CO Mg
BRI A R SR, 28 KA 4 10% NBS 89 L-15, M199, F12 ¥ 553, 4 5%. 10%. 15% NBS
Hy L-15 ¥ 00k, 4 1% % 46 & fniE th L-15+10% NBS ¥ =35 5+ B % P4 # SCs, & 414 2d B4
MATH, %4#|SCs £k %k, FHELE, BEIMETUNE SCs WA, RZFIE 4 SCs ik
1~2d, @ ERE; 3R 3~5d, A TANEFRAERH, BN SCs EXMN LA H, HBRMLTH
ks, ZONEAK, AT T RESET LIS, SERET X FAMME TN AR R TZe
JEl, SCs £ L-15 ¥4 WA A K, 78 F12, M199 B4 &g IhaE, 5 F12, M199 2 % 7 41
P, L-15 S RM E A B T o Z B 4F # SCs 4 K 378 (P<0.01)., 5 74 #m 5% 15% NBS A th, 7 L-15
B R 10% NBS EA B TR % Z4e# SCs 4 KA (P<0.05), 5K7AME T F4 & mEHth,
7 10% NBS+L-15 3 5 i in 1% /2. F Z dk & du 7%, A8 B F (R SCs 4 K7 (P<0.05), #ARKU, *
FIRBECZ R KRR T P A E M, 10% NBS+1% % 4F & i +L-15 3 5= 0% 5%,
EERARTZZFaFE o EKIEHE,

Xm0 RFFAEs; IFAM; 2ERESR KAWL

hESYZES S917.4  TEMFRIRED A XE4HS 2095-9869(2020)01-0119-08

SRR AL b i — R AN, 7EF B FRAN (Edelsztein et al, 2018), JEAE AT SN
GOAT S VR R GEB I R L L AN AOBFSCR Y], SRR A RSN SCF. FGF, TGF
Tl AP/ RS AT HLIAS , R AT RGBS R IGF 457k K I T (Jiang et al, 2013), XM 5 F40i
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WFEA SRR, SCRrai i 5 st bn 2R S AR | R DT
o S ER ARG AR, AT AR Sk 0 R A0 I A K A
(Regueira et al, 2014),

SCREA M EAT S I R D RE , AT LU TR SR ALL
AT Ay A4 A 40 i 42 A B 3 8 4 1 1 85 (Koji et al,
2001; Luca et al, 2018), Willing %5 (1999)#% 52 H. 37 ¥
24 B R0 VR 6 v Bk 4 e () 35 5% S AR A A A 4 AR 3
YRR, 7 d SRR AR A 1 R T T T M o 22
TR b 2 BGI, 1h ELR 2 ST MR ) R NS A AT
HOTM o T X SR D SRR A AR R R R, A
KSR AN RS o3 | Alifb BRSO EY, B N4k
A 138 (B3R 4R, 2005; Sakai, 2002), 435 4li i i 5|
90%, JREE, TSR bR, (B R AR5 e
FLE Y, N0 2 SRR 20 AR Ak 55 3% 0 BF 5 R 2D
(Ghaem Maghami et al, 2018),

Je % % qk a1 (Oreochromis niloticus)J& T-#57 H i
R, JEE TR, S B R i R B R
(3T A, 2011; BN ERSE, 2014), ARWFSELLES A
et Xt g, o Je B B R ok SR it o e L 4l
RSN 37 10 A W 2 el s S Rk e B B R
R H SRR AN A B B IR A 2R L LI O £ 288 SCHR A A4
SRR TR R AR S ARG

1 #RERFE
1.1 SEIThip

HEVE e % B A 0 ) B T E K = I & B A
PR FE RN, AR HRAE R 50m, KK
H9(9.520.5) em, AT REE MM, MFET 1.2 mx
1.0 m BYSHLAR, 6% 3 d ok 1k, B RBMA
1 YR SEEGHT 85 2 AR F0AE 0.1% 4 BR 4T i1 30 min,

1.2 THMARHPSBES

121 MZEaiEE TCWE A N IS e
MRS 8, WA SA PR PBS iR 5~10 min, [&
ORI R 2, e L-15 5595 (Gibeo) vk 1 3k .

FHFAR BRI BT AL 1 mm3 224 /e, B 200 H 38 )
TE U8, R R ICER AU 25 ORS T-0 i R LA A e,
A AP PBS WERIEM R 2 G, WK
B A 4 ml 0.25%Ji 75 4 /i+0.04% EDTA )
HALHE , 26°C 41k 5~10 min, {21 % 7% (OLYMPUS
IX53) F UL LR EE R O, 40 o dis 25 40 6, S ED AN 4 ml
B 109%422F 135 (NBS, PUZ75 A9 T REA R R
R TR LR AL, B AR KT, 40 i 5
liE 5. FH 200 HJE M gk 58 A 21, g

MM £ 1000 r/min B.0 5 min, Ak ISR,
N IR AR . BUNFAIRER, SIiEg6,
52 FEAN A LR

SR FH 25 39 0 B ok (R P S 30 40 mT A 2 7 O e A=
K, ARG IR 0 A 58 A0 HE A O BERE 55, 75 220
B T 10 75 2 240 L A A )R e ) SR 400 i R A= 4 240 L
ArES AL, BIRE L 28 R A 0 i B 3% 5] 1108 4~ /ml
J&, FMHEEA RSN, BT 26C. T CO;
P00 A R B R A (V) TR 5 3R 24 he SRS,
FHR WA 52 e R O U 200 i, S O ) 2 A 40 i 77
W, FEFIE IR, T A 5 U A 5 I B X 4
o, &3 KHeim 1K,
1.2.2 L4203k ML Bk TC B 25 F T B HE fa mi
W8, A S AW PBS Yk 5~10 min, &%
KRB R R, ool I IR L-15 W0k 1. AR
SR BY AL 1 mm® 224 /B, 4N L) 5 mm (]
BRI S AR M, BT 26°C. J& CO. My Al
FEMER SR RS . ok 12 h I AE R IR
BT 26°C. J& CO M A BEfE IR B A s 3%, 1%
F1dEHI, Za, 53 dHl 1k, Fran i
WA IR, BEd414i,

1.3 ZHFAMBGRESR

RN 1~5 FRALARR F IR RAL AKX, 125 I 5 41 i
IR T0% LA R Te . FH PBS 3B UL 1~2 KA,
T8 4k % (0.25% /183 25 1§ +0.04% EDTA) 2 ml, 41k
2~5 min, KiFEILA R HAAIRIT BRI EEANAE . 40
i 2 1000 r/min 2.0 5 min, KBR B, HEHRE
TR AN, AR B E 1108 AN/, 3P )T Y
Rk, BT 26°C . J& CO 1A H I K 746
hiESE, 3d I, BRASEAINE, U5, & 24h W0
5K, FF3d il 213, K2R ke e R R

14 ZHEHAMERSEURMETE

X Ut BE P9 B2 200 M P e R T (AKCP) 1 771
(P B ISR TR T ) e &, Al S Rp 2 2l 1L
WLEAT TCIR AR Hrh BRI T 4L, AR5 T Ak 5 ek
M SCRP A 88 R A AR M 25 B e i O o

1.5 AEVEAEE T kX 2 40 A A K IE S B0 75 1

JH0.25% Ji# 25 i 74 A AR KORAS B4 B9 55 2~54%
Je X B AR M, ARSI B L
1000 r/ming.L>5 min, FrE& FWEW, 251 HL-15,
F12(Gibco). M1993% 35 ¥k (Gibco) T & 41 Jifd (75 1 KL fi
% A10% NBS+1 mmol/LINFiRZ 4N . 2 mmol/L4& 4,



55 13 HE AR JE R B AR AR BLSCRR AN o B B R I R S Al 121

Pk e . 100 1U/mI5 25 2 . 100 1U/ml%E %5 % . 15 mmol/L
HEPES, ¥IE T3 A RKEYWNT), BUMFE B
Yett,, HE A MAETE R

1.6 I iE X 32 45 4 A A K 3 5l AY 22 1

Tk IAILE, SEAHIEFR: L-15+1 mmol/L i R R
AH+2 mmol/L& & Ik +100 1U/mlIT5 25 2 +100 1U/ml
HEEZ +15 mmol/L HEPES, 7EULEERL b, Jr5ldn
5%. 10%15%HINBS; Rl A FIKEENBSK]JE S %
e A0 SRR AN AR R B T A S . E A R TR +10%
NBSH Al A 1% JE Mg, A58 % g
X S A 0 A K S

1.7 H£KMEHLH

SR AR50 22 1 2 K 2 ] A0 A8 %
20 1054 ml, DER B YA, AR
B H A A M B RN T 96 fLBR P, BT 26°C K CO,
T AN B PR G SRR R AR . 9 2 d B 3 LA
feit%, HEVERMG, R ARAT R, 30
£212d, B 3d I 1k, DAANARE 3R] A R
BRI, d KL .

1.8 #itAE

FT A B R FH B AL 4> 2l F R B, SR A SPSS
11.0 B4 PR R 26 7 223 BT (One-way ANOVA), 4%
HIE R A LSD ki T 2 E ik, LA P<0.05 K25 W
¥, P<0.01 MZERWEE, FdEIos R TIESMER
(Mean%SE),

2 R

21 BREABMHELEZSHARBERESE. BFX
Frdi Ry £ K it

211 MEBGQEEESB BRI F @i A K4

JH 0.25%J 75 117 +0.04% EDTA 5104355, 155
Je B B AfAE SN, 7 26°C . JC CO, {0 FNiR & fH
BRI, L de, SCRrgnns eI L, g
R BEKAR, MMKZARE, Prootiog, ot
Yy 90%, 153% 3d 5, MFERSZRRII T AR AR K
RS UOREN NI VYN R 1S i | ) e
B2 (1 1A) . 5537 10 d J, 4G 5 o ek 1
70%~80% 2 Jifd il 5 T g A 55 2 i1 7 240 e (i) o 422, A
T8 57 AT WL (& 1B).

Bl 1 SCRPANM A R A L Al 1 IR A R

Fig.1 The cultured Sertoli cells after separation and purification

A: fRSMESR 3d BYEACAIN; B: MRANEESR 10 d B9 AR I

A: Primary cells cultured for 3 days in vitro; B: Primary cells cultured for 10 days in vitro

212 WMPRBFERFIMHRAZ@EOER X
FHAL I HL B 2 2 R 9550 2 KE, ] LM 20 2 B ) Bl iy
BN, MRESA—, ARBEIERAE; A
BRIV, I dEdit; SZRran i S AN £
G, MAARET, AR P AT U7 I 1 /N JFURE R 4 5
553 KIFMR, B A A s, 4l 2 il A
AR AIE)Z (K 2A). B53:55 7 K, S84l
B FERE , Ui B AR B R AR A . U ST
J5i . BB BRI AR, R AR K A AR 5
WH, TR )2 IRV 2 AT deREAm i, 21

M2 KRG B A K rY A= 7 40 i (K] 2B).
22 FTHEHAMESFHITEREE

RN T AR M RE A K R K AR S, Y
B AE ) SR AN A R B T S, L R R AR AR
K, BAHMEZIIE, AT 0L H e 06 0 /N BR R
YRR ZS 0 RAMRE SR S ANNE, AN A 28 R AH B %
e, RHZBOR. AKP Yt g LI, 540
ARNEM, N AKP TR 3A); HI RS R, i
Jo R R] L 22 KNS — B R e (s IR ZE . X s
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K2 SRR AR
Fig.2 Sertoli cells cultured in tissue

A: fRSNESR 3d SRR B: MRANEESR 7 d B9

A: Primary cells cultured for 3 days in vitro; B: Primary cells cultured for 7 days in vitro

K3 IRrE s
Fig.3 Morphology identification of Sertoli cells

A: AKP Bt 5 I SC RN B: HIRER YL ()5 1 SCHF A0
A: Sertoli cells after AKP staining; B: Sertoli cells after methyl green dyeing

HCR B S5 IR /N , KN —, R 580 [RE
BIFIRAEAE , BT 3 40 B M S5 B P A A T
i Pd JE (] 3B).

2.3 EAHIEFRRN X FF AR SMEE R R

FH& 10% NBS 9 L-15, F12 il M199 FEAfi 55 37
W, 7€ 26°C. JC CO MFMBSE M F R FRE P P 3k
S HRARM . ] F12 F1 M199 55 35 4 3 35 40 L R By I
BE, YA RESE T 50%MUE E s kA K, miA L-15
BE IR IR SR 0 SCRP AN AN e R A, 3% e, AR KRE
B, HiFR 4 d S A OR R E AE S, 8~10d RIH]
A )2, 55 8 KJG, F12 Fil M199 5532 Y
THE AT b A, B A T, BEd T Rk
3R 10 KI5, F12 F1 M199 55 73 W v T8 I B 1) 37 4%
Yz Il 4, R AR R YE s L-15 H Y 4 L s
EEH A, (A4 KA T iR AR 18 . 7ER 35557
R, M BOL R I S R A L-15. F12 F
M199 B IR i AR KRB FE I O, SCRF A MIAE 3 Al

TR AR T Z LA 4.

[ - L-15 A A
[ -== F12
P M199

i
Cell number/(10° cells-ml™)
S = N W Rk L NN

fif ] Time/d

Bl 4 BHE A SOR A AR AN R R Al R v b i AR Rt 4k
Fig.4 Growth curve of tilapia Sertoli cells in
different medium

] — B T AR T E AN R R 5 b 3R 25 4 W 3 (P<0.01) , A )+
HFREF AR E(P>0.05), £Y¥EE n=3, TFH
Different letters marked on the data at the same time mean the
difference was highly significant (P<0.01), the same letters
mean no significant difference (P>0.05). Biological repeats
n=3, the same as below
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WE 4 Frox, L-15 355 i 20 i s 58 BH i
T F12 F1 M199 #1(P<0.01), L-15 4, % 4 K5 %
R p % ] 2 T F12 1 M199 4H(P<0.01), 45
REY, L-15 FBREEA Y TR P e A S AN
R A T

2.4 BRA I ER X R AR AR SMEE A R0

DL L-15 R HEmlii gk, Horh a3l s in 5%, 10%
Ml 15% NBS, ¥:32e PP e FrdiiE, £ 50504
W BEFR AT, 5% NBS JE A0 41 202w FRmg /N, 55
7% 5dJ5, 5% NBS 2140358 A A8 18, nl WLiF £
A SZRRAN M AR A, R BOIR AR RS IR RE L M
10%7F1 15% NBS 4, ZH B ECR, 4 [ A&
PR A, KR 5d 5, 10%F1 15% NBS 4H —1uk
21 i A P R A K o MR A T S R A A
ARG, A KL LA 5.

[ —=5% NBS
I -m=10% NBS
15% NBS

S = N W R UL o
T T T T 1

# %
Cell number/(10°cells-ml™)

i} 8] Time/d

L5 U A [ B A A 1l T
Je B B A A0 SR A0 M Y AR Rt 2
Fig.5 The cell growth curves of tilapia Sertoli cells
cultured with medium containing different
concentrations of NBS

WK 5 frn, 15% NBS 4140 i Ak K4 5 i 2 b
T 5% NBS 21 (P<0.05); 10% NBS £H 4 it 3 58 # 5 3
PF 5% NBS 41(P<0.01), 7EH5 554 8 KHT, 15% NBS
ZH P R AN R W5 22 T 5% NBS 4H(P<0.05); 7E%
6 K. % 10 KA 12 K, 15% NBS 2H i) i fifg Kokt
W R EZL T 5% NBS 41(P<0.01); #:F:45 6~12 KT,
10% NBS 44 it i % £ T 5% NBS 4
(P<0.01); B53%% 8 Ki, 10% NBS £ b 40 i #i it
E £ T 15% NBS 41 (P<0.05); #3555 10 KT, 10%
NBS 41 () 4 ffl B i i b & £ T 15% NBS 41
(P<0.01). Z5JEK M, N 10% NBS B4 | T L R4l
LR A A S B

25 FIamENZIHFMEMmAEN
DL L-15+10% NBS N Eali: 70, 7 1% %

efainyh, HIReP PHEaC R, 45R 8RN, 7E
RiFem 8 K, SXTHRAHAHLL, SZRedm A K385 T
W22, SCRPAnMEI RE R AF . REAERK . XS 8 KT,
W e IE A, TR R, TP A i
PAZ A LT BRAT B R, FEER RS 10 K, 1%¥
A I I A1 A0 Ok i 2 X R4 (P<0.05); 7E5E
8 KA 12 KIWF, WhN 1%% JE £ 1 i3 41 20 i 5 e A
W FHZ TR (P<0.01), Z5 5B EW, N 1%% k@
LY B AT Bl T SRR A0 M ) A A 3 B o 20 B A )
LA A KR AL, AR 2R LE 6,

[ = 10% NBS+1%%F I i 3
1% tilapia serum

a A

9
L 8t
E -l
o -=— 10% NBS A
B 6|
B 5t
2]
Q
M
g 2F
31t
QO 1 1 1 1 1 i
2 4 6 8 10 12
BffA] Time/d

FL6 WS im0 A o i i i SR e i A K il 42
Fig.6  Growth curve of Sertoli cells with
addition of tilapia serum
(7] — I [ B TR AR ) /N S Bk 3 7R 22 57 Wik 35 (P<0.05) s ANl K
BR824 5B 3 (P<0.01), A¥EE R n=3
The different lowercase letters marked on the data at the same
time mean difference was significant (P<0.05), different

capital letters mean difference was highly
significant (P<0.01). Biological repeats n=3

3 itig
3.1 THMABRMSESENTE

B AR AR SR/ e 45 45 2 2L B T
W, BRIV TR 0 P S AR N B R 45 4l AL 2K
J, A A DA /NI T8] 34535 FR A3t /D P A 5 A i A
Kofe, SRR T8 o B % a2 Y 2 4k s
LU 7 s SRR AN, HORS B8 b 32 50 A Fr 40
JE SRR AR A 5 L R b AT A 4 R i A
JELAC AR M 5 2 A 14 05 ik P B R O A 0 AN 2
Gk, AT, BREABHEIE TR iR
SRR AN A R vy, BEAS BT IR AR WY A FEL AN L, Ti
HAABE SR E F SRR A LN, ZH 2 B b i s o
A S AN, R PR 2L 2B S A A= L, 22
B2, AR TP Al . O HIE R L3P 5
Fr 2 M o3 B A AR B SR , R 22 5% FH T i I A 1 A 2
U BE B 5 30 R AR A i 20 ) SR AR . R AR A
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(2008) £ 73 B M SR ALSZ R AN MU A, B e 10 fF T4
HeAARUR 1 mg/ml 5 AL, 78 37°CAEFH 30 min,
1A AER% 5 min R 2] 1K, 2 )5 A1 0.25%f8i 55 Fi-ED TA
THAL 5 min, 300 HASGEH Mol g, 2 H RE L 2
FRAGH AEAE AN, S HRAn S 4lifk . Syed 4¢(2001)
K FH 20 mmol/L Tris-HCI X 8% 5% v Y Sl 15 20 i gk A 7%
DAL, WA R B A R AN, AN 25 SRR A
A . SR TR 5 (2008) K PR, M52 AL S 49 41 il Fn A=
B 210 M R AR AR, B ) B [] 22 85/, BEAAIRB b
FREBRAFEANM, A REARAF LAl 1Y R

A ST T O vk 5 R GE B sh ) SRR AN A 1
alifb A R ARG, IR A TR B AL
ELHAT ] 0.25% 1R 8 M BH 1L e B 5 4k faf S 4
A3 ES AR AT LA B 90% A A7 K o B4 B 45 2] i 41
LS, FH B MO B R IR, S A B P U S
W— Mk 12~24 h, 24 h J5E85r S RpAn I BE it
FRUREE | 2R . AT 58 78 4l AL 32 3 40 M A o R
2 SRR NG BE AT /NG 3 B BT T R | i L
R0 A 2R A, B FH RS TROAR I B 37 TR R R R T
R gRMUmRE , SRIG W R & A AR AN I i B IR,
PBS VUt 2 i J5 , o i 35 52U, JEA I oA B 40
PN S R A i A B gl ik o A58 I R AT KB Ak
P 7T e A e R R RV 3 S R A Y
X FERRAE AR S IRAS 10 SRR AN i S B0 /L, (H 2R
AR IS 7 0 A M s i 40, I EL IR AR BRAIE T S0
L SR . S5 R BN, X R TR e S B Al SR
20t ) A fRT BAAE A, ARAS T 9094l B ) SCRE AN

32 ZHMEMEERE

SCREA MR 2508, — WA B 2 55 0E | 40
Yu fh, % 5 45 1 (Ghaem Maghami et al, 2018; # IS
8%, 2015; T#H%F, 2013) , SCHEAM ML AR A1 5 52 R R R
G REAE R W 2008 I AU, AR5 4 B R
Y MO S EZR MG REN 2 AT LA, 58I
T8 1 HAR R SCRR A IR S — 3. K545 (2001)
KAWL O ek, Baku A Bb, SCAr 4 M i 4 i o
rh, TR AR P RAA V2 B AT ( B AT A (R A —
AIIEIIE /N, 25 RAESE S HE G4 68 rh B 48 21 1 25 1
HSL B2 S A M A B R R MR . A g, B
FRAMME F LR YL )5, ] LI S 3] SRR A0 G %) 20 i
g6, TVFZ M RO 6 2 AR5,y SCkF
2 o B 5 P B BT o AS ISR Al A SRR A IR A
SERHERBE ST IRGE , A A, s T e Bk
0 SR AR AR ) — OB SRR, X HAE TR % . 22
RO R o 1 A ) U B SR A M v, B H

WAR A A AN MR 2%, 1T AKP 35 P 5 (e 2 4G A
FAAN ML) — A EHEZ S bR . FIH AKP YL taa] D il 7E
Rt R b A oA IR 2. et ss R A
B, KA E G, A AKP BATE, RADHEAR
T L ZURE ) A A e g 2R S AKP BHE, R
ULA B A0, 3R WA 5% o feft R 1) i Ak T vk sOR 3
I AR E AN AKP S gE W R 0, 45 5 4 i
AEBE AKP Jetapric I, S AKP BHPE, SCHFZHMIAfE
BihRic, N AKP B4 (Chapin et al, 1987), TiFBIAHF
FERFMIAE | Al ST R s e A R, RS
TR AR SRR

3.3 EtiEFERZm

AL FRWA MEM. DMEM. F-12. M199 HI
L-15 %(Sakai, 2002; ‘B 75755, 2003). JAlTokk 5%
(2005) K% 7% 52 L % FrE 40 M R OH OB R R W 2
DMEM/F-12, FriindiA2= A Mgt R E. RS
RO E . SR A4 E % . Matsui 45(1991)
FH = DMEM A SE Rl R G 95 SR, S
BONHAR R ZE R, FE DL ERYTFIE b, RO SR AN AR
A AKAE 5% CO, YIRS, iSRS 85 A
SEIEAE 5% CO2 MBS i 5%, WA TE R T 1
IR WL, XFARR P ARTRIA00, B AR HE R 55 50
BE RN, PN ] B LRI R R T

HEPES 1E &z o7l vl AR kiR &k, LUf#
PR ZE R E COp ¥R M BT M IR o A B 5% R H
HEPES £ 2% s ], (R F5 RE 572 W pH (EF2 2 7F 7.0~7.2
TN, AE RS P37 SR . SE6 &3, AP
fdi ] HEPES £ 22 nh3], M199 5 F12 535 pH 14
AR, KATERE RN, KR pH (H & T+
W, T SCRRANIEAE pH (EA S IRSE T, U RE R M
AH TR K . Leibovizs L-15 B33 v] H R 7E
KERBE R MWLM LR, ZRERERA T 54N
[Ff% BSS VEFLAE, & A ik BE 1Y S Ok 3 = 2% v
RET, SRR S A ZUBEE IR TR, DABH 1R 55 350
FLERIE I, D EIER T CO, N ERERIC I = 4 . L-15
BRAR LR P, RRIEAE R FER R CO MR EERT,
R RS T IG5 S8, L-15 A7 HOR AT
R 5 . Sakai(2002) ] L-15 JLAfBE FE AL KR
B rh s 9% T BE £ (Danio rerio)d I T 40 i K ¢
FRompm, ARFREY, 5 F12 #1 M199 A, H L-15
FEREE SRR FR e B W AR 0 S RN, AN G RE R
I, AR, FAA BT RY P Ak S R A a4 K
G, RS RS, L-15 R R IBGE A B R
SCHR
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3.4 I iE X ST FF 4R Al A KR TE B S M

RGN RSN SR I, R B I 10%~15%
) i 2 1L 37 B 10%~15% 45 2 1fiL 7 (NBS) 1 b X JE i
W MA T . FEARMF T, 3B IN5% . 10%
F115% NBSIW IR G IR e B ¥ Ak fa S Hpai i, #R9°)
T NBSXT e B % ) £ SRR 40 i A K 3658 1 5 ) o IF7E
WIN10% NBSHE:Al I FHSn1%% e s, it T
B e A LB X SRR AN A KIS e . S5 SR E B,
15% NBSTH 3245 21 il A 55 W BE (LI BE f) 200 1t A= 4 4
PTG AR AL s 5 U N5%A115% NBSHI L, 10% NBS
et 2 AR 3 JE B B AR i 32K A M A= A 3 BE Y
(P<0.01), SXJHZHAHLL, 7EHINL10% NBSHEAl I H:
TSI 1% %7 = £0 10035 g b 3542 1 SR 40 I Y A R 3 A
(P<0.05),

Cai KJ, Liu L, Ding HL, et al. Isolation, purification and
characterization of sertoli cells from embryonic chickens.
Chinese Journal of Cell Biology, 2008, 30(6): 791-797 [ 3if%,
XUF, TR, AF XOMRSEICRAAEA N Al
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Establishment and Optimization of an Isolation and Culture
System for Sertoli Cells of Nile Tilapia

KANG Kai, WU Jiang, YUAN Linyong, LIU Lihuan, CHEN Yongling, XIAO Mei, AN LiIong‘*D
(Agricultural College, Guangdong Ocean University, Zhanjiang 524088)

Abstract The aim of this study to establish and optimize an isolation and culture system for Sertoli
cells of Nile tilapia. Fresh testis tissues from Nile tilapia in development stage I were obtained and then
rinsed with phosphate-buffered saline. The tissue was dissected into segments and digested with
0.5 mg/ml collagen for 30 min, followed by 0.25% trypsin—0.04% EDTA for 5 min, and the digestion was
terminated with L-15 culture medium with 10% newborn bovine serum (NBS). Sertoli cells were selected
using the characteristic that they adhered more quickly than germ cells to the culture vessels. Sertoli cells
were cultured in 96-well plates in L-15, M199, or F12 culture medium, supplemented with 10% NBS, or
L-15 culture medium supplemented with 5%, 10%, and 15% NBS, or L-15 culture medium supplemented
with 10% NBS and 1% Nile tilapia serum. For each treatment group, Sertoli cells were collected from six
culture wells every 2 days; the number of cells in each well was counted using a hemocytometer, and a
growth curve was drawn for the Sertoli cells. Compared with F12 or M199 culture medium, more rapid
growth of Sertoli cells occurred in the L-15 culture medium (P<0.01). Compared with supplementation
with 5% or 15% NBS, the proliferation of Sertoli cells was accelerated (P<0.05) by supplementation with
10% NBS in the culture medium. Comparatively, the effect of the addition of 1% Nile tilapia serum was
greater (P<0.05) than the absence of serum. The proliferation of Nile tilapia Sertoli cells can be improved
by supplementation with 10% NBS and 1% Nile tilapia serum in L-15 cell culture medium.
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