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hILEE E MR R IE I FNEE
1 2 N 1 — 1 N | w1
MR EEAT OB E OEBEME O kom FOL FAlF

(1. K BB TS ARTT K BT FE T, AW A S K A4 2 R OR 97 3L R S0, I 430223,
2. SR YIRL 4B, SERH 550025)

WE: N1 I8 P AEET (Acipenser sinensis) P i FHIRARAT Fe FORE IR T 20 B AR 40555 3% (ORI 78, SR 2R (A B AL,
Kb A e B 2H AU M 34T IR AR RS 9%, L T FP AR ETRS BN I R (Acipenser sinensis testicular cell line, AST),
23527, O EMLZR0M. AR ETRE B0 RIL A 12 2R 4R, K573 NDMEM, KiF=10EH
25°C, BOEIMTEIRE N15%. IEHERPASTHMES . 755, &G mEGRE, 41(81.36x1.13)%4IEH
Wk, E IR A A K I . Y R A B A B 5 R OR, SR 3 04K b AR R SN i R Y (R B H A T
142—310, ¥ N264. BITRT-PCREGN & B, LEPOFIP 140, Sertolid ik 7 ik I Kl (amh M gsdf)
Leydigdl fg 45 55 R I EF (cyp 1 7a DANEFEAN RS 7 3R IA B F (dazls dndFlvasa)E A FR1L, HRIEE GRS
[FIAREL; ZEP1S. P3ORMIP60AH AL, R amhFlvasa kRG4S 21k, Ut B4R R 1 51, R A
H)Sertoli i A AN AL FEANAL . & ik AE R A4 e ik pEGFP-N3 UKL 45 NASTANM H, ] Rk i sm AU 43 (0 50 B
M (Enhanced green fluorescent protein, EGFP). ASTHHM R FIE 2 N HH AR50 i BRI ARAT K5 IR T 41 B i)
PRANETE 5ok R ThRE S0 ST HR 4t 1 25 B SEIR A AL

KB FE L, ASTAIMLR; AeUREFR BRI
HESHES: Q172 SCERFRIRED: A XL

RN R Ay — P E R ST B, iz M
P FIREE S AR, B, . 41
W NN AR A RO i B R ORATSE T
m TR 196248, Wolf2 g 7 it 5t b
N RN R, RIEL 85 Oncorhynchus mykiss) 4 ik
ML RRTG-2. Bl S0 i 35 F7 HOR (1 AN B &k
JEFIRGEA, 1245 Ak, BT 1708 11800 % #
MR R, HIORFE ARG, Rk, 8, 85,
FPMES CBEME. BRAE. R LR ARG
SR, NG BN RID, B I E(Cy-
noglossus semilaevis)m\ % (L AILZI i) (Gnathopogon
caerulescens) F W (Paralichthys olivaceus)"™ . K
ZZ ¥ (Scophthalmus maximus)mx WAEEF (Acipenser
ruthenus) "F1 K & fi(Larimichthys crocea) 2.

1 RS L 32 2L AR T 40 I AT 44 4 L (Sertoli4H

= B ER: 2022-04-10; 11T HEA: 2022-07-14

HENRIEHFE; e
%S 1000-3207(2023)08-1261-08

M. LeydigZtiffd. & & UUFE A0 M55 A %, 20T K
AT B, BT 8(Orzias latipes)yM"™, fi
NG S ZR 25 9 PR A 5%, A 4 L E RS D 2
Wi St R R A B, RS
(Danio rerio)FL i Sertolighl i /f A 3% 2 AT LA
A R RS SR T i ik h g 1 T
[, £ 2R SR 5 B o PR D e I AR At T4
YA, R AT, BT RNATPLE A b
SertoliZfl iid 2 HH dmre LR )30, W7 H 5 TR
JEHE R, 7E B HE i (Oreochromis niloticus)
W, Leydig4H il 5 1 % 37 A 28 ] B A8 Bl e 7 i+
W TR T AT R, R, R Sk
Y1 PR [ 15 77 % 20 MR 1 R S O R A A A4 B RORS J
T4 A AR AR AR T R TR

Hh 486 (Acipenser sinensis) s BB . )
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HhEE S H. 63 H. 6538, FEA, 2—MK
RVLHIE P £ 2, 3 B AT T AR F i A L
T, b E E R R E Aok e m T
KA TR & His . T5 Ge o B 57 5 N 805
Zhrogemat” S B E R R R R R 2R T R,
20104545 [F Br H 2R PR 47 B¢ 2 (International Union for
Conservation of Nature, IUCN) %1 A} &£ Wil 1 2 )
Fho BEEIRAE, 2 KRBT A A IR R, B
201 34E 4 W ARSI AE B NI T B AR S5 v B0 H B
T, H2017—2021 4 745 R, B4R A
SRFD BRI 2 e py b3 AR H AT T 0 4
AT EFEEA TR, iy T A0 7 i 2 5 1
K (MEMEAE 14—265F, HEVES—184F). 1A K, S8
B AR R R AR B AT B, () BN 3 T I 2 96 0 %
K FREBERINE . RRES PR . Bk,
18 V)75 Bk AR 63 R 5T B YR CR AT AN AR 3 8
HR.

A 5T 41 B A T P B A P Y ME — R 1) AR
IS B BUA T4, HBA PR R
v e, R A S T 8 VR (R A RN AL B A B AR A 1)
PO O ey T B RN U 5 N b N VA B
B 70 R B, K S A4 20 B 6 R i T 40 B ) 4 b
B LR Thae it sr R O B, R, ARHH FE BAHR
Tt RE A ZUNMOBL, @ T AR AT RS AN R
AST, ¥R7L T ASTHR AN 77 6 1& I IS R, %8
T ASTHYZE PR FRAAFFAE, R Dt 7E 1% 40 i 5 sk
BUANIREE RV N e K o WF 045 0N Ja ek vp 4e6d
Pl VR ORAT FE I T4l B Rk b B 7% . 35
o, DIReEERI ST i it 1 A LA A R

1 #R5ERZE

1.1 &

AHIE 5T T v Aok B v [ KRR AT B
KAT K= HIF 78 B AR 3 RN ), 32 F 3% etk 1
AR AT, R K N(94.64+45.31) em, A E A (4.51+
0.57) kg S5t P AE IS 2] 1 b [ K BEHE 7
Bt A VTR P2 R 50 BT 52 56 2 P A ) A6 B2 5 2 ) 4t
HE, PR RISy T S50 Bl AR IR AH O 1
1.2 FERESR

¥ v 4243 FIMS-222(Sigma-Aldrich, E10521)
5, B 120 mg/LIY @R R AT i Rz L, B
T0% A HE A AR R THT, SR 5 72 AR 22 A A A UK
B, HICHEPBS(BL, 02-024-1ACS)E¥E2K, &
HAET0% Z B Imin, PBSTEVE2UK, SR )5 K ks S 40
ZUE T 9K 500 U/mL7E 5 & (Gibeo, 15140122).
500 ug/mL%% % & (Gibco, 15140122)f112.5 pg/mL

Wi 14 % 2 B(BI, 03-029-1B)JDMEME% 77 3 (Gibco,
12100046), B:20minffe i 171, 337k, FEY TR
A AE R L1 mm /R, B IRV, THEA
AETH IR 0.25% trypsin(Worthington, LS003707)+
4 mg/mL collagenase H(Roche, 11074059001). 5%
FBS(Gibco, 10091148)#10.05% DNase [ (Roche,
11284932001) ] 4 45 5L B 241 i & (25 "C % & 4h),
R 30min B BAG R B IRITIR ), A 10% /164
I35 (FBS) & 1E [ B, 4240 pumZH i 5 i € J, 250
75 3, B IR 3 k. HIDEMEREF#1[100 U/
mLERFHFH. 100 pg/mLFEE . 50 mmol/L B-Fitk
2. (Gibco, 21985023). 20%FBSH110 ng/mL A B
PE BT 440 i A K IR F(Gibeo, PHG0263) 120 ng/mL
% Bz 4 A KR F-(Gibeo, PHGO313) 8 B 40, 48
J5 B T25 em’ (MU 1125 °C 55 9%, 3—4d T #e ks
FrHk,
1.3 fERER

U 2 0 PR IA B B TR AR 80% ), Wi HH 35 77
£, IIA2.5 mL 0.25% JEEG-EDTA i (Gibceo,
25200072) 5 A AL K 55 TR E T AR T WA,
Fr 90 BT AR A4, 053 A8 A, M A L5
(1) 85 IR HL L IR AL, F2 BB 2 LU B AT AR AR S
Fto HABBIMHAREZ NS mLELEF, B0
¢ BIE, IS mLJRARES IR AL, [ T 44 i )k
PR R, S R
14 ZHNEESER

N T ARAF AN B REBR 1O & LR AT . K 4m i
T RENTS em’ KR, 2440 AR K Z 0 B
WAE o RAFIRNE J7 N 10% — 1 B (Sigma-Aldrich,
D2438). 20% FBSHI70%3% 5% . FlHl e in BT
UK BT . FHO0.25% % -ED T A W A 40 i, iR
HH G 10%FBSH 3 7R 3L 2 B4k, 40t 2
Gt RE E, AR5 & LI ETE, AR
1x10° cells/mL Ik F 8 B4, 43 2 BIVRAEAS . 5%
& N4 °C TR (I FEFE 43R £ (M. Frosty ), —80°C it
WG, F7% B AT I ORAT

S M 52 5 DR 2B B R A A L, S B
A37°CKE e, PR R85 Rk, B E #
YA 2N 15 mLES O 1, A8 mL DMEM
BRI EMRE, O3 B, IS mL&20%FBSHI
DMEM#$5 7% 3% 25 CH 2 1% [RIR, B/ & 41 g
FH0.4% & W i (Gibeo, 1525006 1) 4%t 1F-4ik 40 i 1175
770 HWR RS RS, IMNHTEERS FR Rk a1 77
1.5 HEBEBMERENHRE

N T W IE A T AR RS LA R(AST)AE K
FBSWFE, W& T 5MIREMEL, 70 N2% 5%
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10%- 15%F120%. 4843913 %1041 g 32 7 5
484U, W EIANEE . ARG 1A B L3N 5L
WA A, Ll BESd . K ISCEE () 20 i FH 20 P 24
T TR AN R A ECE . DR IR TR
BEAL AR, A0 H % H AR, 226 AR FBS K &
AT R R ARETRE LA A A AR Kl 2R
1.6 FEEZE ST

RS SN R ASTHE 77 830 AR, s Hosdk
FFREBLA T . 1175 em’ O3S FR 0 T I 29K
1 pg/mLIAKRANER, 4k8255974—6h. FHIEEEH 1L
Ja, WA, 25032 . FH0.075 mol/L KCI
A E RAR S A A i 40min, 250 J5 NN T4 )
R ] E TP S UK R =3 1 1) R I, =R
20min, FEE 3K K 5 PR 4T M iR 2 A AR B B
b, B R, S W YRl et B 2R K A8 vh
e, B BB TSR e AR B 4 AHS 0,
Guit gL gt H F4n
17 WRREREEFRLE

N T BT AR AR SAH I R AS T FE R R0k
FRAE, 38T RT-PCRAS M Sertoli 4 i 57 & ik 3 (K]
(amhgsdf). Leydig4h Bl 7 ik I K (cypl7al)
FAEFE AN S 5 R L B K (dazl s dndFvasa) 31k
K. %M RNeasy Plus Mini Kitif 7] £ (Qiagen)ii
B D BR A IFREURS 3. ZR0fR4H(PO). 28 14R41
JI(P1). S15/R4HM(P15, FE 354563 K). 45304840
(P30, 527545132 ) R4 604K 40 i (P60, 55545
265R) M RNA, 18 i Byt i W e Jise F vk AR 1l i 0
9% & T (NanoDrop One, Thermo)fa il 3 5 & A1k
B, EU1 ug#RNA, ZPrimeScript” RT reagent Kit
With gDNA Eraserif 7] &1 (TaKaRa)ii # 5% NcDNA,
MRSHIEE T20C RGP &M . Wi LRERF
SNV IR 1), i Fdazl. dnd. vasaF1H
SHEREEF-1aiIBIFFRE TR FE =™, &
MK % 820.0 uL: cDNAREAR 1 uL, 2xRapid Taq
Master Mix 10 pL(Vazyme), 10 nmol/L1E. <514
%0.4 uL, ddH,0 8.2 uL. PCRX M FEF N: 94°C
3min; 94°C 30s, 58°C 30s, 72°C 10s, 30 MEFF (NS

F1 AHRRASIY
Tab. 1 Primers used in this study

5|14 #XPrimer name 5% % %|Primer sequence (5'—3")

amh-F TCAGCGAGGGCAGAGACAGAA
amh-R TGGCAGTTACCGATGGACAGG
gsdf-F TCACGGCTGCTTTGAGGACAGA
gsdf-R AGTGAGGCTCGGTCTTTGCTCTC
cypl7al-F CCATCGCTTACCTCCTACACCAC

cypl7al-R CTCCCGTATCGTTGCTTCCAG

BN E2AME A (At IR, 72°C 10min. B HE
Bl VKA PCR™= 9, FE R H 174, R
pMD19-T 5% [ # /4 (TaKaRa), #{t &2 ADH5a
(TransGen), B 7% PCRI7 2 BH P v b2 0 /7
1.8 HApgEE

K A ¥ il f) Lipofectamine™ 3000(Invitro-
gen) A5 KipEGFP-N3(Clontech). #EHUEE35 X4
P, 44 25 P2 SR 1 107/ /mL 1 200 P2 o 3] 1 2 9L AR
o2 O B AR K B 6 O R, I PBS T UG
3JaE, FFLIIAS00 pL Opti-MEM (Invitrogen).
100 pL Opti-MEMZ} I RES nLf% G4ikif 1.5 ug
pEGFP-N3Jii ki, 7 # 1R & J5 % & 20min, 28 54 1R
EPIMANE124LR, 5 Z AT A K800 uL Opti-
MEMIE%]. 25 CHiFR4hJE, 32 A, A &A
15% FBSDMEM}; 77 3%, 4k 423597 24—72h 5 W
SO ML Gt o, Rl R

2 R

2.1 ISR MR EN

AT TR F & 1 BT AR 92 40 2 b A 3R S 4
fi, JRARE: 75 55 2 R M2 2 4 B U B () 1A), 56K
e A i R A R AN B R T, A% R 2 BT
AL AREE 75 . fEE ARG, 6—7dn] BT K ak
R E; AL A 1044, R 3SR, 3—4d
R R 52 B A AR AR B (& 1), Atk
TR T B —, 5Bl AT SRR A A A, H AT
AL Z 804, B5 RIS A N352d 4 47, Al AE KRS
Rif.

BEURAF L2034 F B AR 528 10441 i
P ECHE R 5, @I G Wi e, A AN R vE 2
(81.36:1.13)%. H I Jaah/e fi T URGEE, 5d)5 4l
W IR .. B EARESIER (& 1F), 48
JE A KRS IEH .

2.2 AEIREFBSX FAiLe31E E M4 KA

1E2%—20% FBSHK FE U [ N, Hr ALt hs 41 i
B4 K E SFBSIRE 2 IEMH <. H¥FBSIRE N
2%FHS5 Y%}, 2 B 1 3 B o e A 22 1%, SN 1A) 241
M H AWIGE 25 A3 M5 Ao 47, {FBSIKE & T
5%HT, 2 o i 38 5 T 2R B R IR 7E15% F120%
FBSIKE 21T, Hr A3 is Sign i A= K h 28 K3
“(E 2).

2.3 At E R G B A

XF B 304K S AN M kAT YL i o B, Seitso4
TEASTEMWT . 2 B 16 v 1 0 240 R TR, et B A
Iy A bz B R 2l Yt kB B AR ShE FIAR K,
M142F310 A5, {H5r RAHGL RS H B B %
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BEN264%, & REEU26%((E 3).
24 PAEENEE RN R EERIAFE

N T R ARG BN L R (1 2 R RIS RFALE,
FIHRT-PCRAG M SertoliZH Ha 4 57 7 18 5 K] (amh 11
gsdf). LeydigZH fds s RIEH K (cyp 1 7a 1) FHEFE

BT SR S A Y AR AR AR R
Fig. 1 Primary culture and subculture of cells from testis of
Chinese sturgeon
A, JFARHIHE; B. A& AR5 IR 58 1R AR, C. ARG IR 28150
N, D. LAUEE TR AV 30INAM N E. A& AAHE IR 10 5H 60U AR T
F. S5 M2 100400, 5 X=100 pm
A. primary culture of cells; B. subculture cells at passage 1; C. sub-
culture cells at passage 15; D. subculture cells at passage 30; E. sub-
culture cells at passage 60; F. cells at passage 10 after cell thawing.
Scale bars, 100 pm

40

—— 2% —e— 5% —— 10%
357 —— 15% —=— 20%
30

25
20
15
10

A% B Cell number (x107)

5

0 1 2 3 4 5
B35} 1] Days post culture (d)

2 ASTHIMIAEAN R FZFBS ALK i 24
Fig. 2 Growth curve of AST cells at different concentrations of
fetal bovine

AN S RIA R A (dazl~ dndFvasa) FImRNAK L
K. SRR, X L K AE POAIP 140 i b 1) R IA
T [FDRS S R AR, ZEPLS. P30FIP604H i, R
HamhMvasaBE R EHITHIREE 4). DL ESER
KB, AR ETRS AN R AL B T E I, Afrh R
B Wb B 1) SertoliZ i A1 A= FE 4T .

>
w

—_
(=)
T

. n.I'I.I'I.I'I.H.I'I.H.H.H.H.H.H. Moo,
VNN DD O D QDR XA XN
N SRR e S S A
Jufa % H Number of chromosomes

W

41la% B Number of cells

K3 ZE30fCASTANRE L B A% 7
Fig. 3 Chromosome analysis of AST cells at the 30th passage
A Qe Akt 3440 B. YOS 4 AR

A. chromosome metaphase of AST cells; B. chromosome number
distribution of AST cells

T PO P1 PI5S P30 P60 N

amh
gsdf
cypl7al
dazl

dnd

vasa

EF-la

K4 ASTAHNI R SR IAHF1E
Fig. 4 Gene expression characterization of AST cell line
T. K555 PO. SEOfRANNL; P1. 55 14RA0L; P15, 515040 L; P30.
5301040 ; P60. 5560104 f; N. BT
T. testis; PO. AST cells at passage 0; P1. AST cells at passage 1;
P15. AST cells at passage 15; P30. AST cells at passage 30; P60.
AST cells at passage 60; N. negative control
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25 SNEEREMFEE

T8 I B AR B ) Hi K pEGFP-N3 Ji R A% A\ 2|
ORGSR UMM . TR G )5 24h W 52 Bl 55 1 2R B8
JOAE S, Fegashi i] I BB IO 5 (K 5).
B AR YR BN [(2.5620.47) %], R A /D ¥4k
IR EREEICER H, (HA2 )k B FR ARG R S AT i R A
A I ML ) R
3 i

UrBeAp R, ARG B AR R BT R SRR R,
22 A M D B AR AT B A BB, AR A AT SRR
B 2R A2 WA R BT SRR ORAF BN R o A TR AL
T R AT RS EAH I RAST, 1240 R AR R AR E AR
K, O 204K, XTI HIF & TR E T8, Jetfk
B B PR R IR R AR 70 by AL Gl 5 . AR RS
5520 a2 28 SO0t H A PR AR 4 2 R RIE 9 R b o R
(DR AT B A E B S, (R A 9 R TR 48 i F A 4
BRI DIRe S SR L TR S .
31 HRERMEISE

A0 R ARG 7 T AR R 7%
Wb S B R A A 2 iR, BT, % SR
ST IR, WORSESR ORI R 206 AR i fil
(Takifugu rubripes)fE4E 25, B 9F 2 15 U 48
R MR S i 2RI BEA 8 (Oplegnathus
punctatus) I EANI R4, %07 IRRE 6 5, 3440
MR RN . 53— 71, B A B AR ECN
Mot Eigeh, SN EAR S HRZ MR TH
5 1 2 B A3 e, T % 9 T DK 4 A R
fR LGB A K, 7E S8R (Scatophagus argus)
R, 8 I R AR T A B ZH 2 A A R R, KR
AR, T ERSE . AR, &
AR A T 2 1 T A e R 1 Y A B 2H 231 5
FSC R 200 M R B 7R, O LA A e 8 P UG B L AR
Ko BEIREEEE GG R T ER A 4E At T, H
Tan A =R 2, FET A ML 1 s AT DL 2
I, T AR 2 2R A A (R ) JRAR A i 3 77

Kl 5 thAedd ASTAH A R pEGFP-N3JTURLE% G4

i
32 EFAREKNERESE

R MR Ab B R, B R RE S E &
f) 5 30 2B 0 U B AR O o kR 5 e e 4
16+ 22 27, 30F135°C /5 Fhild FE T v A fi 4 2
ZUM M P AE KA L, KILFHAE16—30°C IEH A K,
A4 KIRE N27C. EDMEME; & d, @it
Eb e A AR B3 0E SE AN AE 15 204 25F130°C Y Ff il
P RIS O, R IR AR R SR IR s e, &
g R I AR o, W R OK IR KR T 25°C, &l
AT GO, Rk, AFRIEFEAE25CTFH
DMEM$; 77 SR Hh 5 72 AR RS S . FBS 2
Y MR IR I AR I, &6 & FE =W,
RE A% 4 (L 21 55 2% B 00 75 1) PP AE K R0 AE—
RGO, A M AR 2035 7% 5 F I FBSIK E N 10%—
20%. AT IR I, MFBSIR R T 10%0, 41 38
YA 218 H TGV IR AR X T E15%F120%FB Sk &
Z TR, 4 PR 3 R A 22N K, TRk, A
HEBTRE B0 B 38 LTS IR FE N 15%. i = I FBS
VIR FEE 2 0o BXE A 9 P A 0 L 68 8 (A nguilla an-
guilla)™ 5 UL 20 f (1 39 5 . 4 FBSIA B — 5 Wk
S5, Ak 45 1 i HL A R ok A0 B ) BB RS — s R
AN, TR, E R I FBS 2 fii {2 3k B4
20 L 0 2 DT A S 00 e 1 )
DATE f K R Tl s ik R b, L EHREER
FBSIIMEE . 75 0" R st U 5 4 it 174 4 41
RS RDL, BRI — IR A E B
I3 A R TR 40 B R o8 5 . H R, BT
1SS AE B T 20 M A A B IR A A BB, 85 R gk
H A5 A A o3 TR BB R AL
3.3 R ARAZBIFAE

VASERUNCNE| S SRR AR N (SR Y 7]
& JC PR 2 B ) L LR AE, H AN AT RE 2 B
F A K IR ARG TR 2 ARG, A et
RTRERAE T Infs . Wi E AR A F MR, T
Gt AR H B3N, Gt iR EHENE RS, S8

5 em

Fig.5 Transfected AST cell line with pEGFP-N3 plasmid
A. G655 B. W T ALY C. G555 5 I IET )&, 47 R=100 pm
A. signal of green fluorescence; B. bright field; C. merge of green fluorescence and bright field; Scale bars=100 um
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KR R

47 %

AR R AR KRR TR B, R A 3
L H AR S s Y A B LA 2 75 50%—T70%1 2257,
SR, LEASHT F0 A, v AL 6 B 40 il 3F 57 £ et fA
B L 26% . 3 i of o A i i R 658 4% 4
Gete AR A% B o3 AT, R B AE A5 Gt AR B Ll 451 4 4y
A R AE20%F125% ", A 4E R g (o AR L
I 1 Ji 5] P B A 40 M 7 A o0 855 77 0 R v e R A
KEERIEN; 5—J7H, BT s gLtk d
FAE R EIUN AR, IR BN e i A i DL IX 47,
S BRI D . BAR A AR T Y A7 AR G
(| St inp R R ERE A ke S T S NE 2 e
O 1) G (A I A2 LL264 2% 9 32, Ui B 4 ST (1) Hh AR
Y B R AR AR e, AT DAL T4 A ) 2 A is A 2
AR 5T
34 RARNEEFIEHE

U5 A AR 2 TR ) SR IR SRR AIE A I S AH SS T e
BRI . RIS A, amh M gsdfFHE N 32 2
7 Sertolidl e KA, Micypl 7al 3 N1 Leydigdi i &
BB AR R RS, 83 dazl. dnd
Flvasaft A= FE 40 M0 e S bRk o G i Ix 4
FE R HR AR ST B R ) AR AR, & BB 55 4T
MOAEAR IR B3 T, B 5 WA amh FlvasaE K 1
g5k, W BH 40 A 2R A A7 15 5 Sertoli 4 i A A= 5
2. 7EBE Tt AL b AT R ) Sertoli
S i AE R 5 40 B A A A 38 B e B A A .
B, Z AN R ST BT RA TR AR SMIE 5T T 463
5 I -2 o i B8 5 5 44
35 YHREARAVEERNE

T I 40 B Gl mT CAS I B R 2 A A 0 ) A o
FKIE, MIMTEARIN AR SR R ) DhfRg . R TLES

(Acipenser dabryanus)fE 541l = 7, Lipofectamine

2000 I FE AR AT 510%—15% "o i3 HLA IR
PR GLih . 3 B B i R AN L g ALV A e
JILIRI A B R s G, R I H 2 L VR IR B e 380R
e, W 15% M. 1ETEAA R 6L (Acipenser baerii)
o, PR T 3 I T A el O Sk
B A A B R P R AR, m R
5% et FEARHT S rh, oh AR R S0 g th R Y
AOBMMEERIL TR ETER. Bk, fFERA
OIS i LR, M S L AR A 8 (R T e
HIAAR SN 5 o

2R EFTIR, AHE RIS T AR S 40
R, TEARANE SAL A I 80 AT (R 45 12 5k 1) 41 P 3
FEAE ST o Z AN R 1Y 37 %) T A e o B YR 1
A7 KSR Tk v 3 58 5 504k R R ThRe
St R A EER L.
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ESTABLISHMENT AND CHARACTERIZATION OF A TESTICULAR CELL
LINE FROM CHINESE STURGEON (ACIPENSER SINENSIS)

YE Huan', WANG Yi-Zhou’, DU Hao', YUE Hua-Mei', RUAN Rui', LUO Jiang' and LI Chuang-Ju'

(1. Key Laboratory of Freshwater Biodiversity Conservation, Ministry of Agriculture and Rural Affairs, Yangtze River Fisheries
Research Institute, Chinese Academy of Fishery Sciences, Wuhan 430223, China; 2. College of Animal Science,
Guizhou University, Guiyang 550025, China)

Abstract: The Chinese sturgeon, Acipenser sinensis, is a large anadromous fish, with an average 14 years for males and
21 years for females. It was listed as critically endangered by the International Union for Conservation of Nature
(IUCN) since 2010, and its spawning activity was not observed during the past five spawning seasons. Therefore, there
is an urgent need to preserve the genetic resources of Chinese sturgeon. To investigate the germplasm conservation of
Chinese sturgeon and its spermatogonia stem cell culture in vitro, a new cell line (designated as AST) derived from the
testis of Chinese sturgeon was established and characterized. The AST cell line are fibroblast-like cells, and have been
stably subcultured for more than 80 passages. The optimal growth conditions for the AST cell line are DMEM medium,
25°C, and 15% FBS. After cryopreservation in liquid nitrogen, the viability of AST cells was about (81.36+1.13)%, as
measured by trypan blue staining. Chromosome analysis of AST cells at the 30th passage showed that the number of
chromosomes ranged from 142 to 310, and the modal number was 264. To detect the expression characterization of
Sertoli cell-related genes (amh and gsdf), Leydig cell-related genes (cypl7al), and germ cell-related genes (dazl, dnd
and vasa) in AST cells by RT-PCR, all of the genes were found in the PO and P1 cells, where their amounts were simi-
lar with those of in testis; however, in P15, P30, and P60 AST cells, only amh and vasa genes were detected with very
low level, suggesting only a few number of Sertoli cells and germ cells in the late passage of AST cells. The signal of
enhanced green florescence protein (GFP) were detected in a few of AST cells after transfection with pEGFP-N3 plas-
mid. The establishment of the AST cell line could provide important experimental material for the conservation genetic
resources of Chinese sturgeon, the in vitro study of proliferation and differentiation of spermatogonia stem cell, and
function analysis of testicular related genes.

Key words: Testis; AST Cell line; Subculture; Karyotype analysis; Genes expression characterization; Acipenser
sinensis
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