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BEA85(Oplegnathus punctatus)>J& T8 H
(Perciformes), f1 Bl (Oplegnathidae), 1 i J&
(Oplegnathus), |z AifEsitif . HASKIH E, J&
Tl e s, AR R TE R 1Y 3R 58 7 B KR
JE BTN R, B AT 5 LR AN e
PR, WESL, MCEEW T BEA 6 R
TRk Es o WL RE 5 R B RS 15 VR I 2 G
ST 5 R f10y 2 B o 22 B A B SR A P i B
YN, FET-H R, i 38 o 0 NG i O R L
W M ZUIRIE , WEFR R, B AR R B2 0 S A%
BRI A 8R40 40 TR AU RE N A T R R AR,
B B E B TR B IS S BEAH OCHE N TGF-B1 1E
B T P G kR R R 2 B 2 e,
TERR YL B8R 5, B OCIE MyD8S 78 ' ik rh
e kit B 3 BIEPY . BRI R TSI E 4
W S 58, ORI BEAT 68 5 T e BEML R $E4E T
AT LR, AR Y 4 B 2R D02 56 A 6 470 o 922
FA I PR e AN T e o i B 500, 124
1F, BEA RS T 3 AN R (AR . WLIA
241 25 POV 200 i 2R ), R LG T B A
B VR 20 R A DG HRGE o PRI, ST A ST B A
B AN 2R, SR T A BT AN [R) 40 R RN 5 19 5
BV SR S I DD RE S AIE . A T SR L A5
WESE, A BT B A R 4008 o S e ML ] 4t L o
(AT 5 B Atk R R B

AHIF 5T LABE A 08 5 J0E R A4 sk, SR FH IR Bt b
AT B A 0 I AR A Y 8 R, e IR A
T 5 #EAT AR AR IR, 7 B A 0 R A M R
FFXF BEA 0 5 Uk 20 3R 0 AR R R L RRIE L S
IS R IR AT AT WIS o B AE A T REA
o FE R D BE AR AL . 4t B 1 R 75 1 8
ML S5 it 57 B9 a2 Wi 52 2, [RIES HEE T B0 A 6 42
PEA | SRR AR A SR T R S L LA, BEA
i IO A B R ) A ST R T AR R TR, A
AT R YU B A A F B IR o PR At
BRI A

1 ##EITE

1.1 SEEe#F#Y
ABESE R I B Aa e O BEA B, (RE 200 g,

PRI (18+2) cm, 2K [ LIZR 4 3N T BH K ™ A R
NG

SLBGIAA: Leibovitz’s L-15 55 3£ 3 (Solarbio,
Jb50), MR4F LIS (fetal bovine serum, FBS)(Gibco,
), 10 ng/mL Bt BLEF 4k A= 1K K (basic fibro-
blast growth factor, bFGF)(R&D, 3[%), 50 mmol/L
B-%ii % £, B (2-mercaptoethanol, 2-ME) (Gibco, 3
&), 200 TU/mL 75§ % K {2 5 W (Solarbio, Jt50),
100 H 7 R R -IEE R B RS (Solarbio,
Jb3T), 0.25% 2 F1#-EDTA {44k (Solarbio, b
57), 1xPBS %% M (Solarbio, Jt5T), — FH JL 7 AK
(DMSO, Solarbio, Jt5%), BKMECGE= K, L),
HEEM), 2@, SRR, ZE@),
Tissue DNA kit i 5] & (OMEGA), TB Green®
Premix Ex Taq™ (TaKaRa, Jt%%), PrimeScript™ RT

reagent Kit with gDNA Eraser (TaKaRa, Jt &%),
Premix Taq™ (Ex Taq™ Version 2.0 plus dye)
(TaKaRa, Jt50), TRIzol™ Reagent (Invitrogen, 32

), pEASY-T1 #ik(@X4, D), KT
Z AU Trans T1 (2304, JE50), riboFECT™?
YR (B, M), Cy3-siRNA (BiH, 7HD),
T M YL (Solarbio, JbAT), HEZ B (lipopolysacc-
haride, LPS) (Solarbio, Jtx0), WML (poly I :
C)(Sigma, ),

L-15 et B L-15 B3P iiin
20% FBS . 10 ng/mL bFGF , 50 mmol/L 2-ME A }
200 TU/mL HHERRIE AR
1.2 EREFMERESR

WP BRTESE s = B S7 4 d 5, ) MS-222 ik
T HEAT BRI JE A 75% 0 SR, fE L
S0 U B R SUBCE B SR L RS AR e T AR
HHTEAE . K EIEHZUH S 3% =Py 1xPBS
e 3, PRI B ALY 1 mm® /)
He, FH 1xPBS WYk 3 WEBA 15 mL B4,
FH 0.25%M 55 i -EDTA T4 46 = IR T4 10 B E 4
21 15 min 5, F 20% FBS 1Y L-15 5¢ &8 5%
T WAL BT AL 100 wm A9 3 B8 G Ui 2 41
M2, L1000 g B0 5 min 835 iSRS &
20% FBS 11y L-15 H &4 M, 1000 g &5.0> 5 min, 1l
PCEE IR P E 4 i 3 mL L-15
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SEA B IR LBV JE R AE 25 om” I 4 S FR I,
FEAERE IR e SR AR B (A M 48U R | B[]
FIGEFRACED) . H ML TN 24 CHALRESR
FH(SANYO, HA)H, H RGN AERARDL

L 30 41 M A G 15 IR 2 85%~95%It, HEAT
AR SR . BBREEFRE, JNA 2 mL PBS ¥ Vi BE
Yif, WHEE WK, MA 1 mL 0.25% B
Ml -EDTA 41L&, 8 30 s J5 R4 0.5 mL &
fitf, IR TIHALE 95%2 A Y 4 it 25 [ e 25 240 it
RSN L-15 SRk, #2122 1)
AT IR
1.3 AR EEFEMER

BUEAR G 5557 2 4G BE 23k 90% LA I i BE
A AR, BN AR A PBS
TR RV, SRIG ] 0.25%/Bi%E A i-EDTA
THAL BT AL A, K 0 T 5 B T A0 A A 3 B0
. 1000 g B0 5 min, A 2 mL 40077
(50% L-15 52 K535 . 40% FBS. 10% DMSO)
R, RMRAEBATLHEBIE o B ORI
ARE PRI &P A -80 CUkA I, RIGkk
AR PR IR AT

STARAT AN R AT IR, SR A7 ) 4 A
WAL, WETE 37 CKIBH T RWE W
%, SRJ5 1000 g B5.0 5 min B B0 5 19 FIH LI,
A 1.5 mL i L-15 582 R FR SE T 2 40 i, 3 5
25 cm” AL S IR S SR AN E & 3 mL, K
BT 24 CAMSEFRA DTSR, R H WE
A BRI T e s 77 2
1.4 AERE FBS X 48R0 4 K B 2210

W5 55 23 FCBE A7 18 B FUE 2RI LA 1 10° /4L 1Y 25
FEA ) 12 Ltk b, AR SRR 24 CAAL
RiFEmivh iR, B35 16 hm, BrIH 085 35 3 0
R FBS e AN ) I A 4% (R Y AR ) 1) 35 37 2,
FBS ¥ JE N 0%, 5%, 10%, 15%, 20%, 25%. &8s
F& 6 d J5, AmBkit%tk(Brand, 7EE )Xk
BEN AL AN AR A S AT TR, Ak A B
WE 3 AT
1.5 FEEZESH

BB 6 2R 24 AR5 JE 40 B A T A% A0 #T o HE
ERIF A 3R 2 d J5, 004 KA R 2

60%, FEHGFRIEFIMABOKANZE, M HLWEE N
0.5 pg/mL . B AN CTE 24 CAREEEEFE 4 h 5, W
BRIFERE SR, B PBS MUEMIK, A 0.25%/H
FEF-EDTA JHALBIH LS WA 4R, 1000 g &30
5min, 3 3%, H 5 mL 0.075 mol/L B KCI ¥
1€ 24 CAIKIB 30 min, PR 2 W (VKBS PR -
HEE=1 = 3)JF R fE vk B V4, [a) e s B il A
P ET-20 CHIR . MBS HE, MA SmL
TR B R g [ WU 2 5 min. KEARAE 150 g 2
L5 min, FF_EW, A 5 mL R [E € % E 24
M, vKi& 10 min, 2505 BIE, BELEREE M
WK o ARG ) BR A7 2 A 0.5~1 mL (1) [&1 %2 ¥ [l
VSN . YT R IR AT A, AR S A A
B T 1 R LA 30 e LA B4 R R VR B VA £
#HP b BRI R e E KL BRI, 10%
WEEYR G 10 min J5, FZEK SR ohba 75 1t
BEYIR, AR KUAL BT )5 A FISH 55 4% 78 & i 43
Mt RFE (R RSB BRAF], &+ Cytovision, MB8)
ML,
1.6 HERRKBFELEE

IGE 20 A, 8 2 Wy 5L K 41 DNA 2 BG F)
ORI, dbat), e B E 0 BR 38 BT A 0 5 ik
ALY FL K 4] DNA, $ 8B ) 5L K 2H DNA i
B4 CHRH . M HZARARIEN 4] DNA CO I (cyto-
chrome oxidase subunit I, CO )& H 5917 PCR
PHIGEE D, 51YEHS ek R0 i PCR
{X(Bio-rad, 3&EN#EATH M F By 14, PCR [ A&
Z M 50 uL: 2xEx Taq Master Mix (TaKaRa, Cat:
RR902A) 25 uL, [, FiE51914% 2 uL, DNA £tk
2 pL, Jill RNA-Free 7K#ME % 50 uL, PCR J 4%
895 CHZAEPE S min; 95 “CZE4 1 min, 57 C
ik 1 min, 72 CHEM 1 min, 3 354MFH; 72 C
FEAf 7 min, 12 CHRIRE. B S pL PCR ZYITE 1%
BrOREEE e rh AT R KA, I 22 8 /b 2
RIICHAR RS E VILBER, FX6)ilE, ¥ PCR
P Al S R pEASY-T1 #ik (a4, dt5)
AL B KA 8 2 S 40 MY Trans T1 (2304,
Jem)Hr, PRPHME S P E R YR A TR A
A (T ) F, #4725 R NCBI /) BLAST
T HAEATE 0 X 4347
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W 585 23 ACBE A 08 B R0 ML LA 2% 107 14 35 i 22
FRTE 12 fLARh, RS 2N RES, FEBRIHAY3E
Fe5L, FH PBS VRN, A ILEAEPIR,
1 DR O 5 A4 0L 3R T P XLBE, 46 R AL 931 pL A9 TE
XU 58 A 97 3 o e el riboFECT ™" e uist
R, M), HRRLUF BRI T Y 7F 60 uL
1xriboFECT™" Buffer /I A 3 uL Cy3-siRNA %
JEhRiE, BRRIRAL SRIE A 6 uL riboFECT™,
BRUATHAS, ZEME 15 min, Gl RE
G SRR Z A A 12 FLAR i — L,
B2 .24 h J5 fit 8] B 28O0 B (H A JE A H,
Je B ECLIPSE, TE2000-U)ML 2 40 il 5% A5 5.
1.8 BEA R A 4 Al R S SE 08

W55 23 ACBE A 08B R4 L) 1% 107 (88 i 4
FRTE 12 fLAkH, FREFLATM R 2L 80%~
90%H, 43BN AJE Z ¥ (lipopolysaccharide, LPS)
IR WU B (poly 1 : C)X%F OPK #EATHi# . LPS
ZH A AT 9 1.5.5.15.,50, 150, 500 pg/mL,
poly I : C ZHMZIREE /5120 1.5.5. 15,50, 150,
500 pg/mL, AR E 3 ANER, YL PBS N
XFHEZH . 7E LPS Fl poly I = C i 12 h J W4
g, T RNA $£H,
1.9 XEHEEHEEE PCR G

FEabFE 12 h J5 940, H TRIzol k4 HUE
RNA, f] Nanodrop2000 (Thermo, & [& ) il
RNA % 1 & f1uk B2, JF i 1 s 3% s i 7 &
(TaKaRa, Cat: RRO47A)KF RNA 5% 5% 4 ¢cDNA,
fdi 1] 7500 Fast 2% )62 7 PCR R4 (ABI, % [FH)H:
WA G IE R ik i1, 91k 1 i, 5%
I 3¢ 5l E B S H 1 S W AR R 3% B TB Green®
Premix Ex Taq™ (TaKaRa, Cat: RR420A)iH
A ITIESAT . RWAKRZ R 20 uL: SYBR Taq
(2x) 10 pL . Rox Dyell (50x) 0.4 pL, 3RS
Y5351 4 0.4 pl, Bt cDNA 2 puL, RNA-Free iy
6.8 uL. JZ W FEF Hy: 95 CHiAEME 305,95 C 5s,
60 ‘C 34 s, 40 MEH; 95 C, 155s; 60 C, 1 min;
95 C, 30 s; 60 C, 15 s, MIFLELERMN C 1H,
] 2784 B AN A ORI Rk . S
AR SPSS A T B R Uy 22534, RE

P<0.05 NEFBE,

*®1 5¥F7

Tab.1 Primer sequences

LM gene 51¥1 351 primer sequence
Ccol F: 5"-CACAAAGATATCGGCACCCT-3'
R: 5'-CCTGCAGGGTCAAAAAAGGTGGT-3'
IL-1p F: 5'-CTCAGTTCCAGCGGTTTG-3'
R: 5'-GTTCCCTTGATGCCCAGA-3’
IL-8 F: 5"-CCAGCAACCGCCTTCTGTAACAA-3’
R: 5'-AGGTGGAAGTGAACTCAGTTGGTCT-3’
IkB F: 5-GGAGGACGAGCTGGTGAA-3’
R: 5'-GAGGGCATGATCTGTGGC-3'
IRF3 F: 5'-CAGGAGCAGACAGCCAGAAGAGA-3’
R: 5'-GCCGCCTACAACAGCCATATTCTT-3'
p-actin F: 5"-GCTGTGCTGTCCCTGTA-3'
R: 5'-GAGTAGCCACGCTCTGTC-3'
2 HEHRE55MH

2.1 EREFMAERER

¥ 0.25%E A B -EDTA T ALBIE L5 43
BRI R R TR R, 3 d IR A A
W BE A, I Bl 2 355 % Ao ) A SE G, G BE 41 14
i Z, AR AR (K] 1a), 2~3 d B4R 1K
Rigedt, ARG IR 10~14 d 2 )5, IERERS
BT B RS R 2 90%, SRJGHEIR 1 < 1 Ay LL il
PEATAEAR . BRI IRAE ARG, K2 7 d REAE A 40
MR IR . B A AR B 38 n, B A 89 A 4
WA K b, 5 d BRRTAE—AX, [ As 40 g s
BT —( 1a), 48 OPK 41 % .
2.2 AEIRE FBS X4 4 K B 2200

FHAF SN 0%, 5%, 10%, 15%, 20%, 25%
FBS At L-15 5¢ 15 35 547 OPK ZH i E4 115 9%, 6 d
Ja X ASA] FBS e B Ab T 20 fity 240 Jifo 55 kA T35
5N 2 iR, 7E FBS KN 0%~20%3% N7
RN, i KEES FBS R IEME, 4
FBS ¥ R 0%HF, A LT A4, 4 FBS W&
o 20%K A A KR, AR 2 2.5%10°
FEUNIN 0% FBS 4110 2.5 fi5. 24 FBS Wl 25%
I 20 B S5 TN 0%, 5%, 10%, 15% FBS ZHAH L,
A I 225 %(P<0.05), {H5 20% FBS 4%
Z55(P>0.05),
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00um g

BT SRR 20M R5 55 9 B A 98 55 Mk 4 0 22 (OPK) 20
a. JRAUETE 9 d AIME; b. 5 20 1U19 OPK 41 .
Fig. 1 The Oplegnathus punctatus kidney cell line (OPK) cell in primary culture and subculture
a. Primary cultured OPK cells at 9 d; b. Subcultured OPK cells at passage 20.

2.3 #ZBISH

i‘z‘ Y — Yoo N
£ Qe (R AL BT S5 B WoR (8] 3), 55 24 R
=2 OPK A R H o3 Aii £ 35~72 Z[8], (AR
51, 43N 48 Zk(2n=2sm+46t). TECHMRE M, B
= 78 e €5, AR TR 4 AR 0 48

g 2n=2sm+46t Fl 2n=1m+2sm+44t>"1,

24 HRMRREFEEE
O s e P Hs OPK 20 /il 2 4k X 24 4T PCR 47 14 35t i 4
/% s g 9 s
concentrationnoffetal bovine serum (FBS) @%Eﬁc %{ﬂ(%%j‘jq%ﬁﬁfi—%?ﬁ', 5 }Jﬁ@j%%—
y 4 N e =pr £ DR
M2 ARSI RS SRR IR SO 4a)o A OPK ANKLIRATR 5 58 £ Bk ik
(OPK)Z 2 = A< Fry 5 CO I (GenBank No. MN927588.1)J7 4117 LLXF,
R RIS 4 0 29 S/ (] 4b), OPK AL 5 BEA1 LKL CO
A E K2 5 5% (P<0.05). UFSIAMUPEZ) y 100%, BEHT OPK i R AU T
Fig. 2 The effects of different concentrations of fetal BEA ﬁ)ﬁ
bovine serum (FBS) on growth of Oplegnathus punctatus oEe
kidney cell line (OPK) cells 2.5 YfpmEE
Different letters represe'nt significant diffe.rences in cell et riboFECTT™CP T (@H@, 7M )){%_
growth between different concentration FBS
treatment group (P<0.05). Cy3-siRNA JWIEEE AN OPK i, 5 R RN, 15
a -
% b
- AA V) i [AN n " ”

" Wy A v [N iV}
Ny A} nh n ” N \

! i n (L)

B3 5 24 AREEA 0 B 20 T 25 (OPK) M A % (o R R U 4 Hr
a. — A ZARARECE S 48 BYBE A 6 IIE AN i ZR (OPK)ZH L Y Y 04 b. OPK 20 il € 1 — A5 .

Fig. 3 The chromosome analysis of Oplegnathus punctatus kidney cell line (OPK) cells at passage 24
a. Chromosome from one OPK cells with a diploid number of 48; b. Diploid karyotype morphology of OPK.
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%‘25765‘188 1 ACAMGATATCGGCACCCTTTATCTAGTATTTGGTGCCTGAGCCGGAATAGTGGGCACAGCCCTANGCCTGCTCATCCGAGCAGAACTAAGCCAACCAGGCGCCTTCCTCGGGGATGACIRNAN
L “ACAAAGATATCGGCACCCTTTATCTAGTATTTGGTGCCTGAGCCGGAATAGTGGGCACAGCCCTAAGCCTGCTCATCCGAGCAGAACTAAGCCAACCAGGCGCCTTCCTCGGGGATGAQ
Marker Consensus gatateggeaceetttatetagtat ttggtgee tgageeggaatagtgggeacageec taagee tge teatecgageagaac taagecaaccaggegect teeteggggatgac
OPK. seq CAGATTTATAATGTGATTGTTACAGCACATGCTTTCGTAATAATCTTCTTTATAGTAATGCCAATTATGATTGGAGGTTTTGGAAACTGACTTATCCCACTTATAATTGGTGCGCCAGATIRZENY]
2000 D ANEPYRTWEVI C\GAT1 TATAATGTGATTGTTACAGCACATGCTITCGTAATAATCTTCTTTATAGTAATGCCAATTATGATTGGAGG TTTTGGAAACTGACT TATCCCACTTATAATTGGTGCGCCAGATRRYEMY)
Consensus cagatttataatgtgattgttacagcacatgetttegtaataatcttctttatagtaatgecaattatgattggaggttttggaaactgacttateccacttataattggtgegecagat
OPK. seq
1000 MN927588.1. seq |
750 - o Consensus
500 w= OPK. seq “TCGCAGGTAACTTAGCCCACGCAGGCGCATCTGTTGATTTAACAATCTTTTCCCTGCACCTGGCAGGTATTTCCTCAATCCTCGGAGCAATCAACT TTATTAC
MN927588.1. TCGCAGGTMCTTAGCCCACGCAGCCGCATC TG \TTT\\( AATCTTTTCCCTGCACCTGGCAGGT! uTmTL\ﬂuTm AATC/ \\LTTT ATTAC!
Consensus
250
OPK. seq
MN927588.1.
100 Consensus
OPK. seq ,ACCGAAATCTTAACACCACCTTTTTTGACCCTGCAG
MN927588.1. seq HXBNBLNToINN ACCTTTTTTGACCCTGCAG 637
Consensus gaccgaaatcttaacaccaccttttttgacectygcag

&l 4 BEA 055 W02t CO 13K PCR 373 5 %51 HL X
a. OPK Zf£ikifhk CO 12K PCR #7347 4; b. OPK 4L KiIA CO 1 I 1751 15 BE A7 B 4% 4 {4
CO I J¥%1)(GenBank No. MN927588.1) le X 43 4r; 1R W (6 — B 1.
Fig. 4 PCR amplification and sequence alignment of CO I gene of Oplegnathus punctatus kidney cells (OPK)

a. PCR amplification products of CO I gene of OPK; b. Comparative analysis of sequences between CO I in O. punctatus
mitochondria (GenBank No. MN927588.1) and CO I in OPK cells; Dark blue indicates the same nucleotide sequence.

YL 24 h W MERRNDOUE T (B 5), FPReRsy  tHXTRIA R 2L LS TR EIEE Te, 7d),
H 60%. 45FFEI OPK 4ifit & v] LLi#E1T siRNA
LI R, AT TR R T AR A M S AR AR
2.6 EEBEELEFEEEESHT A 54— Flogr B T (e FRptfa k., 18
OPK 4% % LPS Ml poly 1: C Hl¥45, ffi %Eﬁﬁ‘ﬁqﬁrﬁ%ﬁ%ﬁﬁ\}wﬁf*ﬁﬂ%TﬁIEﬁJﬁﬁi@?ﬁﬂk
FHSLA 6 6 i PCR AN S A3 A IxB IL-18. WK Pk, BFSEBEAT 8 705 S e L,
IL-8 Fl IRF3 {1755k K V- . 2 LPS KNS IxB IL-1p. A B FOTEEBE . AN 2 20t ﬁr*ﬁaf“
IL-8 F1 IRF3 W% 335 BEREZ LPS W fukemi MBS SRR AN R B IR AR I S e & fﬂl*%—‘?ﬁﬁ
BN 6a, b, ¢ F1 d), WK 7 BoR, fF%polyl1: C  SERIEBET RPN ARBFFTd sy T BE47 60 5 L 40 i
SR, IcB WAIX IR EERE poly 1 CURIEMNg &, W& FAEMIR) &0k & & AR W FBS (19 L-15
FA AW TR 7a), IHAEpoly I : CHkEEY  SERERRFRXHA KM, IFXT OPK 4 #E47
500 pg/mL (AR E . IL-18 ATk ma i B, BB A0 R R TRAEE, TRl X OPK
JEFMEIE IR EE A To). IL-8 A IRF3 (3L 4IIRIEAT LPS M poly I: C RIEUS, Fillf

3 itig

P 5 BEATHEEIEAIA R Cy3-siRNA ¥ 4%
a. b WAHRDEEIEME; b, 5 Y 48 h RIXER, AIOLES
Fig. 5 Transfected Oplegnathus punctatus kidney cell line (OPK) cells with Cy3-siRNA
a. Light microscope image of b; b. OPK transfected with Cy3-siRNA plasmid after 48 h, and fluorescence signal appeared.
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110
100

®
-

IxBRHIRT IR R
relative expression of /xB
N
S

®

PBS 15 50 15 50
HE 22 BB A HR B/ (pg/mLL)

concentration of LPS

150 500

14
X ’ 3; xS
=N 12 n=3; x+SD
3
g0
T % 8
ER
856
o o
L=
Ng 4
LIS
0
PBS 15 50 15 50 150 500
BB RYR BE/(ng/mL)

concentration of LPS

BI-LI [FEXT ik 5
S5 R &

relative expression of f1-LI

S N b O

PBS 15 50 15 50 150 500
P& AR BE/(ng/mlL)

concentration of LPS

d d
r n=3;x+SD

bc

IRF3 [WAHR Rk R
relative expression of IRF3
S =~ NW A L ™0

PBS 15 50 15 50
B U I/ (ug/mL)

concentration of LPS

150 500

6 AN[FIV BE B Z2 W8 (LPS) B Bt A1 4 B J0E 400 B J5 % 28 A G BE R (1 3R i
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Fig. 6 Expression analysis of immune related genes in OPK cells after lipopolysaccharide (LPS) stimulation
a. Expression level of /xB after LPS stimulation; b. Expression level of /L-1f after LPS stimulation;
c. Expression level of /L-8 after LPS stimulation; d. Expression level of /RF3 after LPS stimulation.
The expression of gene is calculated relatively to the gene f-actin. Different letters indicate
significant difference between different LPS concentration groups (P<0.05).
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Fig. 7 Expression analysis of immune related genes in OPK cells after poly I : C stimulation

a. Expression level of /xB after poly I : C stimulation; b. Expression level of /L-1f after poly I : C stimulation;

c. Expression level of /L-8 after poly I : C stimulation; d. Expression level of JRF'3 after poly I :

C stimulation.

The expression of gene is calculated relatively to the gene fS-actin. Different letters indicate significant

difference between different poly I : C concentration groups (P<0.05).
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Establishment and characterization of spotted knifejaw (Oplegnathus
punctatus) kidney cell line (OPK) and expression analysis of immune-
related genes in OPK
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Abstract: A new kidney cell line, Oplegnathus punctatus kidney cell line (OPK), was established from spotted
knifejaw (O. punctatus). At present, the OPK has been successfully subcultured to 34 generations. In this study,
the effects of different fetal bovine serum (FBS) concentrations on the growth of O. punctatus kidney cells were
examined, and the results showed that the optimal concentration of FBS for OPK growth was 20%. After recovery
from cryopreservation in liquid nitrogen, the cells could grow and be subcultured normally. Additionally, the
karyotype analysis showed that the 24™ generation kidney cell line had a normal diploid karyotype (2n=2sm+46t).
The transfection of Cy3-siRNA showed that the O. punctatus kidney cell could be successfully transfected with
siRNA and indicated that the OPK could be used for gene function analysis. The cytochrome oxidase subunit I
(CO 1) was used to identify the origination of OPK cells, and the results showed that the OPK cells were derived
from spotted knifejaw. In addition, after O. punctatus kidney cells were stimulated by lipopolysaccharide (LPS)
and poly I : C at different concentrations (1.5, 5, 15, 50, 150, and 500 pg/mL), the expression of immune related

genes were significantly upregulated or downregulated, including /xB, IL-1f, IL-8, and IRF3. These results
indicated that OPK cells can be used as an important tool to investigate the function and expression regulation of
immune-related genes in vitro. The establishment of OPK provided important materials for the analysis of
functional genes and further studies on the mechanism of disease infection of spotted knifejaw.
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