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E: h3— F % CD8a. CD207 7 % & ##f 5 4k 48 . (dendritic cells,

Wi T & CD8a.

(ORF),
pcDNA3.1-CD207; £

DCs) 8y gy dt, %

CD207 35 8 4 FAZ Sk Uk JF 72 % 8 DCs k3 ko R 4
F-R & H 4k XK (RT-PCR) 2 K A % & DCs # % 13 CD8a
2 A 4 N F M 5k 35 UK peDNA3LT,

CD207 J % 1A 1 A2 J7 71

7 & 4 F M 5k 35 ik peDNA3.1-CD8a,
ZMFERERE, RAKRGEREARBREIRM A RER

B KA, &M R KA T & A % BT (Western blot) i % i CD8a.. CD207

ty k1o
M &R — 3.

HEET, AEAREEALE Y CD8a. CD207 E BT E¥ £k, HANSE M
R bR R, CD8a. CD207 & B £ E & 2@ DCs th 40 i %

o AHES kM 7 pcDNA3.1-CD8a. pcDNA3.1-CD207 & 4 A% Kk ke, H G & HF AR
CD8a. CD207 3k 7 DCs 09 1F AL 4| 352 7 Ao

KRR o M OR @, CD8a;
FESHES: S 942

1973 4, Steinman 55" FEARAMNEE F2 /N B (Mus
musculus) A MEET &30 T — B EA M ECR R E R
MAPERMM, ¥ Z a4 A SR 40 (dend-
ritic cells, DCs). 2R 412 7040 F ALK
RERET, BRERGEMATN, R RER
95 T O PR e B B R AE — S, WO N R T RE A i
A BT &L 356 40 il (antigen presenting cells, APC) "/,
HEA S, g0k m e £ik MHC-1 . 1265
¥+, JFEA SRR R R AR, A
WRAIER, BB EMEHNSORE ST, H
PR A T 40 (naive T cell, Tn) ¥EFE G011 —
KA AT FR R DCs®', DCs ANMEBENE K A 9
PP AE B R e iE h M, MH) 225
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XERARAERS: A

GEETNRE Y, e FE e A e AR i R R
FEOCHRAE Y, T4k B % X DCs W58 1 AN I 8
A, AMITE G HA: Y2 Rt s i ee A 175
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ML, AEMBHZHEE @) Tk
PR SR A0 (B SR AN AR Y, B BF
5ER W, DCs 75 FL 3 W) A i 2 vh i Dl e SR Al
JEPRSFRY, 250 DCs A £ DCs BB AL
AITHRES s AaZE DCs B3 FARC AR,
CD8a J&—FP ISR 11, 7EM SR G0 M) — 2L+
REP A1, CD8a'DC W] LIS T2 45, |6
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Langerin/CD207 J& FiA% I 3 41 Y (Langerhans cell,
LCs) M4y Fhnid, JBT C RBEERZARFK
TR TR AR U, BF9E & B CD20743 - 1T L
753 Birbeck FRLIE AL, S S5HPUEMAL I 2
U, Al (Ctenopharyngodon idella) J& % [E 4 %
WK Z —, SV EMBHIFN E
JFJ& CD8a. CD207 F:PHAH A 5T AT 4 H 5 i#E 47
4 CD8o’DC. CD207'DC K435 % %€ 5 v FH 4
TAEFT N H&Ail

H A, % fii CD8a (GenBank: GQ355586).
CD207 (GenBank: GBKA01017435.1) 14> K I ik
%] 2 AE (ORF) T 8k »e & '™, Tfij %% i CD8a.
CD207 7 % £ DCs " I DI REWF 55 A RFER A E 4T o
LA IR TR AT LS B H % 35 R A 0 40 Y 1
RIS, BT RAZ N,
CD8a.. CD207 H 4 HAZFKIK Bk a] Eoe 2 A Hk
PR D 8 5 A IALHI B2 HESC TR o AR SE 5 5331
P E G CD8a. CD207 ) ORF [X, iE— 44
21 HL A% 38 TR pcDNA3.1-CD8a 1 pcDNA3. 1-
CD207, Ff2R JH AR 57 1A vk 43 S K o 20 o b 2 e
i DCs, WS HAF FLAZ 20 i v (9 3235 55 2 400 g v
M NGB, ik — BB 5E % 8 CD8a. CD207
(A )2 DI e 2 LA

1 MESTHE

1.1 SCIg# R

KIGHTE (Escherichia coli) transSa 5 FR il P
WY B % H EA R des) ARAR; B
K pcDNA3.1(+) FAS SE 50 % AR A7 5 B e il n &
Lipo8000™ 114 [ 75 = KAEYHAA R A w5 2 1]
WO & 5 Bk R BORR & A s AR YR
HARAF; SO E PCR MR A 5 RNA #2
U £ . SYBR gPCR Master Mix I [ [ 5034 ME
B MR B A R A L-15 B3R A S iR
2ok (PBS) I [ Hyclone 23] ; G4+ 13 (FBS).
TR MBEF R (penicillin-streptomycin, PS ) Fli
iR X K25 & (gentamycin sulfate) I | Gibco 23 #) ;
HEE SRR & . EaRBUAR & . BCAE
H e s & 0 B 365t B 2 2R YRR A R
/N #) ; HRP Goat Anti-Rabbit IgG (H+L). pS-actin
Rabbit mAb I [ I 28 5 AE YRR BRA A5
FITC Goat Anti-Rabbit IgG (H+L). Cy3 Goat Anti-
Rabbit IgG (H+L) 4 [ Jackson /A ) ; DAPI, H1%¢

[ 7K 72 5 22 3275 sponsored by China Society of Fisheries

JCVEKE R A RZEERARAR; wA
CD8a., CD207 £ 5 FdifA i A< S0 28 il 45 IR AE
Iy B3k CD8a, CD207 WY AN IX i BE/E M B
G E B P 22 KR (Oryctolagus cuniculus), Tk
B 5 W R A0 % (ELISA) HA A 2124 1+ 128 000,
CIRES I EE AR B b N s W PO DA A R R e S
TSR

W& K S BN (deromonas hydrophila) Ahl T
PR 85 8 4 o PR L E 5+ B AR B (Carassius aur-
atus gibelio) i, VRSB 2N 1x10° CFU/mL
J& B TR KV B 60 °C AR AL B 30 min, H
SRR ER IR AT T LB B[RS 53, 28 °C
i 9% 24 h 3 22 Ahl OO K06 J5 7 nl itk A7 J5 22
Y525y . Ahl BRI AR T A rh ROl R K ™ 2 B
P 2F LI %

AIM &4 47.5 mL L-15 33735, 2.5 mL X
Y, 2.5 pg/mL MR R B F1 25 pg/mL R KRB X,
BT 4°CHH.

YA JFAR R R L A AT 44.5 mL L-15 B5 973
0.5 mL X$t, 5mL G417 FBS, 2.5 pg/mL P
PEREZE B FI 25 pg/mL K RE R, BT 4°CHEH.
1.2 5|¥&ERK

g H 0 CD8a. CD207 W HRIFH, F
FH Primer premier 5.0 FF B THR S P 51 9 43 il 4
1 CD8a. CD207 1) ORF X, 514k N5 55l
A Hind 111 M1 BamH 1 FR#IERE D0 85, 51907
IR 1, HRDCEREY R A RAF A .

®1 SIEERFT

Tab.1 Nucleotide sequences of primers

519 41 (5'-3") Hi&
primers sequences (5'-3') purpose
CD8a-F CCCAAGCTTCATCGGATTTTGTGTGAGTT 7 HiCD8aEH
CD8a-R CGCGGATCCTGTCTGGGTTGAGGTTGTCT 4B CD8a

CD207-F  CCCAAGCTTGACAATATCAACATTCCCG  484CD207H:H
CD207-R  CGCGGATCCGTGCTGCCATCAACCCATT  4-BCD20TH
CD80/86-F  TTTGAACAAGCGTTTACCCA P EEPCR
(qPCR)

CD80/86-R  TGGCACGGTTTGAAATACTA qPCR

CD83-F AAAACAATGGCAAAGTGGAAA qPCR

CD83-R CAAGAGGAGCAGACATAAAAGC gPCR

MHC II-F TTGTGGGGTTTACAGAGTTTGG gPCR

MHC II-R  TTGATTGGTTGAGGGTAGAAG gPCR

p-actinF  CCTTCTTGGGTATGGAGTCTTG qPCR

p-actinR ~ AGAGTATTTACGCTCAGGTGGG gPCR
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752 KopE OE R 46 45

1.3 E&BEE DCs B9 B gt

A IR NE R SR 20 B A3 B AR T RS AR
B PR A TR A E, F AIM |
Wi, G TR T O 445 I 28 42 4% e dd ok 200
H (70 pm) 2 M 57 4015 B A0 M2, JF i 2 0 1
(PR 19 B ) 42 4 in A B A Ficoll 43 B8 1Y)
15 mL .08, 800xg =il 25.0 20 min J5, W
WG 2 Z A B2 A0 M, ST PBS Uk
20K, A A AR 8 R R RO R R B
1310 A~/mLA4HMd, JF46F8 % 25 em® ARSI,
T 28 °C A FRA s IR, B R W s RO
2 IR, B O IERIE A, FInA—
IR B3R 7 d, USSR REAN N, ffiH
2R 1.067H1 1.077 g/mL W) Percoll %5 & 73 B WK,
P B U B 5 19 2D BRARAE W 4R 2D B Ry ARG
BEANM, & )5 AN IS PBS PEik 2 ke H.
o e R R | =2 238

1.4 E&MBE DCs BEREFIZS FRNE

T 0 M BE R 1x10° S/mL, ] 24 FLER
FEFLINA 100 uL DCs, S5 25 9% il 2K 336 W8 7K /< 3R
M (MOI=100), Xt &2 S ok &b B () & £ DCs,
28 CC UM A PP B 12 h, WCEEANNE, 28
TRIzol 77 £ 156 BH 5 FE BOKCHE 2] 19 724 DCs 19 6
RNA, #% 8 HiScript III 1st Strand cDNA Synthesis
Kit 3 71 & 156 B 5085 5 /1 DCs &L RNA 5% 5%
cDNA, H T £l DCs f5 3% I 5 il 4> F CD83,
CD80/86 Fll MHC- Il FRikIEDL, -actin HNSHEH
BAFESL R 3K, qPCR M4 SYBR qPCR Mas-
ter Mix IR &AW F AT, R 20 uL RBIA R
SYBR gPCR Master Mix (2x) 10 uL, F FiE51 4
(10 pmol/L) 4% 0.5 uL, cDNA ##} 1 uL, ddH,0
SuL. ¥4 94 °C WAL E 5 min, 94 °C &Mk
155, 55°CiBk 30s, 72°C #Efii 30 s, 3t 40 4>
PEFR . DL 22 Jr kit A AR Rk i, kAT
W2 T T, LI A5 R T 2 b o R
(mean+SE) &R o
1.5 Ef& CD8a. CD207 EFE R EMELHE
BRIERAMHESEE

25 L PCR 4" 3§ K & : PrimerSTARI2.5 pL,
by FUESIH A 1 uL, 1 opl FE AR 58O 40
cDNA fE N, ddH,0 9.5 uL, PCR JZ W 4 ¥
95 °C TiZs P 5 min, 94°C30s, 57°C30s, 72°C

https://www.china-fishery.cn

40s, 35 MEH, )5 72 °C FEAH 10 min, FFR ]
YE YIRS Hind 11 A1 BamH 1 % PCR ¥ 14 | 4lifk
) CD8a. CD207 i B MIZRik BURL pcDNA3.1 #4T
XEY], 37 °CKIGEEY) 1 h, 4ifb)E i, #E#%
A& T4E4E/ 1 uL, Buffer 1 pL, pcDNA3.1 J5i
Hi 1.5 uL, CD8a. CD207 BN 6.5 uL, 16 °C
KB ER . Ak DHSa kR, $2BUTRL, &
PR PCR AT PHME s B S 8 IE S, i
BHAEWHARA BRA w7, 26IAnY B4 5
Hifir 44 N pcDNA3.1-CD8o. 1 pcDNA3.1-CD207.,

1.6 HRIER SR

TR YLHT 1 K (18~24 h) ¥ DCs (1x10° 4~/mL)
PR AL 1 mL MR 12 FLR N BE TR SR . R—
AIEECHE B D, A 50 uL AN A B Az 2 i
THHY L-15 B3 55 . 1 pg ALK DNA, R
WA FFRWATIRS s BN 1.6 uL Lipo8000™%%
PRI RRRITIRS, EEMFE 20 min, [0FF
BRI 12 FLAR P A — S FL A 44 i A DNA R
AW [R5 57 245 #0050k, pcDNA3.1 X R, A4
BHE 3R,
1.7 MBI RENER L (Western blot) 4347

43 ) Wi 4R T e peDNA3.T B A% 32 35 it kr Fl
pcDNA3.1-CD8a.. pcDNA3.1-CD207 H 2 H #% %
IKFURLIA R DCs A0, il 45 4R B (B UL
K Western blot £l 4 41 CD8a.. CD207 ik
B, —Haah 1 2000 FREAYE £ CD8a. CD207
L REPTIAR . W A A A0 I R R B 4 S
TR IG TR BEE RS L YK (SDS-PAGE), T Bk
R B B R LR (PVDF) I I, F 5% 1Y
BSA A =W E A 2 hy 58 BE N —5
4°CHF R ; —Hi M 1 : 5000 HEHY HRP A7l
MFEPLR 1gG, 37 °CHFE 1 h; BRI JEHH
TBST ¥ 3 ¥k, ¥ 15 min, ECL {53 ¢ JF 0
gLk B Image] B {F (National Institutes of Health)
AT IRBESY BT, FFilbAT B 22 F o, < FRoR
5% R4 25 5 B3 (P<0.05).

1.8 CDS8a. CD207 B MBEE Lyt

OFE 2. B0 B TF R SR 4T 1.5
mL B0 F, A 1 mL 4% £ 5 B[ E 24 h,
P 1l BR8P VRS B R N A M DT UE 72
SR, S AN MBS B A AR ;

QMK . iEI . R SRR B 2 vk
JE % BT v B B 2B A R AT K, SRS
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BA R B B, K 5 B S i 4i i
HAESE A A 5 A3 50) = i

O, V1A . B EK K 5E IR I A0
LA L HAE N A3, 20 °C BB H,
TV ) B o 2 A D) L D) 4 um JEEEY) A
B)FAERER LR K (45 °C) L, IR 65 °C
KR Pl B 1 h, FCEMAANE 20, 2R
TR . BRRE CBREK, BE AR K U

@y . mE , MEE A, A E T
i 2 — Wz VU 2 % (EDTA) $it J5 1& & 2% h i (PH
8.0) & &b TRy Wittt iE =, AR
B H R 3L A BT PBS (PH 7.4) W 7E B (L% K
SEEPRYE 3 U, B S min, YRR TR A4k
2 7E 21 20 )W) L B, A RPN I 4R I R
(BSA) %% 30 min;

®hnE 1 CD207 —#Hi (CD8a —#1). KA
AW, TEYIA LN 1 200 (RFLEL) 6 BE
—¥i, VIR FRTFREN 4°C WE LK

@} Cy3 (FITC) Goat Anti-Rabbit IgG (H+L),
% A ¥ T PBS (PH 7.4) H 78 it (L8 IR - R ah Pk %
3, BEKR Smin, VIR RS EER N1 :
200 (AL L) PR —ht, B ERIFE 50 min;

(DDAPI & Y40t . I 1 Fs F 1 )5 7 B
%N DAPL Y4, #LEEFHE 10 min;

@H KWK, VIR TR, RN

Hind I11 (878 bp)

pcDNA3.1 (+)
5428 bp

7]
f"0171_)'c1'n

(@)

—

A B RDEEEERF] 5 min, FsK vk 10 min;

O Fr. B BT PBS (PH7.4) F{E (1%
IR LS 8hikik 3k, AR S min, YRR TEH
PO K B R R A

OFE AR, PR & TR RERG K
P BANES FHIIR . DAPI 24N & Ik K 330~380
nm, &S 420 nm, &% FITC #A MK
465~495 nm, & I K 515~555 nm, K &% ;
Cy3 ¥ LW 510~560, K G4 590 nm, K41
Jt; DAPI Y4 Ae LM & T ohisc, BHdE
TR MR ZOCEIRICLE, St

2 4R

21 PCR¥ ' CD207. CD8a R ERELEKIEL
FRRIF)FE

PCR ¥ 14 CD207. CD8a, 1% BrfEHse i i
VKA 25 2R Woon, 23 BITE 903, 648 bp &b A — 7%
R, SHEISIUN—20 (B 1), R RS
WG Hind 1L F1 BamH 1 X144 BB & 5ok pcDNA
3L AT Y), B AL KIGIT I trans5a 1A
PR PRSI RELE E . DT RRIA

22 E&RME DCs WHESERBRMERE S F
ME

WA RE IR 25 7 RAYARNGBEANAL, (%5 2

p M3 p M4
5000 5000
3000 3000
M 2 2000 2000
bp
L 000 1000 1000
750 750
700
500 500 500
400
300 250 250
200
100 100 100

(b) (©)

1 pcDNA3.1-CD8a. pcDNA3.1-CD207 ELHE#&FRIAFRKIAIHE
(a) pcDNA3.1-CD8o/CD207 5 41 B A% % i ki %, (b) PCR ¥ 1 CD8av CD207 H A BL, (c) pcDNA3.1-CD8a pcDNA3.1-CD207 () XU fil
1% e M. FRREMRE, 1. CD207 2 [H PCR 724, 2. CD8a #:[H PCR P47, 3. Hind Il fl BamH 1 X ##1] pcDNA3.1-CD207, 4. Hind 111

F1 BamH 1 X 1] pcDNA3.1-CD8a

Fig.1 Construction of recombinant eukaryotic expression plasmid of pcDNA3.1-CD8a and pcDNA3.1-CD207

(a) pcDNA3.1-CD80/CD207 recombinant eukaryotic expression plasmid map, (b) PCR amplification of CD8a and CD207 fragments, (c) enzyme diges-
tion identification of pcDNA3.1-CD8a and pcDNA3.1-CD207; M. molecular weight standard, 1. CD207 PCR products, 2. CD8a PCR products, 3.
enzyme digestion of pcDNA3.1-CD207 by Hind lIl/BamH 1, 4. enzyme digestion of pcDNA3.1-CD8a by Hind 11I/BamH 1

[ 7K 72 5 22 3275 sponsored by China Society of Fisheries
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>4 KO E

46 &

By Bk aliAl, TR AR 73 H 452R 78 DCs
LEVELY 80%. i MRS AR R, Ff DCs
BA MR REEIEE, ARIEEAR I, 40
BEMRIE , RS R s al KOE B9 40 18 25

- v—

w

Ja
v

10 um

E R 1
1.DCs IUEERE,  2~5. AR 4RI 1 DCs
Plate |
1. the DCs cluster, 2-5. DCs of different cell morphology
— G
20 control group
TG K T A R

inactivated 4. hydrophila group
%

Ju—
(93]

%

mRNA I3 £ikE
=

relative mRNA expression level

W

0 LL 1. =1.
1 2 3
ENELl =i
different membrane surface marker molecules
B2 RIEEKSEMELIEES DCs 12 h GEE
REDFRIEFER

1. CD83, 2.CD80/86, 3. MHC-II; P&l &4l % 7= -1 S b7 1
B (n=3); “REREFZER, P<0.05

Fig.2 Determination of membrane surface molecular
expression in DCs of C. idella after treatment with
inactivated A. hydrophila for 12 h
1. CD83, 2. CD80/86, 3.MHC- I ; error bars indicate the mean + SE (n =

3);“*” represents significant difference, P <0.05

2.3 pcDNA3.1-CD8a. pcDNA3.1-CD207 =40
RHKIFRIZAY Western blot 94

Shy o ) A LA R TR ORI R TE L, X4y
G ¢ pcDNA3.1 %5 25 50 A 8 41 HL A 3% 58 Bk
i) E 1 DCs 41 B 54T Western blot 4387, i A
il f) #E 8 CD8o. CD207 £ e M i i A — i o
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v

(KM T)e FERIGRER S ALBE 12 h 5, &
1 DCs IRZEHFRIC/T CD83. CD80/86. MHC- I
Tk ERT, SXEAM L 2R BE (P<0.05)
(Kl 2).

® >

10 pm

y

1 10 um

2 10 pm 3

L B

4 10 pm o

Ef DCs IS FEME

Morphological observation of DCs in C. idella

R IR, YL pcDNA3.1 23 4% ki Fll pcDNA3.1-
CDS8o T 2H FLAZ 323K TR B 41 i 2 11 S B Hh 2
1 AK/NG 32 ku (45475 %54 pcDNA3.1 253,
JFUKE Al pcDNA3.1-CD207 H 20 HL 4% 3¢ 3k JURE 4 41
LB LR R B 1 A R/ING 35 ku I 4R,
5 WU K /NEAF . H 3 51 5% 4 pcDNA3.1-CD8a
(k3B 1), pcDNA3.1-CD207 (ki 3) 2 CD8a.
CD207 £ FIAHXT F 3k /K i 42 5 (P<0.05), #
AH 12 T 21 A% R OB 7F B A8 DCs A0 b kA T
AR IR H A ) 0T 9 B CD8a. CD207 HL AR
Bl A H B-actin FLAAE NS 2 B T 5 RERS
DUEIAH R St (8] 3)

2.4 pcDNA3.1-CD8a. pcDNA3.1-CD207 E4H
HEiZRIERHNEES DCs FHIRIK

X% b pcDNA3.1 %5 4% ik Fl 43 3] i g
pcDNA3.1-CD8o., pcDNA3.1-CD207 H 4] H ¥ %
IRPTRLRY R DCs, Mt SO G CD8a.
CD207 ZE M TEol. KI5 515% % pcDNA3.1-
CD207. pcDNA3.1- CD8o T £ ELA% 5 1k Tk () 5
i DCs " INLLEATOUFES (BRI, REa5OLF
5 (BN 25040 AR L i%% 4% pcDNA3.1
25 TR 1Y Hf DCs Hn] L4335l WL 8 31 41 (6,56 '
fF e M EiONES, HIOLFE TR HEA A
W2 ORI DCs IS A5 5 SIS

3 Wi

TEWFLBI T, R TR ZRARAMA 2 &
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ku ! 2 ku ! 2

32 | - W CDSa 35— D207

42 -- B-actin 42 - - B-actin

*

N
(e
n

—
(O]

—

(=)

o
n

HAMNRILE
relative protein expression

< = :

W =

HAMNRILE
relative protein expression

AR AL R ZH NGRSt
different treatment groups different treatment groups
(a) (b)
3 Western blot %] pcDNA3.1-CD8a (a). pcDNA3.1-CD207(b) E4HEZFKIARBMRIA
(2)Western blot &l CD8o % A 5 #l; 1. % 4% pcDNA3.1-CD8a, 2. ¥ %% pcDNA3.1, 3~4. K J¥ 5 #7 #% 4% pcDNA3.1-CDSa.. pcDNA3.1 J&
CD8a & H X %Kik ; (b)Western blot £l CD207 ik HL; 1. ¥ 4 pcDNA3.1-CD207, 2. ¥4 pcDNA3.1, 3~4. JKJE 73 #r # 4x pcDNA3.1-
CD207. pcDNA3.1 J5 CD207 F A KA & EIHRHIE R R NP HEARMEZE (n=3); " REREZER, P<0.05
Fig.3 The expression levels of pcDNA3.1-CD8a and pcDNA3.1-CD207 recombinant eukaryotic expression
plasmid detected by Western blot

(a) CD8a expression detected by Western blot; 1. transfection of pcDNA3.1-CD8a, 2. transfection of pcDNA3.1, 3-4. gray scale analysis of the relative
expression of CD8a protein after transfection pcDNA3.1-CD8a and pcDNA3.1 respectively; (b) CD207 expression detected by Western blot; 1. transfec-
tion of pcDNA3.1-CD207, 2. transfection of pcDNA3.1, 3-4. gray scale analysis of the relative expression of CD207 protein after transfection pcDNA3.1-
CD207 and pcDNA3.1 respectively; error bars indicate the mean and standard deviation (n = 3);“*” represents significant difference, P < 0.05

CD207 DAPI merge

pcDNA3.1

pcDNA3.1-CD207

BRIl AES% RSN EH ERIAFA pcDNA3.1-CD207 fEE & DCs FHIFRIA
1~3. ¥ 44 pcDNA3.1 F# R KL Z 5 CD207 M43 AitE i, 4~6. % 9% pcDNA3.1-CD207 4 HAZ KA R Z J§ CD207 HI 4 i1 il
Plate [[ Expression of recombinant eukaryotic expression plasmid pcDNA3.1-CD207 in DCs of
C. idella detected by cellular immunofluorescence assay

1-3. the distribution of CD207 after transfection of the empty plasmid of pcDNA3.1, 4-6. the distribution of CD207 after transfection of the recombinant
eukaryotic expression plasmid of pcDNA3.1-CD207
[ 7K 72 5 22 3275 sponsored by China Society of Fisheries https://www.china-fishery.cn
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756 KopE OE R 46 45

CD8a

pcDNA3.1

pcDNA3.1-CD8a

DAPI merge

ERRIT  4HA6 S ok 6 M B 4H E 4% 3RIE ki pcDNA3.1-CD8a ZEE & DCs H I 3RIA
1~3. #% 4% pcDNA3.1 2 iR 2 J5 CD8a. [ 43 Al l, 4~6. 54 pcDNA3.1-CD8o. T 4 B A% KK i b 2 J§ CD8a (143 A7i 5150

Plate [II Expression of recombinant eukaryotic expression plasmid pcDNA3.1-CD8a in DCs of

C. idella detected by cellular immunofluorescence assay

1-3. the distribution of CD8a after transfection of the empty plasmid of pcDNA3.1, 4-6. the distribution of CD8a after transfection of the recombinant

eukaryotic expression plasmid of pcDNA3.1-CD8a

BB PURESE . F s AR AL C &
PTG . FER M RAE T, %o 7
(CD83, CDS80 il CD86). [a]Jfi — &Ik CD8a, %
47 CD103 1 C BUEEHE &K 43 (CD207. CD209)
YA A EHAL s DCs B EEARE, B4 DCs
AT IE B M e h R HEE R, CD83 &
— B FE LA DCs RIS BEME B 11, B 7E DCs
A BIRIEG T A0 RS B T 4006 0935 1 Hh & 45
KHEME Y, CD80 1 CD86 & 3 ik 7£ DCs 3% T
1y 1 RS RO AR 1, il ad S CD28 BYAH EAE T i
b T kEL40AE, ek T 4fa i 3esE 5434k, CD8O
F1 CD86 7E i FLsh ¥y vh b 7 A AE , A A fa v
FEAE B — 2y T FRiC B CD80/86™ >, C I gt 4 &
CD207 1 CD209 & 1T I 5 Rk 5 1, CD209 £
DCs M 4NMZERE . B8 . B ois T400 . 51K
B 58 I N e 2 5 05 i A A 2 b 3% 5 22 A~ O 1T R HE
oI AR CD207 W] 5 L R IR A B 45
G, R NEPURE VR R AGE ZA DL v R
I HUA . CD207 7£ CD8a' DC #1CD103*DC
A FRIARY, CD8aDC ] K 4 i AH X 4 J5 A Al
BYEPURE S MHC T 284 F 2645 CDS'T ik
A, FEUR TR g . BLIIRE fgs LA Kt i Py 2 AR
W Eh R EEAEHRY; CD103* DCA A5 1Y
TRERE ST, R 7E i 2P0 B0 CDS T Y
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T R R OB

6125 DCs WP IT RS , RV R o0 il £
A B WIE B FE7E DCs!, %) 125 DCs (19 T fiE
oIS T — ik, H e A A B 5T k38
BA, HET, FEULHE (Oncorhynchus mykiss) B K
Jok . I 3 e 1 —Fh CD8a'DC,  REHE ik
/NFRURL, #% TLR R BCIRIENG , RN EA T
RE1, JF HiX2E DC #FAARAH L HAth DC WA, AT
DA3E 3o 32 S5 0 D S A b O A B RE T T
CLZH AL (CTL) M fish 2 1 %k F P 9 Jist A R fioh 98 1)
AERY, CD207 BRIk )z N H T T 68 1K
P 7 e B (Salmo salar). BE 25 X2 0 (Ictalurus
punctatus)°" SERE 2B WIS DU A IS, JF
HAWIELE R R, CD207 78 40 3 YL 5 1 i g2s
O 25 HR L SRR Y

AR S 5 E Z A RS T A A L v
SIS T — R H A AR AR A, 8
U= 3 K - SNA LY =3I 1 2 T | BT T T
TIORIFGT , TIE S5 2 A0 it R 0 L sl 4 e 4R 4
BA & B REAES, S TR AW B £ DCs 19 3%
TR F R 6E, A SCE by T A
Wi 2k Foki pcDNA3.1-CD8a il pcDNA3.1-CD207,
2 N 2H EUA% 3R TORL Y RE 7E B 40 DCs P Rk,
A3 B ¥ ff CD8ar, CD207 £ 7 B ik E 17 %
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54 H T, %: %fiCD8a.

CD207 R H 24 B Rk

JECR A Fe S TR AT 757

SE, RIETOEERN, CD8a. CD207 FHEHIATHL
1 DCs BYZIRIARE | SCER45RI9ED], CD8a. CD207
REL DCs RIANMY) 2 PR AL 53+, Fifh DCs /M
S LAY AR S R A, Rl T
DCs I £ 4> FHF5T . F 30 4 B Rk
HAK MR AWFFE CD8a. CD207 £ & £ DCs 1 fir
AR REdR ML T4 S T H., X B 54 DCs &
S5 RE R AL A EEE X, AR
2 CD8a'DC FH A DU AU 4338 . DI RESEE L)
KW DCs WA VE ML AL T 3SR

H i f125 DCs Gk= B0 Z0HEARIC, ingm st
625 DCs #H G 8 R WF 2 A Bh T 42 1= A 2
DCs 4085 . RN 41 5 DI RR B 5K, 3F
H TR A DCs Hoy2 2% B W BIF SRR A 43 H7 B A
DCs 5 (0 G e 98 1 HL A B E . R 3R 5
R, WS R ARG, SR RAE RN, TT
Ji& DL A DCs Sy B i S 58 ¥ T AT LA 46 R G
PRI Y 7 T BT L, PR TR 0 28 R
i FHE B ) e 8 A T 12 N R R

(3 7 WA A SUT 52 B s A2 B Al 22 &)
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Construction and expression analysis of recombinant eukaryotic expression
plasmids of CD8a and CD207 genes in Ctenopharyngodon idella

TIAN Ding ', LiKeke', JIANGFei', CHEN Chunxiu',
NIAN Ziging ', WU Zhixin '?, CHEN Xiaoxuan "**

(1. College of Fisheries, Huazhong Agricultural University, Wuhan 430070, China,
2. Hubei Engineering Research Center for Aquatic Animal Diseases Control and Prevention, Wuhan 430070, China)

Abstract: Dendritic cells are the outposts of the immune system, which link innate immunity with adaptive
immunity, and thus are considered as the most powerful antigen-presenting cells in vivo. To further investigate the
functions of CD8a and CD207 in grass carp (Ctenopharyngodon idella) dendritic cells (DCs), the recombinant
eukaryotic expression plasmids of CD8a and CD207 genes were constructed and successfully expressed in DCs of
C. idella. The open reading frames (ORFs) of CD8a and CD207 were obtained from DCs of C. idella by RT-PCR
and inserted into recombinant eukaryotic expression plasmid pcDNA3.1, respectively, to construct recombinant
eukaryotic expression plasmids pcDNA3.1-CD8a and pcDNA3.1-CD207; after the sequencing was confirmed to
be correct, the recombinant eukaryotic expression plasmids were transfected into DCs of C. idella using liposome
method, and the expressions of CD8a and CD207 were verified by cell immunofluorescence technology and West-
ern blot. The results showed that in the Western blot assay, the CD8a and CD207 proteins were expressed nor-
mally and significantly overexpressed after transfection of the recombinant eukaryotic expression plasmid, and the
size was consistent with that of the predicted result. Cellular immunofluorescence showed that the CD8a and
CD207 proteins were mainly expressed on the cell membrane of DCs. Hence, DCs of C. idella exhibit immun-
ophenotypes and functions that are conserved in their mammalian counterparts. The recombinant eukaryotic
expression plasmids of pcDNA3.1-CD8a and pcDNA3.1-CD207 were successfully constructed, which laid a
foundation for further research on the action mechanism of CD8a and CD207 genes in DCs. Carrying out studies
on the immunophenotype of DCs will play a positive role in analyzing the DCs-mediated immune regulation
mechanism of C. idella. In the cultivation process, C. idella are easily infected by pathogens and induce inflammat-
ory reactions. The development of DCs-based immunotherapy can provide new ideas for the prevention and con-
trol of C. idella related diseases, which has a wide application prospect in reducing diseases and enhancing the

immune efficacy of vaccines for teleost fish.
Key words: Ctenopharyngodon idella; dendritic cells; CD8a; CD207; eukaryotic expression plasmid
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