49k A2 B R RBR K FZR A AR RO Vol. 49 No. 2
2021 %2 H Journal of Northwest A&F University(Nat. Sci. Ed.) Feb. 2021

2% H B B ] - 2020-08-13 1114 DOI.10. 13207 /j. cnki. jnwafu. 2021. 02. 003
% & R bk - https: //kns. enki. net/kems/detail/61. 1390. S. 20200812, 1107. 002. html

% AKT2 TR 1% iR SR im S8 E P I 1E A

WAL ERAL AT A R AR R, E TR
QL EDK =R 2EBE ST BE BRI K =BT BT AR A 8 36 FH 25 9 B ) B SE 86 = /) R A K ™
B RE B R B S E L TR T 51038052 IR KA KRS A a2k BE . LI 201306)

[ ZE] [HMY PR AKT2 (ScAKT2) 1845 J2 4 19t 5 Y1 3E 9% 7 (infectious spleen and kidney necrosis virus,
ISKNV) 3458 i V5 F L S8R ISKNV B2 2% . [07k Y s be ScAK T2 K& R IR e ) 132 A | A4 S D A% 3% 0K 2,
IR RSB K E AL, HEifb)/5 8 ScAKT2 H 20 8 H R % H AR R E 45§ % 2 s BEbi i, R 4% ELISA 354
BRI AN, FI AT 4 4035 5% O Rl Western blot Y5 & UK 19 47 5 M. s BE 8K AKT2 JL, 4 £ 3 32 35 # ik pCM V-
EGFP-ScAKT2 ¥4 354 YL 2 CPB 41l 2 i 8 ScAKT2 53 3¢ ik 41 M 22 . FH 9% 9% 1 (0085 46 I %% 2 3% %, B gRT-PCR
% J¢ Western blot 143 i1 i ScAKT2 mRNA ZKF-Fl 8 F7K V- 9335, LS ScAKT2 i3 2 35 40 il 3R 02 75 4 1 A
i, ¥ ISKNV $E# 2 ScAKT2 i 33k 4 Ml & o, A qPCR 75 & Western blot ¥ 43 5]l %8 ISKNV 4% 3 #5 Il %% J
ISKNV-MCP % 1 19 ik, ] qRT-PCR ¥: il & ScIRF3,ScIRF7,ScMax,ScIL8,ScTRAF2 Fl ScTRAF3 4545 K 4 i
B+ mRNA KV 2L L. [455R] PCR ¥ 14843 1 400 bp 19 AKT2 ORF Jr B, sl oA e 7 A% 2 3k Bk, 75
FKEB 72 ko WEAEA., BIHE T ScAKT2 £ 5w BEHLIR, HLAR M5 1 256 000, 4lifk )5 i & W& B 29 10
mg/mL, I T pCMV-EGFP-ScAK T2 it 3¢ 3k 3 A il it %635 ScAKT2 1) CPB 41 il % . i3 %35 ScAKT2 CPB 41 Jifd
] B ISKNV By 3455, G2 B W 98 ScIRF3,ScIRF7.ScMax,ScIL8,ScTRAF2 #l ScTRAF3 4 56 K4 yis A T
mRNA %K KF, [458) ScCAKT2 il i b8 56 K s I 1) 3R ik W0 ) ISKNV [ 5 51 . Oy 8t ISKNV By #5842 43t 17
BRI TER L.
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Role of Siniperca chuatsi AKTZ2 in proliferation of infectious
spleen and kidney necrosis virus
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Abstract: [Objective) This study investigated the role of Siniperca chuatsi AKT2 (ScAKT2) in the
proliferation of infectious spleen and kidney necrosis virus (ISKNV). [Method) The ScAKT2 gene open
reading frame was cloned,and the prokaryotic expression vector was constructed for prokaryotic expression
and protein purification. After purification, polyclonal antibodies were prepared after immunizing Japanese

big ear rabbits with ScCAKT2 recombinant protein, ELISA method was used to determine antibody titer,and
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IFA method and Western blot method were used to detect antibody specificity. The AKT2 gene was also
cloned to construct overexpression vector pPCMV-EGFP-ScAKT2 transfected into CPB cell lines to con-
struct overexpression cell lines. Fluorescence microscope was used to examine the transfection efficiency of
the eukaryotic expression vector,and the qRT-PCR method and Western blot method were used to deter-
mine the expression of SCAKT2 mRNA and protein levels to identify whether the ScAKT2 overexpressing
cell line was successfully constructed. Inoculating ISKNV into the ScAKT2 overexpressing cell line,qPCR
method and Western blot method were used to determine ISKNV virus copy number and ISKNV-MCP pro-
tein expression,respectively. The qRT-PCR method was used to examine the mRNA expression of innate
immune factors including ScIRF3,ScIRF7,ScMx,ScIL8,ScTRAF2 and ScTRAF3. [Result] PCR amplifi-
cation obtained 1 400 bp of AKT2 ORF fragments and successfully constructed prokaryotic expression
plasmids to induce the expression of 72 ku of recombinant proteins. ScAKT?2 polyclonal antibody was suc-
cessfully prepared with a titer of 1 ¢ 256 000 and a concentration of about 10 mg/mL after purification. CPB
cell lines pCMV-EGFP-ScAKT?2 overexpression vectors and overexpression ScAKT2 were successfully
constructed. Overexpression of ScAKT2 CPB cells extremely significantly inhibited ISKNV proliferation
and significantly upregulated the mRNA expression levels of innate immune factors including ScIRF3,
ScIRF7,ScMx, ScIL8, ScTRAF2 and ScTRAF3. [ Conclusion] ScAKT2 inhibited the proliferation of
ISKNV by up-regulating the expression of innate immune factors. This study provides a new potential tar-
get for the prevention and control of ISKNV,

Key words: Siniperca chuatsi ; AKT2;infectious spleen and kidney necrosis virus (ISKNV) ; virus pro-

liferative

% (Sini perca chuatsi ) J2&= 3 E 5 B ) 1% K 44T
FRE S AR m AT M. TR, 5% EE
294 77 FE 5 BOK 05 05 991 K HGrPoAR G R LS IR AE
% % (infectious spleen and kidney necrosis virus,
ISKNV) 2 1 3 3 [ 65 77 58 1) 8 2000 )5t 2 — ., H3
5 F1 58 EUBE R T 3k 90 %60 DL b 4 0 3R AL 1 R T
E RS o RN . B, JF R ISKNV Z0 HL i
T2 B A B .

FE B B(protein kinase B, PKB) % K, R
AKT g — b J5 g D] 5 5 A7 76 T #5240 i 1 e
Firf. AKT 4» AKT1.AKT2 1 AKT3 3 i %,
Hp AKT2 B2HEHME B R G F 2R, BF 2
KR/ I E R (Ser/Thr) FG 36 £, 2 2 Fh 41 i
AR SN . AR AKT i ik
A TS 3t 22 b RN PR O Sl SR e g TR
(10 2 3K T Aol L R HE PR AR S . LB R
(hepatitis B virus , HBV) 1§ X %5 [ (hepatitis B vi-
rus X protein, HBX) A] 3% JFAC A 40 ie A9 AKT,
P HBX A5 09 40 M8 T, DT 4 ) 2 B 48 ik
BEME G AR B 5 P 2R A AE W F (porcine
reproductive and
PRRSV) B 4t 19 B 4], BL A AKT #0340 )
PRRSV 4~ 5 09 40 L 54 1=, AT & #5 H 31 0% 25 1F

respiratory syndrome virus,

FHE . kP O %955 (vesicular stomatitis virus.,
VSV) RS, LA AKT 835 Ak #E 4K At Toll A
AR 4 (Toll-like receptor 4) i& #& & % ¥ %5 75 oh
BELY . BRIl & 9% 75 (sendai virus, SeV) 115 = i@
S b AKT, 0% T 9 % 945 B T 3 Cinterferon
regulatory factor 3,IRF3) [ ik, T4 5 3 T4k
% (interferon-8, IFN-B) [y & ik 1Mij /= 4= 9t i 5 3K
B, AL AKT AT LA Sy — A B 35 045 H
P B HL AT ST

H R T8 AKT2 78 ISKNV gL 53 72 v i 1
ARG RE O WA B 5T v B T 8% AK T2 09 JF 755 B
PLHEJT HEAT JH A% 8 il & B4 ScAKT2 £ s B4t
T H % AK T2 i Rk A0 & . WF 57 ScAKT2
16 ISKNV 3858 v (g 4E L DA R 8 ISKNV B #5842
BERTA R A

I i RS R

L1 # #

L1 fmpe.d4 B4Ahf KBy BN 240
Bl & (Chinese perch brain cell line, CPB)™
ISKNV # #k (QY20091015)""* & pET32a Fl pC-
MV-EGFP #44 , ¥ By o 5 K 7= B2 B 58 B 2k 7L K
PRI FE R A A A e Y 24 ) o T R S g /T
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519 %

ARAE KT S W G HOR H R LG R AT s KA A
(E. coli) DH5a il BL21(DE3), Il § TaKaRa (kK
BN, HARKHE A, W T LU AR 6 T 7 56 B 1
1.1.2 K A L-15 Ky Bk B Al I vE A
Hanks ¥ , T Gibco (EE) A\ &l ; Trizol &5, 1
T Invitrogen (3 ) 2 w5 1 7 3l 2 X 41 4 B0
& W T R A AR (b 5D A BR 2 A s Titanium
One-Step RT-PCR Kit iR 7| & . Tag Man Real-time
PCR Master Mix # TB Green
Tag™ [I (Tli RNaseH Plus), l§ T TaKaRa( K i%E)
25 A s e o) &L 1 T OMEGA (G FD 28 w5 Ni-
NTABE THEMENHEA mL) W H A TAY T
B CR) R A R\ 5 36 1G58 448 ) F0 3 IR 58
2Af 5 A Sigma (3 E) 24w s FuGENE 6 #% ¢
X & F Pure Yield CTMD) Bk o #2471 &, W T
Promega (32 [H) /A 7] ; ProteoSpin™ 411 i 14 /3 &5 4lifk
R W K T 3ESEHE R (RO A BR 2\ 5 G418
(Geneticin, it 8 £) iy FITC bR M5 6 —Hr Ml
DAPT vk, W B &R K A=W A R A A (L5 ;
ISKNV-MCP . 55 B Bt ik, B 4 52 5 = ] 175
EcoR1 .Sall .Kpn 1 F§A T4 DNA Ligase, Wl H
TaKaRa( ki) A # .

1.2 /F &

1.2.1 Az e S L% H Trizol {72
it CPB 40 i & RNAGE 3 MW EE) R G L
BJ fHl Titanium One-Step RT-PCR Kit it 7 & %
RNA 5% 5% 28 cDNA, I 2l ) 5 B 20 42 Bt 7
SR BUR Y ISKNV J5 1 CPB 418 DNA % 3 1~
Y EE,

1.2.2 AKT2 3 k42 (ORP) # a5 £ &
EHARMHE  (1DAKT2 ORF (W5, 48 AR
A O ) R R A 25 R i AKT2 51 )
ScAKT2-F(5'-CCGGAATTCATGAATGAAGTCA-
GTGTTGT-3", Hrh AHAF > R EcoR T BI85
Ml ScAKT2-R (5'-ACGCGTCGACTCATTCCCG-
TATGCTGGCAGAG-3" , Herp BUAFR 3 Jg Sal 1
P75 . SR EE PrimeSTAR  HS DNA Pol-
ymerase 73 AKT2 #J ORF, PCR & I S & K
50 uL:5XPrimeSTAR Buffer (Mg*" Plus) 10 uL,
dNTP Mixture (2. 5 mmol/L each) 4 pL,ScAKT2-F
A ScAKT2-R %4 1 pL, Template 2 pL, Prime-
STAR HS DNA Polymerase 0. 5 uL, DEPC 7K
31.5 pl. M 4H:98 C 105,55 C 55,72 C 2
min, 3t 30 EFR. PCR P=4 HI 1. 2% i B g b5 ¢

Premix Ex

Ji UK S I, I D0 1Tl PCR ™4y

(2) JFiA% F2 38 Ak pET32a-AKT2 Wty . M
EcoR T 1 Sal 1 [A W X ¥) AKT2 ORF A
pET32a # k(16 CREEYI 12 h), Jl 1. 2% i B 4
B e P G 00 e B AR, U0 B Ll ) 2R R
fE i) pET32a g HH L 3 2 1 B Ll A T4 DNA
Ligase %32, )X W1 & & . T4 DNA Ligase Buffer 1
pL BB 7 pL M #R 1 L Al T4 DNA
Ligase 1 pL,#£ 16 CAIGM #4742 16 h, 3%
Fe 7= W0 e N K AT o RS2 S 4 s DHS o H L B 200
p L PR R MR R 3R . Bk A b B R AT R T
PCR %78 , BUPH 2 B v T
1.2.3 B AKT2 T@ & awif A At I
F 1 A% IR 3K pET32a- AKT2 AL K AT
2 A0 BL21(DE3) , I3 Fh 2= K 4~ 9 7 5 A
R3S (&N FE R 50 pg/mb) P, 55 5%
12~18 h J& BRI 5 B 7 . F )7 IE 8 19 7 T
2 SR Y B AR B AR G SR (AR HRHR 50
pg/mL) T 37 CHR% 1G5 2 A 600 nm &by
WG EE (ODgoo ) 29 0. 6 BF L, fin A IPTG % S 7 (&
W 1 mmol/L),37 CHe%EEFE 3 h; s (I & 200
W, TAE 3 s 85 4 ) BEFEE K 2~3 min;4 C,
6 000 r/min B5.[>» 30 min, Y8 75 R ITIE. 23 0B
B ARDTVEA E3 . A 1 X Loading Buffer & 24 i , i
7K 15 min J5#E47 SDS-PAGE il ik B 5 20 85 1
FEVLE o DAL 0 R 3 % 38 )5 - F ProteoSpin™ 44
T A 53 B ali A3 ) b Ak U0 TE R R A0 L Il
SDS-PAGE X} 4fifb ity 1 21 2 11 i 17 %
1.2.4 9% AKT2 % A #uike & REHAK
AR 43 B85 103 VR S S B i I . 25 . DLatife
ME A AKT2 B PR 1555 TS 5 3 A
KRB P i 300 pg/ K. —fbo s A H 96 G 58
AT R B = G R0 D B T R A AN 58
AT AL R — K R )E 2 8 TR G
Jik b B, 4 S V. 6 B R AT S I vE E AT
1:2000,1¢4000,1¢8000,+,1:8192 000 Ff i
i B IEBE 2 pg/mL WP AL B . ok H [H] 4% ELISA
T3 0 5E 22 vt BEBUAR B80T L LA 5 1LY ODys, {8/
B BERT LT ODyso {5 >2(P/ N>2) JpFIWidrife . ] F
Ni-NTA # & 7 3% MZPraifb s, 1l BCA 35 2
gl Ak S5 PR B TR R B L OF iR T SDS-PAGE %7,

K H Western blot &Kl 5t AKT2 £ v B $t
RE RS (R AR . BRIk ™. fH RI-
PA i $2 0 CPB 4i g 88 1 (% 3 AN E W) 2 f
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5,4 BCA € B AW EE f5 . 17 SDS-PAGE
IYEIFEER E 0,45 pL PVDF B _E 5 DL 4 A9 S 4t
ScAKT2 Z s SR —$0, F i 1gG HRP S —
Pi, 34T Western blot £ .

KR B 422 e A iR A I AKT2 £ i B T 14
(R RE S P CAR ML KD o D e T < FH 3098 1 e [
& CPB 40 ffe, £ TritionX-100 #& 1k & 50 g/L 19
BSA # M J5. H 4 50 g/L BSA Hi B (1 : 50) (1)
ScAKT?2 #i & (— 1) 12 50 g/L BSA # &
(120004 A FITC bR —Ht /& .
DAPT 48 J5 Jin A /D VR VR Bk
1.2.5 S k#EHmAKT2 mpzeiEs (1)AKT2
ORF By 3¢ B, W4 8% AKT2 J¥ %, & it 51 9
AKT2-F (5'-CCGGAATTCATGAATGAAGTCA-
GTGTTGT-3" . &HAH 4> R EcoR 1 g ¥I {7 &) Fi
AKT2-R (5'-CGGGGTACCTCATTCCCGTATG-
CTGGCAGAG-3", BHEHS 4 Kpn T BEVI7 D .
PCR §"#6 AKT2 3, B4R A 1. 2. 2(1) .

(2) 31 F B B AR pCMV-EGFP-ScAKT2 i ¥4 # ,
FIJH EcoR T#1 Kpn [ AKT2 ORF % # % pCMV-
EGFP # 44 , #4855 %1k # /& pCMV-EGFP-AKT2, H.
R 1. 2.2(2) . WY& PCR &S Y .

(3) 3t F ik AKT2 408 & 19 ¥ &, F Pure
Yield (TM) J5 A H £ 3 551 &5 i B W v i) Jo ok, )
F FuGENE 6 ¥ pCMV-EGFP-ScAKT2 # A& fi

pCMV-EGFP 75 4% it k. 5% ¢ & CPB 4i it v, 35 5%
24 h JG W BN FRIRNE B . A 2P BOIE BT 4 ok
91000 pg/mL 1Y G418 Xt 55 4L il Th iy CPB 41 iy
HEAT S N, %2 S 60 98O 8 1 AR I R A ALY HL
AR E AL AR

(D Fik AKT2 0 R % E . PIERE LR
Wit #i5 AKT2 40 & 0l 50 41, f2 @ 1 18 pC-
MV-EGFP 75 #1940 i 5 X B 2H L B 3 A A2
HE AT SR ME K B, LU 18S AN
Z, 1 %% & i PCR (qRT-PCR) # ] AKT2 m-
RNAMFIEKTF, HIE GenBank H1(8) ScAKT2 J7
%] (GenBank 5 :KY984992. 1), it 8|4 F(AGC-
CACAAGTTCTTCACCTCCATC) 1 R (CGCT-
GATCTGAATCCTCCGCATOC) . " #4 K Br K /N H
188 bp; L cDNA My A #z. 18S Ky N 2 (BT FH 51 4 (1)
HMEFEBEWFE 1, H TB Green
Tag™ I (Tli RNaseH Plus) il AKT2 mRNA [
Fik K. BAKFRNF 20 pl: 2 X SYBR i i& 5l
Tag™ 10 pL,1E 5% (10 pmol/L) 0.5 pL,ROX
Z Ykt 110.5 pL,cDNA 2 pL,7k 6.5 L, PCR
SRR Y R 95 CHiAEM: 30 s;95 C A8 5 5,56
CHEME 30 s, 3k 40 NPEIF . REVOLFES R
2 %0 k3 AKT2 mRNA 9 A0 XF % 35 &, D
B-actin® H N N 2%, /] Western blot # M 5 3£ 3k
AKT2 40 8 1 AR X R G8 7K

Premix Ex

F1 HAEEPCRIFAMSIMEEMBEXER

Table 1

Related information of the primers used in fluorescence quantitative PCR

GenBank % 55

b B

anﬁ :/J;ne Se(luelilc#??;iljri(i;jf;,)":%,) GenBank accession j(/]\/'bp
number Product size
ScIRF3 F.CAGATTGACAGCGGCAGGTATCC,R:GCCATTGCCACTCGCCTCTG KY646446. 1 150
ScIRF7 F.ATCCTCAGCCGGTCCTCAGTTC,.R:CGAGTAGGTAGTGGAGCTGGAGAC KY646451. 1 132
ScIL8 F: TGTGGTGCTCCTGGCCTTCC.R: TGATCTCAGTCTCCTCGCAGTGG JQ513375. 1 167
ScMx F:CCACTGCTGAATCCACGCTGAG.R: ACTGCTGCTGTAGGTCCTGTCC AY392097. 1 80
ScTRAF2 F.GGTCGCAGGTGTACGGAACTTG,R:GCTGACGGTTGCTGGCTTCC KP409173. 1 115
ScTRAF3 F:GAGACTGAACGCTCTGGAACAAGG,R:GCCAATCGGATCTCGTGGACAC KP409193. 1 126
Sc18S F.CATTCGTATTGTGCCGCTAGA.R:CAAATGCTTTCGCTTTGGTC AY452495. 1 102
ORF007 F.CGAGGCCACATCCAACATC,R.CGCCTTTAACGTGGGATATATTG NC_003494. 1 83

ORF007-Probe FAM-CACCAAACTGACCGCGGACTCGT-Eclipse

1.2.6 i kik AKT2 #9 CPB @ o4 5@ & 58 A1 547

(D) b 363k AKT2 Xf ISKNV S 35 5 D1 52 i)
A ISKNV 7 CPB i i _L- (1% 38 72 J& 3011 4G 2 A
iy o 3k AKT2 f1 25 38 19 CPB 41 il 43 51 J&k G
ISKNV Y Z B (MOD N 1) 8 &Y )5 F ISKNV
(1) 8 5 L1 (36,48 b HEHL CPB 41 ifd ) DNA, DA B
) DNA 4 # #z, i qPCR MYl 52 ISKNV
ORFO007 J B 1) 95 5 45 VL&, fir HI B9 ORF007 514

K H845E 514 ORF007-probe M A5 B LR 1.

(2) 3 ik AKT2 X ISKNV-MCP % M i) 5%
W, fEERYE ISKNV 48 hJ5 , 42 1 CPB 41 il i i &
M. % 3 NEFL. L ISKNV-MCP(1 : 500) B4,
Bactin HLH (1 = 5 000) (N Z) K —H1, H Western
blot £l ISKNV-MCP # 1 iy &Rk 15 2L

(33 FIk AKT2 X 6 K e 9% R 575 e s K F-
AT R IR, UL cDNA AR . 18S AN



18 P AL AR MBI 4R (A SRR 2 B

519 %

%, H qRT-PCR %KM ScIRF3,ScIRF7.,ScILS8.,
ScMax ScTRAF2 . ScTRAF3 &85 KR G55 (N 1 5%
A BB RIKE M. YR GenBank H /4 A 1 4H
KPR Primer 5.0 #AF& 519, 5190 A O
fFEWER 1, PCR M IARFEFR 1. 2.5(4) 5%k H
27T L N mRNA R A Rk K-
1.3 BESITSHH

KM GraphPad prime 6. 0 17 %4k % B A il
Kl ffi ] SPASS 21. 0 #1784 22 5 A0 O M 43 #r .
WIS K R O IE ERRUER” =3, A"« L

M 1 2 3 4

7500 bp
5000 bp
3000 bp
1500 bp

1000 bp

O 1400 bp

500 bp

& P<<0.05,“» * "3 P<0.01,
2 R 500r

2.1 ScAKT2 ORF B 52 b& R JF #% ik R AL ) &
% PCR ¥ #4458 5] 25 1 400 bp 19 AKT2 ORF K-
Bo(E 1-A) 5B R /ANEAF . DTy 25 28R 3% 0T 67
AKT?2 (5 ORF k 1 449 bp, JF # % ik i kK
pET32a-ScAKT2 i) PCR §" 813815 7 25 1 400 bp
B R B (B 1-B) I P S8 58 3-A% 7 1 449 bp 9 R B,
FW A% R B Bk pET32a-ScAKT2 #4 #2) .

M 5 6 7 8 9

7500 bp
5000 bp
3000 bp
1500 bp

1000 bp

- - -

1400 bp

500 bp

A AKT2 ORF i 7a [ ; B JR A% 23K ik pET32a-ScAKT2 i) PCR %% ; M. DNA Marker DL15000;1~4, AKT2
ORF Wy 78[55,9. AKT2 ORF L2 M A KL & 56 ~8. AKT2 ORF 54k il 2h O £ 5
A. Cloning of AKT2 ORF;B. PCR identification of prokaryotic expression plasmid pET32a-ScAKT2. M; DNA Marker DL15000;

1—4. Cloning of AKT2 ORF;5,9. Samples failed transfected with AKT2 ORF;6—8. Samples successfully transfected with AKT2 ORF
1 % AKT2 ORF e K J5A% 2 3k Bk i) 4 1

Fig. 1

2.2 ScAKT2 EHEBOMBFSRIERGgL
% SDS-PAGE #:, FEULE H A& B 25 72 ku
(B ARZE 2 20 k) I 45745 (& 2-A) , 6B ScAK T2 &

M 1 2
116.0 kujswss

66.2 ku e
45.0 ku g

35.0 kussss = s

25.0 kujs
-
18.4ku
1
14.4 ku*,A_I

Cloning of AKT2 ORF and identification of prokaryotic expression plasmid
HEADEERAENIEARL, g5,
FAEHALE 72 ku 2247 (K 2-B) . 0] DL AT 5 2
R .

HEAE

66.2 ku 72ku

45.0 ku
35.0 ku we—"

25.0 ku —

18.4ku

-———
14.4ku B

AL AKT2 B & 2 A9 SDS-PAGE 43875 B. AKT2 @4 2 H i 4k s M. 2 1 Marker; 1. UK€ 2. B3, AifLF 10 AKT2 i & 28 A
A. SDS-PAGE analysis of AKT2 fusion protein;B. Purification of AKT2 fusion protein; M. Protein Marker; 1. Precipitation;

2. Supernatant; 3. ScCAKT2 fusion protein after purification

2 AKT2 Rl & A #5558k K alifl

Fig. 2

2.3 1 ScAKT2 ZRBEHEEH &
FH2ifb i 20 AKT2 25 1 5 H A R H A, 1]
$ ELISA 200 52 1L 5 S 28 I3k 12 256 000 ([]

Induction, expression and purification of ScCAKT2 fusion protein

3-A), XAt ScAKT2 £ w B 1 ik #F 17 SDS-
PAGE kil , 25 A5 W 5% 5t Horh — 45 2 i B it
R EEE (L 45 kw . 75 — R N EE (2 25 ku) , 4l
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RO R AP (K 3-B) . 28 BCAEIE  sifb 5wt RBTEWIEZ 0 10 mg/mL.

3.0 -
A e B M 1
—8— G 50 IME
251 Preimmune serum;
—e— I ¥ 66.2ku
%0 Antiserum
g 45.0ku pra— 45ku
2 15
©} 35.0ku
1.0
0.5
25.0 ku [ “ 25ku
0.0

2 8 32 128 512 2048 8192
I35 5 B AL H/(X 1 000)

Serum dilution ratio
AL i ScAKT2 Hi i () G5 B0 s B. Ht SCAKT2 Hi kit 2lifk s M. 8 1 Marker; 1. 2li4k J5 (19 B 74
A. The immune titer of anti-ScAKT2 antibody;B. Anti-ScAKT2 antibody purification; M. Protein Marker; 1. Purified antibody

Bl 3 i ScAKT2 £ 58 B s i s 55 ik
Fig. 3 Determination of anti-ScAKT2 polyclonal antibody titer and purified antibody
il & 1) Z L 4 Western blot 258 fE 2 60 ku  REETOGILIGUE S, BTl & BT ScAKT2 Z 4t 7] i1
WA 1 RS (B A KRGS 2w fE 5 CPB 41, H ScAKT2 248 CPB 4i il i) 48 i
brikreRr =R CPB 40 Me iy AKT2 &1, [al4% i h 2Rk (B 4-B) .

ScAKT2 DAP1 ScAKT2+DAP1

A B
A. Western blot £5 5 ; B. [A] B2 6 i 2 Y645 5 s ML & [1 Marker; 1. Hifk 5 CPB 41 il 53t 45 &

A. Western blot result; B. Indirect fluorescent immune result; M. Protein Marker; 1. Specific binding between antibodies and CPB cells

Bl 4 B ScAKT2 £ ¢ Bk i) 5 57 M 43
Fig. 4 Analysis of specificity of anti-ScAKT2 polyclonal antibody

2.4 ScAKT? it%kik CPB il R E 1t %235 # ik pCMV-EGFP-ScAKT2 PCR ¥ 14 3k 15
2 PCR ¥ 19453512 1 400 bp #Y4 A Bl ) 07 sl T4 1400 bp B BL(E 5-B) Ml &5 R E W, 1 &

EcoR 1 .Kpn 1 ) ScCAKT2 ORF F B ([ 5-A); K # & pCMV-EGFP-ScAKT2 4 # i 1) .

WP 25 R B, Y s BE%] 1 449 bp 1) ORF Fr Bt

M 1 2 3

10000 bp
10000 bp Zggg EP
7000 bp t
4000 bp 2000 bp
2000 bp

1400 bp

— 1000 b
1000 bp el 1449bp P

750 bp
500 bp

750 bp

500 bp

A. 8% AKT2 ORF [ 5] 5 B. 208% % 15 ki pCMV-EGFP-AKT? f) PCR %5 ;
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