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[ Abstract | Objective To screen host proteins interacting with enterovirus 71 (EV71) 3D RNA
polymerase by tandem affinity purification (TAP). Methods The full-length 3D RNA polymerase gene was
amplified from the whole genome of EV71 BrCr strain by RT-PCR, and then the fragment was inserted into
vector pcDNA3. 0-Flag-HA to construct pcDNA3. 0-3D-Flag-HA eukaryotic expression vector. The recombinant
plasmid was transferred into RD cells, and after 48 h the RD cells were collected. Western blotting was applied
to detect the expression of 3D RNA polymerase in the RD cells. TAP and liquid chromatography/mass spectrometry
(LC/MS) were performed to screen 3D RNA polymerase-interacting host proteins. Co-immunoprecipitation
(Co-IP) was applied to confirm the interaction between candidate proteins (such as cyclin G1) and 3D RNA
polymerase. Results Recombinant plasmid pcDNA3. 0-3D-Flag-HA was successfully constructed and 3D
RNA polymerase was expressed in the RD cells. A number of 3D RNA polymerase-interacting proteins including
LATS2, Nek, APC5, Cyclin G1 and PI3K that were involved in cell apoptosis and regulation of cell cycle were
identified by TAP purification and LC/MS. The interaction between Cyclin G1 and 3D RNA polymerase was
confirmed by Co-IP. Conclusion EV71 3D RNA polymerase may interact with host proteins to induce cell
apoptosis and cell cycle changes.
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pcDNA3. 0-Flag-HA # {4 F1 RD 2 Jfd bk iy 4 52 35 = AR 47
AW A RAR A AR (dbat) HIRA ¥, Tag DNA
Polymerase PR ¥ PN 1 B | T, 3% 4% B 44 & TaKaRa 2\ & 7= i o
MEM #5552 5£5 Gibeo 23 ) 7= iy, i 4 L AT H 0 295 2 ) 7
i, 5 9483 lipofectamine 2000 5 H Roche , anti-HA Fil anti-Flag
W B AbEt iz e AR M HOR G R 7], FLAG HA H3 3k R flal
iR & B SIGMA A 7],

HRAE NCBI rh i B2 71 24 3D R4 B R R 7 51, R
DNA STAR ###%it 51 %) LiF51 4 5'-CGGGATCCATGG-
GAGAGATCCAGTGGATGAAGCC-3', F ¥if 5| ¥ 5'-CGGAAT-
TCTAACTCGAGCCAATTTCTTCTCA-3'
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P19 3D REEHER B, PCR RBLAFH:95 C 5 min FiE
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CyclinGl T E A4 EIHIHE E . LATS2 J§ T#2
TG R B B, v LA 3 B AR eyclin E/CDK2 38 fifg
WEPE, IdI A0 N G, A S, LATS2 38 n] L) fifi /%
SEHHOIEY) yes MHOCHE 1 (YAP) R AL, i AR i
RS A T L T B TR, A0 2 G A R TR T
Bl Nek2 fir T oA, 2 —Fh 2 54 2243 2490 4
O I BEE " o Gy I 4 M PN TG I K I F) Nek2, {H S
MBI R, G, i ik B i K, APCS J& APC/C 1y
oy — APC/C & — 11 WL E3 12 &30,
iz R AR A A B AN A 22
AYZIhIE AL 2243 25T Cyelin G1 2 & IU#%
GG 14— 440 ) 0 2R, e B UL L B9 B A v R KT
B, BHEIX Cyclin Gl BB YI T AE 4 A 58 4 AL,
— 751, Cyclin G1 /Ek p53 [LIEA , BEpl 7 A= 7 p53
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it 5 B Anp I T4 i FE . %5 — 7 T, Cyelin G1 7E40
i 30 eb AT A iy E 9 DT, A R A0 A K
Bt A BRE 4> AT b B LATS2 |, Nek , APCS |
CyclinG1 378 EVT1 %53 B s 405 , vl fEsd it
3D BEMFEEVEH T LATS2 Nek2 . APCS \Cyclin G1,
7 | 2 e A A A

PI3K beta M. (1 D AE i 2 SCHk 4 18 , {5 241 PI3K
252 %5 5@ M, n] LI PKB, M1 X} mTOR 15
SRR EEA, EA R R mTOR {5 5 il
S5 A0 LR T | I L % B R Y AR G, T A
WA F TR EEE RS L RS PI3K B LA ShAEHED
EV71 J ez B 405 , o 2 R AR 1 40N A i
3D BAWIE AT PIBK/AKT/mTOR {5 538 #% , 51
g BT A E e RN EE R Wl . PI3K/PKB 5
o Sl A TP A B TG A AR P R AR,
PI3K Wiz fk i /-5 PI3K/PKB {55545 53l i 15 1k, fi
PR AR R AE A T L 3D AEEE e
BN EE R FH A R &, BT B —
HIBFSE

STK36 J& 22 752 FR 85 i , i 1o )5 15 GLI &% 5%
[KF-, £ sonic hedgehog ( Shh) {55142 i & ¥4 5 24E
Fo i sonic hedgehog (Shh) {55 ik 42 5 i 2 1 4 Jfd
A3Ak, HRK Bl 25 20 T R NI B R B A I R
HES-6 Z541fi/r1b M4 R 5 & T M RNA R Al
JE Bl TSR B S B DNA RIS s 44, 7l g
VE R e DR T BN 7 0 DL &5 5 ,3D
RAEMEARES R 40008 1 S 4n i 5 1 ek A
T RE 5 SRE S S H AR fh 28 5405 %, L EL AR HIL
A FEIFA o
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