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1l

ARSCAFFEIRGB/T 1. 1—2020 ChRuEAL AR 25 —#800: P SOARIR ISR A SR ) A0
SEHDHL

THEBA AR AR AT RED S LA o ARSI I R AT LR AS A FE R IX 225 R DT AE

AT E S E R IR

ARSCAFRE AL RIE ORI EVEARG RN 7] 0 748 S R0% 26 ot . R g A4
BRA PR AT I TS BEIR FRB 12  Hhta « = 1Tk 17 S0 08 T 4 6] s o T39I T S0 B0 T
P ety PRI TS A T P i G s VRS T SRR T 4 o o

AR FEREN: BHM ERE. B X, BDE. B, S8, BRI, mAEE.
Fapt ARk, AR RS MG JERRRL L. XM, R&. ZFIR. KA. ERR.
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BERNFREFTS ELISA LN 5 7%

1 SEH

ASCHEHUE T4 28N R SEFELISATUAA T I 10 slR S ek . M 58 SR RBE . FEdh
KIS BRI P IR I L 2 AF AN EE RO E bR E S N 2
ARSCAE R I AL T AR ZE N R T R PR

2 HeMsImxH

A R 1 P 7SR SO BRIV S A JS SO (i AN AT A Ak . Ferb i H IR SRS,
A% H I R AR ASE FH T A SO ANEE H I 51 SO, HEa iR (RS A s @i T4
A

NY/T 541 SBEZHIFEMRSE. RESBRBARIGE

3 YER%IE

I G vhdE A S

ELISA : B EG G s W B k36 (Enzyme Llinked Immunosorbent Assay)
BSA: 4+ 1fiE A& (Bovine Serum Albumin )

PBS : % £5 2% /1 (Phosphate Buffer Saline)

TMB:3,3",5,5 P HFEIRIE (3,3 ,5,5 ~-Tetramethylbenzidine)

IN

57 SFEM

1 ZENRHTE VPL EAE R, &R IR A,
2 BAMEXEIEORIBE X, i) 9% 05 92 LB 3% B

3 BEbREE G, A& VR R Co

4 PGP, WS TIEMRD. 1,

5 EPAZEMHIL SR M D. 2,

6 FERREERG R R KR D. 3,

7 25 fEIRGE VTR, A5 A IR SR D. 4.

8 WA, il ITE MK D. 5.

9 ROWB, HIETTELHD. 6.

10 Zb, il g A ISR D. 7.

S

(@]

wMERE

5.1 ZpHrR-F (FE#E: 0. 0001 g)
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37 ‘CIAH.

2 'C~8 “CIKFH, —20 CUKFH-

IR AR B DN (BRCREGE 15000 r/min)

A W 7 A

R CIRTEARAR o

BB R (0.5 ML~10 HL; 10 ML~100 ML; 20 HL~200 HL; 100 ML~1 000 ML) .
ZIEBW A (300 HL)

MERRER: 96 FLYHMES TR -

10 — PRI (5 mLy 10 mL) .

SRS NS NS BN IR N e
— 0 00 N O OO A WON

6 SIG[RIE

ARSCAER R o 2 5 i, AR B OAEZEN IR B LR A, IR IR S A — 2 B A BE bR DT
&, MFETEFAEEOEIUR, AR QR E CJSIE 0D (B &R i &8 28 A Rk
%, SEEUNTUR LR TR, RO, 0D, (BB, AP R S b 2E A R R TUA R
WKE 5 OD, 50, TR EE

7 HmRERALE

FHENY/T SATHHTREM RS PRAF ST

BEUGEAT R B R, AN F2 mlo SRAEFBKILAS, & FE Bl — AR . SR E TR
2 h, fEOKEREREE, B2 C~8 CIKMTMEARL T2 h, BmEEA S OHL4000 r/ming 010
min, FHRWAS/NOIHE ERIME.

MIEFRE A ATE— AR, ATE2 C~8 CH&AF R Hilid— AR, NETF-20 CLLFAT
TRAF o IR AR, MRS R SRAE I I B & T F VKA B AR AT I vk 2 25 5 sz, 125
I [ S 47 K

8 RMELEHE

8.1 MEBH
8.1.1 Bl

i RS R ZE N R R AL SR AR RS, &ESLIN100 L (10w g/mL) , E T4 CHEEE16 h~24
ho

8.1.2 iR

FEBB, EHIB00 v LATPEARBRGER2IK . AT 4 B S RALBE S, K2R R AR EE AR
FEfET, JTIPIFR: BE “mik” MBS, RUEBERALE, % NS TIEYE: R RUR
UK PR, RUITR, HFEIRM.

8.1.3 $i]

FLMANL50 v LI, B T4 CEHIA16 h~24 h,

2
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8.1.4 %

FEEB W, F300 n LEIEMBASULERSL, HPeERo, RRRVEE G ML LA KA. fE5)a
—IRVEERIGE R, R AL IR B IR ROK AR AR . 4 A She LR AP B B8, 1. 2.

8.1.5 T
BT37 CT3 h~5 h, BT2 C~8 CHRAEHRH.
8.2 HEMIN

R BUE B, SEHATRIRE 926y, BERAYEXTHE2FL . PAMEXTHE2AL: FERFLEFLINA25 uL
Fedt, B BHXTIRALARALIIAN25 w LB PHXSHR, P A B &AL B0 u LEgFR4S &4, RHIRA.
8.3 BE

837 CZM R E30 min (£1 min) .

8.4 W%

R B FLRIBRARTE N RN, FI300 u LB AP fL, JLBRERSIK. BRHRBEE A N IT 5 LA
WK fERJE —IRBERIBTE LR, KL PEERIRE UK AR R & H SR P B B TH
8.1.2,

8.5 Bf

REFLIIANG0 v LE AR50 u LEGIRB, kiR (] BEKA. B LR A 5 indEfLIn A 100
vl , SEECHLA.

8.6 &IFRMN
137 C4AM R B 15 min (1 min) , #EFLIIABGO0 u L& IR, &Ik,
8.7 i%f&E

M 00 7 AN B ELTC S B T SR < BP0 it MTRE B 9ODAE (450 nm) , 15 min A BE4EA 2

9 ZERIE

9.1 R &G

NCE S(NCLINC2Y2  ooesesersesesesesesoe "
bCX S(PCIPCE Y2 oo o)

Ak

NCX PR IEODIE T,

PCX  — FRPERHIODA T



9.2

NC1. NC2——R % I ODAE ;
PC1. PC2 ——FHMEXf HEOD/H .
RIS AR NCX > 0.6, PCX <0.2.
HRAE
P TS 5 7
S/N= (S/NC}) ....................................
A
S — A ODAHE:;
NC X — WIHERHEODI P .
#SIN>0.6, i HIN LR IE
HiSIN<T0.6, i H D HT AR B4
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Fis% A
(e
ERNKHE VP EHEH

A1 EFEREMEE

MNCBI _E3575 Seneca virus AJ# VP1 & IR, A AENEYIRA, FH % pET28a
Wik b 2 BRI ERERT A2 T, % POR % k2 5 I M RAF B Rl . B KT,
SR Sk, PRI T AL FIEAT PAGE A WB JE, BATEIR2 S A T B T80 C K IRAT

A2 EFERBEREHE
KA A A7 1:100 B3RS RAREZR (100 v g/mL) B LB Wi iARE R EE T, B 3TCHIRE
ODggony fE 9 0. 6, YCEE TR Lo

A 3 EEEAMIFERIE
B F WO IPTG EZ&RIE N 0. 75 mmoL/L, 16°C F4k4E5ES 12 h, WHESFRIEH K.
A 4 ERELIREMLAL

BiESIEE, 2 C~8 CTZ%MTF. L8000 r/min &.0r 10 min, # biF, WEREMEDUE, H
PBS (0.01 moL/L, pHH 7.4) BEwAYIHE =1k, LA 8000 r/min &.{» 10 min, F 6 mL PBS (0. 01 moL/L,
pHAH 7.4) EREWEARUUIE, £ 150 W DB A e AR T UKIs 2%, A U124 10 min, AR [E
H5s, (ARG 5 so MA@ 2 'C~8 C. L 12000 r/min &0 15 min, fREE B3 Kl &0 L
VEFE T TR I B AT, B 5~7 I, % A 10 mmoL/L BEMEZE R . 20 mmoL. /L KM 2% 137k« 40 mmoL./L
PRI ZE A . 60 mmoL/L BKMEZZM Y . 80 mmoL/L BRMEZEZ . 100 mmol/L BRMEZEMIWR . 200 mmoL/L
KM 22 1 S 500 mmoL/L KM &7 i % B 4H £ Y dEAT B AR N Bt ,  WSCER BRI, e It 7= A i DB e
it Superdex200 BEAE Tk AT HE— DR g atif, BonBaiiba i A nBEEH S Y (8 kDa)
RIAE 2.0 L BpEMNTT, &l -70 CLRAF.
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Mis% B
(FsetE)
RE 14 X} BB A0 BE 14 3 BR

B.1 BRAMEXTERAYHI&Z
B.1.1 I

X1 S R ZE N IR B A R EAT IR L, 448 1A)33¢ ELTSA S I 77 VA6 I 9 26 A R B3 e 4
B

B.1.2 H&IMAE

FiR (15 C~25 C) FRMyEtdE )5, 37 CHE 2 h)a, RJF2 C~8 CHE 1 h, KA
THER RSO, L2000 r/min &0 5 min, W LE.

B.1.3 MBEMDERIRTE

B A& I MLER &5 )5, 0.22 um SRR JERR B, B ILIE 5% T 7)4% 8. 5:1 teBliRS), TH
EmEE, 1 mL/, AIEESTE, B-70 CLLNRAE, FRich “ZENRREPURAMENE” . FN
VE B i 2 HHIEE(E B
B.2 FRAMXTEBAYHIE
B.2.1 RESXRM

FHZENRWREAEA T8 RENRREIAREE T EIRES, 2 oL/ k. ®%)5 1H,

5 R TR ALK PR 25 1 RS DU ) PR AU R BIE , SbpR RE T 1:512 1, T
T e L

B.2.2 &%\ HFTRRF

Kbl & HMER A G, £0.22 wm JEEIERRE, KL 5% T IRI774% 8. 5: 1 LLBIES), ToH
ERNEE, Lol/fll, RHEETTE, B-70 CMRTF, bhicdh “SENRREEPURRITEMNT ", FRE
i R EEE S Y SN
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Mis% C

(Hset)
EBIREE &1

C.1 EAFBRETEREMNKRSIE

C.1.1 ZIEMAREIE

B A2 FZE N IR B AP R FH S A 15%A 25 I35 () b 7 DMEM 55957 (pHAE 7. 0) il sl 4 it
B, B 5% CO,REFfrhREFE 48 h~T72 h, ZHRefaE 2L EhE, K82,

C.1.2 INREEKEIEZ

KRN B AR R & A PUR, IRE 12~16 BB MENE Balb/c /NRL, 4% 0. 5 mL/ g s v 5
AR R, 7~10 HJaa RN EM 1X10°~5X 10° 2384, 2 7~10 HJa i/
R B B K, TC R ERAE R K . SRAERIE/K LA 8000 r/min B0 10 min, F EEMRIE, Ykt
EHEK, -70 CLL N HAAER .

C.1.3 BEREmAkRILik

K H 2 BR - AR BR A UT Ve 7 vk, W A& 1 & B e FEPUAR IS /K I AT alife,  aiifb 5 s s B Uik
THEESY, -70 CUL TGS,
C.2 EEfREEAYINFI&E

FREL 2 mg HRP ¥&MAT 0.5 mL 28487k 4, AN 0.5 mL FHECHT 0. 06 mol/L NalO, ¥, 4 Ci#eyt 30
min. MO 160 mmoL/L 2 =k 0.5 mL, Z¥% 30 min. MIAZALIIFEPL 2mg, VRS, B FRIER SN
EHrAS T, B 2000 mL [ 0. 05 mmoL/L CB tHiFtr, 4 CHEEL® . BRI E 156 nL 0],

0.2 mL HFECH) 5 mg/mL NaBH W, VR2), 4 CHUE 12 h. KAEBWYH > T IETEH, EARME
DU A B E AL PIBE 25 B R HRP ARG IR BRSE BEDUREAT C IR e B0 3%, -70 "C LU fRAF .
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M D
(FsetE)
&R
D. 1 B#E MK

AEBRRRIL 1. 59 g BRIERDA. 2. 93 g TRIREN, FH 1000 mL 2E4L7K, A8 F 450 HE 5 400310 1 58 VA il
il PR P THI A€ pH fH (EEK pH 9. 6~9.8) &

D.2 HHIEHK

FREL 2.9 g BEIRA —4H. 0.2 g BifR — &80, 8.0 g & L. 0.2 g & b4, =HL 1000 mL 4ifbK,
PRV, fF B TF e pH A (ZESR pHAH 7.2~7.4) , FHEUBSA 20 g, JEHE50 g, IOAHH,
WS, BN 0.5 mL ProcLin-300, 0.5 mL M:3E-20, #EEEIES] .

D.3 HMHEIR

MET —AKESHME 8 2.9 g B -S4 0.2 g. S4b818.0 g S48 0.2 g, SN 800 mL
KKK PP, I BSA 10 g. Proclin-300 1 mL. MEiE 1 mL, FXZE/KEZRZE 1000 mL, TyEHE
o

D. 4 25 f&iR4ETIER

FREUT K &R A 0 72.5 g TR &80 5 g SN 200 g S4LET 5 g, BN 700 mL XLZE
AN AR, FIIN 12,5 mL IR E-20, 1IN KE RS 1000 mL. {§FH AT 25 FIRGAVEL
78K e 2 B 7oK 25 R FiRE. 1 4y 25 RERAR VRGN 24 4 2808 /K . Billn: 40 mL 25 FEIRAR TG
WA 960 mL Z£187K

D.5 B&KA

REUFT AR 5. 76 g« it 8 ALIR 0. 5 g ZBR%N 6. 21 g, I 800 mL 4lifv /K I FEBME, I ProcLin-
300 1 mL, TJEMM4itb/KERZE 1000 nl, T8, 2 C~8 CHEAF.

D.6 E&i%B

HETERR 5. 76 g JRYEEW TMB 0.2 g, IIAHEE 100 mL & f#, FAINA ProcLin-300 1 mL,
gt /KK ERE 1000 mL, EE4AHE, 2 C~8 CHAF.

D.7 #&IE®&

B4k K 876 ml, ZZIEMMARKER (2 mol/L) 124 mL, FFEEYE], TEM4ith/KE 2523 1000 ml,
ERNRE, 2 CT~8 CHAE.
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