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1 EE

AFRUERLE T AR 00 B 43 B8 45 LV A ) B A R A T F) B AR 7 9k
AR HEE T AE R 5 B A B A B

2 MEMSIAXH

T F SR F A SR R R AT A FLR T B IR 5 SO AU B RRASE A T AR S
. JLRANTE B 385 F SO 8ol A CRLIE B A B9 18 o 800 38 F T4 30/
GB 19489 St Y REEHAERK

3 EERIE

T 5 4 W 15 3E AT A S0 .

CNS: FH# 2 & 4t (Central nervous system)

cDNA : H 4 DNA(Complementary DNA)

DEPC . £k R — Z fig (Diethyl pyrocarbonate)

DMEM : #t (G 2k B 35 3% 3£ (Dulbecco’ s modified Eagle’s medium)

DMEM-5.: & 5% K iE I 4 IfiL 7 B9 4L (R 2k B 8% 35 2 (Dulbecco’ s modified Eagle’s medium supple-
mented with 5% fetal bovine serum)

DMEM-2.: % 2 % K i& i 4 L 75 A #L R 2k B 5% % 3 (Dulbecco’ s modified Eagle’s medium supple-
mented with 2% fetal bovine serum)

DMEM-10: % 10 % K i i 4 IfiL 7 # # G2 B 3% 3% % (Dulbecco’ s modified Eagle’s medium sup-
plemented with 10% fetal bovine serum)

dANTP . it 8 #  =#5 B2 (Deoxyribonucleoside triphate)

FAT. % 441 % (Fluorescent antibody test)

M-MLV . BL& J& B2 [ Il %% 5% 75 (Moloney murine leukemia virus)

PBS. B g £h 2% " £h 7K (Phosphate buffered saline)

RT-PCR . J #% 53-8 & B 5% I (Reverse transcription-polymerase chain reaction)

SPF . Jo 4% 52 % J & (Specific pathogen free)

VN %% & H AL B (Virus neutralisation)

Taq B : Tag DNA B4 (Tag DNA polymerase)

4 I FRi2 BT
4.1 RITRF

JLF B B i i 3 49 0 %0 5E R 25 5 B (B B AR A, 5 ah ) £ R R A AL K Al 3h 9
A sh W R IE R R R BRI £ P O R S92 RE L RR B RS 2 LU R
1
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YR AE RIS T 5 2 P N AE G U 0 A L DS R B AT R AT R B (2 T PR R L I A
%ﬁﬁ‘f&) TER IR F R, NHAE R FERIEF RIERIG A 80 %6 ~90 Y6 A AAE R S Fh K e 445 B 5|

1 K0 R B B A= sh ) B A sh It R IR R B e S 8 ) Rk JE 36 T2, 3 sh o S R B
%ﬁﬁ%%%% R BT RAGRIE YT b, R 85% ~95% it 5 4% A2 A . R 5 Ho At B 4= sh 4 Fn
Z 7 AT s U R A58 .

FER G ALY E 8@ R e R B . e R YRR R R S BRE . ER P
993 T 10 oL B ) S e AR R ALK A S BT, B R R SR Dt AT U R B R AR B . ARG
TR o DL B 2R 3 ek % S K 1 R B A 3 W DA T i i 1) 1 A L e BT S I R b RS
HE S ATIT A R AR AN Z TG S KA LATH AR I RS . Kwat, ANERRBIAR%E, L
I R ATRALA H 9 3, gk L WHE 23 | LK, 7 T B
W o JIL P A e R DK s A VB IR K A IR SR T AE T
AL 5d~7d, WH,HmEFL % .

4.2 I BRIEAK

A0 B RS BOR B A B A 55 e o A A R ) DA T
EARPUA AR 5 1 7Sk TR A 4 B . — R UL e ARAE R AT R 43 S = AN B
B AR e AR . R TR R A A S R L E
Fioh— R, He A I SO R A AT 40K 30 ) 3 B 38 O AT O O B
A= syt Al H BEX R B U B YA R e R AE PR 8 A B
o (H— R UL, A I RRAE R BEAT PE PR R 2T . AR ML A (Y I PR A R 728 5 15 At — 6 % i 1R ¥
Chun i 6 8 R At 22 R ) ) R R SN TR VA

43 mETH
43.1 BRURE

B R A 9 75 5 |2 1) Jii ¢ 7] S
— 5 T2 B A4 M K

o O B A . PR AR R BN

432 HARERKE

. ‘ N i 41 2R AT B A R IR T
ﬁﬁ?ﬁkﬁm%éﬂf/\'?'TXJL%QIJF%B%ZL 4 0 5 PRI AR IS TR R B 4 S P R A

5 IBWEIDH

5.1 mELERE
51.1 2m

TE R [ 5 B 1 35 FR AR AR AR W 4 2 LA b S0 I 3 0k A R AT . W RO RO 1 3 19 20 B 3 97
RIEBA A E4E 3 AN LR E D HAT, LRERAMFE GB 19489 BIHLE

5.1.2 &#&

B A A R OHL GBSO 12 000 r/min LB, AR BOHLELLEEE 3 000 r/min) , i IR
i 8% VKA (2 C~8 “CHI—20 CHIF) , AT RS A% (10 11,100 pL.1 000 pL) . FOL BB
2
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5.1.3 R . XML E
5.1.3.1 REH#

51.3.1.1 HRF. . GF . 5815 mLBLE ., RETENZ 121 'C,15 min HEKXKHE
FHHETF .
5.1.3.1.2 pH 7.2,0.01 mol/L PBS, It #l 77 & WH 7 A.1,

51.3.1.3 AR - HER HEX.
5.1.3.2 FN4BL RE iR AR AR B Bk

FTE T #4989 71 A8 T BY B AR AR
B ATH 1.5 mL B.OEF 5

5.0 mL PBS{E&) . R G ¥ H LN

5.1.3.3 E&K . mERK
HERRZELHE 1.5 mL Z.L0EH,
5.1.3.4 HFH5EX

FRERABHEATE 2 C~8
o7 3 G S SRR . SR AR O RE i 2 Y

WRAF, BB — 70°C vk AH . B
PEEBLRE.

5.1.4 WHRHFMKILLE (FAT)
5.1.4.1 REHH

5.1.4.1.1 FERIRA AR, K
5.1.4.1.2 FITC $Rid HLIE R
5.1.4.1.3 HHWBEW®:pH 7.2,
(PBS i #) .

X (PBS # B, 90% H i

5.1.4.2 BRESRE
5.1.4.2.1 WERAEER A AL U5

7 min~10 min,

5.1.4.2.2 4 FITCARic WS AMBE TAEWE, BN TR EF SRR ENFZ E.37 CRE
1#F 30 min,

5.1.4.2.3 PBS ¥ % 3 X, %K 5 min,

5.1.4.2.4 # 90%Hm(PBS WBO WM F®R A ERA R H A Z b, Hm3h # A, PO R B
T,

R . 2R TR B Bl L ¥ Y R [ RE

5.1.43 HRHE

S M 4 S P e G AL 07 A R A LA MO P AR 0 O 20 2 0 A8 89 L
B, T RS R I 1~ A7, BEAIR<25% 417,25 % ~50 % ++7. 514 ~T5% 4
b7 ST YR+ A RO E B~
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5.1.5 MiEFoERE
5.1.5.1 K& H#}

5.1.5.1.1 & FHRA : fli 121, Bz ik 24 2%, e Y0 0 i VK

5.1.5.1.2 #iffi & . AL 40 & (41 ATCC CCL-131) ,BHK-21, Vero 4l jfi .

5.1.5.1.3 JEFFEM S :DMEM, G4 M7E, 7.5 0 KR EM R E 550,10 000 IU/mL FBEERHEER
B

5.1.5.1.4 F¢# DMEM-5 #1 DMEM-2.:100 mL DMEM-5 #1474 90 mL DMEM £ #% , K 1& 4 4F i1 7%
5mL,10000 IU/mL EEEREGBEEZBR 2 mL, H 75 UBBENRESBOET pHEZE 7.2~7.4;
100 mL DMEM-2 1 &% 93 mL DMEM 3£, KiG M4 1L 2 mL,10 000 IU/mL HE R RHEEER
W 2 mL, 75X EMRESBO R pHIER 7.2~7.4,

5.1.5.2 #BESB

5.1.5.2.1 i DMEM-5 ¥ 57 B2 4 i, KW AR BE 2928 80 %0, 85 3R B AT fIAGE 4 K/ KA

5.1.5.2.2 FEEEFWMA 0.2 mL BARBEAR B H AR ,36 CHH 1 h,

5.1.5.2.3 %M DMEM-2,8 F 36 °C 5% CO, ¥FHEH P TR,

5.1.5.2.4 BFEHE 4 XREFFE S5 K, B CH RIS TR L, HAHRERE G . ootk
HITEE .

5.1.5.2.5 % E HAME , FEKIEFYIRAL 3 K ,4 'C 12 000 r/min B0 10 min Jg B 75 W 4k 48 4% 18
ERESER 3K,

5.1.5.3 ZHRHE

240 0 P A H B 8 AT L 5 O B0 4 vk A 05 2 T I A B e R S A 4 B B B 0 R B
51,6 NEEMSERS
5.1.6.1 I+ #

5.1.6.1.1 EHMA  IHHA,
5.1.6.1.2 /NREL:5~10 B 3~4 JE# SPF /N (12 g~14 g8 5~10 H 2 H# SPF /MR,
5.1.6.1.3 FREEF 1N REHZER.

5.1.6.2 HBRETR

5.1.6.2.1 ZETCLH &M T il A 2070 B UR W ED) , ¥ /N UK ER IS , B 50 pL BB SO AR A 47 it N
B,

5.1.6.2.2 #ZWME 28 d,4 d NIET-W/PNRF L. MF 2 HE/INB. AT FEMEES X, F7 X8 9
RAGE 11 KB H R AT VBRI .

5.1.6.3 HRHE
/1N BSR4 4R 2 8 Y A 0 B 70 DR A B 4 2 L S D /N R S B A L 8 U R B
5.2 mMEFHMA %
5.2.1 WEFAP XK
5.2.1.1 &%

35 C~37 ‘CH 5 CO, AIMMRIEFRAE,37 CHA EYE LM, LB
4
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5.2.1.2 &F

5.2.1.2.1 pH 7.2,PBS,f¢ /W A.1,4 CHEF&H.

5.2.1.2.2 JEEF-EDTA BB H W A.2.,

5.2.1.2.3 WE(ELRFSON(HEB TR .4 CHELZH.

5.2.1.2.4 DMEM-10, 100 mL DMEM-10 14 4 90 mL DMEM #: %, K&K 4 M 1% 10 mL,
100000 IU/mLEBELHEZER 2 mL, A 75U RBEMNRESFORET pHEZE 7.2~7.4,
5.2.1.2.5 FITC #ric BPUAE R 7% 8 5Pk .

5.2.1.2.6 #iffitk BHK-21 C13(ATCC CCL-10),¥EH F& 10X a4 mE . FEE LS E 1 DMEM
BEFRW

5.2.1.2.7 WE# CVS-11,

5.2.1.2.8 ARMEFAMINTE, —M K 6.7 IU/mL, OIE $#24t,

5.2.1.2.9 PFAMEIME : FAYER M EF —20 CEF&H.

5.2.1.3 FERFHEF CVS HitE

5.2.1.3.1 #Ma#E3F . BHK-21 C13 g FH5H CVS IR, 40 Ml K A8 )2 J5 I AT A6 4%, 0 (R 1R Y
AR EE,75 cm® 40 MUIE SR A R 2 X 107 K B2 9% T 20 mL~30 mL DMEM-10 #,
5.2.1.3.2 MR DR BRI M B B R R T RCE) AR B 0.1 B 0.5 Z 8], K 40 i K&
SRR 35.5 C~37 CIBE 1 h, A EM 10 min~15 min 45 —K.,

5.2.1.3.3 JREAKMAE KR ERMKEE® 800 r/min~1 000 r/min B.0> 15 min, BN EEEF
DMEM-10 #,2 d F IR T EF{Y .

5.2.1.3.4 WIRFIGEAE M35 EE 4 CH& 4T 800 g~1 000 g 0> 15 min, B FERA G #7745
BRET—80 C. WAEZRD 3 d UGBTI ENE .

5.2.1.4 % & TCID, il iE

5.2.1.4.1 1 96 fLA4AME 3G R4k B 24 h WK AA BHK-21 C13 i 82 BE4T 002 . # 0.1 mL 53
WA 0.9 mL B5FRMAE 10 FFESMGHRBE. BOMBEZM 6 FL.BFLEM 50 pL, 3 72 h Fi#
FTEARREH] . MR Spearman-Kérber 3R 455 .

5.2.1.4.2 YR, MERT 1 d,¥ 405> 85 A DMEM-10 % /% 10° 400/ mL &%, n A 96 FLI3E 5
200 pL/FL. BIEFEMRAE 35.5 C~37 CUARE 5% CO, WIEFHEA R EFE 24 h,

5.2.1.4.3 JRERME, HAS M4 M5 K DMEM K #BREMN 10718 10724 10 fE RFIFG R
5.2.1.4.4 JRYLHNML, W3 96 FLEFFMRMF BT FR KBS IHRBRERREZEMR 50 pL AN EFHRIL. &
MR 6 FL. WHEFRARFE 35.5 C~37 CLUK A 5% CO, WEHRETIRE 1 h. RIS A 200 L
DMEM-5,

5.2.1.4.5 33 KIEFRFE 35.5 C~37 CUKRT 5%CO, MIEFHAHRE 3 d.

5.2.1.4.6 L R0 BE T R 4 BT FAT Je e, BEATBA PR 32, B 4 S M0 e o FL 2 B M,
0 A7 B4 , R ¥E Spearman-Karber i8558, WL (1),

logio (Dso) = — (l“o — % +d2 ’%) ievinas sinnenssnssavaveanans ( ] )
A
logio (D350 ) ——J% 8 TCIDs, FJ log10 X}%k ;
o — AL R HEN R KR ERBE R loglo X% ;
d 15 L F B A B AY logl0o XPE(AIRE R 1)

i —FHPEFLER .
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ni —HEZALBERRH 6);
> :—i — ALY R R AR BRI, AR S ERE LM L EZ A,
TR 2GS WL R B,

52.1.5 EXRXRBRBRESE
5.2.1.5.1 EFWHR

i B 1 TR A A R BEAT IR . 1 S AR O Xt AR, T CVS i & TCID;, FEIE (1 51 ~4 51,
A KB ST ARHERA L BE M ML , 25 0 B . A AR T 0 S AR 1ML 9 .

log

MR
k31 MLE3
172 14

. B ARY] 50 pL B FLIEANA 50 pL i R0 TCIDs, /50 pL 5 B W 50 pL. I 775 B

LA logl0 # 47w .

5.2.1.5.2 miEFik

154,18 45L& A9 2 FL, 100 pL/FL s WA ML 375 4 56 6

M5 12 5,200 pL/fL. HARFTA
5.2.1.5.3 fn# & M #E

BERS M75 56 “C K IE 30 min, W 2 B /R , B G I CRVERR B I AHRL Y 4 LA, 50 pl/fL.
5.2.1.5.4 3BT AHRE 96 FLIEFIR EHBEMF

FRUERA PR PRI 75 : A 50 pL~200 pL 3838 A &% 75 5 51 W B FLIE ekl = 4> 8 3, B 50 pL
BT —HE, ESBEE R —H, F % 50 L.

By 1 75 B A B b TR, WSS — B FF iR JE SRR 50 pL AT RSB EZ 4 5 M 11 5] (&
BEE 1072%), (5 pL~50 pL L@ B MAERS, A5 5 FIAIEE 11 51 5B I 10 pL 2|5 6 5| A5
125, GRBEEEM 107295 1074%), K Z@EE IR AR E 90 pL K5 6 SR 12 SRR R
JE# % 180 pL, AREIMA 70 pL HEFFWEIX 2 4L .

5.2.1.5.5 mixHERK

CVS #HRAEFE T —80 'C,1.0 pL/% . BUE 18, W3 MY KRB # 5 B T oK+ . WBR
6



SN/T 4087—2014

% 100 TCIDs /50 pL, KFBLH B AW B 50 pL A S E Ml EFfLd. 15X MRk H1 2
H4 & IMA 50 pL W3 . ARG KK ER 50 pL 17 RIVFGR B R5 1 5155 2% 50 pL(1 Sk, Al 3] A4
. 184 A9 B Al2 FLARINAREE (IR X BB . i A B9 5 & R 5 H A 30 TCID; /50 pl~
300 TCID;, /50 pL., BB FRE TS 5% CO. ) 35 C~37 CHBHFRMIREF 1 h.

log

RERE 0.48 0.95 1.43 1.91 2.39 4.23 0.48 0.95 1.43 1.91 2.39 4.23
JiiR=3! 1L 3
132 14

i B AR 50 pL AL A 50
LA logl0 BEfT R .

L ALE A 100 TCID:, /50 pL 95T W 50 pl, I35 W Be B

5.2.1.5.6 mM#AMER&

R R 9 Ak < 6 PR 2 /9 BHK-2
mL., FFLINA 50 pL 40 E W .

BN (5 A MK 4 < 10°/
~37 CHB R FHAE AT .
5.2.1.5.7 BlEFMLE

W48 h G . R ERFB R
[# 5 30 min, ZEE iR THZE /D 30

wRIEFGTE 35 CT~37 CIRE
ETHT.

¥ 1K ARG H 800 TN R = iR
PRICHYAE R 2P i
PBS ¥E# 2 W . 4R J5 76 Tk 4K

5.2.1.5.8 #HRHE

e BB T B AL AT WER , %t 45 SR 147 8 M A (BB R M) W28 3 R S M 58 D' 1 FLH) oy B
P 750 A B . B S X 40 Bl B FL R T R AL E AT MR R . CVS I BE  BA P I 3 A0 AR o B 1 I
5 AN MR IE Spearman-Karber J7 i #171H5 .

B UGR I M5 19 CVS f 3% E (TCIDs, ) » B i 7 A R (Dso ) bk o B A% 1M 3 AR (Dso )
WCRTFRER, ST F— o i Bt B8 5, 45 U5 A 84 B2 5 DA AR SR 50 I 45 9 380 i AT 0T L B 2R
G ESUANES RO TEHEERADE (L2 SD) , RN ELERA B RZ T .

597 T 0T BR 25 SR, i 3 %o R 4 SR DA R B G It 7 45 SR AT L X, MR 4 Spearman-Karber A 25 B
I 5 25 A o K A5 4 B I 3 R RSO 5 L 0 R RN B AR TR B A b o B P I T R RN A R AT LB AT
DA B B A 1 7 Y R R BT AR B (TU/mL) . AT 4 K 1Y log Do fE 51 AR #E BH M I 1 (9 7 35 18 4 Bt
A 1L ¥ HF R B4 B # 5h TU/mL,

¥ log Ds fHIE K TU/mL, WL (2) FzL(3) :
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lomﬁm%ﬂ’ﬂlogl)su X 0.5

B i 6 e R A (TU/mL) =+ e (2)
A
IU/mL — & mL I & AT E R R
logDs, BRI AR A B X 5

0.51 TU/mL #75 #E BH M 1fi 35 19 logDs, ——0.5 TU/mL #5 #E BH M 10 15 o FSs i i %85
il 4 - WA L35 B logDso = 2.27 , b o FH A I 75 B9 logDso = 1.43 (XF F b ¥ BH 1 175 B9 logDs, » 7T LA

KA H B E E S E FED .

105 X0, 5

T —3. 46 TU/mL sscvssosansssiossncs( 3 )

I 37 P FNHT AR BE (TU/mL) =

T
1U/mL——% mL Il ¥ &% 5 140 1A = B 2 AL 5

5.2.2 EFEX %% W HMiXIE ELISA
5.2.2.1 i&& .Mk F

ELISA {5 Fr % Ko I 152 4% o4 BH AR 4 F

——37 C+3 CR%.

—— R, A 450 nm BIEEH .

——100 mL 1 1 000 mL &1 .

— W E AR (0.5 pL~10 pL,10 pL~100 pL.100 pLL~1 000 pL),
— B 0 [ R AL 55 b HE B M I v , — R 6.7 TU/mL, iy OIE 4243,
— I REHRE CVS BB E 1Y 96 FLEFFRAR .

—FA BE X BR i 7

—HAR T E AR IE A E H ACHRP-Protein A),

— B (SD) , 10 X MR 48 VR W JEE 0 Y A &% 1k .

5.2.2.2 Wik

5.2.2.2.1 ¥WA M FE & 56 CHKTE 30 min, 2R )5 FHHE G # BV AE 96 FLIMYE M B4R - %B1E 1 ¢ 10
B — B (10 pL M yEHE A 90 pL SD),

5.2.2.2.2 7£ 1.5 mL B.OEFRARAEBIME M ¥E SE/E 12 10 A1 1 ¢ 100 B, ARG R IR R 1 B AR vE R 1
MEE 7 R,

xz1 REMRMMBFOHBES5.2.2.2.2)

s P 4 i, 97 R W e ¥
1:10 25 pL Ao B I 3 +225 pL SD
1:25 40 pL 1 ¢ 10 HrufERHME 1M 3% +60 L SD
1:60 25 pL 1+ 10 HrufERA P M % +125 L SD
1:80 20 pL 1 ¢ 10 4 e PHAE M 3E +140 pL SD
1:170 10 oL 1 = 10 #5 #E PH A I ¥E +160 wL SD
1: 400 25 pL 1 ¢ 100 45 #EBHME I 3% +75 pL SD
1: 800 20 pL 1 ¢ 100 #x #E BH M 1f ¥ + 140 L SD
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5.2.2.3 EXiAE

5.2.2.3.1 Huih 96 FLEEFRAR . BFLINA 90 pL SD,#% £ 2 i/ I X mEeE  7EFL A1 F1 A2 & A 10 pL
FH 14 %ot B i ¥ , 7EFL B1 F1 B2 M 10 pL PHEEX BB 3% . HAFLIA 1+ 10 B 1 2 800 5 B BE (947 HEFH
PEIMIE A 1 2 10 MR B MG , ER G 28 L RBIRGIES . MBREEE 373 CIRANERT 1 h+
5 min, M TAEMREE VR VER 4 3K .

R2 HAENRLE. RIBBRORAREEDFUARERNDFHERAR

1 2 3 4

A N1:10 N1:10 PRUEPREIMTE 12 8 000 | ARMEFHMELLIE 1: 8 000
B P1:10 P1:10 S11:100 S11:100

c B PR LT 1 ¢ 100 FRUEFR MM 1+ 100 S21:100 S2 1+ 100

D FRUEFEHE I 1+ 250 R P I 1 ¢ 250 S31: 100 S31: 100

E R B I 1 ¢ 600 7 P I 1 ¢ 600 S41:100 S41:100

F v BE A ML 1+ 800 FRAERR PRI 1+ 800 S5 1+ 100 S5 1+ 100

G FRUEFEMEIMYE 1 1 700 FrUyEFHMEMYE 1 ¢ 1 700 S6 1 : 100 S6 1 : 100

H | fRA¥EFHMEMmME 124000 | $RAEMAMEMTE 1 4 000 S71:100 S7 1100

5.2.2.3.2 MWK HRP-Protein A fE 1 : 10 #i B, MIRAE - BUH BEFRAR , 48 JF B4R B, F T /R
BIVERVESR 4 )5, ZEBOK K B T EEARAR , B IL M AR B IF N BELE &9 100 pL, nE MR JE7E 37 C
+3 CIEANIETE 60 min+5 min,

5.2.2.3.3  MIRAE B BE AR AR 38 FF EARE B TAEVR B A VR TR VR R 4 B )5, 7E K 4K B30 T RS AR AR
BALIMA 100 pL KRR, BERG  AMERELE 23 C+5 CHRETBEEH 30 min£5 min,
5.2.2.3.4 HFLINA 50 pL &1L, B AR AL B S0, FH 450 nm 386 78 B AR X 12 %K.

5.2.2.4 HRHAE
5.2.2.4.1 HHEN

WRERLT 3MNEM WA NG RERL
— X B (P) B OD==0.300,
—BAMEXT B (N) K OD<<0.50 X P,

IR

5.2.2.4.2 HRUIESHE

5.2.2.4.2.1 122 I 50 ok AL UK BE .+ 8545 BE R 0P OD {8 451 8 5 47 4 Wk % £
P OD fH. HHEEAFH OD {E B A3 EUE (In) Fxd 57 454> o R0 BE 39 B R XH8UE (In) .
LA InCODMEAE Y i1, LA InCHR R A BE) FE S X A, HEATER M 815, 48 b R 3, R (1)
In[ FFHEREE ] =a +b % In OD ceenee(4)

K.
In A AT A 8 BE J—— o A0 A0 7 BE 19 1 4R %o 45
a — &Mk A AR
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EU/

5.2.2.4.2.2 HEWT .

p:3
5:3.1
5.3.1

5,31

e

5.3:1

e (5)

b —— 2R A R
In OD — M OD fH I B R 5L
Xt F A L7 B HF 3 OD AR A R (5), e B H o FBT A B R S L, RN A
ml:
B 1M 75 B A (EU/mL) = e« o
=l o
EU/mL ——% mL ## Ifi 7 5 i o FIHTR S5 4 5005
e —BUE R B SRR BRI
a —— 2R [R5 A A 5
b —— 2R [ R

InOD —#& OD HR A

—— RIS B >0

—— 4R BT AR A B <06, WA A B R =
#ik.

SR E 2GS KR C.

FERFRFZBREN TS %
RT-PCR # Ul 75 i&

g & MR

A1 EE

3 5 3 R B (B
vk#E (2 'C~8 ‘CHM—20 C

.2 HEFn A

T BEWER LT MR

— 8 RNA #2550 T

——M-MLV [ #% 5% f§ (200

——RNA FEg# 5] (40 U/pl) S

Taq DNA R4EE S AHRL 10 X 21

——DEPC Ab 38 ) K B &K , FL il 77 8 W AL3.1,

——50X TAE Z vp¥, BL | 6L A.3.2.

——1 0 B i W g E A, BC ) Rk L AL3.3.

—— 10X Yk E AR v, L 7 B L AL3.4 L

——2.5 mmol/L each dNTP,

——DNA o FRirE.

K FH LLF 51 4 85 3 At 45 34051 9 38 1847 4 K5 9 7 B AG U -

——N1(+):(587)5'-TTTGAGACTGCTCCTTTTG-3'(605)
N2(—):(1092)5-CCCATATAGCATCCTAC-3'(1013)

LA BB ¥k E ¥R 50 pmol/pL,

10

Bt — %17 FAVN X5 #1417

(B F 3 000 r/min), 1R
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5.3.1.2 R¥ . .ZFHRFALE
Bl 5.1:85

5.3.1.3 #®EAHE

5.3.1.3.1 #% % RNA 2H

Wi d RNA R #RBUPBRANE -

a) B nA~ 1.5 mL KEE.OH, K9 n R RERHE S, — 8 P IR K — B BT BB 2, X g4
EHITRSIRIC.

b) ®EMMA 600 pL Trizol,#
A—A 3k B A 200 p
15 min,

o W5 HHFEKEMN 1.5 mL K .0
T,

d) WEbDELELEEPHLE
A5 N EERAH R B,

e) T4 CEMHTF,12000g
i IO 7 W% 7K 4R A ] b 77 %

£ fnA 600 pL 75% Z B, B e % . F 4 CHRMAT,12 000 g
BFWAKEK L, BT WAK , A 5] iy I 7E % 7 i 1 .

g) 4000 g B 10 s, B EE I if AR R BT, — i HEAH
A=A 3k, W% Sk AN ZE i 3 i F T4, L RNA R,

h) A 11 pL &7 RNA fif i RNA,2 000 g B0 5 s, 0K |
R . M RNA F—70 CTUKH

M Xt BB 4% 200 pL, — i FEA
F 4 C&MTF,12 000 g B>

BE(—20 CHR) X BN EHT

00 pL, AEM HEHEE B LEREBZC M

F WKL b T A R R AR

L>» 10 min, 5 52E & FiFWR 58

5.3.1.3.2 ER#®#R

B 5 pL RNA, BN 1 pl 5%
2.5 mmol dNTPs 2 pL, M-MLV Jz #% 33
42 C7k¥# 1 h, & M cDNA 4%, BUHE G 7T DL E %A

I 5 X R R RN R 4 pL,
P, DEPC Ab 3 i K B A FK K 11 pl,
T ] Bt 5% 7 FH 4 0 BA A X R

5.3.1.3.3 PCR

PCR Jy 50 pL &R A RECHIINE 3 FiR. B EMANEKEK, R G HH#& BT ZE—mMA B
B B—RKEMABRET . £%mse/E B, Biet &0, # R A TR PCR B)K. f£8 1 PCR
BHhmA 1 BREAE 2 20 pL) ., BFSECH 95 C 5 min,94 C 45 5,50 C 45 5,72 C 45 s, fFIR
30 K, 72 CHEfH 6 min G55, 7 FHPEXT B8 A0 A1 XF HR .

5.3.1.3.4 ®Hik

il %% 2.0 6 BRARFEBE AR . BU 5 pL PCR #1505 pL 10 X HL 3K B R GR WP iRIR & - N A SRR Wl 58
B AL . A FRARME. 5K AR AR5 V/em B EHLYK .30 min~40 min, 7E%54h
LRAT T UL FRA A A 5 B S ANEE IR BRI T 1B Ae S . I T EARME LAWY PCR FBER/D.

11
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*3 PCRRNEZREHIR

=% RBL/ pL

KHEWH#K 36

R =Y 4
itk 0.5
TSI 0.5

10X PCR 2% i 5

25 mmol/L MgCl, 1.5
2.5 mmol/L each dNTP 2.0
Taqg DNA B4 5 U/pL 0.5

5.3.1.3.5 ZHRHE

T BE A X BR H BEAR LY 44 A MRS B TC T R B S5 R . O BLK/N A 505 bp ZE AT A B
B o I RE D BE P, 75 U5 S B . X BEAE 18 , 00 B2 BF L X 4 B R AT I 3 U SE A AT A A

5.3.2 #3 RT-PCR #ill
5.3.2.1 &&.#EFXF
5.3.2.1.1 &%
et PCRAY, HAhU 5.3.1.1.1,
5.3.2.1.2  ##FRF

Frds AR AR A0 F

— & RNA $#2BULHA Trizol,

—HERWHE L RT-PCR &l 5|4 455 X B, 51490 8 51 7 51 K525t RT-PCR [ i K i
T B B S 5% D,

5.3.2.2 BEZEBHRK
W 5:3.1.8:15
5.3.2.3 #iEAAESES

ERMBEEWEH XHET. BN RARTE 14 oL RT-PCR R 0.5 pL M-MLV &
% R M§,0.25 pL RNA BG5S 0.25 pL Taq B, iHEHF &M M EHE, A —& S EBRAE
L RMREHST . MEN PCREPE SR 15 pL KB ERALHEKX,

5.3.2.4 n#E

TEREALBEX T, EHEERN PCREFRSHMA 5.3.2.2 FH £ RNA BF®K 10 pL, f# 54k R
k25 pl, BEEEE,500 r/min B> 30 s,

12
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5.3.25 %3 PCR R

FEREIN X 4T . #F 5.3.2.4 A fE A9 PCR B A DL PCR K IAL A , 10 R A B BURE . =5
SHIRE .
— 5 —Hr B, HiAE M 42 °C /30 min, 92 °C/3 min;
— BB, 92 C/5 5,54 °C/5 5,60 "C/30 s 40 MEIF , 5 M e 82 1% B 76 55 = WY B 45 R B 3 1038
K IE BT AT

5.3.26 HRHAE
5.3.26.1 HRIWEHEE

BRI 45 3R . B 8 U A % O A 5 I o B M B 00 B R P R S . R RN B AT
HRAE A5 R 5 5 DL AT R

5.3.2.6.2 RiFtE

FAMEXT B TE Ct (H I HICY 1 il 4% ; FAYE ST B A0 Ce (R <<30.0, I B4 E - B i 48 . bR v vt
RN PR AR R R0 R A b AR 1, IR SE IR AR R TERK

5.3.2.6.3 HRERARHE

BAYE, TG Ct {HIF BTCY 3 i £ R WAL & o AR R 9% 3 5 P, Ct fH<C30.0, H i BUAR E 109 4
B2k, RARHEAR PR BRRE . % Ct (H7E 30 A 40 Z 8], ¥ 49 AT £, B 0 A MR 2 & 2 X%,
A3 % B4 U3 A R A 5 )50 Sl B 4

13
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Mt ® A
(e MR
#8351 7 &
A.1 PBS E#l
A1l A®

0.2 mol/L B — S /KA
NaH,PO, » H,0 27.6 g,

A12 B

0.2 mol/L BFFRE — /KM
NazHPO4 ® 7H20 53.6 gv(ﬁ Naz
fift , B JE A BEZE 1 000 mL,

.6 g 8% Na, HPO, « 2H, 0 35.6 g) inZ& &K%

A.1.3 0.01 mol/L.pH 7.2 PBS

0.2 mol/L A # 14 mL
0.2 mol/L B ¥ 36 mL
fnsEAeh 8.5 g

FAZEIBKEZRZE 1 000 mL, &

A.2 BEEE-EDTA BAEEH

R 0.5 g,NaCl 8 g,KCl
1000 mL,dIEREE,.TEE

TA 0.2 g, HKA=FKEEZE

A.3 RT-PCRHEXBAHEF

A.3.1 DEPC 4b 2 B 7 B X 3% 7K BL §l

RE WK 100 mL,fim A DEPC 50 pL, E R % ,121 CHE 15 min, 533 %] 1.5 mL KK RNA
fi 1.5 mL BE.OEF,

A.3.2 50XTAE EH

A.3.2.1 0.5 mol/L Z =4 M Z & — 41 (EDTA) & & (pH 8.0) &L #l

ZIKZ BN R N 18.61 g
KB MR K 80 mL
BRSS9 pH & 8.0, KEMZE/KEARZE 100 mL,

14
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A.3.2.2 50X TAE k£ % B 4l

=R EEILF LE(Tris base) 24.2 g
KR 10 mL
0.5 mol/L EDTA(pH 8.0) 10 mL
PnXNFE K 2 100 mL, FREAEH . (B HNEKHBER 1 X TAE,

A.3.3  TfE R KR B AY B

BAREWEEEIS - FRER 0.8 g~1 g BHAEHET 100 mL 1 X TAE Zrhil b, R AL G B0 425 . (R &
50 C~60 CHf,MA 5 pL 10mg/ din Ak BT F 3018 W ¥ i HE K Y
DNA ek, #7258 AT T8

A3.4 10XEkEHFZMEERT

by

KB IFE K

R B 5

TR

FEOVEMIE /%% 1.5 mL

15
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M R B
(R B R
Spearman-Kirber ;% i+ & TCIDs, % i

B.1 FAT &4 R 2061

L3 B.1,
% B.1 FAT#BEZR%FITE
B E loglo ni ri
-y 6 6
=9 6 6
—3 6 6
—ufl 6 5
=5 6 3
= 6 2
=7 6 0
—38 6 0
B2 ZRitH

RIEFE B Gitss 8, AL FAT Rt M MR AR TR BEE R 10°, 05 % R 5 M BRAEECH
10, BELE ni M 6,ri HENHBRET FAT R LS. Bk, a7 #6475 F i it 5 .
=3

d=1

S _6/6+5/6+3/6+2/6=2.7

ni
logio (Dsp) =—(3—0.54+2.7) =—5.1
BV ¥ 995 2 WA 10% R L 48 50 pL & 1 4 TCIDs BIFE % .

16
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Mt & C
(AEMMR)
ELISA 75 3% i Fh F0 Hi 44 45 R it B 241

C.1 ODEHLARZ =6

T TSR

FHMEXT BRFL B1=1.207;B2=1.200; OD F-#J{ =1.204
A X BEFL A1=0.198;A2=0.185; 0D F#{& =0.192
o o FH P I 0B RS Il 3 R 45 SR Lk L1,

& C.1 ARAEPEME M A0 AR I E A M 45 R
R BRI SRR | HUAARH TU/mL | OD1 OD2 OD¥¥{H | In[HLAZM ]| In[OD F{H ]
1+ 100 6.7 >2.0 >2.0 >2.0 1.902 1 —
13300 2.233 1.587 1.613 1.600 0.803 3 0.470 2
1: 1000 0.67 1.085 1.135 1.110 —0.400 5 0.104 6
1:1500 0.447 0.967 0.996 0.982 —0.805 2 —0.018 3
1: 3000 0.223 3 0.603 0.614 0.609 —1.499 2 —0.496 5
1310 000 0.067 0.341 0.345 0.343 —2.703 1 —1.069 9
1330 000 0.022 3 0.198 0.244 0.221 —3.803 2 —1.5110
BES 1 50 1.790 1.750 1.770 * 50 0.571 0
BES 2 e sl 0.350 0.390 0.370 sl —0.994 3
C2 ZERIE

FH 4%t B8 OD S £4{H =1.204>>0.300, i H.EA T B8 OD - #4{H =0.192<C0.50 X 1.204=0.602,
o v PH 4 I Y 0 05 2 ok B A
In[ P FAIFARTEE ]=—0.486+2.178 ¥ In OD
X R r=0.993>0.95, H 45 R A .
RES 1 A AT AR I
e(—0.486+2.178 * in OD) = e(40.486+2,178& 0.571 0) = 213 EU/mL
BE S 2 A A B

(—0.4864-2.178 % In OD)

e = e(40. 486+2.178 x —0.994 3) _ 0.07 EU/mL

17
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M ® D
(AFEHERS
S| ¥R $H 5 R %5 % RT-PCR R KB /5

D.1 S|¥iR$tFF 3l

W#*ED.1,
e L2 51 (57-37)
LB A AAA ATG TAA C
THEsY A CTT GTA CTC ATA TTG
HE A CAA TGG ATG CCG ACA-TAMRA

NA #17&1 .
1/L,—20 C #F&H.

1 WEF R LNA B4 59526 K X i
2. IR AT R AT A F SR

D.2 %3 RT-PCR R W & B

wED.2,

Haoy Ul f2 O B9 A A/ L

5XRT 28 Wil

10X PCR 2% vh ¥

MgCl, (25 mmol/L)

dNTP(2.5 mmol/L)

F W54 (10 pmol/L)

T #5149 (10 pmol/L) 0.5
4 (10 pmol/L) 0.25
*+ DEPC /K & 14

D.3 FEEm

D.3.1 iy F PH AR B A AR AR ok B A X B 1 A S AR R R AR R TS B
D.3.2 [N g e g o R B R A e AR M, EALRTE B A S RN E R E &R, LRI Rt TS
Bef s .

18
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