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TEAREN

HH %77, AR UL T D%

(1) B 95 7 S D 1) %
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R 93 2 F 28 [ 55 v B oA, R EAT 2lifk , RIS 204k )5 40 6% LAY BIDRG 5 25 F 22 1 B0 v B 4t
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(345 HEER 4T 4 2 L (2O AN BT PVCHEAR COR RS 5

APK B 4640 J5 1 P e TAL RIS 8 35 P 8 1 B S FE iR iR B A 4E R IR (2) |, gk
FriR RS PR A 4 2 i (2O 1 — AN X 3k, 15 2R I 2 (6) 5
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(6) il 2 HU A5 T4 BIPKG s B3 2 1 50 5o B oA 1) A b i 2 VAL

T ST BRI R V2 1] 2% AR 4 P WL, SR J5 FHO . Tmo 1/ LK2CO3 18 5 B A 4 ¥ VR 1) pHAE &2
9.0~9.5, 73 7 B mL e 44 4 F501g 1) BTk A0 S5 1K 0 A% T2 mIDRG o B2 F 8 (1 SR sl R S ide , $ik
FEIR G 40min J5 B IR R B2 5%BBSAMHE I e 43R 5 1%, LR BA3000r /min i 33 28 5 .0
20min, 3725 FH BRI S R OB DTNE 19 31 S 505, Frid B3 e 8 4 Ci 4
TR EA12000rpm ) 38 28 B0 30min, 13 B PTIE YD , ZTIE Y FH100LL 0. 015M H.pH=7 . 41 &
G IEWIEE  1EA°C T ORAT , IS HUaS TR BIRG 8 52 P 2R 1 SR S B PR M AR S b B2
VAT 5

TR 2 B8(6) 71 0. 015M HLpH=7 . 4 /%) Ak 4 VAW 2 46 76 LL PBSVATR Y 247 20 A L 1g
BSA . 1gPVP.0.02g & Z& NI PBSYA T ;

(705 3¢ B A7 4 BRI2 AT BT IR P A% T AL SR 9 B2 F B2 1 50 5w B B AR 9 IR AR 6 b i B 1 A
W, 29208 T B IRAR G 45 B (3) s TR AR & 45 A H (3D FE3TCF T R AE H 5 , K
BT Pk i B A 4 258 ( 2) b 18 Pt o 4 2% (7O () — i

(SPEFAE R A (4D JINO . 05M pH=8.5 [ TrisyAR iR ALIE 15 I AL F JE K RE AL R (4)

Fridk L IR(8)H0.05M pH=8.5 W TrisEMlZR/E1L TrisEllH & 1g BSA.1g PVP,
500mL Tween—20.0.02g& %N TrisiEW;

(9)7E T I R Ak - 5 A #8 (3D 1A — i bl P s &b 282 T AR s 38 (4D, L 5 — Rl B BT 3 4
PRAF 2 Z M (2) s FITid b FE 5 B RE it 28 (O RGBT BT IR PVCHE AR C LD — 3 s BT IR K 3 (5) 5
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fIEFET : FriA D BR(6)H0. 015M HpH=7 . 41 e i & ST VA M HRAE LL PBSYERH 5 208 I
lg BSA 1gPVP.0.02gE & NIKIPBSTA TR «

4 AURUREE SR 2 7 38 () e D5 T2 SR 95 53 1) B A4 4 f0 0% IR i ARk 1) i &6 v, HLpe
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[0001] A I B 8 TR AL I3 253 G 15 73 M B AR U, JTIL T B Aer T a5 TR BRI 2 14 e
TR % SR A AR ok il 26 T

HEREAR

[0002] A5 1AYEIKE 7 FE (Pigeon Paramyxovirus 1, PPMV-1) 5 M HRASE BE RS 0% , &
— i & TR B 5 (Avian Paramyxovirus 1, PMV-1) S IRAT T RSEER = 2 25
PRSP G4, PPMV-1 5 A A5 R AR R0 » 1T = 48, Il RORESIR F 5 XS 0T I % g b 22380 R ok
TR 43 AL, F M PRAr 2 B 2% TR AR IR, JE LA g Mt R BN 2 DL, K
ZEMFE T Z2HRAR 5T o 15 T2 BRI B3 T AN 5] ot A AN [F] 45 8 1) 0 A7 Sk e 1, A% F s, JE T
BiE AR RFAT TS, IR 5 A A R 65 55 & S80S - I AT S A0 5 11 BLAS [ 4 18 1) 2
ARG, RIAZET] =11880%~90%LA I, B T2 28 DR R~ [ 4 08 | it Pl A HL A 2 TR o0t R Tl 57 7 2
RGEAS R AR K Z 7, S 20%~80%- [7] , 2135 309%~50%, FLAS IR HL 5 , FET- 2 A 1860%~80%,
AT S AL R ) iR B G Ja AT A BB T o A RS R fa , 2l , e BRI T 0, A
Ji DRI SR B PR A YH R S v SE T o 1R R R AE B W R PR o — AR DY R34 R R A (H 2 DK
K& KB R AL GHIE R I S SR AR 5 B R AR RO AR L T AR
HH1I~10d, — B I~6d o BT IR T HAL FR TR L R 2 51, RO TG A TS 3B R, 45 TR il ad i
20 A a5 EUOK, S FR8L I B G B R e —

[0003]  £f5 170 Bk T 230 — M 1l RSREDR AN SIS o5 A8 mI A W02 12 W, B 220012, IR
B — I J7 O T RSB 0% K2 B 77 1% B #KAR ] 43 P s LT8G 52 05 15 4+ )
ST MUE 7 1R 1 22 L) A 25 CHAD A58 « L8470 | CHID3RES L SROGFUR AR (TFA) B
HEHHAES CAGP)  FLI AR T8 (LAT) WG VR b ARS8 | i 36 v Rl 30 55 7V LA, i AT A
FH B v R PoAR AT R SUEL T SAS W 5155 o B SRHARIHT [R5 A A fal 5 S0 00 s 4 K 2 40
(1537 F T 687 3 (40 oA s D RN (4 2 W, AELHARH 13006 0 2 DR R 45 P Jod IR 3 e 22
i ELHTAEAS K P B BRI AN R, B = — 8 AT SV o S B R T L P L Bl
T HERA R S, 38 TR W, PR AE-T0°C ] KRR AE , HAwpaliend i R 2 1h, i
I8 T 3O 52 T A DI SPF B HiAK L ELTASZ T 77 42 B B i 2 Wit B S R R
SR RIELTAST V2 B A T B i s TR B RS U 5 15 H & i 35 22 AH B ELTAS B A BUs PR 4
S SN S NG =R I A E - L =W i L o I (e B T e s 7 iy
i A R TR S 37 6 NDV I LT 27 12 W FOURAT o3 22 5 28 o B 8 4 AR 2 BOR B 10 &
Ji& , LAE 12 FHAZBR B A PPMV-TEAT R I, F& o JC APCR A BR BRET 2 A L R il 1 P VTl
B SE 2 A M4 i (RELPY FUE 31 43 1 B2 AT 2 o A IR 88773 AR & B IR AL A
{EEIAFAE TS B 77 75 BERP IR AN R L8 AL T B3R AE N 2 A BB AT B £, R A A8 L
B R TRV B

[0004]  H Hij 5 5d B& HUARAE HT IR S W 7 B M H OV 93 )3, B B Sk - T-NDVi2
W, EL A B | R ORI S PSR I AR A, FE AT R T O B 55 B S A2 W, X R AR G 1 LTS
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SLTPE TIPSR o B vE B FU A L 1235 BINDAIF 72 1 VF 22 Ak

[0005] 5T 3% s 25 AL R AR R A £ 1, B 2 ) (PO ATt 35— PP 8 S BRI (HND L, F 2
7 T FIBESNR T , TE A 5% A RSB % 1 55 77 S e e e s PEAE S A2 i i o 1) =
TG 0 R B 1 5 PR DRI LA A i A IR R e M, B 00 2 IR 7 TR I 32 AR , 0 ok
SE RSB IR S50 7700 55 1) SR DR 25 5 F A IR 1) 38 4% 70 5 5 808 0 (1) 7% S AT 25 DTAHERG
e RIS 7 FURAT IR I AU i e L DA, DRI, P DR 09 3005 1 12 W R 6 1 77 B A2
() 2 B IR L

[0006]  AAA 43 5 9% S AT (GICA) FE A Z Q04F ARHIAE Ho Y 35 R H ALl b 37 (1) — P i 55
BRI G 5 22 A B AR, & — PG AR S hrie FAR L Fa B K6 B AR T M 4 Hr R & %2 il
INEA NG AL HIFE AR Rk AR - 197 LA Faulk M Tay Lor B AR €5 I8 5
GV TR E MG 45 & (E PR IC R B, S U B R I ) IR A B Y R B
FEAI T A G AE G 955 3 AT UL FH IR 5600 o 028 Be A B R Bk o e 25 VI (R 3R AL
FRICHEAR Z G0 — P AR IO AR o )8 AR & T BRI IR AR S A B s M4 &
G 3% JERTH AR R 4 G095 E MV (GICAY i W e S PR R A, K 2 5 B ve B P AR H AR TG
AN HA R s R R 3T O R M () 55 R AN T AT AT 2 B S e 4T
FEEILTE, 20 A0 80 AR AR AL N PRI A8 46 M. FH » EHOs ikowicz MBeggst & i /o H T- A
2N PR (HCO R Mg , I AF R AW a3 , O A K=/ AR SR RN R 15 2
72 R ARTGE T S AR S B A 5T R P FA

HAAE

(00071 AT Y I S fift e (4 50 A [ A i {3 — b DR ] 58 100 00 15 T 2R i 9 25 ) e A
IR RN

[0008] AT 1 Ffr gt (14 25— ORI AU 42 (124 00 05 120 At - 11 P A < e 5 J =
ik 4Rk 1 il 8 ik

(00091 Jyfigf i b3t il AL, A P o A3 G 00 5 128 1 o 10 B A < S 5 SR il 4R 2%, 2L
FAIEAE T« E AL EPVORIAR S H R T4 21 A <5 A 8 R i SRR K 3 5 i SR PYCHEAR 1)
S R PR AT PT35S RS PR AT PR IR R e AR UORG R AT TR AR e
B I R ER T Y 3R 5 T B A < 25 5 481K — S 55 TS A AR B 5 e 53— i 55 T A
PRET 2t 2 ARG BT, 12 R PR 2 28 2R I 55 P SRR K SR ARG B 5 P R s <o 25 5 38 B e 1 AT
JURS T BRI B 2 (1 B0 0 A I AR b I 8 1 5 T R AT 4 2 B I et I Bl s
[ MR BEAT R D2 4% 2K

[0010] ik £y A L A A A ) RS TR B KG9 50 8 1 B s B U4

(00111 ik i £ N A LI A A AL I SE 40 SR T

(00121 4 b= Jy s FAy A 0 55 T 784 1) s 5 ) P A2 < B 3 ST A 4R A (R ) 6 D 0, BB DA
Rz

[0013] (1) B 17 i 1 i % -

[0014] PG5 T 70 mI Al s F5F J [R] v B 42 B PGEX-4T- 1 A R L Uik 1, 2 IPTGS 3 Ay
B> FE A AL AT BIBL2 L Hh 453 iR R, SR BRI AR 2 A AR o S e It s

[0015] (2T 4K fill % -
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[0016] K737 A% I A4 BIKY 955 551 25 [ S0 EBALB / C /)N 7, 422 W 1K) B0 70 B i A4 ) & H R ) %%
PRSI BURR B PR (A B 7 b Bk, 3R AT 4lidk , BR B 2ib S i i T B R SRR (A
SERE AL

[0017] (31K HEBRAF4E 2R R B T PVCHRAR 1) H 35 5

[0018] (4D FTiR 24k J5 RIS [ 2 BURGH 25F 85 1 55 00 B B TR B BR 41 4 2= i I, B
FIT I B PR A 24 2 M 1K) — > DX I, 759 210 22

[0019]  (SPRFAlAL A £ 30 SR FUAR LA T IR IH IR AT 4L F R oy — N IX I, 15 21 s 42
[0020]  (6)fill & HUAS T2 BIHY 78 BEF 2 1 PR 50 b oAk i B AR S pn it S VA WAL -

[0021] ¥ SedichTas BRI SR v ] 48 AR G v, 8 5 FHO . 1mo 1/ LK2COs i 775 e A4 4 ¥ VLT pH
{HZ9.0~9.5, 45 Jll B ImL B A 4 FN50ug 19 Fir i 264k Ji (1) B 7% T2Y BIPRG 93 25 F 85 (1 58 s 2 e
& B PEVR A 40min i B IR AR IR B 9 5%BS AT I f 2494 FE 1%, HIR BA3000r /min ) JH 2
B0 20min, 775 H BRI S RORE B UTE 13 3] BIEW s & Ja, Bk BIGEWAETRE A4C
(P24 R BA12000rpm ) 3R 2 55 00 30min , 3 BIUTIE W), ZPTHEY F 100LI 0. 015M H.pH=7 . 4
[ B VWA, 7E4°C TR AT, RIS DUrs TR SR 9 2R a1 58 v B oA 1) e & i
EEHEW

[0022]  (7)4& 33 41 4 5 i= 78 Fir ik 06 L AL SRS 8 2P 2 1 58 v B HU A4 1) Ak e h it BE
IR, 2020E BT, AR RAR G 456 3 FIridk AR & 455 BAE3T°C T T R E 5 5 , Kb
T IR R AT 4 22 I 13t 29 ik s 2R 1 — s 5

[0023]  (SPEFAEALERHNO. 05M pH=8.5 [ TrisyaVR FIZI% AL , 19 31 4b 38 5 1K) FE i 24
[0024] ()7 BT Ik e A 4 45 5 #R) — g 7RG L B s Ak PR (00 ARE ot 28, L 5 — i Rl B s 1
PRAT 2 25 JIEL 5 i Ab B 5 1) 5 it SRR B T BT PYC G AR P — 3t 5 I IR 7K 28 5 B 3R i R 4 4
FRIBORG B, IR B T Pk PVCIAR IR o — i

[0025]  FriA A 9R(6)F10. 0L5MH pH=7 . 4K IR AA 4 B IE W 2 f8E 1L PBSIETRH %A 20
B .1g BSA .1gPVP.0.02g2 B ANIKIPBSIATR -

[0026] PR D BR(8)7H0.05M pH=8.5 [ TrisiAREE/E1L TrisiA T 44 1g BSA.1g
PVP.500mL Tween—20.0.02g8 AN TrisiEW .

[0027] AR SIAF AL BA LT A

[0028] 1. Ak B8 SC AR RSB IR F B 1 JEUZ R IR U 75 K Wi B = AR IAF R A, &
Hr EZH BRI S R, AR I F 2 1 e /0N B 2% B0 e B A o 98 5 SR AT AR TR = Ak
JE V5 S Py i) 6 BRE A 4 5 DA i) 8 T 140 B AR 45 %) B8 v B AR IR AT b i o F9 DA BAR b i 1) 52 3
W e A 1) 2% H 3 <o B WP T 3BT A 408 5 A s DA PR B AR AN B0, TG4y I il T- R R 41
YL NR b N TERNICE: , il £ il— P PR | TRTAE L AR  J0 75 A AT A8 5 2% ol GRS WU 25 T 3
P G 5 S BT PR B DA AR 5%

[0029] 2 A4 A0 , T A3 B 4R SR 5 e It o, AN S AL Ju Pt SOV R S IR 25 5
fIE XS5 37 b R AR G B W R IR ORI VDT T IR B S e R R AR A RN
HAT 5 s kAR A8 XS, TR, AT FH T A8 128 )k 9 5998 R0 000 38 S8 (10 12 W s (BT I , A
B AE RV i s LR R P 130 2 52 PR AT s HL A5 I 4Rk B ATC L 2 B TR ORAE —4F, 37
CHE 10K, X FoH B8 A A #20

[0030]  (1)f5 &k A3 «
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[0031] R /LA [RI 4t ARr 5] 3 o Sl BR 1O 4R 5% , 7E AL AL AN 100D A 3 K, ~F 1,
SEAE3~Hmi n LA I rh ARAG AL T (19 45 2R, (E AN n] GBI 20min e 45 5, T 2 Aer I £k v 4 o g
23 IS5 L T A 00 28 A H B S B, T A i AR SR A RR s 2 P R L B S 2 B R A e
LRI 5 1M AR EAS S B, R A Rk TR

[0032]  Z52R - 1055 AR AR A o e 3y th B AL 0 2%y , i AGr I e 1R tH I 2% , R B vl 4%
HIR R B R

[0033]  (2)FH FHAHAF A6 -
[0034]  (DFHMERF 556
[0035] Bl AL AA [ 4L A5 03X 71 2 o Feh B 1O 4K 4%, A6 00 4% 1784 ) 286 9 2 FH PR ASE ol 10473, 000

SE I B LOORLAE IR AL ARA% AL, T80, S5 457 3~Bmi n UL G e I - B G AL 2 1) 45 2R 5 {5
AR 20mi niS 45 R, DY SR AS I AR R I HR IR, A BT o

[0036] &5 L : 1028 A 4RE PSR K I 28 250 HE B 20 R 251 5 R BH BH PR A7 5 22 O 100%.
[0037] DB MEATF A5
[0038] Bl AL A A 4L A% 3K 771 2 o Feh B 1O 4K 4%, A6 00 4% 17804 ) 286 9 2 91 PR AE il 10473, 00

SE I R LOORL BT it INAE ARSI AL AP, P80, S5 455 3~bmin L4 AR 2% A A0 B 1) &5
R BRI 20miniseah AR, A I e 2 4% 2 HH IS A 0 2 AN IS R, )

HNATE .
[0030] 45 2R 1055 B4R AR Y Joi 4% 2 25 Y I AL 0 5% s i e 2 2 3 A IR AL 5 R )

BT 5 22 9100%,

[0040]  (3)FHE -

[0041] W AS[A] 4L VK A ik 46 4% 5546 T 3 40 % 1 284 ) 28099 253 B 1 P B VR AR 303 B 1P D K, 5%
e EE ARSI, B HES TR I,

[0042] 45 IR A IS R — B R EEVER 4.
[0043]  {4) REGPE AL :
[0044] % 33 AN[R] HILIEE A F) 55 T84 B 208 9 5 PR R VRUEAT 75 LE B i TN 4R 2% Al LE B
B IR A At sk R BUZ SRR L.
[o045] %1 REMERAIGL R
[0046]
P M 15T 16 | 32 [ &1 | 1
1 2 i Bl R B T ' -
2 27 |+ o+ o+ o ] : :
3 2° + |+ + + T a i

[0047]  H3 3R 1A LA, 2 MR RN 92 RE S M BE324% , ML IR 2 B A AR R L6 £, A%
R i ] 26 RO A AR 2 R ARG A 2 5 gl A 10 AR A P O ] 5 R K 4 2% T DA 0 i 5 R

> 2[5 B o
[0048] (5 Sk 1k -
[0049] K XTI RO AL Qe ST R XS IRER SR A AR G B 5L 50 OB B AR G TR B
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P BT K IAATTE VD 1 I S5 LIRS St FH A R B BT B9 IR 4R SR AT R 0, 00 5% L A A
ft 5 RS LAY R B EE A IS e 5 —

[0050] &0 R A3 Iy 55 a5 L2 R B s A U 45 S — 5 BRI I R A 2% 7, o
BE i R s e I A 2%, TR 2638 5 2% 7 HE I o DRI, e o 46 1) R Ak A DX 4R 4%
A5 HI0% R AR A UL, T A5 3R Hee B R AR A UM, 1R 4826 11 7
[0051]  (6)Fa e PhikEe -

[0052] (DB ML A IR HEAR B 77 8 b U2 SRR 7237 CAAF T AE 10d, BEBE TR
R U AT R0, W2 A e Ik

[0053] &k 5L - R A0 A DU BH P o 2 d f 48— M AT M 1 00%.

[0054] @A ET ACTEEHRAT, B — AT 4K R I, W 52 A 5w
M.

[0055] 2% 5L 7E 124 H P47 & 204G DN B P Joi 44 ok B 28 — MR ATS R 100%.

[0056]  (7)kh %k

[00571 R 3HEAR MR 7] 6 b 25 Bl 10N 4645 46 I 1) — 43 % 1 76 1) 288 995 753 ) 2k R
VB, 25K 2% 2 T) PR I 282 AR 6o B 2 £ N 340 50 — B0, A 3L vk -z TS - 1140 e 0 23 AR %)
HRZR 10 0 25 R RO AT G vt , B 20 E SR A48 53 R (CVIED) »

[0058]  CV=(d KAZ il — e /N2 80 /S ARE x 100%

[00591 &k BRL « 4 I AH [ AE 5 34 52 6y B P 4 et = AN RS U & F G 0 2 A e i 28 6
IS —F, V=0,

[0060] 3.4 & HH L AR 3470 S 56 Al AR 02 T, 10 B HLss S v o  E AR Ik o3, P DA R I R
RS WUHT 32 14 7V L FH o

(00611 (1)l RN L5 (RS T2 81 3998 B8 ARG B 328 9 A\ TSGRS00

[0062]  HRHIGAEE B 1 192 HIE XS A 10540 K, %543 82, RRAL 10 R B A R R IR R A5 1
T G 80999 B PR R VBURI XS B IR %8 9o B PR R o0 ) AT B SLAI 5, B R X80 25mL.

[0063]  ME3 i &5 = RAEA G HBLAEAR , R IR IR =11k 43~44°C , WK, FHBEE 2, IR
PRI R T 51 25K 1 L IR L s, 008 Tl R A B S P 20 € B % 0 o R R 2R, B Rl /D BT 2%, Tk
o, BB EL, A BB, WSRGR A, W T IR, XS AR 2R, IR A T IR
I o 93 K% UG , 3 280 P B VR, PG R g, A R A S i T R, O M S g™ g g 1% 75, B S 98 1
LRI 7S o OV K BB, N EERR B0, & TSk BUE T BRI BUE MR R , (3142
i AT R R R R I s K (A o HE R At Bl 28 1 R KRR , A R D &
JE HFE(E 2B TERE TR B, HELARZEAER , i3 L BB B , 3l ST AN F

[0064] 7 S8 X NG5 5 99 J » TR DA K TR RS X DA XS A0 65— (14 IR e 50 BB PN 25400 5 v I
RE AR L BT N E 100010/ mLXT I PBSIF) K /N ES LA N, 8705 mL,—20C
IRAT o BERFL IS LSRG IR o 175 D0 AT H IBE T A X 82 37 B SR B sk, BCHG T JHF  JLF
FESRZH SN, B R T AIE IS 2 v 75 2 BT RE RIS , 441« 1K) Lb 491K 9 Ak 5 15 XUB 1) PBS TR 45 il 1l
AU BI, —20°CLR AT FH o AR R0 J5 55 LK, 0 A A7 305 1) S 36 X0 S 3l 7% » HCHL i
FE B RS 1, K T AE S 28 v A8 4 B R T IR , 1 SR LL BP9 kL 5 5 XU I PBS
TRA S L2, —20°CIRA7 4 H

[0065] 4K RAEMIRF, X FE 1K HEATIC 3 B8R R M T Sk,
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R RA G I, T T FE N A 75 FRE I L B PR 45 R . 5 b R A 4% R GB / T16550-200 83T 38 1
BRI TR 55 40 &, BEATHARIH LSS , LU il R 4% A W 24 2R 5 9 53 40 8 A8 U Mk
JRE ST I 2 5 55 R LR 2.

[0066] K2l PRAG 30 8 it i A6 45 SR

[0067]

wl | sy | TR EAER Ewiw 3ot e 78
1 10 [ 10 10
it _ 10 14 10
3 10 190 10
4| | 10 w | 10
10 o 10
& o 14 1% 16
7 10 10 10
8| 10 2 10

& 50 78 80

[0068]  FHR 2T A1, N FH 75 B 3 HE , B PR BRI AMHA JHTR 36 , 45 SR 5l 444G T AR 4K 11
FFE 26 N97 . 5%, S ARA R IR FF A 2 100%, AR SAS T AR [ 77 A RIS AR T
MR R A2, T EEMEFRE S =A%, e SEMB 7 RER &G X 2A 20wk
AR, AR T T A 22 A B 2 B I FF A 22 B BI97%0A b, 3 HRe ek
e L BRI, A LAVE Al ARG DR 3802 14 7 V2 8L o
[0069] (2]l AR B «
[0070]  2011~20134F, 43 AL HIN B &5 1T 75034 S S5 %31 B2 A% 1AL B 998 25 5
(1) 4 % B A 4 J2 M B2 T I AR 45 3000 2%, X 45 32 053 A SR X8 37 58 ALLAS 1284 1 KG9 53 9 A
R BT IR I 1500451 FHAS LY SR 995 3995 11 G 48 e 4k < J2 B DR 12 i il 40 I, 12800441, [+
P L B 2 995 461 LA I 25 36 0 ML 300 Sk 30 HEAT 2 W7, 45 TR, T B R RF & B B195% 0 |, &
B 422 7 14 4085 12 W Bt 4E S 70 I BR LA VA5 1750 skt s 5 0 AR08 0 s L A5 5 o 1y M e
AT RAVE I PR 1 85 128 B0 L 975 7599 RS BT 302 14 2 W v 34T R FH o
[0071] 4 AR B EL A $ AR fai o L BRI | BRI 4 S MR A 190 45 o, IF ELIN ARG B 3 T 2
J2 B RS WU 55 28 0 KT 9 90 AR XS ST 4k 4 9 1 5 ek R A A R B RS XS 1) R e 4
Y, 4t FE R 10~15 min, Be/E N BT T b5 I, #2 BE UG A 5 B0 AT 58 s i Ve o DRt , A
R P4 ) N S ASAELZR R RS2 I (7], 4655 7 16 135 e SR HLTH 94 4 B 180, 1 EL AT R IR RS ARG A5 1
U IR 978 08 RBI IR FR B0 L2 28, Fh 400 K T 8 0 (1Y) S 4, [ B FREAIG 1 Al B 9% 2 FH , Dk
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AT SR TR AR BEFR &R e

i =] 152 AR

[0072] "N I4E G B D0 AR R B B EAR SR 77 SR — 20 PRER U B

[0073] 1 AAK NI St m .

[0074]  [&|rh:1—PVCEMR 2—MHIRA4E R 3—RIEESE AR 4—FEM# 55—k
ool T—RiELk.

BALHEAT

[0075] il 1 B , A U 5 T2 BIDRG o 25 1 B A 4 50 % JE AT I AR5, B FEPVCIR IR L T IR
AR NED AR G 25 4 383 RE S HR AR K #45 . PYCHIAR 1A — S Kb B A R 2R, e 55—
RGP A IR K 285, H AR RSB AT B A 4 45 A S IHBR A 4 R 2 5 IR 45 A F3 1) — iy
5 it R AAERG B, e 53— i 55 H R A 4 2R MR 2AH RGBT, i AR IR AT 4 25 JE 2 S5 W K ZB ARG B
AR G 25 A B30 T A RS L AL BIKGR B F R 1 B0 70 B AR 1 AR S bRt B 1 5 R PR 4
Y2 2 E VR S IR BN 7 A RO B e TN 226 R 27

[0076]  JLrb . K I ZR6 A LA L T A4 2l A0 ¥ 6% T SR s BEF 25 11 B v R A

[0077]  JRimEk7 AL LI B A0 AL ) = PR Bidds

[0078] A% INAS T Il Kl o B 1 B A 4 e % S M i AR SR 1 il 46 V2, AR DA AP 3R
[0079] (1) 2 Bt Jo () il %

[0080] (A8 1Y B ERF L I BOE B BIPGEX—4T—1 JRAZ L iL 3k T , £ IPTGIE S A%
#r FEEEE RKIAATEBL2L R 45 B & A ik, S B iR s AR v s s

[0081] (DA% I BRI FEF JE IR R A% 2 TR B AR 1) A6 3

[0082]  a.ZRik G| TT -

[0083] | FIDNASTARS A R4 65 IS F AL R 3 1 1F 514, 9 3P AL R 151 bp~1074bp 2.
[8)924bp ) JE R A BL L 31 51 NEcoRIAIXho B Y47 &, 35 R4 Bl , H e 2t F

[0084] |3 :5" COGGAATTCATGAATATGTACACCGCATCTCAGS' ,

[0085] T :5" CCGCTCGAGTTAACCTGGAGACATGGGAAACS

[0086]  Hy Lifg siiR MR AR A B A I 2 PAGEHE Pk 24k, , {3 A AT AR 2 K VA i,
J& H25umol /L, —20°CAR- 474

[0087]  b. HEF BLHIPCR 14 .

[0088]  PCR Jx M/ v R RiAR R W -

[0089]  HAR (i) 1.0uL
[0090] 10XPCR buffer 5.0LL
[0091]  dNTP Mixture 4.0uL
[0092] B .FU#5I#(50 pmol/ul)% 0.5uL
[0093] Taq DNA EA4HE 0.5uL
[0094] KRBT HE 7K HhE50uL

[0095] K& PCRAE rf (¥ YA 1AV SJ W I 1500 i JECE T-PORT 9, S BLF AR R AT

10
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94°C  Smin 1 Cvcles

[0096]

lmin

72°C  10min 1 Cveles

[0097] 3 5€ pli 2 Ji » BXPCR™= 4150l 711 . 0%3 IR AR EE AL (550 bug/mL AL 2,58, EB) H
BEATHL VKO 245 3

[0098] c.HE4TPCR 7P ¥l InlU 544k : fliTaKaRa Agarose Gel DNA Purification
Kit Ver.2.0ul &3 AT, AR AW T

[00909] DG 3= HI L. 0%BR NEHEEEHL B UK AT 701, #RHXL .5 mL eppendorf& [ H &,
FFE Tk

[0100] i FEERAMT RS2 , WEARFE eI U1 B 09 B IS, IR bax
TOTE R 1 e H S AT BRI, XA AT IR e e mh Ak, , B2 i Rl

[0101] i FRARHE 5 1.5 mL eppendor (& 1) &, THH AT (LA Img=1nL1H 5D 5

[0102] v [a] e e b I N 35 e B T & ) S R A A DR - TBuf e s

[0103] v b NEIBIXIAR S GHE T 75°CKIEH10 min, PLELLECER , X AN 1t 72 vp iy 52
F0 E T RIEL.5 mL eppendorfi , fFALHL 78 2 il AL 5

[0104]  vi [A] 78 43 BAAL I BB P N1/ 248 FXDR-1Buf fer = DR~ 1T Buffer, 52 TR &
%157

[0105]  viif VR S IFHIVA R Aspin column H7,12000 r/min 21 min;

[0106]  viilF & HH FI YRR A spin co lumn " AH R 8% 3 76 B8 O — K, LR AE AT 42 R DNA[H]
W, FEEPEWRA SR Sl spin column ™ IIAS00u] HIRinseA, 12000r/min & 0330s , Fr 7€
WiB; ik A spin column S AIATOOR]f{JRinseB, 12000 r/min £330 s,F 2 JEVRC; H[9]
spin column FHIANT00R]JRinseB, 12000 r/min 0230 s, FF=PEWRD, & 512000 r/min
501 ming

[0107]  ix#Fspin columnfilE TH 1.5 mL eppendorf & b, ¥ /KEEERBINAEspin
columnffif)H o, FIRFFE L min;

[0108]  x 12000 r/minES. 01 min, Y AEBIFFR AR RN DNA A B o

[0109]  d. H I H BORIEAR I B U155 RTUAC -

[0110]  EGUIR MARRUWIT

[0111]  FEEDH A BePCRIEN = P RIPGEX 4T~ 1 A4 10uL

[0112] 10X B i1 N VIR ZE rP (Buffer R) 2ul
[0113]  EcoRI 1.0uL
[0114]  Xhol 1.0uL
[0115]  KIEJCE K FNE 200L

[o116] & IR RAREE VR &) Ja Rt 550 , iCE 3T C/KIB B VI5h o 2 J5 BBl U1 7= W) 44T
VK, EAMT RS NI B4y, FiTaKaRa Agarose Gel DNA Purification Kit Ver.2.0
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a2tk B 1 B By, J7vER b, 2 fa oW g2 IR S 1

[0117] . BRI B S8R ERE .

[0118] KR -

[o119]  [alie [l R (¥ g LIALFR 1K) B 1 Fr By 12uL.
[0120]  PGEX-4T-1J5ik 4pL,
[0121]  JiA10XLigase buffer 2ul,
[0122]  T4DNAYE H:f 2L

[0123] IRARARETLIR A JGWER B O, 2 a4 CE RIS

[0124] B2 ALY il 2% -

[0125]  DIGVRAFHIBL21(DE3) B PRI L LM IEA T 2R FH H R (Amp—H I LBEIE Rk (0. 5%
FERESR B 1% A R 1% NaCl, 1%5 IE# » FANaOHiEpH{E 227.0, 1585 15min s Tk K ED L,
37°CH;3512h;

[0126] i MLBERE-F-HR HHREXBL21 (DE3) 5 18 & M T 3mLLBI% I vh k3% 15 751 4K
[0127] i X 3OLLIL A 35 3R 042 Fil T SmLLBRS 3% 5 v 8l ZU4R3% 1% 92 41 3h , £0D600°H0. 6 ;
[0128] v LB 4 1F T 5L B Al 15 37 W0 22 UK TV W eppendor P i (R4 ImL) , VKR
10miny% 41,

[0129] v 4°C5000r/min&0r10min, 3F i, I8 SO B B A0 . 5mL0. IM T
(1) CaCl 2V VR, &7 B AR UTIE , Pk 45min 5

[0130]  vi 4°C 5000 r/minE-x10min,FF 75 . 0. 2mL0 . IMPKIAH CaCl 28 Bk i Ak
SR G 73 2 T o 1) FHVK PP eppendor £ H1 (2000l /47 ) , 4 CIE 12~24h % H

[0131] g RPNk«

[0132] i T AF IR BGE R W1 0nLINA L /EACIH E 12-24h1IBL21 (DE3 ) A7 25 41 i
W BRI RETIR &), 2 S VK i B 30min ;

[0133] i B ANA2CIKIE HH #890s , Z J5 UKy dmin s

[0134] i N AS00uL 37°CHAIMLBESFE , 37 CIR AR (150 1/min)1h, A B8 218 41 iy
A2 5

[0135] v 8535450001 /min % Cobmin , B b TSR 4 HAx 3 25

[0136] v M Fl AR 1K) 200 LB A4 K 40 MU vE Fe R I WG , BN B IR M T H AR T H
FILBEUIE AR | s

[0137]  vilg PAR IE i Lh, IXAE AT DT B AR 4 AR RS, 2 fa (8] B P L T-37 C Ry 5+
FErp ¥EFR12-16h T, 2 AR A €4, K/ INIE) &) () B T 4 U o

[0138]  h.E4 FRiAH2E : FHTaKaRa MiniBEST Plasmid Purification Kit Ver.2.0ik
FIEAT BB P R

[0139] i HITG B A 28 LB VAR Bk B 1 5 55 T ¥, 2 Fh T 3mL 2 < A5 5 2% (50mg /mL) LB}
FRIH, 3T CRIZURIE (2301 /min) 12~16h;

[0140] i LA FEENL . 5mL & W B Eppendor 4 4, 12000 /min & 0»3min, 3 G, BB 1% T
B B A

[0141] i N A 200uLIE W (2L I ARnaseA) , i HE 28 535 S 4N E D IE MBI

[0142] v N 2000L i I, 30 S A0 B3 25 00 A B0k, {8 T A 78 40 R4 84 i 1) T A

12
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BAHE

[0143] v A 2000L 7 ¥ I , 28 3 it A0 500 30 B9 O 8 Bk A e o i T, = i % B 2min
120007 /min 5 0 7min. (3550 J5 BEEE B ARAR WP PTVE , Bk B BIEG R A 50k, 12000/
minF & 05min) ;

[0144]  vilgES.LW M B T IR RIERE T, B BB R LR R E ZR R D
H1, 10000 /min % £230s , F5 KK 5

[0145] il S5 MR B A B T PR VRVSCER B o NN B00RLW LT 20K B AT+, 100001 /min 25
0330s, IR WK ;

[0146] ik 55 Lo W P AT B T PR VRSB, I AN500LW2 T 55 LW B A3, 10000 /min B
030s , FF IR o A ARE A 5 922 500U L W2 TR G 14— 1K 5

[0147] xS B ORI A B T IR R U S T, 13000 /min B 0 lmin,, DA FE VW2

[0148]  x /N EUH B O AR G BN — AT 1. 5mLE LA v, 75 0% B s b g in A 30
UL K, 2 IR 5 B 2~ 10min )5 , 13000 /min 50 Iminde i Bk, B T-20°C1R 424, [F]
i L kO 22

[0149] i EELFRII4EE

[0150] i F4H J5kir Bt Fig W A e vl Uk 65 7

[0151]  FH1.0%KI R HE M AE L (570 5ug/mLEB) FRESLL , 80VH [ H Yk 30min , [d] i i1 A B £
JREAE 9 B X B

[0152] i HEZH JFUkIfIPCRE 5E

[0153]  ffi st L Uik IR 252 ) P otk RS S5 ks A2 2 1 1) B 2L J5ORE , #EATPCRY™ 1Y L 44 R [F] BT, PCREE WK
Je AT HL VKO 5 5

[0154] i H2H JSURL I A7) %5 5

[0155]  HE DL A4K RO 5mLAE 1

[0156]  TaKaRa 10X R il{H A IBEFSZ i (buf fer WD 2uL

[0157]  EcoRIAIXhol 2 1uL
[0158]  J5ikiDNA l6uL

[0159]  RFLIR G I 5) Rkl B0, B T-37°CK M 4h, 1. 0% Al eI i VoW S Bl D7) 45
B [FIE A2 B Bk B P HE

[0160] v HiZH JBUR 1) I T %65 0 -

[0161]  MGPCRY™ 3 I U145 58 359 g BH 1R 1) 53 vl B a4 1 5%, SR BRUBURL % b g S AR AR W
AT PR 2> W)U o 4 DU TE A ) T AR B - 70 C LR A7 o B2 TR i 44 PGEX4T-1-PPMV-1-F
(924).

[o162] @EMAFEM T FKIA:

[0163] &Il /7 IE# T —70 CARAZ I T4 B MRPGEX4T-1-PPMV-1-F (924) , R 842 Ff T LBER
JE PR (Amp+) |, (BB T 37°CHE #5246 h 15 75 1 2~ 16h 5 SR 5 PR U AN B ¥ 32 Bl T AmL I LBES
FEIR H (Amp+) , 37 CHRZ 15 7% 22 40 1 6 B0 K 5 724G I TR DA 1% $ M & 4200 T 100mL. LB
B SRR (Amp+) 37 CHRZ 35 97 2 AN RN AU I, DL L% M & 2T 1000mL 75 LBEY F2 ¥
(Amp+H) 1, 37°CEE 3£ £0D600=0. 4} , A IPTG 42°Ci% S:6h.

[0164] IR AR HEHL :

13
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[0165] ik S 1 B A8000rpm/min & 0r6min,Buffer AVEVWR (TrisCl 50mM/L;EDTA
0.5mM/L;NaCl 50mM/L;Glycerol 5%)¥Eic1k, FHBuffer AR UTIE )G M A2~
3min, EIEWAEEH 4°C 10000rpm/min Lo 10min, 7 Fif . FHBuffer ARBRBELITIE.
[0166]  HN A JH4NTE 32 AR R/ 104 Buef frAVA I B2 VT3E , TN SKL(N-1 42 A
AN 25 15 30 B 2h AT YT IE 218 VAR . 4°C 10000 pm/min 5500 10min, FRUTHE , B, 43 5
TIAPEG4000 24 2% (w/v) VAL LA HEH K 2 ImM L 38 JE AU 2S5 e IR 22 2mM, 5 B .30min 2h, #%
FE AR IFEMNT ST, T0.01M TEVAWK (pH. 80) HHi& M 2~3d, 13 B A & 17 , Bl S b5,
I HE AN RIE 6 HHII0D260 F10D280 , 5 8 K & I » —20°CEk -80°CAR /74 H o

[0167] (244 il 4% «

[0168] K77 A% I 7Y BIKY 95 F5F 25 [ 0 BALB / C /)N 57, 422 W 1K) B0 70 B A4 ) & B R ) 4%
TUAS 1AL SRR B R (A PR S B Uik, JE AT ik, RIS 4lifk 5 i RS L AL SRR &P EE ) o
SLRE AR

[0169]  1&6~8 A WS HEVEBALB/C/INBR, » FHF 2[R B 20 £ 1 4B 9 S % I, B J 40K, REIR () B T
i, kPR IS = B IR SE LA, A VS T/NR B H AR, 2750 . 2mL
UM 30 IS 5E A ), TV [RIET 5 88 =R AS Az FRUBE S LR = 55 7R i R R
I 375 2847 38 B 2SR TRl G i 3R i 50 0% , FHAS 3 10 700 0 S5 5 0 D I s 5 o i o
P i B A /N B B2 i A SP2 /0 iR A U ik &, 07 128 HH AR 0 WA RS L AL RIRG i B3 F R 1
B R 044 (MAD—Pb ) 1 BH PR 0 M Ak I8 e v Rt e i ) PR PR B 47004 LE9 AI06 2B4 4T K 35
I, VEST Ak /s SR P 75 AR I K s B0 B 2l TR AN , BRA3/INBR IR K, B S BRI R
VERAT AEAL B, BIAR 2040 S RS DAY B B P EE 1 R R piik , BA B IR T -

[0170] i JE/K4°C,12000rpm SO 15min , 2545 40 MORE A AR B 1 BB AEW

[0171] i JE/K EiGIE4RE U8 2R M8 BUMUK R BURE T E , eI 445 74 AR 1) 6 0mMIGe R 2% i
R (pH=4.0)F R )5 , FIIM NaOHpH%4.4~4.6 .

[0172] i EFE IO FIR (ZIRE 25l /mI M B AC , FRRVE MR e BN 50—, 2= i b
F:30min, IR fF4°CHfE2h L b AT H A5 T10E

[0173]  iv12000r/min,4°C,30min, U 75 .

[0174] v EyEWRE @ pE 48Rl uE 17, N1/ LOAK AR 10 X PBS(100mmo 1 /LPBS , pH=7 . 4,
FRNaCl 80g.NasHPOs » 12H20 29g.KC1 2g KHoPOs4 2g, NZEAE/KVA AR , TN 100mmo 1 /LEDTA
20mL, 22 B F/K E AR A 1000mL) FHIM NaOHYH 27 .4, VKB £4°C , 15 3R &9 -

[0175]  vi FRYERMLIEEIN0. 277 g[EARIR IR ¥ CO°CH At T, 45% i AR IR ¥ M0 . 291g/
ml), UK A T U FEL SAS I N TR IR , HE A i de , e PR A I , ACHB R 10~
30minj , A, fE IR 58 4 1, S8 )5 130001 /min, 4°C .00 30min, 37 3 , 18 BIVTIE , iZ 0T
VEIEET0.02% mol/L HpH=7.4KPBSH, B NiE T 48, 34T 7840 3 , BIA3 264k Ja e 1
RBIAY P BEF e ) B b P A

[0176] (3G AHPREF 24t 25 B 2R B T-PVCHAR LIV 31

[0177]  (4)¥&2l4k J5 O AS T AL BIRG 93 25 F 85 1 B0 v R DUk i B IR AF 4 R R2 |-, Sk
FR A4 R I 2 — A X, 15 2R 266

[0178]  (SPRFAlAKIR) 2 B SR DU 04 B R A1 4t 2R 21 Iy — AN X 3, 49 31 = 467 .

[0179] b 44k E TR PUiE B 2k E AR AR A 7.
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[0180]  (6)dill 44 HURS 1 Y BILRY 73 BEF 25 (1 50 v B U ) e A S bR 10 B (VA VK -

(01811 i Fiehls BRI Jo v il 4% S VA WAL -

[0182]  HYO.01%% 4 ER/K VAR 100mL , B F7HEFE ™ A=) I , 396 1 F R I N B B 1 149 1%
FrEEBR = BN 7K VA2 . omL, 4k 42 AR BB I TR N R 20 1k, ¥4 3G DA ZE K S 31 i A4
HU A3 3 B AR N 20~30nm 1 F AR 4 SIURL I e AR G VA, e H G BRI T ACIR /7.

[0183] T BA& iAW SEA L5 -

[0184]  FHO. Imol/LK2COs &7 BAR A VR M pHAE 229 . 0~9 . 5, 73 7| B ImL I A e FH50ng i 4
A JE R HRS T AL BIPRG i FEF a1 B s B A4, BRI A5 40m i n J5 BE IR A 5%B SAfH 1
B SRS 1 %;

[0185] Mtk 4bric &z A RIZifk :

[0186]  DA3000r/minff s 2 ES 02 20min , 3¢ 25 HH#E SR I £ ORI B DTIE » 15 21 B &
J& » EIE AR T FE N ATCII 46 TR BA12000rpm i 3 22 B0 30min , 2 RN UIIEY , % Ui TE W) H
LOOULE0. 015M H pH=7 . 41 A% & B IHTRIENE , /E4AC T RAE, B PLAS LA BRSSP
BB o PO AR () AR AR 0 VAT

[0187]  Jrr:0.015M HpH=7. 4RI Ak & B SRR /E1L PBSTETR 51 20g M . 1g BSA
1gPVP.0.02g8 ZANHIPBSTA ML o

[0188] (7)1 33 A1 4 IR IR AL HU A T AL BPRG 9 B F £ 11 B S B BuAA i) I AR A ie B VA W
W, IR0 T, BIA AR 4 45 A 33 s IR AR 4 45 A B3RS TC R TR 1H 5 5 , BT S R
YR o B R4 (D — o

[0189]  (S)EFAEAHERATINO. 05M pH=8.5 [ TrisiaE HHIZ AL T 15 B Ab PR J5 K BE i #24,
[0190]  Hrp:0.05M.pH=8.5 W Tris{EWeTifEIL TrisiEW A lg BSA.1g PVP,
500mL Tween—20.0.02g & %K TrisiER.

[0191]  (9)FE fi i 4 25 A A3 — i 704 L AL FE JE I RE S 34, L 5 — i B P S PR 4T 4 2 ik
2 5 ALIE S5 (1) RE T E ARG B T PYCHAR LI — 3 s BT IR W 7K 385 5 IR 41 4 22 R 2R B, FERG P T
PVCHRAR LI 55— ¥ o
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