CN 112852840 A

(19) thie A B FnE E SR E1IR =5

4D (12) LA FIeRiE

(10) BN TS CN 112852840 A
(43) BIE A% H 2021. 05. 28

(21) HiFS 202110074945.8
(22) BiFH 2021.01.20

71 BRIFEAN TUE R
Hulk 610041 DU J1AE RSCAR T A DX — PR 2%
FAllEe 165

72 KBAN Wk &% Fai E2R

(74) T RN RARICBOE FR AU
FEP (EEAEK) 51264
RIBA HhEAR

(51) Int.ClI .
C12N 15/40 (2006.01)
CO7K 14,08 (2006.01)
C12N 15/70 (2006.01)
GOIN 33/569 (2006.01)

GOTIN 33/543(2006.01) BB R B 110
FE 24Tt I3

(54) %R ZFR

—MhA AT R E A VPR B EA &
FRE
(57) =

AR AR — Fh A= 40 A 75 VP 1 3 [A] L EE 4
B SN FTiRVP1EE R HAGSEQ 1D NO: 1A
TN R 7 51 . BTk A VP 3 R B (1 B R
JFFIUISEQ 1D NO: 2Ff7m . FLL & B 7 514
M R A% RIS RGinT LU N RS KRR 1)

FOLE L, N G50 T ELLE 1 10 A ] 2000
=V EHEARNAEERCR . T RIE B EA 1000
EUBATTIR, DN S T — Pl 2L 9 5 S

IIHEEL TSRS 7 35 , I 00 5 % 77 422 ) i 2% 500
o TR R A 47 5 2 VR A ot 250
7 — Pl o (5 L3 2 100




CN 112852840 A W F ZE Kk B /1 7

L. —FP R A A EE VPR A, FARFIEE T HAASEQ 1D NO: LRI IR ITF 41

2. — MR EEREAVPIER , HAEFMEAE T & FESEQ ID NO: LT /R I AZIR 7 51 B Al
b TES BEINEEYIAL iNde 1,3 BEINEG DI i Xho T, Nuw¥sInHi skr%s ;s LA SEQ ID NO:3fT
NLIR T 5 o

3 MR B SR 2T IR A — Fh -4 A 5 75 AL VP 1L A, FAFEE T - FrikNde 147 A5
HIHCATATG, FrikXho I47 A K41 9CTCGAG.

4. —MEA B EAVPIUERE S, HEEAE T : A WSEQ ID NO: 2F1/R B 2 AL 1R
¥ 5.

5. —FhFAZ KR B, FAFAEAE T« v RISBCRN B R 283 BT i 1 4= 41 A7 s 75 B ZH VP 1 2%
ISR

6. HR 48 AR5 Bl 1 — b iR A% SR I8 80 , HRFEAE T« P id JF A% KAk % A4k N pET - 28H-
VP1,

— Pl 2 A A s B B ZH VP RR R R 1 W 5 v, HARRIEE T - B4 «

(D PR H A A AR BAL IR e EATRT -PCR, PHES 3G 7 51, SR I AT ARAL , 7E5™ 15 N )
A EiNde 1,3 SINEGYIA7 SXho T,NEVRINHLsHRES, & AN 4,44 5ISEQ ID NO: 3[R
AR

) F2P BR (D 15 B AZIL 7 51 S5 pET - 28HE AR 73 1l V) J5 i B AL TOP 10K 32 4% , 3R15
A R R A

(3 4 i 153 21 (1) B2 JFAZ R IB AR B A R it B R I8 IR A 40, FHTPTGT-20°Cid i
WS EAVPIIL R H FRIE B Rk i & 3 RS a4k RI45

7 AUR SR 1A IR 6 4 41 A5 95 75 EE 20 VP 1 3 K] BlOBUR) B2 3R 288 3 It 3k 11 24 4 A s 5 4
VP 1AL Rl 8 1 7 il £ A= A A i s pu A A IR & b B B

8. — Rl 2F AL A 5 F PUAARA M7 &, FAFAEAE T - W REAUR R 1Tk i 4 41 A s 25 5
ZH VP13 PR BRI B SRk 284 3 B (1) - A s B B AH VP L 2R R HR 1

9. — PRI H B 2R LA R B DU B I EEL T SARE I 7 v , 7 e A0 T - B HE L N 2B U8

O BHEPUR K FIRFEAVPIE SE AR, B8 T BEbstik . 4 Cil s

(2) VEBBEARAR : I H 70 L A9, FPBSTHER: 2 1K 5

(D EH A INA B M T-37 CE 1 30min~2h;

(4D YEBkBEARAR « 77 B P, FIPBSTHR U 2 1K 5

(5) W% B — 0 = K5 B 1 ABH M I35 40 A A B S I\ B AR AR 5 37 °C i & 30min~2h;;

(6) Ve BEARAR « 78 AR (P , FPBSTHER: 2 1K 5

(D B — 30 - FEHRPHR I B SR P4 TgCRRE J5 137 CRliEFR 30min~2h;

(8) Ve BEARAR « 78 AR (P , FHPBSTHER: 2 1K 5

O B IATMBE B, 37 CRlEN E.£410~30 min;

(10) Z&1E: inA2mol/L H,S0,2% 1k v ;

OV =R

(LD S8 PR D, L5 SRR R B B 9 e LS 0
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— Mt AmREEAPIER EHEEARENA

BRARGUE
[0001] A% W J& - FE DN TRESORWIE, FARPE Ko —Fb b A A 5 AL VP 1R A EL2H AR
SR H o

EREA

[0002]  Nebovirus (NeV) ZMRIFEFHFF (Caliciviridae) AA 5 J& (Nebovirus) HIME—
F& 53, T BRI BB IE BERNAJS B , H A i ENeVAr B RE 7Rk R, (Hl i HERR 1 HADR BE 1)
PrNe VI G 26 0w AL 38 5 B G Br AR TL i /N, sl i s O HAE -+ 38 W A2 i d ™
) MRS, uk R BUEYE . H BNz w s CEE v, 2R, 28 B & 124 B KX 4
VS AT REAR A I A R N3.0% ~25.2% o ARSLI6 S AFESE, £F [H N @52 Fe A h A7
TERINe V2 [E A B IE VS I3 R i 5 s ARSI =it — DX ge 5 /R By X DY a5 ]
F ~ LR FNBR PE 248 I 0 2 R AR IRAT i 2 R B 45 SR BoR DR IR VS FEAR T NeVIZ IR P34k
N8 . 1%, W2 TR RIS REAS . 7% ARG 2 PGk DU )1 N == P 2548 X HE A R VS
FEEREA P NeVIZ IR 20k tH #0822, 0% , S B PR A #0069 . 1% . Bk S5 R EWZ T C
ZEAEIR E FB o M X Wy A= AR iz AT B S I S VIR .

[0003]  VP1@&NeVI) ZEZELE M B H , HORF14wAY , K/ Jy549aankb48aa , H [ SERNAJE K 21
T AR 56 PN F ) S 45 AL 38 AT AR 5 H R I B0 2 = SR A ik 1) AR SRGES 1) P 45 My 38 4H Bl - P45
Fadakatt — 30 4y AR R SF P LG5 K R FE SR AR (P2 S M35, P25 W3 & e AR S5 G A A
Z 552 RN FFAE JA s AE 32 e R N R B EE A . B R OC T NeV VPLER H DhRERT 5T 1)
B — R E NV Q0 55 SR H IDRE 9 B 55 AR B i 7T 3R B L, VPIA N 2 5
AREE A, Bl S A Agur A4, R B VP 1AL J55 25 1 SR e AN H 988 it 4 rp ke 31 B4

[0004]  HHjIET-NeV VP AN R IE R D . 201 34F ThomasC55 AR H B H 24l - #F
IRFRBERIA RSk EENeV VPR BEEE SR (Virus-1ike particles, VLPs) , ¥ HAEPLJR
BT T K IBTAAR I 1A 4EELTISA TS 5 5 20184ECho  EH%E AR FHVLPSAIE SENe VAR 55 2 11 fiE 5 4H 4
MAHTE (histo-blood group antigens, HBGAs) Z5&, 5 552K R 5. 14 o 4E fa] B L ik
AARBER) JF A% R IEHINeV VP FR A il 5N HAHRIE

[0005]  H FiXF T-Ne VA i 2 Al 22 S FH 9 iR 224 U 77 5 4R T - PCR, J73200 RAZ RS2 HUFE
B VEEEE HAE S REHRE = — P T R EIH L & A A AT R B DUR I L5 2
MT7%, BRI T X NeV 2 A BRI S

RAAE

[0006] 4T i, AR W B A SO —Fh A Al AR #EVP1EE D S AL 1 S v H DA ok
A A e o 1% A HE R R e, 2 AU AN TR D e i e 8 T 5 L R | R R ) A
0 AR O LB it o B AT TR S U AR B R T SN -

[0007] 25 —ANJ5IH, AR ATE T —FhA- A AT REVPIEE ], B SEQ 1D NO:1 st
IR
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[0008] 55 AN, AR AT T — Mg A s EALVP 1L, £ 7ESEQ 1D NO: 1FR
(KR IR 5 el b, 765 3B Y67 iNde 1,3 SNEEYIA7 SiXho 1,Nus INHIshR2s; A
HSEQ ID NO:3FT/RHIMZIR 51

[0009]  t—J P, frikNde L7 557 5 HCATATG, fridXho 17 55718 CTCGAG.

[0010] S5 =AM, KRB AT T —Fib-AAapi g HAVPIE R & A, BA WSEQ 1D
NO: 2T 7R I S 2 R 7 41

[0011] B =ANT7iH, RKBHIE AT T —Fha] 1A b 4= 41 A5 s 85 H AL VP LR R 2 ) )
ZRIB AL

[0012]  t—Dh, BTk I )5 A% 1K 2K pET - 28H-VP1 .

[0013]  SEDUANTT I, XK HIE A I T — Ml & A A s EAVP LR S W 7%, &
¥ :

[0014] (1) $RELA- 4145 5 #5 A% B8 J5 BEATRT-PCR, Y 8 51, SR J5 #EAT AL , 765”39
BEDIAL fiNde 1,3 HINEREYIAL fiXho T, Nuiifs IIHIsHR%E , & BN 751, 43 2ISEQ 1D NO:3
N A E

[0015]  (2) 4445 3% (1) 13- 2 (1% 2 Fr 1) 55 pET - 280314 43 BIRG VI 5 3E B 616 TOP10/& 2
ARG EAHJE R IR AR

[0016]  (3) ¥4 Ffr 4 21| i) B 2H JF A% IR B A i A K i A B A I 2 8 4B, - TPTGT-20°C
RS EAVPIERR & A RIA, HArRIA N & A BIOF A RIS

[0017] B FANTTH AR BIEATE T 3k 4 20 A7 995 5 55 41 VP 1 [R] 5 20 41 A7 9 85 E 41 VP
5 DRI R 1 7 1) 8% A 0 A o B3 A e e ) v A B A

[0018] S NANTT I AN B A FF T —Fh A= 2l A7 93 B3 B AAS 6K 770 &, B4 IR 4 4 A
B A VPR B AR A A g A VP IR R B

[0019]  S5-LANTTH , AR BHIEAFF T —FAEZ W H BI04 A5 2 DL B a8 ELTSAK
WT75, BFELL R B IR

[0020] (1) B4 HL)R K EIR A S VPR A AE PR, A T EEbR AR, 4 CRE AR 5

[0021]  (2) PRARBEARAR - I H 35 PR, FHPBSTHRS 2 1K 5

[0022]  (3) 1A  INANE P T-37°CE P4130min~2h;

[0023]  (4) PeuRBEARN : 37 22 PR, FHPBSTHEVR 21K 5

[0024]  (5) 0 & — Pt « K¢ BF P AN BH A L35 43 0 4% B8 S5 NN Bl Al , 37°CHiE B 30min~
2h;

[0025]  (6) BEiARBEARAR : 70 22 AR P B4, FHPBS TR 2 1K 5

[0026]  (7) Egbs 4L - K HRPARIC K S HT 2 1gGRA e J5 37 C AR 30min~2h;

[0027]  (8) BRARBEFARAR : 70 2 AR A B4, FHPBS TR 2 K 5

[0028]  (9) &t : A TMBIE (3 , 37 C ikt 'e i £110~30min;

[0029]  (10) ¢ 1k: JIA2mol /L H,S0, 4 1k J b7 ;

[0030]  (11) S : 7EREARAY b ISLHND, B s 1058 AR HE H P B v B A I35 T

[0031]  @E—20 11, Frid D3 (1) H Ak i35 62800 « K BN T R 3 Bk 2 2R 5
Tris-HCIZE P A i) —#, s B Ak i B 280 . 5-2ug/ml

[0032]  ffRidkth, Fradk B2 3R (1) vh B i i 4% i 2 80 « SR FHIR RSV pHT . 6 1) B 1R 1 42 il

4
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W PR AR 280 . 5ug/ml

[0033]  fLifhh, BT ik 5 58 (2) Ho 3t 4 % PEG6000 , 5 P41 B 8] A 30min.

[0034]  fligetth , Fridk #5958 (5) v B I 44 R S 2 I 37 R B 1 %6 BSAL, B B EE S48 1: 750, 5%
H I N 1he

[0035]  flridkith, pridk 0 % (7) MR S bt F TeGk FH1 %6 BSA, #i e S 91 : 4500 , Bg FRIT 8] Dy
1h.

[0036]  flidkh , Fridk 2598 (9) Hh (N [E] 2 25min.

[0037] gt — Db, Brid IR (11) A R F AR b o4 BH A L3759 24 0 A 95 25 B 4 L7 B AE R
PELIE i 2 b A B 4 13

[0038]  SELAHIARAMEL , A5 B A LIRS A HG L R EEAR SR -

[0039] 1) AN : JRAZ K IE RS B A% R G0 B

[0040]  2) &) T-HE) " JEAZ R IE A MBS 53815, B TRRFRAGES  fEFT A 3850 =
YT (R B A2 7= FE R, 5 T TR B M AR R R, 3 4T 5

[0041]  3) BE AR « A BA I 300 B ik s 77 O ST B0, 35 9% A B, T A8 LRI 8] P & K
BEMAEA.

[0042]  4) A FEERERGE T UFIHNSRARERRMEHED JU)FEDEL )R
W ZRIE RS RKIE AR, LR PR AR TR 25 A T 24, SR B B S, b | R A 255
AR A R IR AN TR R KRG MBI RS B A R I G B RRE 71 AN RE
FEAE TR R B A B A, [ e T B A AR SRR B B T AR E A RUR
[0043]  5) B 77 { : 70 AL S SRR FRARIT , H 1 R 5 HH e PRFE AR 5l 5 36 == 55 72 b BB
P38 5 ve bR AL A, I 1 52 R AR Ab B 5 R BRI 5 52 1 K [ ) 7 2 — 6 m] 5e 4 3G H ) 2
DRI IR 5140 o A R B PE R0 82 R P FU I G 0T ) FHZE 05 5 R 3 B3R AT 1 KT o
52 B TAL , K 08 5 1 P 5 AT B R, TR ST SE AT R H SR 514,
T EE G PR A B SL IS S R 2 Hh 3 35 1 6 S 30 3 F2 (1) 52 ), (] B 48 5% /7 21 b AT %
5 R GAR R 2 A TR AR OE , AR T A S A R RIE KRG = ARIA L
[0044]  6) B 22 4x: AU B R AR I BT, FEN AR Y A BB , AAFAERCEE Sl .

Bf 52 R

[0045] sk &b 156 W £ B 1] FH R A SRt 0 A W 1 sk — 2 B AR, R AR i WIS — 8 2 » AR
P 1) o 2 P S Tt 451 A G 56 I FH T MR AR R W, AN RO A i B FRT AN 24 PR E o FE PR el v
[0046] 12 7% % BH 24 401 A1 9 75 T 4L VP 1 35k P 1 7401 92 38 ORI pET - 28H- VP15 5 46 5L,
HIMZEZRDNAFRHEDL2000 , 1 5 /R FE R 1 747

[0047] P2 8 A R W A 200 7 TR AL VP LSE DR B 1 e TR A W 45 1, U MFR B )
TR, 1307 ST BB, 240R20°C i, 390R20 CILE 4 FR37°C LIk, 5%
3T°CUTIE

[0048] 5132 A% s W 4HAk ) 2 41411 9 25 28 4L VP1 KL K] £ (1 SDS - PAGE L Jk 45 L, Fovb MR
EES T REARME, 1RR EFE, 2R R, 3R 20mmol /L ImidazoleBe gl 43,458
7R50mmol/L ImidazoledkfiiZH 4y, 5% ~500mmol /L ImidazoledefiiZH %) .
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[0049] P42 A B A AT B A VP1IER SR A i Western blotAEd&h &, HhM FoR
HAS T HiEbRE, 1R RVPIEH

[0050]  [&] 52 A J B [E] 2 EL T SAKS: M 77 725 R 5 A 1k 6 25 R A

BASHES

[0051]  FEA K BHIIHEIR A, 75 B0 B A2 , St 451 H oAy B B AR 2% 3, 4 BRI 4% - B
il 3 7 R WL 25 R EAT o BT R B 28 R VE E A2 77T R o, Yo T DLE I T I S Sk A
5 FI = i o

[0052] " i &5 £ Bt PRl AREL AR 1) SIC it A5 06T A i BR At — 2D VR4 U B L BTl 2 5 AR B 1Y) A
FETIAS PR E -

[0053]  Sijiti {51

[0054] ARSI jih B B2 Ak — ) 2% 2= 4 A o 75 B AL VP LR (Rl B (1 1) v, B FE DA D 3R -
[0055] 1. VP1Z&A 191G « HUE & i vh re B K s s 5 S 00 S AR A7 I A= 44 BO/LN-
13/18/CHIE i 5 (GenBank % 35 5 MH7 18898) 1% I BH 1 1 S AHFE AL , 420 M 5 VAL U RNAFE
S s e DNA, FEATRT -PCRY™ 3G, | FH AR W A 4 IR B 42, 3R 13 — AN S8 BE (P VP 1 R
IRl IRIORF 7 471, K/ A 164 Tbp , AR P ZIUISEQ 1D NO: 17 » Zfid 54940 1) & LR , FL (&
B2 75 HISEQ 1D NO:2f7R o

[0056] 24 3RAF (VP17 FI AT AL , TEAS SO AT A BRI 0 T, (6 FL 250 7wt 52
PR R B , AL S VP m AL R R INSEQ 1D No: 3[R, £E L5 BRI f7 AiNde T,
3 HEIMEE V)AL siXho T, Nuifs INHIsHREE , SR J5 1 7 4113k 2 51906 A B4 B, Nde  TARIXho
A7 KT NCATATGRICTCGAG o & i) FIAE AR Nde  THIXho TG V)G , HIRIMEE
Nde TF1Xho TXUMEVIHIpET - 28H#E 4 ZE £ 45 HE TOP 10 /8% 52 785 - b B v B V%, B V& PCRE 32 FH
PEVC R IR « HAZ R 7 I ANSEQ 1D NO. 3Jf 7, fF6 TR o UE BH il D)3k 45 | pET-28H- VP13
B R A FTR) o

[0057]  3.pET-28H-VP13RIA ki 4kBL21 (DE3) , IR ATLBIE A R: 773 (%R A8 K 30ug/
ml) , TR IR R 37T CR R4 7% Ik H , Bh B s B T VR B2 N 10mL LB AR KE 77 5 (35 R A8
F2:30ug/ml) H, 37T CHRFEE;FE10h.

[0058] 4. Yk H , EFILAL: 1008 A200mL LB AR 723 (&K A E 2 30ug/ml) , 37T°CHREE
IR B 0DZIN0.6~0. 8I5F, I AN 90 . 5mmol /L IPTG, —41 20°CiA St 1k, 5 —4H37
‘Ci#5F6h, [A I LAS N INTPTGEL A A BH P X6 1o 55 Ol &2 B 44, APBS 1:100 (W/V) E4, 8
TR B 0 J 43 A B B TS FTTUE , YT TE P A AR VS ik (8mol/LUrea, 50mmol/LTris -
HC1,300mmol/LNaCl, pH8.0)1:20 (W/V) ¥, LA12% [ 53 B K3 AT SDS - PAGE 43 A , 45 R ¥
7~ VP6Ril & A LA IR E AR IE (B 2ATR) o

[0059] 5. K& FHRIANeV VPIEMAEH , Hill & WA R, 1% AR BB R A1 2T
H 2hi4k 1508 1548 FH 77 BASmL HisCap 6FFERES T4t gt 47 4lifh , Lh12 % 73 B e i3t 47 SDS -
PAGEHL 3k (4N 3F /) o« Wit 42 21 (1 2H 45 3347 SDS - PAGE K Ji5 , 401 5 ¢ 40 J L4043 4 6mo 1 /L
4mol/L.2mol/L.0mol/LJR 28k EFENTE M, i &K ENT £50mmol /LTris, 300mmol/LNaCl,
pH8. 0¥ VR , 223 PEG2000094< 45 , 0. 45umyiE Bt Y€ f5 73 2% ImL /&, -80 C ¥ A7 , #&< EBCAHR
F A R s 5 e Ul B P O v T B M SE AL AR A AR I E
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[0060] 6. ER4EAL J5 it 5520 2R (I A BL12 % 943 B8 B3k AT SDS - PAGE , 4R Jim K 25 41 2 19 %
T 2 IR AT 4 22 %, FH5 %6 JBi AR 25 93k AT 5 PR AR 3 5 23 BN N1 : 500 A5 F4 %8 (1 4-Ne VEH
P I35 ARG A L5 , 37 CHREPR I & 2h, TBSTYESR3IK, 10min/ K ; IIN1: 500015 4 B [FJHRPAR
O SR PTA 0, 37 CREARIN & 1h, TBSTHEM 3 G BEATECLE & (W 4FTR) , 45 R BoR H
(1155 1 £960kD , REMENeV  BH 14 I3 B iR 51, 1E B 2 2H VP 1R (1 HL A AR 09 M R0 R 4 1) B 8 iR
PEs

[0061]  SEjiifs)2

[0062] A s jite g9 2 ik — P AR 12 T B 6 0 4 4040 998 B AR 14 (A1 BEEL TS ARG I 5 v, A0 456 LA
AR

[0063]  IELISAfAEVTE

[0064] A& B EAHVP14E [ F50mmol /L pH 7. 6K Wi IR £5 22 bl Fis B I 4 T B A A
H1,100ul/L, 4 CIE R . ¥k H 35 2o B0, FIPBSTH# 31K, 200uL/ FL. IIAN2% 4 i A &
F1 (BSA) 1E N AW, 100uL/FL, 7°C The 35 25 B0 W, YEvi 3V S 44 BF 14 AR BH 2 1 37 FH 1 % 4
I35 B 2 (BSA) Z3 4% L 56 8 5 I NBEARAR T, 100ML/FL, 37 C The 3¢ E 4R B A4, 3
B3R AN 1% 4+ 1MiE H 8 E (BSA) % — 7€ LL I MR HRPAR 10 1 S bt 4= g6, 100nL/
FL,37°C1he FFFMHF HIVRAA , P53 VK G INNTMB S €237, 100uL/ 4L , 37 ‘C 86 2 5. 20min , 4R
Ja A 2mol/L 1,580,215 b7, 100uL/ L, FEREAR X _E52HROD o AE, FEEXT IEEOD, 5 B24H
AP, X BEOD, ) BRAE 1C 9N

[0065] 2 2H £ 1 AL IR FE ) 1 o

[0066] 4k 55 4 B (1 W R BE N0 .5, 1, 2ug/mL , [ 04 FRH M M5 1: 10004576 8% , Sa i
4-1gG HRPEEARHUMAL : 400078 , HoRIZELTSABRAE IR AR R A , ZEREARAX b 15LHXOD, B o &
SR, AP/Nige KAE J Ik A4t , ff i f i 220 2 B Ak 22590 . Brg /L.

[0067] SR 140 AR BE i 1 45

BRI S Pl P2 P N1 N2 N P/N

0.5 pg/mL 2930  2.981 2.956 0.069 0.068 0.069 42.841
l pg/mL  3.156  3.183 3.170 0.100 0.098 0.099 32.015
2pg/mL 3450  3.400 3.425 0.128 0.140 0.134 25.560

[0068]

[00691 3. FHA4XF HREJOD, . BRABIC AP, BIPEXT REJOD, BB IC AN, P1.P2 HINL.N2JN
A —FEAPAT IR 45 R, TR .

[0070] 377 [ v iy S AR I V7 B33 1A R B RO AR P A e (A R FEE

[0071]  DLsetEdi i B w B gl BEAR AR , B % 4% 1:500,1:750,1:1000, 1: 125084 B , BEFR
—Hi4%1:3000,1:3500,1:4000,1:4500,1:500, 1 : 550088, HoAth 3 FEALAL J5 2 2F 3304 4
1, FEBGARAX 1 52HO0D, o, A o 45 5 WA, DAP/ N KA LG A B , 1 i i A e ik o 1
750, HRPHR 1 [ B AR — HIM BRI BN 14 500 (IL2K2) o

[0072]  R2—HUAEEAR —HiiE TAEKEETRIL S,
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— Pk R fibR —PubiRE LA
O R ¥ T s P e
[0073] P 3942 3.871 3.806 3477 3.264
1:500 N 0.179  0.151 0.145 0130  0.121
PN 22022 25636 26248 26746  26.950
P 3782 3516 3457 2985  2.684
1:750 N 0.167 0.14 0.120  0.107  0.100
PN 22647 26239 26798  27.897  26.840
P 3.696 3479 3229 2922 2579
[0074] 1:1000 N 0158  0.32  0.133  0.110  0.106
PN 23392 26492 24278 26564 24330
P 3467 3358 3206 2654 2452
1:1250 N 0.152  0.38  0.127  0.128  0.108
P/N 22809 24333 25244 20734 227044
[0075] 404V 3 P LIS AR R A AL
[0076]  50mmol/L pH 7.6MIMERR 2522 MR« F150mmol /L pH 9.68kER £ 22 ¥ .5 Ommol/L

pH 7.6Tris-HC1ZE M FIVE B4 s 4% PEG6000 . 1 % 2 L35 19 2 19 (BSA) 2% 4 L&
T (BSA) PBSHI5 % fii g FLAE At P ; 1 % BSAL,PB S, PBST, 4% PEG6000E Ay IIL 775 5 7k
Fopth 4 BRACA 5 2% A 00 A EAT 184  ZE BB AR b3 HOD, o, B - 45 R W33, 34 . 385, LAP/N
B RAE AR IEKYE , 50mmol /L pH 7. 685 IR £h 2% A N A4 VK, 4 % PEGE000E Ay 3t FH W

1% BSAN L5 Fi B

[0077]  SR3ICAME e 4
BB Pl P2 P N1 N2 N P/N
RS 3.183  3.124  3.154  0.078  0.077  0.078  40.436
0078l melREh  2.885 2828  2.857  0.083  0.080  0.082  34.841
Tris-HCl  2.691  2.686  2.689  0.071  0.064  0.068  39.544
[0079] A PH TR 45
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[0080]
A Pl P2 P N1 N2 N P/N
4%PEG6000 3.329 3383  3.356  0.099  0.085  0.092 36.478
1%BSA 3237 3207 3222  0.094 0.090  0.092 35022
[0081]

2%BSA  3.254  3.057 3.156 0.089 0.094 0.092 34304
PBS 3.251 3.338 3.295 0.092 0.089 0.091 36.209

5%MHEFL 3.120  3.090 3.105 0.650 0.545 0.598 5.192

[0082] &5 Iy M BRI 1k 45
P RETR Pl P2 P N1 N2 N P/N

1%BSA 3294  3.247 3.271 0.064 0.065 0.065  50.315

[0083] PBS 2338 2301 2.320 0.059 0.059 0.059 39314
PBST 1.916 1.945 1.931 0.070 0.068 0.069 27978

4%PEG6000 2.245  2.455 2.350 0.060 0.060 0.060  39.167

[0084]  SELHESLAFII LSRR

[0085]  f gl 2144y F%37°C2h)54°Cid# ,37° Clh)g4° Cid ik ,4° Cit & ,37°C 2h,37°Clh,
FAb A IR AL J5 2% A AT $ A, TERG bR A 20D, M . 45 5 W36, DAP/NE K AE ALk
WA, ELAE 2% A CIE A

[0086]  ZR6/EL I 1] 57 1k &5

37C 2hJ5 37C 1lhjg 4°C it 37°C 2h 37°C 1h

4CH® 4CHEw
P N P N P N P N P N
[0087] A
A1 2964 0.068 2.858 0.063 2.852 0.057 2.686 0.064 2.579 0.067
2fL2 2.855 0.063 2.702 0.068 2.856 0.063 2.691 0.071 2.403 0.072
FHME 2910 0.066 2.780 0.066 2.854 0.060 2.689 0.068 2.491 0.070
[0088]

P/N 44.420 42.443 47.567 39.830 35.842

[00891 6 P i I « IILI75 35 75 1) < TBeE Ao 704 45 - Ik 1) ) i 93¢

[0090]  35FpA B [6] 4% 9 30min, 60min, 90minF1120min ; ML ¥6 & I 18] 2 AN 30min,
60min, 90minA120min ; BEARHTAAE FE 6] 43 51 3% 930min, 60min, 90minFl120min, HAth %
RO AL J5 2% AR 53 A BEAT 45 AE  TERB AR X 1 52HLOD . fH o 25 SR WK T-9, PAP/Ni KAE AL
WA, AN TR] 9 30min, MIEIR & I AN Lh, BEFRPiiA Ll & 1 [ 9 1h.
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[0091] 7P [A] fii e 45
30min 60min 90min 120min
P N P N P N P N
241 3.534  0.091 3237 0.090 2298 0.072 3.003 0.078
10092] HAL2 3.419  0.089 3207 0.089 2227 0.072 3.010 0.077
FEME 3477 0 0090 3.222 0.090 2.263  0.072  3.007 0.078
P/N 38.628 35.800 31.431 38.551
[0093]  KBIMLiF iR & I 7] ik 45
30min 60min 90min 120min
P N P N P N P N
AL 1 2985 0.057 3.294 0.064 3.48% 0.071 3.644 0.073
10094] L2 2.835 0.059 3.247 0.065 3320 0.070 3.635 0.074
SR 2910 0.058 3271 0.065 3.404 0.071 3.640 0.074
P/N 50.172 50.705 48.284 49.517
[0095]  ROWEHRHLIALE A I [A] I 1k &5
30min 60min 90min 120min
P N P N P N P N
241 1.964 0.081 3268 0.118 3.563 0.149 3.617 0.210
L00%e) L2 2105 0.079 3.069 0.109 3.424 0.147 3.540 0.234
A 2.035 0.080 3169 0.114  3.494  0.148 3.579 0.222
P/N 25.431 27.798 23.605 16.122
[0097] 7.t 4 FHIRF [A] ) i 43
[0098] S {a Ak I A] 23 5135 9 15min, 20min, 25min, 30min, HAl 3% BE LA J5 S 1E 1047 B

e, ZERB AR 1 EHOD, ., A . 45 B LR 10, LLP/NBL AR J 16 6 38 , 6 40 1 P 140
2bmin,

[0099] K108 A A a] I ik 45 2R

10
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10min 15min 20min 25min 30min

P N P N P N P N P N

211 2.135 0.086 2.620 0.096 3.268 0.118 3.283 0.098 3.239 0.104
[0100] _

52 1.985 0.086 2.621 0.096 3.067 0.109 3108 0.101 3.039 0.102

F¥ME 2.060 0.086 2.621 0.096 3.168 0.114 3.196 0.100 3.139 0.103

P/N 23.593 27.297 27.907 32.116 30.476

[0101] R4k JE I ELTSAKT MIFE 7> 1 - 2B 41 B 20 &5 11 A 50mmo1 /L pH 7.6 Tris-HC1%%
MR N0 . Sug/mL fE B T BEARAR L 100uL/ 4L, 4 C RO 77 £ AR, FHPBSTI: 5%
31, 200uL/ 4L A4 % PEG6000, 37 C 35t ] 30min, 100uL/ L , ## F3 A, Pedse VR 4 B
ANE A L7 L %6 BSAZy il 4% 1 : 750 LG A B S5 DN BEAR AR, 100nL/ L, 37 C 1ho F 24
PRI Beidk 3UCJE N L %6 BSATE L : 4500H B (KT HRPAR L 19 S Hi A 1gG, 100uL/ 4L, 37Clh.
FFERA B BE R 3IRJE AN TMB s 434, 100uL/ 4L, 37°C25min, #8 f5 M A\ 2mol /L H,S0,
21k e B, 1001L/ 4L

[0102]  8[AIEZELISARA - BH M I FHE K A 2

[0103] 4243 BCOVIHIE ML R ity v, HIC G 3L (¥ (A 4EELISATT VARG, SRAFIZEERE S KD,
[P (X) RBRUESE (), WSRREMAD -, >X+3S, B B bE s FEEHHOD, (P48
(X) NO. 124, hr#EZ (S) 240.029, MIX+3S=0.211. Kk, ZEREARAL 52 (0D, >0.211%
HIBAPE, 0D, <0211 HIA T,

[0104] Oy 1tk ik 56

[0105] g E0 4 4 I B AR AR 73 I ZF T IR A 25 (BCoV) ARHIR 5 (BRV) WA= B4 VS
K525 (BVDV) A i i 8 (BEV) A=A A (CVM) Y BH L LI A A i, [ B 23 31 ¥ /4
S0 A7 975 253 B R RS P AL 3 Xt B AR A2 AN IRHEOD, ., <0211 MRS R B
ARG PR FE i FIODIE /N T80, 211 GRLD) , Ui B S A VP 1R (1 AR L b S
) 4 EL TSAPUAAS M7 vk BT R AP RE e, 5 20 el IR 55 2 5 M V5 R B 25 L 7F
TR BE AP A AR 2 2% 3 B B 6 A8 O

[0106]  FR11HF LIRS,

ol IRE] BCoV BRV BVDV BEV CVM
[0107] AL 0.055 0.095 0.050 0.067 0.086
HfL2 0.056 0.096 0.054 0.073 0.094

[0108]  10EE & A5

[0109]  10. 14tkpN 55 M5 FE — LA ELTSARR , #2404k J5 ) A8 ok 40,455 9 o 24 1 35 7
PR 640 1 it b AT A I, B S 4L, iRAR AR S R A (CV) AlE LN B % thR 127 LA H A —
I35 & FLIA) A8 53 R BB E0.246% ~8.128 % 2 18], /NF10% , R iZ 7 Lm0k iy 5 2 1

11



CN 112852840 A W OB P 10/11 71

BRI .
[0110] 10, 24t 18] 5 53 1 o 0 26 F At 2% P AR IR P 090 AR [ o R 6 ) 2 JRA
AL 9 BEL AL 5 DAY £ 6 4% (3 SR AT RO 0 R A0 A S5 88 (CV) e ke T4 o phi 42 13T L
F R A RIS e RRAES . T29% ~9.735% 2 ], /N T10% , % WA AR [t Ve i 1
B B AR X 7 — I 375 P R 068 SR LA £ 252 T R RO EL T SR 0 95 1) B ek L 0F
[0111]  FI2fb N EE R

AN A LT A A
1 2 3 4 5 6
HH 0.564 1.466 0.233 1.528 3.103 0.123
42 0.541 1.497 0.199 1.542 3.099 0.104
[0112] HH3 0.504 1.489 0.210 1.466 3.094 0.107
44 0.524 1.592 0.212 1.464 3.112 0.105

FHME 0.533 1.511 0.214 1.500 3.102 0.110
b2 S 0.025 0.056 0.014 0.041 0.008 0.009
TRERBMCV 4777%  3.678%  6.651%  2.722%  0246%  8.128%

[0113]  F13fikIA] B E R 16

AN [a] LT FEAS
[0114] :
| 2 3 4 5 6
HE 1.364 0.400 1.207 0.189 2.141 0.097
HE2 1.259 0.415 1.168 0.176 2.207 0.090
HHE3 1.206 0.402 1.191 0.176 2.343 0.113
[0115] 4 1.261 0.441 1.246 0.192 2.045 0.104
FIME 1.273 0.415 1.203 0.183 2.184 0.101

FrufEZ S 0.066 0.019 0.033 0.008 0.125 0.010
BRRBCV 5195%  4.554%  2.729%  4.617%  5.730%  9.735%

01161 11 R iR

(01171 S G455 [T BH M 0375 7 P 19 443 B i A B I8 8 L 4910 463 i 5 B o B i AT Rz U
U0 455 SR S B 1k %) B A L 358 ) R R A3 B8O OK , AR T vk ) SR B R IR A I &5 SR A R 5 7
Y BE LT 12 12000 BERT 5 3473 BH 4 I 35 A W 25 SATS N BR A , 2 BH i S 1) 07 v R v
H A B 1) AU

[0118] DA b Frid SN 3 IE T AR B ) JUM St 77 X, AR IR B BAR M4, (B IF

12
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AN BE PRI 11 AR DA 08 A i B AR L IR A o 224 3 H PR X T AR A )l B RN
KL, FEAN 2 A W F R KT AT 1 3 ] DA o T A At , IX Se 0 AR & )
JE I o DR, A B e A DR L S2 A BT B BUR 2R D9«

13
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Fra3&
<110>
<120>
<130>
141>
<160> 3
<170>
210> 1
211> 1647
<212> DNA
213>
<400> 1
atgagtgaca

2021

ggcgcecacceg
ggecetggtgg
actgcctaca
ctcaccgtgg
tacgggggtt
ggcggceacac
ctgcgcecatge
gaggacatcc
atcgccgtca
caacttgaga
ggcgtggect
gaggtgcgcet
aatcgcecgtct
agcgtgttta
tcagcaccaa
cagtcagaca
ggggacaatg
atcaacacca
geecgtgageg
cgcgecagag
attcggcectg
gctgggacta
tgggggecta
gagaactcga

ctcgccaatg

2021-

P R R R
— PP A A EE B VP R B B e S LN

01-20

acaaaagcat
gcteegecege
gcgegettgt
ccecttttegg
ggecggetegg
gggetggegg
tcgeegttge
cccatgtget
ggacatccct
tgaccgggcet
ccagacccgg
cggctgacce
ttggcacggg
acgacgtgca
tgggggatgce
ataatcccct
ctgaaccgga
acaacttctg
tcccagaacg
cggcgaccga
ggcgtgetgt
ctggattcgce
tgccaaactt
ccctggtgea
tgtatgtgtt
gaacctggcet

SIPOSequencelListing 1.0

cccggageaa
agctgcccecet
tgctgaaccce
cactgtctcce
gcegggeatg
catggacatc
tgccattcca
tattgatgct
ttatcaccca
tatcaacccce
tcgtgactgg
ctcacagctc
ggttctegge
atcccgcacg
caggaatgtt
ttcagatgtt
tggcggeget
gagactcacc
gttcaaccaa
ggagctgagg
tcaagtcatg
cggegtgggce
caacgcaaca
caccgcctcece
ctccgtgage

gggeceecgea

H A A¥75 5 (Bovine Nebovirus,NeV)

caaaatgagt
gcceccacctg
caatcaggcc
tggaacgcta
aacccttaca
aggatcacca
ccgggegtlgg
cgtggeggtg
atgggggaca
ctgggcactg
gtcttetttt
ctcaccagag
atccttggge
cgtgggtgga
gagcataacc
ttccecgacg
gtcatcgcceg
ccagtggtgce
gtgtatttca
tttaatggta
caggggtatg
ccgcaaggac
gecageggss
ttactggcag
acatccactt

cagcttgetg

14

catcgcegtge
tcgeggeege
cgagcactga
atgccggcecce
cccaacacat
tcgetggatce
acccagagag
tgccacttga
ccaacaccgc
acaccctatc
cattgctgcece
tggcectege
taccatcaaa
gcttcceccat
ggcgggteat
gtttccegga
gccaagtget
gcggeaacac
ttaacctcgce
tccagggtat
tccecgeggge
ctaacgtgcce
cagatgacct
gcaccacgta
ccacctttga

gcacgggcat

gatggacgct
accggctagt
acagtggcgg
cgggacgatce
agctgcaatg
tgggttcatt
tgtcaatgtg
ggtgacgttg
gtcgetggtg
ggtcacagtc
ccccaccgea
cacctcgcca
cccatctgte
ccctagetcece
ggttcaatcg
ctttgtgcce
cccgcecatcecg
tacagcagcc
cgatgaggaa
atttggccag
cgagcacatc
cattggecttt
ggtgecetgte
cgagctggca
gctcggeatg
tacttggact

120
180
240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
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gaagttcttt ctgtcaccta catgggaatg cgctttgect acaacccecect gagtgggeaa 1620
ggcataggtg gtgaatccag gaggtta 1647
210> 2
<211> 549
<212> PRT
213> 44 Bovine Nebovirus,NeV)
<400> 2
Met Ser Asp Asn Lys Ser Ile Pro Glu Gln Gln Asn Glu Ser Ser Arg
1 5 10 15
Ala Met Asp Ala Gly Ala Thr Gly Ser Ala Ala Ala Ala Pro Ala Pro
20 25 30
Pro Val Ala Ala Ala Pro Ala Ser Gly Leu Val Gly Ala Leu Val Ala
35 40 45
Glu Pro Gln Ser Gly Pro Ser Thr Glu Gln Trp Arg Thr Ala Tyr Thr
50 55 60
Leu Phe Gly Thr Val Ser Trp Asn Ala Asn Ala Gly Pro Gly Thr Ile
65 70 75 80
Leu Thr Val Gly Arg Leu Gly Pro Gly Met Asn Pro Tyr Thr Gln His
85 90 95
Ile Ala Ala Met Tyr Gly Gly Trp Ala Gly Gly Met Asp Ile Arg Ile
100 105 110
Thr Ile Ala Gly Ser Gly Phe Ile Gly Gly Thr Leu Ala Val Ala Ala
115 120 125
Ile Pro Pro Gly Val Asp Pro Glu Ser Val Asn Val Leu Arg Met Pro
130 135 140
His Val Leu Ile Asp Ala Arg Gly Gly Val Pro Leu Glu Val Thr Leu
145 150 155 160
Glu Asp Ile Arg Thr Ser Leu Tyr His Pro Met Gly Asp Thr Asn Thr
165 170 175
Ala Ser Leu Val Ile Ala Val Met Thr Gly Leu Ile Asn Pro Leu Gly
180 185 190
Thr Asp Thr Leu Ser Val Thr Val Gln Leu Glu Thr Arg Pro Gly Arg
195 200 205
Asp Trp Val Phe Phe Ser Leu Leu Pro Pro Thr Ala Gly Val Ala Ser
210 215 220
Ala Asp Pro Ser Gln Leu Leu Thr Arg Val Ala Leu Ala Thr Ser Pro
225 230 235 240
Glu Val Arg Phe Gly Thr Gly Val Leu Gly Ile Leu Gly Leu Pro Ser
245 250 255

15
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Asn
Trp
Asn
Asn
305
Gln
Leu
Val
Asn
Ala
385
Arg
Ala
Gly
Ala
Leu
465
Glu
Glu
Ala

Gly

Glu
545

Pro
Ser
Val
290
Pro
Ser
Pro
Arg
Gln
370
Thr
Ala
Glu
Pro
Thr
450
Val
Asn
Leu
Gly
Met

530

Ser

<210> 3

Ser
Phe
275
Glu
Leu
Asp
His
Gly
355
Val
Glu
Arg
His
Asn
435
Ala
His
Ser
Gly
Thr
515

Arg

Arg

Val
260
Pro
His
Ser
Thr
Pro
340
Asn
Tyr
Glu
Gly
Tle
420
Val
Ser
Thr
Met
Met
500
Gly

Phe

Arg

Asn
Tle
Asn
Asp
Glu
325
Gly
Thr
Phe
Leu
Arg
405
Tle
Pro
Gly
Ala
Tyr
485
Leu
Tle

Ala

Leu

Arg
Pro
Arg
Val
310
Pro
Asp
Thr
Tle
Arg
390
Ala
Arg
Tle
Ala
Ser
470
Val
Ala

Thr

Tyr

Val
Ser
Arg
295
Phe
Asp
Asn
Ala
Asn
375
Phe
Val
Pro
Gly
Asp
455
Leu
Phe
Asn

Trp

Asn
535

Tyr
Ser
280
Val
Pro
Gly
Asp
Ala
360
Leu
Asn
Gln
Ala
Phe
440
Asp
Leu
Ser
Gly
Thr

520

Pro

Asp
265
Ser
Met
Asp
Gly
Asn
345
Ile
Ala
Gly
Val
Gly
425
Ala
Leu
Ala
Val
Thr
505

Glu

Leu

16

Val
Val
Val
Gly
Ala
330
Phe
Asn
Asp
Ile
Met
410
Phe
Gly
Val
Gly
Ser
490
Trp

Val

Ser

Gln
Phe
Gln
Phe
315
Val
Trp
Thr
Glu
Gln
395
Gln
Ala
Thr
Pro
Thr
475
Thr
Leu

Leu

Gly

Ser
Met
Ser
300
Pro
Tle
Arg
Tle
Glu
380
Gly
Gly
Gly
Met
Val
460
Thr
Ser
Gly

Ser

Gln
540

Arg
Gly
285
Ser
Asp
Ala
Leu
Pro
365
Ala
Tle
Tyr
Val
Pro
445
Trp
Tyr
Thr
Pro
Val

525
Gly

Thr
270
Asp
Ala
Phe
Gly
Thr
350
Glu
Val
Phe
Val
Gly
430
Asn
Gly
Glu
Ser
Ala
510

Thr

Ile

Arg
Ala
Pro
Val
Gln
335
Pro
Arg
Ser
Gly
Pro
415
Pro
Phe
Pro
Leu
Thr
495
Gln

Tyr

Gly

Gly
Arg
Asn
Pro
320
Val
Val
Phe
Ala
Gln
400
Arg
Gln
Asn
Thr
Ala
480
Phe
Leu

Met

Gly
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<211> 1647
<212> DNA

213> H4i45¥piE: Bovine Nebovirus,NeV)

<400> 3

atgagcgaca
ggtgcaaccg
ggtctggtag
acggcataca
ctgactgtgg
tacggcggcet
ggcggtacte
ctgcgtatge
gaagacatcc
atcgcagtca
cagctggaaa
ggtgttgett
gaagtgcgtt
aaccgtgtgt
tccgtgttca
agcgcccecega
cagtccgaca
ggtgataacg
atcaacacta
geggttageg
cgecgegegeg
attcgcccecgg
gcgggcecacta
tggggcecga
gaaaattcca
ctggcgaatg
gaagttctga
ggcattggceg

acaaaagcat
gttctgcage
gtgcactggt
ccetgttegg
gtcgtetggg
gggetggegg
tggcagtcge
cgcatgtact
gcacttcceccet
tgaccggtct
ccegteeggg
ctgctgatcce
tcggtactgg
acgacgtgca
tgggcgacge
acaacccgcet
ccgaaccgga
ataacttctg
tcccggageg
cggcgaccga
gcegtgecegt
cgggettege
tgccgaactt
ctctggttca
tgtatgtttt
gcacctgget
gcgtaaccta

gcgaatccceg

cccggageag
agctgcacct
cgctgaacct
tacggtctcce
tccaggtatg
tatggatatc
tgcaatccca
gatcgacgct
gtaccacccg
gatcaacccg
tcgtgattgg
gtctcagcetg
tgtgetgggt
gtctcgtacc
tcgtaacgtt
gtctgacgtt
tggtggtgct
gcgectgace
tttcaaccag
agaactgcgce
tcaggtaatg
gggtgttgge
taatgccacc
caccgegtcet
ctccgtaage

gggeceeggece
tatgggcatg

cagaacgagt
gcaccacctg
cagtctggtce
tggaacgcta
aacccataca
cgtatcacca
ccaggtgtag
cgtggtggtyg
atgggtgaca
ctgggtactg
gtgttcttca
ctgactcgtg
atcctgggtce
cgtggttggt
gagcacaacc
ttcceggacg
gttatcgcgg
ccggttgtte
gtttacttca
tttaacggca
caaggctacg
ccgcaaggcece
gegtectggeg
ctgectggeceg
acctccacct
caactggcegg
cgttttgegt

ccgeetg 1647

17

ccagccgtge
tagcagccgce
catctacgga
acgcaggtcc
cccagcacat
tcgectggeag
acccagagag
tgcecgetgga
ctaacaccgc
acaccctgag
gcetgetgee
tggctetgge
tgccgtctaa
ctttcccgat
gcegtgttat
gtttccegga
gtcaggttct
gtggtaacac
ttaacctggce
ttcagggcat
taccgcgege
cgaatgttcc
ccgatgatct
gcaccacgta
ccacctttga
gcacgggcat

ataatccgct

gatggacgct
ccctgettet
acagtggcecgt
tggtacgatc
cgctgcaatg
cggtttcatce
cgtcaacgtg
agtcactctg
gagcctggta
cgtgactgtg
gccgactgea
tacttctccg
cccgtetgtg
ccegtettee
ggttcagtcce
tttcgtteeg
gcecgeatceceg
caccgeggeg
ggatgaagaa
ttttggccag
ggaacacatt
gattggecttt
ggttceggta
tgaactggcc
actgggcatg
tacctggacc

gtccggcecaa

120
180
240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
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M 1

2000

1950

500
250
100

K2
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KDa M 1 2 3 4 5
116.0
66.2
45.0
35.0
25.0
18.4
144
K3
KDa M 1
100 ! "Bl
70 Sl e
40
35
25 .
15 *~
K4
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2.000

1.500

OoD450nm

1.000

0.500
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1:750 1:1500  1:3000  1:6000  1:12000 1:24000 1:48000 [IiFEFREEfEE
—— ] —o— PFEAD —o— [H (M1 j7 —e= B4 & 0.211

0.000
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