<
™
2]
Lo
Ao
Lo

=
e
o

CN 1

(19)Fhfe A B HFEE R IR =G

(12) ZRRE F|EIF

(10)BIFE S CN 108051593 A
(43)B1E T H 2018.05. 18

(21)ERiES 201711292384.9
(22)EiEH 2017.12.08

(TOBIBEA LRGN BE b 0T 5T
otk 250000 (h A HrrE T Dok b {2025
(72)%BAAN &= i BRI N
B
(7T4)EFRIBYE F 5 EE RSB H S5
Fr(EiEA1tk) 37236
KIBA BRFH

(51)Int.Cl.
GOTN 33/569(2006.01)
GOTN 33/535(2006.01)
C12N 15/31(2006.01)
CO7K 16,/12(2006.01)

CO7K 16/06(2006.01)
BORJESRA2T0 BREAH11TT PHELTR

(54) % AR &FR

o S R RO SR AR S BT 2 SERE AR
R i 2 7 v B R B AR
(57) 3% M 1 2 3 4 5 6 M

A5 IR T T AR IR A A I T, JE A K %
R S R A UL AR B S B 22 T B AR B A \
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L — PO AR I G 5 B 2 1 2L A e 31, RS EAE T, JLH IR S S WISEQ 1D NO: 1

FIT7R o
2. AhRE S PR AR B AR AR (1 S Bt 22 v B DU 1) 1Bl O v, R IR AE T, R RL R
AROL IR

a ARG AR S A AR U DNA P g R A5 SO i AR 1) 0 i e 1 2 DR 31,
I 5 i o 19 B s R R e B 5 26 B Cim e o7 2 Il VRS U B 47— 152aa X S BEAT 81 1 3R, AT
PREEAA

b AR LEAL 5 R B B 1 5 AN S A I IR PE R 5 S K H 1 O, SRAER S 7 IV, 22
U RAZETRAT AR JF R SR 8 1 1 2 Se R DA

3. LSRR 2 i i 14 455 S 1 R A L S A 1Y S Bt 22 v B A4 1 2 P ) &, FLRRAIE
T, BRI N RS

AP R R BIEE & % L Te itk 10uL.
BRI AR BEBE AT LA F SR 10uL.
FinF&E ImL
REEE 0.5mL
96 FLEFFRAR 1 3%
20X R B AL T iR 20mL
20X #kik % ik (0.02 mol/L PBST, pH 7.4) 100mL
TG 43 b 15g
20X #F 4 i% (PBST+5%BLAS Y745 ) 50 mL
AR ER PR R B &k 20ml
2ml EP 4 100 />
i 100 A~
AR 0.2-0.Tcm #402% 50 %1

4. SO SR 3 s 1 A e P TR SRS UL iR A 1) B e 2 o A 140 I P A7) B ) 2
5%, RHEE T, B FE UL A RO IR -

A RE AR < A SR AL RS UL - LOTRT LU A9 I N Bt 5t B4t % il AR 5 i B 135 4

B A it A A < XL SORLAR B RIS I ASE &t I N 96 FLIBAR AR 1 LA SJCAEL Jir 42 B PR A4
SRBH XS R, DA R O bR it R S PR B, 7E4°C 26 1F R I B 1 B 37 C i & 1-2h;

C. YEAR < R Bl IR IR S 311, 75 2 AL A4, BEALINAPBSTHR 2001L , ¥ B 3-5min fF il il
Fr R AL A AR KR BT L AR SRR 2L Ak, B 3K

D. E ] : ZBREFARAR I PBSTZE MR, BEFL NN L50RL I Jf [ 22 phifi , 37 CHEIRFE I &
1.5h;
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B YeAR : [P BRC

F.n—4t : FPBSTH R AL IR i A4 H0 0% Bt (1 oAl CRIE T %) 248/ TAEWRE (1
1000) , FFFLEE S IN150uL, 37 C1H 548 i & 2h ;

G. ¥R : [F 2D ERC,

H. B AR A « 55 FL 0N 1500 LPBS TR R 1) sl Tl 1R BR A 12 9 2E B e (1:5000) ,37°C
TEIRFE % & 2h;

L.¥etR : [FADERC,

TR AU RV R 500L 5 = i BEE 2 £5.30~60min ; B AE405nm N 525

K. &5 R AE : 1/H= (IR — 2 a0 / (B PR RE S I 28— 25 B 40 =324
b7 A B P e I 5 S 2 W) A B

5. MR A AU SR 4 BT I 1 e S T TR A AR JR AR 1) B 370 22 B B A 1740 oz FH 3k 791 6 1) 1oz
7530, HEREAE T, R ASB BB vp , BEALLP RE 2 1T S 245 B AL ¥ Imin, 8000rpm &5 Co5min, B
T VR B 2 I A R 245 4% FH o

6 . FR A AU 2 SR 4 B 1 4 e A T 1 S UL 5 AR ) B 0 22 o e A 140 2 P AR 77 3 ) 2
77, HRREAE T, B AL R vh 1 SEACpT A P B A 00T B 22 5 T 2 AR, % B 16min, BX
W R B R R 21 A

T e MR VR AIROREL SR A4 1) S BT 2 o B 044 HG 72 AL 0 o 52 FH
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PR BRI ERAE R AR RIS e ARSIE R AR N
RidF=

B GuE
(00011 A< B Je T RO IOREL B A0 I 500, T L By S Pk RUA AL S A4 (1 R B 2 e B
PRI i) 28 T3 02 B e B FH R

BREAR

[0002] LR il 7 -, FLARRES AR AR IR SRR R 23R B R G
AR € SR B T — AT A2 3 [ A b ™ B9 T, e B R g R A
FL, Hp EON L EAE , J& T 2 b 16SrV-BIEAL

[0003] AR JEl A4 A2 — SR T MU BE A7 AL T AEL W 07 2 P I 93 S A T 5 =5 2 Sk A M) B2
PSR B3 H R A3, thm] S 22 AR S A3, R R AR IR s P T RE ER S R
HRECHE A0 S A A o TAR, SR TR IR R A R R R E A P A .
FEL IR fo % T 3 A 1 AR B R I e 6 I 7, Wk AL A e 3 32 3 M o 11 1) 22 AR 2 By
RE, it 2D 1 AR R SO AL U9 I 55 SO Bl A B e AL i

[0004]  p T AU S A AN R B A £ 5% , AT 1 A BE R HIAT 70 0T A ) A ge ik 78 vkt
AT AN 5E o B AT, OIOR B A4 A ) =5 A AR 0 2 (3 REIR SR 2L 55 L L B L
%8 PCREZIN LA o 1 Ge BRE IR LS AT AR o it BRRE IR R I » T TR AR 1012 W , FF TR HLAE
S B SO S DCRE AR N i 1 A4 25 5 (TR A S b » T AN BV D A I ) = 2207
T2 AR TN P 75 ) S R TR I, e I 45 AR O, i S B RO = P e 0, ANIE AT TR
FE A= 7 S S PR 00 5 P4 7T 7 S0 RO A SRR D b B2 vr 5 O LR R 51 10
HL S IR A TN, TV AE AR A 7 S ke bl K s PORAGE DB A — ik T2 R AT O AS B 152
A, Vvt 51 AR: 3 PR 51, 33 PCRY™ S G DU AR I AR A7 A5 5 157, BLA B e R A 2R AT
RAGNE, 7822 ARBIEFE BHIFBE T 0 SE B A U7 A B 24 Y (Bl B R B R R 1
AR A 45 R 5y SEAE Y AL SR BRI R0, ABRH PR A PR 5 SR IG5 A, T3 41,
PCREZ AL FR BB R K, 58 AT PCRACES AT MI Ak F 358 771, A58 T FE 1) (4 R R ASS
ek ORI

[0005]  AUHR IS Jim 45 R I 2b , ol 5T B, B 2- 34 R RE 2K 7 R T AR AT 1 AU
LT A T A EORRRR G (X, BRAE 3 BOPEM i T bk, ELR A Br ik ik diie e, B
71 SR ) AROR 7 P TR 8 A Jee o DRI, RN i 5 A 7 — A g B L AR AR R AL
FEL I i AR AL N3, T A A N S () 9 55 U 28 PRGN, JE H R T KUK B AR &
b A PREE L Zy R R B i By LB T A 4, ORI A AR 7 0 I BEAT

[0006] PRI, FATT o 5 2 7. Ao A1 il 575« B AR AL B PO AL JUARL S A vt ke U7 3%, T {38
BN G L T3 75 R 2 RS ), JCH A T AR EAR Tk AN R 5 B AR 3 R B
Jl s B A9 55 A 4, DR B A A 7 R IR AT

RPARR
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[0007] R W et ek I 3 1 S48 i A U et 88 B 6 00 e A v R Mt A M P K S B R o
RO, — R A i R R B R (8 LTS RS b LR R ARG 0 A R S T
| IR S AR T B 3 22 S P A 1) % 92 HE R R

[0008] g 7k E Bk H Y, AR IR FECAR T 00, AR B B IR v B B RO i A e
R RN, HAZ R JT I WISEQ ID NO: 1Ff7R.

[0009] AR B IS 4 Ak — i I T b 3 SRR JR A 4 88 L B 1 i K] BT o) 2% ) FH T D
T IRV S M R SRR I A ) S i 22 s B i , FL ) 46 7 45 DL N A RUD IR -

[0010] & AN JB% G O IRUAEL S50 A4S ) LR S DNA FP g 8 3 45 A0 UL Ji A 1) 4 %8 IR 2 1 L TR
A1), TR S 2 ) 2 B R P A e X o R s B e R LU 1 47— 15200 XIHFAT BRI 3R
1k, BATHRE 2L 5

[0011] b bRZEZEAL 5, BRI & E 5 A A2 B IRIEFNR A J )% KH A, RE R T 1L
T, GBI S NSl A FRAT AR J A G 2 IR B 1 1 2 B A

[0012] g 7 fdi s S PR AR RO S A () S 3 22 e B AR e 8 SC TR AR T B 4K AR 1k
AR B R A TR e R RO SRR ) S B 2 v R AR 1 R AR R S s
ARG

RRHBARRIZ R G % TSk 10uL.
BB B BRERAT LAY F R R 10uL
Fdn &A@ ImL
HRE A 0.5mL
96 FLERARMR 1
20X SR BAME T IR 20mL,
[0013] 20X k%4 ik (0.02 mol/L PBST, pH7.4) 100mL
LG 73 15g
20X 2 H 4 ik (PBST+5%BEL A5 4545 ) 50 mL
AR R B R B &R 20ml
2ml EP 4 100 A~
i 100 4~
A AZH 02-0.7cm #VR% 50 %7

[0014] AR BHIEHR AL T i e S5 M U SRR SR P S 40 22 B A 10 2 FH AR 771 6 )
N B A RO R

[0015] AL FESEALTE SRR AL B L 10B 1 £ 100 BL A1 I N 70 SR A 4k 42 1 i, B9 8% i B
iE& R

[0016]  B. FE S AL < B 1 5ORLFARE S A ol YR I N 96 LI AR AR H , DA IR JiR A4 FH PE AR

5
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VEE i A BH Tt R, DA i R A b v A B PR L £E4°C 61 R B AR B 3T C Y B 1-2h;
[0017]  C. Wtk - KR AR R e 1, F7 L AL A4, BRLI0 APBSTR 200uL , 7% B 3-5minf5
R FF L AL, AR KA BT L LR SR 2L ik, R 3K

[0018]  D. 31 : ZBREGFRAR I PBSTZE MR, BEFL NN 150uL I B P 22 v, 37 CHHILFE
¥ E1.5h;

[0019]  E. ¥tk : [F] 2P H&C;

[0020]  F.fi0—3: FHPBSTH R AR S A S 9% IR [ BiAd CRUE T ) =4 1& M TAEMR
(1:1000) , FRFLEE S IN150uL , 37 CHH IR 4657 & 2h

[0021]  G. ¥tk : [F] 2P B&C;

[0022]  H. NG kR iAk : BEFL NN L150uL PBSTH B 10 B 12k T 1% 8 B b 10 19 2 B f (L
5000) , 37 C1HELFE Y & 2h;

[0023]  T.¥tR:[A]2PH&C;

[0024] . )4 €8 - TR AL AN ADVE 1 500L s F iR #E'E 1 £4.30-60mi n ;s BB AE405nm 152
o

[0025] K. 45 HE : 1/H= (FRRIAE SR — 2 ) / (HIMERES I  — = A ) =
ST A B PR s 5 2 W A B

[0026]  fE NP, FTIAAD TR, SE AR FE LTt BE 2% B AL 2 Imin, 8000rpm S 4> Smin, HL I
TE R AR S MR R 215 2% o

[0027] R, iR ASD SR b, G SEADUPT A FHE S A A IS 22 A2 o 2 MIDIR, 30 L 15min, BY
ISR AR S B R 21 A

[0028]  SILAEARAMEL , A& B EI L S AEAR S RAE T

[0029] 1.2 B e e $R Ak — Fbotse e M 1R A PR ROREL S AR 1) S 0 22 S B oA 4 L B2
WG, T BB AR N AR AT DL K Bl 25 S 095 993 W93 5 I 1 R i 455 L By Uk
AR 5 1 5 B TRAS AR B KRR 7= i & 2 4, DU S RO AR S BFTE 35, AR B A IR 1R
7 BB

[0030] 2. A% B P (At (A e S A R 3 RO i A 1) S 0 22w R A 8 A0 R B
HA B2 10 e, 30 G 1 2 G I 7 2 v 5 H B I B 1 A BH MR 1 &5 R L i 1R
TR DU HE R

Bf (E135E BA

(00311 7 SEi75 2 1t Ul W) A5 W ST (KD B AR T3 58 5 T THDHG X S Jta 491 ke ik v P 5 2468 P
PR Pl 11— T B3 A4, S 1T g Dt , T o 3 v ) B A A S B ) — BB ST 0 T A4
R B AN GRUE, AEART B3 PR ST BV AT B T 5 38 T AR H53X LE B B3R A5 H At 10
B 1 o

[0032] [ G AR AR AN R A AL 2R i Wes tern bTottinghs S Fon s &,
[0033]  Hirp MR 5 B FAMarker ; 1 AR5 AU (1 2L 2k P25 2R 5 2 DR O A it
et Jhk 2 SR I 45 5 5 3, ST A 0 g A RS 25 2R 5 4, T AW OB B 1) B S 43
P INESE R 5 5, JBOR AU K MRAL SR TN 25 5 5 6 1 BEA W A e A ke B 5 2R 5

[0034] [ 208553 5 ity BEAT 1K—51 2KAS[R] L A5 P 1 71 5 e 0l B AR e 2 45 7 e

6
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[0035]  HLrp, 7K AE A 2S A X HREH 5 2y i RS p 2 40T B 375 VR B LKA A B
Xof W2 5 3 Ay fik R A H 2L 2R AIE I8 L 5 RO B AK G N B PE X BB 4-1 2 09 S8 S ps i 4
IR ISR B L K-521 KR 45 R

BRI AR

[0036] Ay T REMES BG4 MR AR R B I LA B B VERAE RN A5, T T 45 A B P R S it 491
XA R B — 20 UL o 75 B UL RH )2, FEA PP A B0 T 5 4 HR 1 14 S il 48] 2 i e 461 o (1)
FREP] AAH A A -

[0037] £ T [ A T A TR 2 BARA T DAE T 4 AR AR R B 02, AR R B IE ]
PAR: FAS ] T A8 L s (1) o Ath 77 2R s il , PR otk , ARk B AN PR T8 T A BH P (1) B Ak
SE it 451 PR R A1 o

[0038] szt 461] 1 , A S e 451 — b P T 0 2 ) e e e TR A PR UREL S AR 1) S 3 22 T
ik

[0039] Sy Y fhil /R LIy AL Jir A 2 o B 1 oS, 1 0 7 B R AR I A Bk, E AR STt 5], /T
AR AL PR 1 [X SR AE R I MASE 7N LR ) AOROpI AL it , I8k 16Sr RNA rp Al tu £ 28 PR
R RS A AR IR AR 5 3% O i 843 B AU RORE I A4 1) 7 B Al o i s i

[0040] 1 KR E15 2 AN )5 A4 G % JBE 8x  B TR P 1), R O o () iR A Sy i 2
1 AT 270 799 A0 76 O < X I o 51 o0k AT 20 A i S I ER (1 1K) PCRY3E, 51417 %)
WK : 5’ ~ATGAGAGGAAAGAAGAAAATGCAAC-3" 3 5’ -TTTGTTAATAACTGCAATTGCTGCT-3" (PCRY™ 18
Ik DA i AR b A DNA T XL ZE 7K 9 [ PR % B, PCRISOSE 45 A - FRAS PEIR J#94°C , 3min; SR f594°C
AFPE30s, 58°CIBK1min,72°CIEMH90s , S4MEIR , & J572°C LEAH 10min . PCRFE=4) Bk J5 5
pMD 18- THE$z , 7 32 7 W% A0 K 4 18 DHS o 8657 A5 41 B , P B 48 P AR 1) (1 (L B V& 15 57
S BTN , 28 PCRANBE 7] 45 72 9 FH PR ) B 20 ok it A B e IR AR MR A IR A m) g AT I
AR S A e 958 B B A I AZ P B 7 Z R L BT

[0041] 1« AUJORE JFAA o Sl B 3 ) R H IR e 1) 3



CN 108051593 A w BA P

5/11 1T

[0042]

[0043]

DMWMﬁW%ﬁ#HﬁﬁﬁQ%M?Wﬁ%%ﬁ%%?ﬂm%ﬁﬁv

[0044]

[0045]

<110 LR AR LA AR AT R

<120> HFRIRHREMR B R4S LSRR SRR AR AR S

<130> 2017

160> 1

<170 Patentin version 3.3

210> 1

<211> 459

<212> DNA

Q213 BRMAKGELARE S

<400= 1

atgagaggaa agaaganaat geaacaaaaa gaaagtittt tananactaa ahaaggeana
atagttgtte etfcagtiac tggticaatt giftfattat tatctatitt attacttigt
tggtataaag_ aagtiiggee-aticggteca aaaattactg agacaaatgt aaaagaltta
acaaacgact taaatggeac taasacageg getgaaaaac atgacgtatt agaaaaatit
aagattgett ttgaccaaat aaatgaagtt -aaaaatcaac tigcagestt-adaageasan
acaacageta tfacaccaga ggacacaact aaattacaaa cagcagttac agecttagat

acttacttaa. aagcagg;aat . tgcavﬁatt aacaaataa

R SRAT 1R DR i 44 D R A G i B 1

2 AU SR A4 e B 1 ) =R IR e 31 R

<110> AR B R A IR A A AR AP B P

<120> AP F BRI E SRR R AL S RIE R & G R R R KA R

<130> 2017

<160> 1

60
120
180
240
300
360
420
459

BN JWB-imp, X H
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<I70> Patentinversion 3.3
<210> 1
<21I= 152
<212> PRT
Q213> RRERAEEREO LR
<400> 1
1 5 10 15
Lys Lys Gly Lys Tle Val Val Gly Ser Val Thr Gly Ser Ile Val Len
20 25 30
Leu LeuSer I'te Leu Leu Leu Cys Trp Tyr Lys Glu Val Trp Pro Phe
35 40 45
Gly Pro Lys Tle Thr Glu Thr-Asn Val Lys Asp Leu Thi Asn Asp Len
[0046]
50 55 60
Asn Gly Thr Lys ThrAla Ala Giu Lys His Asp Val Len Gin Lys Phe
65 70 75 80
Tle Thr Asp-Lys Val Asn Lys Val Asn Lys Lys LewAsp Asp Ala Agn
85 90 95
Glu Gly Thr Lys Lys Ile Gly Phe Asp Gln Tle Asn Glu Val Lys Asn
100 105 110
Gin Len Ala.Ala Leu Lys:Ala Lys Thr ThrAla Ite Thr Pro Glu AP
115 120 125
Thr ThrLys Leu Gl Thr.Ala'Val Thr Ala Leu Asp Thr Tyr Leu Lys
130 135 140
Ala.Ala e Ala Val Ile-Asn: Lys

145 150
(00471 SR UE A B IR S I PR AU R i A4 G 38 I o 1) A 1R e 97 I e e T 1 TWB-—
impJk [R5 B #3E (1 22 25 S AR LA (AY) 59 R OABEAE JEUAA (AP) L R A 2R B PU A i A
(ESFY) AR AR J5 A (PD) =M BLNFRAE JEUA (CP) A 40 3 (L AR S (FD-C) =P B g AR
B4 (CPh) < 2T AL IEAA (OY) Bk (LG AR IEUA (PYLR) H 2 A BCAE S5 4 (SPWB) L #k
PHTT XA BRAAR (WX) - AN 22 W R 5 A (WBD) 85 124 J& T AN [R] AL AR B AR 70 B M0 ) imp 222 1A
BEAT IR Fr BURIR PELL B 3 #r, AR 3P, JWB—imp 5 A J& T 16 SrVALEANF L 41 FD-C
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HL SR A mp 22 R S L 8 5 91 [ U P B 1 948 1% , 5 B T-16Sr T ZH[IAY.0Y . CPh . WBDAH J5 44
imp PRl [F P PR R 0 34 . 1% .34. 7%« 30.2% F130.9% , 1 16SrI4H Py 16SrI-BIV 41 [
AYRIOYHE JEAR (K RIVE R 97.0% + 16Sr1-CV 28 ) CPh/RIWBDAE J5 44k [R] 5 14 2495 9 % , 3 14t
FFAEL J5 A A [ 2EL 1) S % o 2 1 (R PR AL T ) 2ELAS (7] I 2 DA 43 9 0 8 B 2 1 () [
PR PERE & o JWBAEL AR ) imp 2 [ 55 J& T~ 16 ST 1 T 4L f) SPWBAE J5 44 i mp 22 DR [ Y5 M M36.2% , 5
JE T 16SrTTTZH A PYLR WXAEL J5 A4 i mp 22 DAL [R) Y 14 9 301 36 . 3% A1129.5% , 5 J& T 16SrTTT4
(1) 16 STVIHE JF A4 imp & PR [ PR VE 2828 7% , 5 J8 T 16 SrX 2 (1) SPWBAE J5 44 i mp 2 A [A] Y5 74 Ay
36.2% , 5@ T 16SrI 1T RIAPESFY  PDAE J5i 44 i mp 2 A [R] Y 12 43 51 9367 % .37 .7 % Al
34.5% , i B AS [R5 A4 988 5 2 1) R PR 2 ) ) 22 Sl K

[0048]  3R3 JWB-imp57£GeneBankH & fili ] imp L PR 7 21 AL IR AU M (%6) LU

[0049]

ok A 2 3 4 5 6 7 3 9 10 11 12 13
1 100

2 34.1 100

3 36.7 27.8 100

4 37.7 25.5 50.8 100

5 345 26.8 70.8 357.0 1p0

6 287 26:2 313 339 30.20 100

7 481 26.1 356 3646 375 302 100

8 30,2 513 242 275 249 256 262 100

9 34.7 97.0 28.4 26.0 27.8 257 26 30.3 100

10 363 265 58.8 541 59.5 319 34.1 257 276 100

11 362 253 316 283 2007 256 395 24.5 247 295 100

12 295 26.9 260 23.2 26.0 27.9 260 24.6 2005 27.6 253 100

13 30.9 50.3 24.7 280 254 262 26,8 95.9 49.2 257 255 25.6 100

[0050]  5iHH - 1fRERJWB; 24CRAY s SAXFKAP ; 4fCFRESFY s 5K PD ; 64X 3R CP; T{LFRFD-C; 84K
FCPh; 9RFROY; 10fCKPYLR; 1 11CFESPWB,; 1 2/CEWX; 13fXKWBD

[0051] iz, e 3k (R Y Ak 4 i » AR R IR A %) S8R D A % i Al 1 I R IR P 31 5
0 T ) L B A AT R i A o 2 T B ) U IR 1) 22 S P A K, T A R ) 8 A, o S
B R AORORE B AR AT R N, AR K s 1 AR R AT A5

[0052] Sy Y il A& e S P B PO L DR AR e 9% R il A oA B FAE R B FSigma TP 4. OFNTMHMM
Server v.2.0%f JWB-ImpHEAT 15 ‘5 JIK A5 J5 [X T o 126 HR Com A7 e PR AP I 4715280
B DX I AT S A RIE bR 4l G Bk EE A 5 A A R IR R A RE K H A %, R E R
I 28 B0 S5 28 N A A 3R A S ROREL D A 2 JE 2 11 ) 22 e B oA o B0 IE T 19 A4 1) 1
FIPE AR S PR S AR 3 T Wes tern bTotting i P R A2 180 A B 1 e - eh bk  Jokss 1
S ) Bz BRANAR FRAE it o A HEAT R U L 25 SR 0, T L7 £ i A I8 A 1) 2 23 38 K
MR T 5, AR I 7 2 AR I 2 56745 , U B i A A BT ) 38 P PR R R e 1k
B 0% 0 S5 AL G AR JEAA R A (R R A 2R g AT R DU

[0053] @it bk J7 v il 24 HH AR e S ek T RORORE SR AR 1) St 22 e B A, BIAT SN T
TR ) PR PR A 2 PR N, 5 3 28 R P e S P AR 31 PR OREL D AR () BB 22 v B A AT

10



CN 108051593 A w Bg B 8/11 Tt

R R R HA 2 T BRI A AT EL, N, AEASE RG] v, 38 & 1 T3 7 s e 1k
TR AR AR Y S 50 2 T B oA il 2 k) o, 1) A 2 23 (LOOYR AL MR 1) 401 T

RRABRKRFRIER G $ F e AR 10uL
o ARV BR B BRBRATIL A F R 10uL
0054 _
F o iFHEE ImL
HEEEG 0.5mL
[0055] P L3 57)35)-20 C{RAF
96 FLEEAR AR 1 3
20X AR OMRE R 20mL
[0056] o ; L
20X #hik% ik (0.02 mol/L PBST, pH 7.4) 100mL
G Wi by 15g
20X 4 b i (PBSTH5%BLES Wi ) 50 mL
[0057] . v
PR AR BL BR B R A R B iR 20ml
[0058] DL FR7AH4CIHRAF
[0059] oml EP%& 100
[0060]  HJfEEAR 100
[0061]  E4%2°H0.2-0.7cm] /N TR 5051

[0062] DA E#PRIIZ=IEIRAT

[0063] -3 S PR TR AR JEAR 1) St 22 v B oA o 26 Rl R S B AR B A AP IR T
[0064] ALt AbEE < HRO . 05g~0. 15g S AL IR A 206 B 2mL i & OV b, N 2-55017 ViR
2RI MO . 51 . 5mLPT JE A 22 PR - 220 B 2% B A0 #E 1min, 8000rpm 25-0r5min, B VB W
FH AL 2% PR TR 25 4% FH

[0065] B A it A0, 4% « H 1 500 A R (107 A IULASE &t 80 I N 96 FLIH Ao AR w5 DA A IR 5 A4 BH A e
Y A SR PR RE , D B AR bR R B T R, AEAC 44 TS B A B 37 C I B 1-2h,
[0066]  C.HetR - 4l AR B S 11, 77 AL A4, BR LI AAPBS TR 200uL , 7 B 3-5min &
T FF AL A, FEAEMOK AR BT LT BUR SRR L LR ik, 3K

[0067]  D.HF P/ « Z2BREGFRAR H I PBSTZZ M, BAL NN 150RLIV 3 A1 22 i, 37 CHELIR AR
M & 1.5h;

[0068]  E. ¥tk : [F] 20 2RC;

[0069]  F.fin—3t: FHPBSTH R AL JFUAA T 9% 28 [ Hidd CIRUE T %) 25 & TARMRE
(1:1000) , FEFLEE S IN150uL , 37 CHH IR 46 5% & 2h;

[0070]  G.Jehk : [F AP BRC;

[0071]  H. INEGFRHUAE : B AL NN 1500l PBSTHR R Bl 12 Tl 0 G g b 30 100 2B 40 % (1
5000) , 37 C1H LA ¥ & 2h;

[0072]  T.¥etR : [Fl P HRC;

11
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[0073]  F.JRA A BN VAT 1500l ; % 5 % 12 .30-60min s BF A AE405nm |~ 3L
o

[0074]  G. 45 HE : 1/H= (FRIAE SR — 2 80 / (MRS ISR — = () =
SHNWT R BH P S 5 S5 2 Ay B

[0075] SIS XEL

[0076]  SRAE 1005 ALk G AT JURE Jirl A4 10 SRR I A o [] AofSR 0 STt 491 1 BT 3 St 113X
FI & S PCRIFAT A Il o AR AP 7~ , PCRASG W 45 SR I, BH A i A7 B84, BT VEARE i 424 5
Xof ) —HEAE i, R SR 491 1 04 7 VA6 WP CREGIE 119 BH A &, 25 R W, BH AR B 561,
PR A B A T 24, B PR ASE SR B ) 195 5 289193 . 10 % 5 51 TSR 1 1S 77 9246 P CRESAIE 1)
B PR AE i, 25 SRR B, B PR RE S 394N L U A BH PR R O 3N, B PR AR R R AR A R
92.9% oS ) T IER R AR A 2 N94.7% .

[0077]  RAGEANBE YL ALJHURE JFAA 1T 1004 SR - 455 ik 711) A DU -5 PCRASE N 25 SR X6t B

PCR # ) Feir] 1 4w s R

o g R Hh R
P 3 -3 iR
[0078] Fa 58 56 2 96.5%
iR e 42 3 39 92.9%
A3t 100 59 41 94.7%

[0079] ik bk SE G b AT 0, AR FH AR S it 18] Py (A6 P A S e R ) R UAEL SR AR ) B B 2
T, B B A il 2% A 7R 6 5 PCR A D S A — B0, A6 W ] 135 P 2 o » W] LA FH T e 56 A
T893 E B A S it 451 T i A3 P A S e R ) RO D A 1) B 40 22 e B B 1) 6 R R B A R
IR I BT A A D P e AR S

[0080]  sjifa 5|2 , 5 fE B B 00 b FE 75 B — 8 1 ML AR AT &, I, AR ST IR SRt T
AR S MR AR IR AR ) S Bt 22 v B A i A R S — P B R E AP IR

[0081]  A.FE /AL : HXO.05g~0. 10gHE AL FEEEAS RN B 0o 1, BRI 2-5 551/ N TR A
0. 5—1mI 7t J5 A48 2% 1L, PR S R AT B35 20 58t 2 WOHR, 59 B 1 Bmiin , B 359 FH b sl g %
MR R 215 %

[0082] B A it A0, 4 « HR 1 5OWLA R (10 A WULASE &t 80 I N 96 FLIH A AR w5 DA AL 5 A4 BH 1 A
YE S A R PR RE , D B AR bR B T R, AEAC 4 T B A B 37 C I B 1-2h,
[0083]  C. etk - Kl AR B S 11, 7 AL A4, BR LI AAPBS TR 200uL , 7 B 3-5min &
TG FF AL A, FEAEMOK AR ERIHT LT BUR R L LR ik, 3K

[0084]  D. &} F2BREGFRAR H IR PBSTEZ M, BAL NN 150RLIV 3 A1 22 i, 37 CHEIRAR
& 1.5h;

[0085]  E. ¥tk : [F] P 9RC;

[0086]  F.fii—3t: FHPBSTH R AU JFUAA F 9% i 28 1 A CIRUE T ) A & TAREMRE
(1:1000) , FEFLEE S, IN150uL , 37 CHH IR 46 5% & 2h;

[0087]  G. BEMR : [Fl D EEC;

[0088]  H. AN b A& « B FL AN 150RLPBSTHE B 11 Tk 12k Tk B2 TS g b 12 (9 E B0 % (L

12
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5000) , 37 C1HELFE Y & 2h;

[0089]  T.¥tR:[A]2PH&EC;

[0090]  J. 4Bt : BEFL N IS 1500L ; % I5 8% B £1.30-60min ; BF B AE 405nm |
(558

[0091] K. 45 A% 1/H= (FRIAE SR — 2 80 / (MRS IS — = () =
ST A B P s 5 2 T A BH

[0092] A< BH BT 4R AR S e 461 i ok et 4 T ROROREL IR AR 1) e bt 22 S P il ) L A
SN FIBUAE R E T-20°C A CBUEIR T KIARAT, ST A4 PRl 57 & 5 i 1
FE IR EE , i FHBE EX, TR BT AERHITRE BT S R DML & T TR 2, 72 T IR 5 4%k
[0093] 17y £ G K6 I IR 1 T3 V2 N A 5 D0 5 L B W 4% PCRAR: M, A 6 R 3 75 S il 24
(15256 28 PR AR A S RN RE B 5 17 A Sl 9] Py i (48 140 5 S P TR ) SR S A 1) e
Pt 2 SR A4 i A B ) S 0 R 75 VA BR AR A 2 | TR SR (4 A AP IR, O] g (s A I 3
Tk PR AR AL S A A 45 18 o AR St 49 e 1 T R D T B B R T e AR ) 2 DN e MO 2
6 KEH BEAS =, B B R AR R A T U B, B SR T PORAS M, A B R = FE
TG R R R, ARSI 48] ) R I S B B T DDk 2D S ) RO A T, 108 T SRS
E PN o= R STy a T

[0094] SIS XFEL

[0095]  SRAE 10045 AL ek G AT JURE Jirl 445 110 B I A o () g SR o S it 491 2 B 4 At 1) 3K
F 2 S PCRIFEAT R Wl o AR5 Ffr 7 , PCRAG N 25 SR BH , BH AR LA 584, B MEAE WA 424> &
X0 () — S AE ot SR P SE T 491 21%) 77 26 I P CRES UE 1) FH PR AE i, 25 SR B, FHPEAE AT 544,
P r A B T A i A 5 B PR ASE S s B ) 95 5 2809193 10 % 5 5% SR8 21 77 1246 MNP CRES HIE 1)
BH A 5 25 SRR B, PR ARE 36, Jh R Dy BH PR AR 6 A1, B PR A ot A TN ) 7 5 R
85.71% o SKJ 1 200 T3 ik R & 75 G 289 %

[0096]  R5EEALNIEE YL ALJHURE JEAA 1T 1004 - A ik 711) 4G DU -5 PCRAS W 25 SR x6) B

PER 45 LA 2 A s R

# W 25 R _ ; HAEE
2R Rl 7
[0097] e 58 54 4 93.10%
i 42 6 36 85.71%
&7t 100 60 40 89%

[0098] ik bR 45 AL mT i, St 4 2 1 ) S U S PCREG I 77 5 2208 89% , ki
DRI R Ry, T CAK A WA o DR 2 B O 03 T BV = S B
FODA0SAE M & » FT LA — 5B W w22 J T 157 B4, (EL7E H T) Rl g 2 R A ke ik, R
TR T LR, AR SAT AR S A B 5l B 2 ik, #E J5 f8 , BAR PRAN EL &
[0099]  ZR6/BIF AL N IK-51 2K AS ] b 45110 R aHIEC 150 i 45

13
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[0100]
Vet P - T I A T R S I SR T A S I S R S
o “ AL | AR 2| Lk 1:4k JRES 1:16k 132k ir64k 128k | 1:238k | 1:512%
1 00683 | 00497 ] 00532 | L7119 | 17018 | 16384 | 16467 | LA L4615 | 12097 | 0.9713 | 0.6257
2 0.0456 | €.0476 | 0.9537 | 1.821t | 17114 | 16971 | 1,5889 | 1.4435 | 1.34 10033 | 0.7472. | 0.4815
3 0.0371 | 6.0305 | 0.036 17012 | 16558 | 1.3002° | 1.3287 | 09976 | 0.7693 | 0.4967 | 0.3533 | 0.1922

[0101] [, gk 005 e 51 27 436 1 R G G DU PR SRAEORE 5 o 80 P A e BEAT AN [ B 451
Wik , FEBIRA T 405nm N WA B A o AR 2RI R 6 T » 24 BOp e it W B 225 1 2K A5, 475
SRBEME RN BRH VEZE SR, PRk, ACSEE ] SEIL 1A e 5 B8/ e DN SR RO v (R L, TTAE
R A S B AR O, R BRI, R BTG .

[0102] & L Jirid , AC St il o 8t 9 ) A0 A B G 370 2 o e 44 k) o, 1l &
P AR B 7R 250 R O, T2 s B R R R AT, A 1 R R AR T B Rl B
£ B AT A7 AN AR S 75 5K, TE R TR RHIRBE I S A AR TG L T2, 5 L 1]
SR AT

[0103]  534b, St R 76 R T ISR, $2 MG A U] — 2B D 4 AR RITT, ANFS E )
TR AR, IRANTR B EE B B SE I = % RIS MS , BT {8, 6-8 /NI (R AT 19 B4 R 45
o BRI G RHE S AT BT R B AR SRR I, FOESREL VA P BAR TR RE AN L B AT
DI I S o

(01041 A St 51 43 4k 700 5 75 (50 RS — O PG 0 0 5 P8, 1) T o v 2 ) DG 7 A e A
R R AR N H R XS EE ) AR AR R A 385 7 A DU REAT Se v TR &, B ) b e
B OLBEAT 0, O T KBRS A I B 3% 77, A iy, 3l S AR SR

[0105]  BL_EFTak , X A W RGBSR SE A 1 2, A 2k AR WA Hee 7B QR i, 4£
AT AGE AL A BARN 53 7] B A A3 48 75 B B A 750 DA A2 S B el 2 O 35 [ A2 AL R 25
RCSE T R FH T L U B LA R IR B A R BB Ty SR N R S A A I R B AR S it
XA b SR 81 B A AT i A AR R AR 0 S5 20, U i T AR W BOR Ty SRR RS
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