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]l

El

RE VU H5 (Canine babesiosis) 72 HI L DUBRL. & DU @ E DU L (Babesia) #4E T R 4L
2 e A T 5 R A e L YRR s, RO R B MR T I R AR BB AT AR R A R I PR
o ZIRLEME TG A T ZAAERRRRAT, 5 E— B AR L, AR A A ARG 25, Rtk
AW IR ST RZIR 4 PR 2O 2. JRIE AR 2 DI BUR R 25 e 5 IR DL

25 2 R S P £81) 2 SR 0 2 7 3% € VR v RO BB ML 58 o 27 10 A 0 6 A 10 2 SR B
i, FIEPREE, AT/ SR H T B G R R AR A REAR L A8, FEAR N R F 5 Ak,
TN T BN R EGR A, IG5 528 diRi s o371, R T UL A g B SR G R B AT SR G O
W, FEEAME =L

N T AEIA HAR S N EEFER B UL A AE AR 1, AR S AR 7 V2% EOAS i 2 Rk A
RS2 NS EH R, HlET —BEMT RN E IR 29 R G W7 R, AR R E K
EEL D2 b ER P S v 12 PRk A

ARSCA TR S DR AT V23 T AT R S £ 4 PR L ks R B D0 s R Bl S
(Polymerase Chain Reaction, PCR) & AR 2 DUr A% FR Aor il , w7 TRl 24 64y BgSALBLiA s
DR ARGRAE T 0] R o o 0 B2 DA 30y oA,y T SEBR s i2 . AT 5 T A A A ke g2
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PNEYIE AP RN

1 SeE

ARSCAFRE TR E DU B I RS W S BB A A% AR U AN DT A I R R ZER, - 3A 1 S
SR 2 A DN VA RS W R BEK

ARG TR E DU SOp R Is R I2 W, SIS W AT T A DL S SR e . oAt sh A I
Y7 SR B2 W IR AT B IR T 7k

TE: ARSCPRBITAR R B U8 s ot REE DU Rk e 51 R R 2 DL U o

2 HEMSIRAxH

TN AISCAE R P9 AR I SO R 5] R AR ST AR A BT A ) Ak e v B R 51 R SO,
A% B X N I RRCASIE F T A SO AN H I 51 SO KB iR CEEEFTA s ecs) @l A
A

GB/T 6682 43 #7556 %5 F /KBRS AR 6 vk

GB 19489 si6= AW ze 4ilH E R

GB/T 27401 SEEG= s HlENE shykE

3 ARiBRMEX

3.1 KEDNETHEFE Canine babesiosi's

H1 7 RS R A A R SR A AR PR D00, DLl 20 BRI L0 F RN
T ERFAE .

3.2 (FIKENErR Babesia gibsoni

i R g T 5 AR A, TR, M, A0 d . BIUR B REr— KT
RN IR R, 8RR, K/NR1-2 pm, FEARATT 2 AR PRI BUFFE.

L W RE DU SR R R U R —

T 2: ARARRIRI T RE DU B RS W E I ELL

4 UEREIE

N H G E S B T A SO

bp: LS (Base Pair)

dNTP: BSEAZHERZ T =R (Deoxyribonucleoside triphosphate)

DTT: —Hi7ikEEE (1,4-Dithiothreitol)

DNA: M iZFE~R (Deoxyribonucleic acid)

IPTG: S:7A3E-p-D-fifCHLms 3L (1sopropyl-beta-D-thiogalactopyranoside )
PCR: AW\ (Polymerase chain reaction)

TAE: = HREFILF hi-L8-2 %I 48 (Tris-acetate-EDTA)
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5 ImRiZER

51 RITHRF

PR PR E2 L A0 R0 W A 491 o LA ER S DU SR R o L, A S 28 [ K B 5 8 R SR AT 9 o
A R i PR B2 UL dU 1 o 2475 96 -85 %6 D it QL DU IR . 19855 4 [ g A B i 911 R e e 2 L 3 ol
i, I AT A R R FRE R X AR B, R, R E R R X A G L X #
RS DU UG 4RI, HLAR 7 XA A o R B DU B ) A 5 S A B ) R0 AR e A Sk
AR, T RIZAIE LA K NS B2 I B UL o OB e AR 52 453 B DB R 14 G e
TIREATT 7 A th RS 3 BSOS L DU s i) LA T i o B KT R G L, SRS 5 Ss g
RAELIRE (5 1L iR b BB B2 By g, 51 ke B Dk e, R DU ot B SR A4k 2 22
FEJERLIR N AR, BRI R 2 AU DL T ST R B IICRS A FOIE M I 329
Jeffie s o it fedd, DLROR R AR g 05, e vRB s A\ B MR ELRAE RS R KA 4

5.2 HEBNGKRAEIR

5.2.1 K#: HKIRTHRE 40 -41°C, #5435 R, FeRIRH, 5-7 RJaHU0TE. R AR
A

5.2.2 Zrim. #rgErEIMn, wIMAREEE RS (s C B CadO@) .

5.2.3 MAEAMR: JRIBFE IR BB Bk SOk, (EC.Lh@) .
5.2.4 o RA MRS

5.2.5 JEGLE QE DIHTHU, Sl SRR AR AT DAk 2 B

5.3 HAIRFRETN

5.3.1 IMBAHTHELIK, BEFE AR

5.3.2. BB IR,

5.3.8 NFREFIBRALIN K 588, ZONIEWMAN 223 5, HE3-45 (LEC1HE) .
5.3. 4 U SR oK .

5.4 RITHS

5.4.1 BIRIAE MRS, R E R AR A R (LR D I DD Mg R kR (LK D
T8 D.2) A X3

5.4.2 ZRT 4-10 A, D AARRZTTEAE 5K ARG H VIR . M2EFEFITIE I,

FERFATHI D
55 ZHRFIE

RIS 21 RAE IR B FIGIN A 5.3 BEALAL, JFAT &5 LAATHRS /L, FIDNSBEARLTE RS DU du

6 Mikk EMREEREE
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6.1 EAREXK
BREFIRUCHIAN, A SO T 1A R PP 28 AT 5 GB19489MIGBIT 27401 HIHLE -
6.2 IFIFEM
6.2.1  BREFAIFLESL, ERI A R A o e i 2, 58 K RLRT & GBIT6682 HIZEK .
6.2.2 WRUEE G, AR A AL T VERCH
6.2.3 WHMBEIURTARM, 4210 A2 AR
6.2.4 HIE,
6.2.5 A
6.2.6 I,
6.3 {UF|EE
6.3.1 Ju R (B 10045 .

o
w

2 HIERERWAS (1pl- 10 uls 10 pl - 1000pL; 100 pL - 1000 ul) .
g R #l&

MBI BB R RERBR, R MR, ML, Rk RIHAR, HEE— R AR kI T3
b b, FHE R R L HE B R s I IR T

6.5 MEKEZE
IR TR, AF R e S A S IIR)E, TR EE IR
6.6 MERRE

INGE G e T CREDE i R fy, SR SRR FilFF R 30 min, R@4RL )5,
T ESRIK MG R IR A B SRR T ORI T o

6.7 RIMEFEE
FEMLER P LRI — AR, HDG S B AE 10085 W €100 LT
6.8 LHRFIE
6.8.1 FHME
LM P IS B LAY ) IREE DU . CILPRSRERE B B, N IR B A FE
6.8.2 HELIFHME

RELYARE AR IR AR, (B R 8 OR BORIRE N SRR AR, D IR A B ik
A EEAURH 1 -

6.8.3 BAtE
A HII6.8.1516.8. 2045 H, AR BB BEA P

o
IN
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7 HEKEDHTH PCR &M 75 5E

7.1 BEARER
FREFIRULIAAN, A SO T B ERE 7 Y NAF A GB19489A1GB/T 27401111 52
7.2 WRFFEM

7.2.1 2xRapid Taq Master Mix (i dhft) 7 Tag DNA RE&HE. EMHIEHERET. ANTP LA
MR R

7.2.2 i RNase /K.

7.2.3 4N DNA BRI £

7.2.4 BEfERE CHIKZD .

7.2.5 1XTAE ZepPil, #2H8 A.3.2 J5 ik .
7.2.6 10000 GelRed B4k Wi A% B 4kl o

7.2.7 7 QU DU PR 2 AT A0 SO RSP 2R I PR L DU i, e iik 3] 5 96 J LA B, i
SrEdh, SEHUMBIERIZ DNA, FFEE Ing/nl; BUEHS R A B CILI % B 1 B.1) {9 FA T

79
il

7.2.8 7 PRES DU o AR ] 2R B e 7 PR DU e B R, SR [FIZH DNA, Fike 2 1
ng/ul)

7.2.9 %R Marker.

7.2.10 PrEERACRIMNE .

7.2.11 15mL LHELE.

7.2.12 200 L PCR .

7.2.18 AU T E R ARk .
7.3 {UEBEE

PCR 4 #81%

~
@
—

7.3.2 ERHIK RS

7.3.3 FIETEMBTAE (1 uL-10uL; 10 uL - 100 uL; 100 pL - 1000 uL) .
7.3.4 EOHL

7.3.5 EEAICKE A

7.3.6 [H{EFE.

7.3.7 BHMPICOCEE

HEmALIE

~
IN
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RERFBKGURN T35 AR EOE S, W5, RIET4C, B
7.5 DNA $ZEX

JH R b A PR L 945 5 R 2L DNABR B 3 SR BUHE (KT ZHDNA, - &R & i W 45 SR DNASL
HIEATPCRY HE Bl R A7 F--20°C % H

7.6 PCR RRNI#R{EFE
7.6.1 RRKZ

IIG T R UL SUPATHE[A (1 5| ¥ BgF/BORAZ M sk F R F.AS | M P 81l 5. LA PCREC M A4 2,
PR SR G R G LRI M, SRR R EAEFAN25 ulo & K U S BHPEDNA I BAPESL I ZH 0, o
EE% D S8 5 28 R o s DR 2 A B A o R

7.6.2 RMNFMH

F200 pL PCRAF th il ;e ik R, JB5), EFPCROCL BT . FIFEFE N 95°CTHIAE 3 min;
SRIF95°CAE P15 s, 61°CiIB-k15s, 72°CHEHL min, Ly 35/ MEIA; 72°CLEMHS min.

7.6.3 PCR =437 i HE B BX EE kAN AR

FHIXTAEZE # B EC 1 1.5% 35 I B B 2 o BPCR™#110 w52 pLoex kg sl &, Inke T &
10000 GelRed =i 23 41 15 4% 12 S L 1.5 Yo 3 i B i | 46 (RS DR 1, CEIXTAEZZ i, 5 ViemHLiK
K30 min, R A B KA AE Uk, BERUER r REW AR, IR

7.6.4 Rzt

T G DU deBH i DNAKT HE H 11071 bp it St 46 s ELEAVEXT BB o4 1 25 iE, 40 9 56 ple o7
(F I FEHFEHLD

7.7 SGRHAE
7.7.1 PAM

HIRE VR 5110 B A AR il 2k D AL DNAFRSI 1K/ 1071 bplf 2k, Al T IR ES DL U R FH
P GZEH.2) .

7.7.2 A
REASE it JE Ry S PR A PR 3 2t R, P D o BB DU O R B AV

8 FHIREINHHRIEEN A

8.1 EAREX

BRAEFIR YIS, A SO A 1R PP 2 N A5 5 GB19489AIGBIT 27401 HIALE -
8.2 WFIFEM
8.2.1 HEKENHd BgSAL Hifs iRt .

8.2.2 Pkt SLIAEPTEE R A RIMNE -
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8.2.3 15mL EHEELE.
8.2.4 FFHHUE IR ARk
BB &

1 BIERERERAS (1pL-10 uLs 10 pL - 100 uL; 100 pL - 1000 pL)

o
w

o
w

8.3.2 HLAHL.

8.3.3 HIMA.

8.3.4 MMEERKMAL.
8.3.5 ZHMIAHFAL.
8.3.6 HIRMERK.
8.3.7 HlUk#L.
MREE

7 QL DUt SAL E 20 70 i 47 R B Sied ) e, ot EROEE DLt v P O 7 42 R B e 5, 3 EREZ
H7 EROBRVEE FE P I A% R PR SR LA o, 3 B E UL s LA i R A A MR B e M A 5, LAt AR S 4
B s ARC ] o

8.5 friMEHmMAVALIE

B IOk TC T8 R KA mL, SRS ERS B2 h, f5 MR ESREEE 2 J5, T-2°C - 8°CUKF i &2 h. 4°C
3000 g&5.0210 mins YefE B3 T 1.5 mLES LA, T -20°CHRA7 A o

8.6 HIELIR

B AL A 40 L= 60 pL G 21-315) , SeA@nBRE R AL, FERE S AL g in LRg A4 Be
B, RGOk LA AR EE). B 15 min, ML,

©
IN

8.7 HERFIE
8.7.1 [AM

FEIRAUSE B RE (R EFR S (WFHFENLAD .
8.7.2 FAM

ERACK FACH I —4 (s (IMENLB) .
8.7.3 IMLER
LA TR



9.2

9.3

LS SHEALTE IS DU R AR AE, 3D HE T
a) HI6.8.145 R, FIDyi I DA s B 44 5
b) HPL7.7.1808.7. 145 31, FIDu T RES DU e R 5

kIR C

SR th 5. S L LT SRS E, 38— 1S F
2) HHIL6.B.AL SN, HI N I E UL e AP AR
b) thIN7.7.18.7.ALE 5K, I I EL L ek P R

PRt
AR HDUS SEELLEE DU s AL, 3D HE T

a) H1316.8.2. 7.7.2M18.7.245 K1), HIDy 7 KL DL Hagis B 5
b) Hi¥16.8.3. 7.7.2818.7.245 1y, HI Ny IR L2 UL I Hu B 174

Q/CVMA XXXXX—2024



A1

A2

A3

A.3.
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M % A
(HTEMEMIR)
BRECH
PIERET A

4% 33 mL Hil, ¥ 0.5 g QEa s Ykl & TaFekrh, /b H M7 e o s, SRE I 5 H
M, 55°C- 60°C/KIEM# Lh-2h, HHEAMREIRS . AHER=ZEEMA 33 mL FEE, fitfRs,
A O =RFE 6-12 10 H, TiESH.

EEER TR

P2 T B /KN 200 pl Q4R e IR st 47 e ) o

TAE & %% B EC

1 50X TAE &%

Na;EDTA 2H.0 37.2¢9
VKBS TR 57.1 mL
Tris-Base 242 g

FH#9 800 mL “K# 258 TOKIE MR, 7R E)Ja FK B 58 /KA S5 2 1000 mL, H iR 7% H .

2 1XTAE &
SOXTAE I 1E 7k 10 mL
EETIK 490 mL

R HEIRARE S
1. S%EY TR BE TR ERAR
B HEHE T4 15¢g

1<TAE i FH i 100 ml
WP AR BREIAAL, FRFEAHE IMANZIREEN 0.5 ng/mL, JR1E LEEBRI LR GLKL, #£25].

His—binding Buffer (pH= 8.0)

Nacl 17.352 g
Tris-base 1219
NaH2PO4 7849
LHETK 900 mL

SEEVE)E, A pH {2 8.0, INEE F/KZE 1000 mL, 4°CAFH%H .
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Mt % B
(ZERERER)
PCR ¥ 1% Fr ER A% B& 5 |

B.1 P47 EE R EFFF

GCCTGTACATCCACAATTGGCTACCTTTCAACAGCAACTTGAATTTGTAGCAAGGTTTGATGA
GGCGTTTAATACTGCCGAGGAAGAATATAAGAAGAAACTAGTTCACCTCCTTCCACTTTACAA
GGTGAATCCTTTCAAAGACGTCTGGATTCATTTTAAGGAAGGTGTTAAGAATGTTGCTGAATT
GTATGCTGTGTTACTTCGTGTCCCCCAATCTACAGCAACCCCTGCCGGTACGTTTATATATTCAT
CGATTCATTACCTTAGCAGATGAAGAGAGAAAGCCTTICTGCCTCTTTACAGAATCTGTTGGATA
TCGCTTTAAATGCAACAGGTGATGCTCTGCACATTGCAGATAAGGCTGTGAAGACTGTCATTG
GAATAGAGATAAAGGATGGTGTTTTAAATGCGACGCTTGAAAATGCTGAGCTTCTGTCTGAAG
TCCTGCCGGAGTTCTTTGAAAAACTTTTGGAGTTCAAAAAGGTGGTTGAGGATGCGTATGCCC
CTGAATCCCAAGTTGATGGTGGTAAGTTATTCACACGACTTGGTCACAGCCCCGTTGAACCCT
ACTTGAAGAATCACGGTTTCAAAGATGGAGATTTTAAACGTGAAGCTTCATTAAAAGATTTGA
GAAAGAAACTTATAGAGCTAGTTGACACTGGTAAGCATTTTCAGGAGGTCCTGGGCGTGCTTG
CCGCAGATGCACTTATGCGAACTCCAGATGGCCCAATGAGAAAACAAGCATGGCTCTTTTTAT
TGTCAAGTACAATGCATAACGAAGCTATGAAGGAGAGGCTTAAGGATGCCGTAAACAAAGTA
ACCGGTAAAGGAGATACCTITGTAGAGGAACTGAAGAAACTGGGACCACAAATTAAGCTTCC
CAAGGAAAAGACTCCCAAAGGATACCTTTTCCCCGGTGAATATGTAAACTGCGATGTTCATCA
CTTCTGGACTGTGTTAACTGGGGTATTTGGTACCATACTTGACGATATAAGTAAAGCGGCCCCC
ACTGCAAAAACTGGAGGGGGTGTTGTCCCCCAGGAGTTAGCTGACCTTGTCAAGGTGCAAG



Q/CVMA XXXXX—2024

Mt % C
(ERERTR)
B2 DU e fom B BU SR K TR TR AR AL

EEL D 30 s S RN K B AR A6 ML CL 1

O @—— TR BT G,

@ & —— TR, [
@ . —MaEARK.
T @5l H BT, 2022,

E[C. 1 BT B K fRIE A (L

10
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Mt & D
(ERMEMR)
R K A IR AN R B Sk i 4 E451E

D.1 £EEER

D. 1.1 K AMmi%

MEWE: f£K2.52-3.01 (F342.75) =Kk CBEER) , %8157 - 1.75 CF#1.68) =K. AEMHET.
Bk, Bk, WANKR2.265 (BFEESR) ; WUZEILETF, FE%TVH; EREMmAEAR,
KT HIEETRRE; FLX RN, ONETE, BrEiRl, [EEEL8E T HKE . EROVEE, 153595908
BUGER . RTTBOEEDE, & E AR, ERE M. A%,

TR 442.10 - 2.38 (“F1452.28) =K (HFEERR) . (#01.29 - 1.57=K. . ki,
AT, WARNKPILIREG (BT ; MZILEPAT: R A, =M, KEHEMEL
&, Ko JERKINE, Ffms. ek, #2508 SRS 200 EE, BZ%5E%E T P17,
JERHA 4
D. 1.2 Bk

Mg, 1AK:3.29 - 3.92 mm (EHEESL) 5 8 N1.93 - 251 mm. A REREE; mrmiliE, RekEE
NI, HEIMSAMN, Bl EumE sy, Bgdy, NUQE . GUSCHE, miomtH S P 281 1
TG N ERI BB, RIS EENE AU, A B, Rl e O, KART 9. B
KW T58; &R By M2 AT, M2 R 2%, AT RS . BUATTIR G, R s JE o 2
AR, KigE ER)Fe SITMRERT %, 2HE S, B, LRENISNEE, BNERE;
FEATN~TVAHMNER R A5 P/ BTN ~TV g oK i B —8lvh, Koty H—RvG. JNRZE K
Z ¥

TR fAK3.94 - 477 mm CEARESL) T, 558220 -2.61 mm. AR SHEWALL. SUBCHAE, 51,
T R NGNIERL, RSS2 JERZ AN A Y, IS SUARTR IR, RimiE IR EK
Pk MEAELTIR, RimEFENGS . BRENHE . ITMARER I, WEEEMNN; @AM,
REGIAH o AU TREKSZ S, MR, ARemlR 5. 2 S e L.

D.2 s

K IR SRR AE LD, B B Sk A A R AE LRI D .2,

11
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bS5 B

O—4hi;

@—F 1,
@——MfE;
@——HfE;

O— ML T -
E:

D@51 H Junsoo Lee, etal., 2022+

@@®3| [ Ju Jiang, etal., 2018;

®35] H Rajeev Kungur Brahma, etal., 2014;

®75] 4 Desmond O: Agwunobi, etal., 2020-

D.1 KAMIFRISE

bRl P Ui

O—— MM TH 5
@—— e A 5
@—— MU 1 5
@—— MRS -

D.2 MRS E

12


https://pubmed.ncbi.nlm.nih.gov/?term=Brahma+RK&cauthor_id=23990074
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Mt R E
(FSEMEMIR)
SN A R RS

E 1 HREIHTHARFE

D214
@]

13
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Mf & F
(HTEMHEMRE)
P47 EFE4F RS 4F5
K FIPCRT VA7 R B2 DU skl i, 75 & i 1 PAT LR ) 51 4 WL F. 1.

RF.1 PATEEERMSI1FS

51 YA K 51959 T HKE
BgF 5-GCCTGTACATCCACAATTGGCTACC-3'
1071 b
BgR 5-CTTGCACCTTGACAAGGTCAGCTAAC-3 P

VE: BgF——IE [ 5|4,
BgR—— /% 1] 51 47;

14
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M % G
(e MR)
PCR & Ry A RECHI R EE M

G. 1 RN RECH

154 PCR R R4 19401 5 % G.1.

%= G.1 PCR RRIKFHR
AR ULERINGAT S SAR/UL
2 >Rapid Taq Master Mix 125
BgF (10 uM) 1
BgR (10 pM) 1 25
DNA 1
ddH20 9.5

G.2 JEEEIN

G. 2.1 7ERCH| PCR S Midhk Rid A2 s BATEXSHE DNA SAFEFE S DNA NAZAEA [F] X, PAGid L

EE

G. 2.2 Py kU f i ZOR 7 E 4°CEi-20°Co-PHIRAY, TN FE =i 25 1 Rk, TREGI%), A

FiK k.

15




H. 1 P47 EEHF4 51404 1B T infE
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Mt & H
(A MEMR)

PCR & Bz irE 545 R ¥ E [

F5 IR DU e PA7 R PR Rp e P 5140, AT o T2 D07 R B P R b 47 4 R/ 2911071 bp

B (LK HD .

PRl TS B
M——1Z B8 4> Marker;

—— 7 RS DA s S P R 2
—— 7 R DU A PR R I,

2000 bp

1,000 bp 1071 bp

750 bp
500.bp

250 bp
100-bp

Bl H.4 SRE RTS8 R R E]

H.2 FHICE DT PA7 EEHF F 14 5148 EER

FI 75 PREL DU PA7 S PR R e ML I, AR il ik R AL b 7 1 KN 1071 bp ) B (L]

H.2) .

bRl 75 U -
M—Z & 5 7 Marker;

2 — AR f

L L o R LB

2000 bp

1000 bp 1071 bp

750 bp
500 bp

250 bp
100 bp

EH. 2 FHECE DI R =M 5 S Y PR A R 2R SR B

16
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Mt % |
(A MEMR)
AT ERINEHIZH SAM BEE R EZERFS

1.1 SAM EFREFFI

ACACAAATAACAACACCTGTGGATGACAATGATTCTGCTCCAATGGAGCCACATTCTGTCAAAGA
TATGTTACACTTCCTAGGTAAATTGCAGCAGGACACAAACCTGAAAGAAAAGTTTGTCAATGAAC
TGGAGAAGGTAGTTAAGGAGTATCTGGACACCACGCAAGTTGAGAAAAAAGGGTATACTGCTAA
TTTCGATAGTTTGTTGGAACACGTGAATAAACTACGTCATGAGCTGTTGAACGACACCGGTGATT
ATGGAAAATTTAAGGATCTTAACGAAGAGGGTGTGACAAAGGCTTTTGAAATACTTGTCCAGTG
GATTCCAATCTTGCACAGTGAGTTTTCGTTGCTGTATTTCCTCTCCTCTACGGAGGGACAAGGTAT
TGGCGGAAATCAATGGATTGAACAATATTTICGGACCAGAGCATACAGGTACACAGGCACACAAG
TGGTTGACTGATAAGTTAAATGAAGCTAAGGACCCTTTCACTGTGAAGAAAGGTTTTGAGGATGG
TGATCTAAAACGAGGTGGTAGGATTACCGCAGCTGTGACTGGTAATCTGGGAATAAACTACTATT
CCGGCGGACCTCTAAACTACATGCAATATGGACTGTTTTTCCTITCTGGTGATACTTTGCTAGCTG
CGAATCTTGCAAGCGCCCTTCTATTCCTGGCAGAGTTCTGTAGGGAAGTAAGTGAGAACAAGTTT
CCCGAGAAGACCACGCTTGATAAATATAAATGTCTTAAGGATGTATGCAAGGATGTAAAAGATA
AAATTGATGCTTTTCATAAGCATATTTTGCCTCTATATAATCCTTTAACGGTTGAAGACATAGAAG
GTGATGACGATAGTAAACTTGGTGAGGTTGTACGCATGGCGGAGGGTAGGTGTAATGAAATGTA
CAAAGGAAAGTTAAAAAAAGAGAAATTTGACGAATATGTCACATGGATGAAAAGGAATCTTGCA
AAACTTATGCTTCTGCTGAGGGAGATGCACACTGACTCTGCCAGATGGACTGTTGAAGATTTAAT
GTATGTCCAGTCTCATGGACCATCCAAATACGGTTATACGTTCGTGGATAAGAGATGGGATACAA
GTATATATTTCACATTTAAGCAGTCTATAGAAGACCTTGCACTTTTTGAATCAAGCAATGGTCTTT
TTAGTCTGCTTAGGTGCTTAGATGGCCAGAGGGCATTAAGAGAGAGGGAAGTCTTTGAAAAATT
AGAAGAAGAAAAGAAAAAGAAAGAAGAGGCTAATAAAAAAGTAAGACGGGTAGCTAAACCAG
CAACTGAGGTTGGAGAAGGAGAGGGGAATTCGTCAGGAAAACAGACACCAGTTCCTACACCACC
CACTGGTAAGACCCAGTTGAAGGAACAAACACTTGCGGATGGTCATTCTGAAGATCCAAAACAC
AAGGGTGCAACTAAGCAGACCTCTGAAACCGTTCCACCTGCTCACCAAACAACAGCAAAAGGAC
CTCCAACAGAAAATGAGGCAGGCCATAAGGCATCAAAGCCAAATGAAACTGAGTCTAACAAGGC
AGAAGGGGTTCCTAAGAAGGAAGAGGAAGTGCCTCAAGAAGGAAAAGGAGATGAGAAAGGTGT
CCATACCTCCGTTAAAGCAAAGGCGGAAGGCACAGCGAATGAGGCATCATTCTCTGCTTACTCAG
TGAGAGTGGCCACAGCATTTTTGGCCCTTTTGTCTGTAATGTAA
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Bt % J
(SRR
HREIEAR sSA ERRERNHIE

J 1 BEWMERE

MBI TEIRSRIR . HIUKHL. oMb Ie T
J. 2 Bt

5|91 ExpSAL-F -F/ ExpSA1-R (20 pmol/L), BamH I Al Xho | [ 14N VIEE, T4 DNA ZE4:RE, B
e R: DNA [RISGRI &, ek pETASY-Blunt, £iAZkfk pET-28a, [&32& KATE DHSa,

AR BL21, RIBEZR, SFHAEE-B-D GifCntm M (IPTG), His bris A alifb i &,
LB 5785, —IRMEERSLIESE (FLAR 0.45 um), ERFIRAEE

J. 3 3|¥IF%)
F U EERENEHR SAM EERIERESH
EIE-S55| 514 52l g U7
SAL ExpSAl-F 5-GGATCCACACAAATAACAACACCTG-3' BamH |
ExpSAL-R 5-CTCGAGTTACATTACAGACAAAAGGG-3' Xho |

ExpSA1-F F1LEXpSAL-R 5904 14 7 QL DU HUSAL 3148 F Be /N A 1719 bp.
J. 4 RIEHAEPEFEE

J. 4.1 FEKEBRET R RIE R B A 1

SV Exp SAL1-F #ll ExpSA1-R, DNA #AR FH 7 I DUHT bR #EBH 1 3L PR 2H DNA, RNAR R A 25
ul, BAAEEE LR SR G o G.1, JRFIZEAEN 95°CHIAE !t 3 min, 95°CAEME 155, 53°CiB/K 20's, 72°Cit
fi 1 min, 3% 35 AMEHR; 72°CHEMH 5 min, 15°CLRIE. ¥4 oR)E, S I e M DNA [l
A& Ak G IE RN PCR F=4)
J. 4.2 WEEH]

F 20 L BEUIMAR R 3.4.1 IR 10 pL 75 RES DU L SAL BE[K] PCR 7=#5k pET-28a Jii ki, 10>
P22 P 2 uL, BamH | Al Xho | #% 1 pL, ddH20 6 uL, 37°CEE1) 30 - 60 min. (=l 174 .
J. 4.3 BHERRNIEESHEK

F 20 pL ERAR R 0.4.2 BRI RIS 5 IQEL DU S SAL R 7 B 9 ul, XUER ) [RTUS ) S fr pET-28a
B3 ul, T4 DNA ZEHEE 1 pL, 10<ERZZ R 2 uL, ddH20 5 uL. 25°C/KIERE 40 min. B iERE=
YA B B2 25 K AP DHSa, #0525 AR Ui I - HE T
J. 4.4 BAMERIIEE

W 9.4.3 FRE I BHPE B BOE AR DG A R, W 45 SR E AR IR R R B VRS N BL21 ) TR0k

J.5 ERFRIAFILEN
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J.5.1 HUJ.4.4 3 R UL A SAL FHPEBFR R, % 1. 100 H9 B3RP 215 50 pg/mL RIABEZHT LB
Brgrdk, 37°C 180 rpm/min #iz3% 15 7% 2 B ODeoo N 0.6 - 0.8 MIAZIKEEN 0.5 mmol/L (1] IPTG,
37°CHR % EFE 4 ho

J.5.2 Bl REEFRINE B 32 B 08 F, 78 4°CF 8000 rpm &0 10 min, FF HiEH.

J. 5.3 JtiEH His-binding Buffer E& %] 50 mL BLE Y. HEO0EEEE THIK, T 4°C, 1000 bar
TR b A 3-5 1K

J. 5.4 $ 1.5.3 [ BRI AR ZLARYIAE 4°C LA 12000 rpm/min 250 10 min, B IS 0.45 pm JE 2%
U VA His Ar2E & A il itk EAE A .

J. 5.5 WAl J5 1B AR N FRLF AT, B PBS (pH 7.5) {E 4°Ciditfr 4 h - 5 h, EEIXE
b BR 3 K.

J. 5.6 BENEE A NE RS, T 4°C 4000 rpm 250, FHEAMM G I E B AR E, 15
WRARE B AR R T 1 mg/mL BHE 1R B O

J.5. 7 WRAMEHEA LT 15 mL BOE, &3Z1.0mL, B T20°CHRA7F.
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Mt % K
(RS MEMR)
Fr o BR M 3t BB IS AO 1 &
K. 1 SEIGmh4miksE

e A FE T SRR e (0 EUAR R, F MR B 6 5 AN BE 7 55 ) R BEAT s A AR s MPCRAG I, WA 71244
NAPER 55 25K

K.2 mEHuiAsEn

REFEKIERMREARFNKML mL, 7 &I LA M KIBgSALUAf MR 4R s, Al
RAMFE T HE R DU R EIGiR. 21 I18.7. 245 R #F 5 Z K.

K. 3 fRERRMMIFRER

AT A K 2EOR RSB AT, e B A A i, SCRERH 2R A ik, 7> B .
PRI RO bR AERA VEXS HRIILI 202 AN RN AT B B 00 L F7-20°CUKAE TR A7 45 H o
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Mf &L
(HTEMHEMIR)
FroAE PR X BR I E AO I &%

L. 1 SCIGEh4MEEE

R EK UK 2E SRR, T4 75 BB UL dbmofi B P RE I
L.2 HEKE IR

B ORI d R R DL B 220472800 g 2 mings Uy BU R E107 YL 2T 4R T HEPE
i, AN mLAERRERKIRS) . R BAFSLIESRA LR A, BHMTIRE, B SRS AR, H5 107
AN G A AP VR A T 5B 495 - 605 EAT B R A o
L. 3 Fufctain

R TE ARG ARG, R FA LI LR Fs Q6 G % e e fe B A T S e e, REE R i
FKIL mL, 0 210iE. HBoSALFUIRK IRARES, AL, 2745 55 ) B g iy A s gL J5 s A 35 I
DU RO . R Iy IN8.7.245 R, B I Iy H I 8. 7445 B 1+7 A oK
L. 4 tRERRMIIEBE

W FRF A L 3ESRIAI AN IR M 2461, Tm I RA M, SRR EEMFIKL, 7B ImiE.

T BRI 7 PQES DASYT FRARHE R UM, o0 T AN A RUAR (0 S e 0, B T-20°CUKAH fRAF
#H
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Mf &M
(BRI
PR 4K R B0 51 &
M. 1 SA1 EBRINFERFIE

DL B3R
M. 2 B S B IAEIF

EPURI9G: FHAL R R AR ERE A% LG, BBk g iE, FIF A EAR, @idgii
AhE, TREdRCEPTRPUA. ZPE T TR SR E IR A 4E R I (NCR) MR Lk, ARG
AR5 1A Rk
M. 3 % RBEIiIAHI%F

RPTRI9G: HAifh iR R R A /ARG, UM BARE4IM, I 245K, B4l
Mg, IR R PTR IR EHUK AT S S hnpr -3 IRE T R iih B s &, I Lhi Rt
WEEY), FTRASRIRMERT4E R (NCED) k.

M. 4 &FRIESI&

A &R 12540 nmich &0k, K SALER AST 5 AR S iR 21810 ng/mLEE Thrid, fridse/a
FHTE 75 M2% Tris, 4% CaseinfE IG5 1. BRIl A G bR i F s g0k gk AT 4lifh, i s
FUEFEE L E NS FEYR . DTIERH0.242% Tris, 1% BSAME AR EE, B2~ 8°CI-1E.

M. 5 BRIA &5 & B HIZ

B EH B ERC TR SRR TP B R B E =R, R &S BB AT 4 R IR (8.5
cm*30 cm) RIS, K% B bR PRI IR T UNIF (I B B 4P e 2% I, 37°CHE A HE12~181~/ N, BiT il
B 4 A 2
M6 RIASHRBHE

¥ #929T°0.6% Tris, 0.5% Casein, 1% PVP30, 1% S9, 0.5% Toween-80, 0.3% EDTAK]AbHH K
Wi, FEASCCIA LR TRt 12~184N /NI IS, VRS mmBE FE, B IR S i i 2

M. 7 5T SRARE &
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B FE T I AR SR IR 45 G 3. THIRAT4EZ N (NCHE) o WK 3R AR I A VRS WS
AN o KB SR AERE (NCIE) NWES2~3mm, RIAESESHRBIEMRTYERIE (NC
) FES1~2mm, BARSHENBRBERASESHR EES2~5mm, H] R8I
M. 8 NC fRmEHE

A 2 B R AR R AR AINCEE L 73 Sl i i SR CRRITRIgGHLA) AT FUAR CEHLRIgGHUA)
22961 mm, W58 5 fEASCCHIMAR Tt 12~184> /N

M9 HFIFARMINFAARFAK

K NCRET AT B IR 4GS ALY 3.5 mm £ 0.2 mmFHR4RAKBNIERLI R, SRR B T8
Sl EEREEN NE
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Mt &N
(FUSEMEMIRD
MR R FZRNER~EE

bR gl 75 Ui B :
B—— i IR EL A
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