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L. — Mol R 22 HUB I ELTSARR &, FARRIEE T, AR A A ROE 22 HUN R 2R
1 11 [ A A

2 ARYEBCRN ZE R TR ELTSARGRI &L, HAFIEAE T, i FE B AR — B0 De il B AR 3
VI B 6 LR ) — Pl P A L

3. AR HE R EL R 2 BT R ELTSAR G & , HAFIETE T, AT IR B AR — T NHRPHRICHT R PT K
IgG,

4 AR ER 2 PR ELTSA &L, HARHIEAE T, Frid P iU PBS-THR BRI -

5. ARIEAUR] SR 2 IR ELTSATAGR &L, HARFEAE T, BT id B BN TMB . 3

6 . FR AR BRI EL R 2 TR EL TS A &, FAFIELE T, Brid 5 BN I 4= 5

7 ARIEACR) R 2 TR ELTSAIRF &, HAFEAE T, FTid# BB APBS

8 . HRAR BRI EL R 2 T IRELT S A &, HAFIELE T, BT i & 1 BV IR BRI T -

9. MR A A HN B R 1 BT IR ELTSABR &, FARFAEAE T, Bl R 22 B/ N Bk v 25 1 1 7 5
WISEQ ID NO: 117N,
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— TSR A I 24 th iR AUEL | SAIR FI| &

BRARGUE
[0001] AP A AR U, e il 98 e — i W R 22 3O B ELTSAAR &

EREA

[0002] RS 22 Ha g i — s ik dsC AL R N & L R A A o ROk 22 L (Dirofilaria
immitis) AT R IEHI MK A 0=, F5 A 70 il sl Bk RS 22 Ul AT 5 & 75 £
P8 0t 75 975 20 DA % i s fk v ML 258 e 87 o EH T A BRAR IR 488 0 1 s A 3% s L AR SR RN
SRR 22 HUR H R A HOE 2 ETHE

[0003] R 22 Huf 1) 5 FIA2 W 7 vk 32 S8 3 SR U, IfL 375 2 A W R - A= M Al B
HIT I35 2 Aar N 2 A o P B AT I 7925 5 0 e D s IR A A o e e 3000 P 1 91 2 5 SR
DL T 32 U e M R A R 2 (SRR et FRSE I 0L s DU I B B A I AR AAE T, ANk
B FRUE S A R ARG I L R o 1E TR YL RO 22 i oA H G 4 JURESO LA BT e A 1 A 2 S
S RE AR D H R, oA RS WU L T SRS I e B R b ) H R 22 H, 38 T RO 22 HUp i
ARSI o PR 2R R IRAT 250 R0 22 HUTa B 12 W 7 Vo0 T RS 22 HUJs ) s 38012 W LA B B 31

b ES

[0004] YT b, A A H FILE TR A —Fis i K% 22 R ELTSABGRI &, A A5 BT i
7P A DN L 4 25 s P e e 1k AU

[0005]  JSEEL BIRBH H B, A K ISR AL R HAR T & -

[0006]  —FfriZ by K% 22 HUB I ELTSABGRI &L, A A RG22 /iR e B B (Di-
sHSP12.6) 1 [ AH A A4 o 75 4= i B B AR St 77 s Hp , I ] AR 244 T e £ 96 FLE% TRt Bl 5
SRR [ AR B AR, B R 22 B /N R o 8 B AR B 9 1001/ £L , AT % FH AL v A 4
T4, A% 0. 39g Na2C0s,35mM NaHCO3,0.2M NaCl, HPHE9.63k75 .

[0007]  FE®fSE T RFEAZ LA G, FHRELTSAR I & AR B bR — BT 5 B
B DA R PR 2 L B — R AP DL L

[0008]  FLrh, BTl BgAs — PRIk NHRPARIC I S BT R TG, FEA & B HAAR S it 77 =0, Frid
Bgbr —HiR I B T 20U AR W) TR PR A =0 7= 5, B b Bk Rt 45191 : 2000
[0009] P IR Pe i i LIk N PBS— TR R , 7E A i B B AR S 75 S, BT PBS-THe v VR 4
BN :8gNaCl,0.2gKC1,1.42gNasHP04,0.27gKH2P04, ¥& T-800mL 22 5 1K, In A
0.5mLTween20, & i 4% 1L ; i . 4 I A0 126 D9 TMB il (434K

[0010] iy 3k 3 PRI VDI 328 9 B0 i 24 973 , 76 AR i BH B A Szt 5 =Urp , i ol WA 28 003k FE N
5%,

[0011] Pl 2% 1k L it B B VA 0, IR FE AL 3% 9 2mo 1 /L s BT i) 7 ¥ 8 1 78mL 25 B - 7K Fh 2%
2 IN21 . TmLIT98 %6 BRI IR , ¥4 21 22 % , 4 CIRAT 5

[0012] Pk A B D0 3% W PBS 5 L i1l 52 y8gNaCl, 0. 2gKC1, 1.42gNasHP04, 0. 27gKH2P04,
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HT800mL L B FAKH, BB R LL, K5 , SRR -

[0013]  FEARCH, Rlkez /NI e i AT DL AR R AR, B i A i s N T3¢
IR ZEIR I ROy B4R F rDi-sHSP12.6) o RiE “AERARI” 248 H AR R A H AR5
RIBAFAER X FEAHERR Bk AE R SR 57 5 R SRAEAE B 5 B A FHIRN () S5 # A/ B EH 1%
[0014]  fEZdir , AECE I T 14F/ Ny T #R 788 (small heat shockprotein,
sHSP) , #2450 7 Jii B 1K) AN [\ 0] L4 B4 : sHSP12s (f14%HSP12.1.HSP12. 2. HSP12. 341
HSP12.6) .sHSP16s (HSP16.1.HSP16.2.HSP16.41.HSP16.48LA Jz ¥ KL AIFOSHY . 3
FO8H9.4) \HSP25.HSP43 . HSP17.5F1 18 i5 3 HE -1 (stress—induced protein—1,SIP-1),
BF TR S B AU AR W 75 MR T 4ERF AN 75 10 B 1 0 2 () A 5, DR AP 40 i 2B i 775 B DA
e an M AE A7, T BAE R A B & B S far e is LR G 0% A M O O M 2R R R
B e AT R B RYERE EENAEM. B AT, R /N R TR (Di-sHSP12.6) fE K
22 HUJg R 1) AB DI AT G AR LR

[0015] K Uk BH ek Jif A% 308 45 21 25 2H RO 22 /N R e & 1 (rDi-sHSP12.6, FAIDi -
sHSP12.6 H. % 52 4 ME & FLBR 7 51, WISEQ 1D NO: 1) , %ot JL k47 G B EN 75 , ELTSA LA
K IR W 7 E B T e R N 2 R B R B B (A rDi-sHSP12. 61 & 11 S HL 1eGRE 1R 71
I rDi-sHSP12.6, EAHHE [ rDi—sHSP12. 6FEH [ SRR YL R % 22 ds H) R L5 IR 51
ANBEAE R R I3 TR 5 it B R 22 HU/NR s B B R I 1R 4 928 i ek A e 92
[0016]  [A]4EZELISAZ: R 7R, FrDi-sHSP12. 685 F Ml 244 R 2% 22 B 1 14 ifiL 78 A 2443 K
Wrk MEAVEING , 45 58K , 2247 BHYE I 15 0D450 > 1 FLAE , 245 BH 1 1L 3 A 24475 B 4 afn. i
0D450<IIf FHE (0.699) , MITEAL 12 77 1 Uk 991 .6 % (22/24) 5 [, AN 5 R Ak ek %
S B I R 4 35 5 22 ) S 2 i v R R ) U BH M L3 (3L 1840) R AR A8 SO, Rl i 18
A3 R 75 ol HBE AR I3 AR 240 R AR R ) B8 RN DU PE AR 1% 7 VA AR R 1 91 . 6%
(34/36) s Z% b , rDi-sHSP12 . 6 5 A ¢ ey B BUBAE AR e e, HAZ SO NG, A
RIS R & G AR R 22 HUR 2 W R B S ATE D912 W i i 28 A O R e ks &
[0017]  EH DA EHIRTTE AT, AR AR 1 Rl 2z d/ Bk i i AR A R 22 Ui 2
PRI AR , A5G S 30 45 S IR, RO 22 B /N AR 50 2] 1 RE M B SR B R 22 HUs 1)
RAMTFH R, R 22 H/NRAR 5 B i 46 I bt TgGRE R Rl 22 U/ e iR, R A R
U P 928 R P A S 7 JER A 5 () BN 7 ) 2 EL TS A J7 2 o 2R L HE AR v B0 AR S ek, P o 2 1
TE B R 22 s /N AR o B 1 AT DU A RS 22 U A2 Wi LR DL R 8 FH 3810 AH S A i 77 46
H,

B 5 BA

[0018] | 1Fr7~ ADi-sHSP12. 6K [FJPCRY ™4 ; A , MOADNASY ¥ Jiii & AwifE (DL2000) 51—
4:Di-sHSP12.6PCR™*4

[0019]  [K|2f 7~ Jy B4 JikipET32a (+) —sHSP12. 6 XU B 1) 46 5 ; Jo b, M: DNAZY T i oA
#E (DL2000) ; 1-4: pET32a (+) —sHSP12. 6K XL 724 ;

[0020]  [&I3ff 7~ NEAHDi-sHSP12. 6% H HIFRIA s Hort M 2R 1 o4 ¥ L& brfE s 1: IPTGIS
SR B pET32a (+) —sHSP12. 6K KT 1 s 2-4: IPTGE 51 &rpET32a (+) —sHSP12. 61 K [
FF 5
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[0021] [ 4 /178 AyrDi-sHSP12. 6B ATV P 34T« o rf, M B 1 B o0 1 B A AAE + 1: 8MIR 3R
VAR 5 2 AMPR RV AR 5 3 2MIR RV AR 5 4« 13 5

[0022]  [&I6 5T rDi—sHSP12. 6 5 AL 5 S BEEN I 70 s e, 1 IPTGIE SRR
H B PET32a (+) ~sHSP12. 61 Kkt 141 : 2: IPTGI T 1) 5 A EALpET32a (+) ~sHSP12. 6/ K
WHFFI 3 G AR AL 5 (1 S irDi—sHSP12. 6/ TG 4 : AR ALK J5 1 rDi-sHSP12.655:
[ ARG R 22 SR R BH P L R S M R Di - sHSP12.. 65 6 - 2 BRAL A AL J5 1 e i Di -
sHSP12. 6/ TgGiR I rDi—sHSP12.6; 7 i HEMI BT R MR 5 rDi-sHSP12. 6;

[0023] P67 MM Atk R ek R 22 eh B BT T D1 — sHSPL2 . 678 K3 ) T B 4n s a St e oy 5 2L
W, T 75 UT: 5 s TE : S0 MU LR HY < {38 s PS AR AR J s LU 51 R : 200um; A, B2 i ; C, D
et + SR SO X B8R 1 50 A

[0024] €7 7% Jg S 21 2R (4 rDi~sHSP12. 6 IAEELTSA (54

[0025] &I 5%y 4L 25 4 rDi—sHSP12. 6] [l 45ELTSA (IR )

B A

[0026] AR BH AT T —Fi2 Wi R 22 HUB I ELTSA T &, ARG E AR N 573 0] DU A
SCNEE & T2 S HE I R ) 75 AR I 72, BT AR B 4 RN el Bl oo AR Sidah A
N 3SR ST T 20 LI, AT TR AR A B 48 A R B o A e BH BT IR 771 6 2 448 0 3 5 it 451
AT T REIR  FHICN D3 BH 2 B AE A i 5 AR i BH A RS b A BB] P S AR ST R i i R AT
MBS A 5 G, SRECIUFIR FA K B R

[0027] A% 3 o R EOR: % 22 e il R LA RNA , FE I3 55 53 e DNA, I cDNAHE ™ 18 R 3% 22
U NBARTE R (Di-sHSP12.6) 4wt 751 R TF0 % I , 44 B M LA B V&0 7 A
Tk w s, CLR I w7 A% R R RS B Y rDi-sHSP12.6.

[0028] ¥ . A St 77 i S B b, B A S 58 B A i 44 HR e e N R SR B R
(200949 H18H R ARHIH 58) HHAT ANFE . BTG A2 7 P A% 14 B8 VU NI RO K 22 sh e #2354
SCEENYA RS R (P, e S - 2013-028) St o T A 75 1 54 HEORE S v T AR s
HEAT s CLFEAT AT AH ST

[0029] Rl zz iy difdcsi B DY 1148 E SR B gL I SR 0 K, B B RGO 43 B9 5 48 FHPBS TR
e, B IRE R R R, IS L T RG22 B, R 22 Ui B IS K B DY )14 B AR I
JeR W 2z I RHYE R o T 28 SO S LG 2R B 2 #6pu 8l | R0 T e A i R (BB T
AT CLRAE M) 5 IPE LA R B B ZEE AP S IK AR EE f5 1) 3 AW LS R (SRE8 & F oK) -
[0030]  szB&shW A2 W fid B e 2= G, MEE , 3 HIS A2 4, 1.5~2. Okg, T H AR IE A4
HIRA A

[0031] BRI #R AN UKL : KIAT B DHSa . K #F HBL21 (DE3) , ) H KRR A 7] ; TaKaRa pMD19-T
Vector, JWH KIEFAEY TIREAMR A 7 R L EApET32a (+) , I H Invitrogens,

[0032] DA FiA s BH TR — Rl R 22 B R ELTSAB ) S it — 20 BBl .
[0033]  sizjififsil1 - R4

[0034] 1. K% 22 A RNAFR HEHX

[0035] P Sl vhE 4% 47— 80 “C Tl v& M At 44 , MV 80 Hh B HH R 8 22 b b i Hh fk (£)20mg) 5 BT RF
J& s IINDVRRE T 78 0 W B , 35 1= IR AR Zh ) 240 ZARNATE BUA ) G467 e R 22
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JRNA, -80 C 77

[0036] 2.4 ¥ cDNAZH — 2k 5

[0037]  DAFEHUH) R E 22 di A RNA AR iR, 01igodT (18) N 514, # i Thermo 2y &) 2 % 515,
FIE BN , & FLCDNAR 25— 2% 4% .

[0038] 3.5 5A Ak

[0039] ZHENCBIH Gk 22 HisHSP12. 64% HF & /5 %1 (gb:XM_001900555.1) , #] H
Primerpremier5.0% it 514, R XIZH 0 AEEVIAL & (BamHI A1Xhol) -

[0040]  Di-sHSP12.6 3514 (F) : CGGATCCATGGAAGAAAAGGTAGTGGA

[0041]  Di-sHSP12.6 Rii#514 (R) : CGAGCTCTCATGCTTTCTTTTTGGC

[0042] 4. ¥ HEFEF 5K R

[0043]  DLR:SE 22 i e DNAY JEE MR EEATPCRY 48 7 WS 2 L2 1, 97 B4k 2R 0L 62

[0044] %%1
[0045]
¥ % B 1] R
i E Smin 95°C
T 45sec 95°C
g 45sec 54°C
Ik A 45sec 72°C
Gotostep2 30cycle
HE A 10min 72°C
Forever 8C
[0046] 2
[0047]
e A&
PCRMasterMix S5ul
ddH20 3.5uL
cDNA 0.5uL
La3]4h 0.5uL
TFag5]4h 0.5uL
EARAR 10uL

[0048]  5.7=¥y[E]lk

[0049] K I3 Fe AT A% R  J PR VK S S TR IS AR R 48R EE X 4505 K/ 2 75 IE 1 4R
JETEEAMT T UIECE 261 4% BERAR A PR A W RR [ SGR TR &6t H 1 4% 15 172547 DNA
[EU7 , 20 CAR-1F .
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[0050]  6.Di-sHSP12.62E K13 G AL A AL J@ P

[0051] DA RG22 e DNAJYISEAR 4 38— 25 340bp A Y %7 (K11, 1-40kiE) , A& TAMA
B2 )0 45 B o 1% 41 SNCBT A ) 2 471 ) ik 34100 %

[0052] AR B I IDi—sHSP12 . 6L K i A342bp , B G LR T 5140 HT » ifid 1134 & 3
B (B Ja 3B B N 2 B %S 1, NS R R ER) , 7> T E N 13052. 71, #HEWH 770N
Cs575H910N1620179S3, ProtParamFiiMIDi—sHSP12. 685 A F E & A Val . Thr Lys fAsp. 18 5 ik
4 R 7RDi-sHSP12 . 6 o5 5 Ik, 85 1B X Tl ¥ 7RDi—-sHSP12. 667 T-f AR X .

[0053]  sijfs2: pofE 5 % e

[0054] 1.3%%:

[0055] ¥ [=lUfe i) B 1 2% H7DNA ;v BL 5 pMD19-T#U AR AHIERE , 16 °C It & (A 16h) , dEFE A
EY I SF

[0056] %3
[0057]
1, 7] k2
Solution [ 4uL
DNA 5 £ 3.5uL
PMD19-T #4k 0.5uL
B ARAR 8uL

[0058]  2.%#%4k

[0059]  HY HH &R P~ 4)8ul B T ImLIIEPE HF , I AN30ULE. col iDH5a /i 52 S 4 it , FH ik
IR RS IR 52 VR &), UK 30min, 42°C /KB 90s , FR UK 5min. [A] EPE H I\ 600uL LB A4 14 5%
£, T37°C, 180r /minFR i 15371 . 5h/G , BULOOuL B Vi 35 S M T & 2% (AMP) Hii ek 1y [ 4
Regrdt b, 3T CHEIB R R4 P R 7 12h,

[0060]  3.JF%E

[0061]  Phie A& IR, 7 B B A B VS 2 PR T ImLLBY A4 5 77 2 (& LuLAMP) H1,37°C
180r/min¥ i85 F56h, B RPCREE & & R ReY G tH H 19 v BN R 6407l aey i B iy
Jr B TR A A00R LI AR TAEW)AA PR A w1 o T PCR M A4 58 L3R4 <

[0062] 4
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[0063]
IR i a
PCRMasterMix S5ul
ddH20 3.5ul
A 0.5uL
LiaF5 4k 0.5pL
Tiarsl 4 0.5uL
B AR AR 10pL

[0064] St fsl3 : Ky R IA I AA

[0065] 1. 3EHUFHL

[0066]  2¥é S it 451 2 0 > T 1) B VB EAT 37 K35 7%, 44 R RAR BORE /N g 1k 7] 4 15 B 4 b 4
Di-sHSP12. 61 Bk, 8 5 W BUSuLIE & 5ulload ingbuf feridh AT 2% 5 ik i v ik , 4% Il B
2 o

[0067] 2. H (122 Rl TR AN I8 B4 SRz 1 17 [ A

[0068] K5 H 1 3[R ks J2 #% 182 . 3. 1K) 7 ¥ 3145 IR # iR pET32a (+) (1) 5k , F AR A] 1)
TakaratRYIEGEEAT B VI, 3543 48 R 0 B PR o FH (BamHIASac D) SRAUIMEXSDi-sHSP12. 6F1
pET32a (+) 1A HAR TR HE A7 B V1) o 42 St 451 1 b 1 D7 V20 B D) 5 B I R ks RN 1A 2%
A4 JFRL R DNA A BEEAT JE [ETUAC

[0069] 3. H MERKIEREREH AL

[0070] 43 S EX2FR [BISC I DNA Fr B, FHTAE #5347 7%+ , M i pET32a (+) ~EHHE A RIA
A JFRL o I B0 5, TPCRAX 122 °C i 432h o 1 B St 451 27 7 v b AT 64k

[0071] 4, H4H kL) XU U %

[0072]  $& R 1 Hp 5 VR H E ZH kL, 43 73 FHAF R ) AR )i ko 2 2 Sk XU , AT AR
BRI L YK, B H SRR L 8 7 1 3 R IR FAAR b o W 1 5 1 B VR A00n LIS A T A TR 2
GiRl)5 2

[0073] 2R APk Bk le L vk %08 , BLZH ok Re il U1 5 H B 2 PR /NI i B, 5 TIU 25 S A
5] (FE2) o K5 EIDi—sHSP12. 6 JFiki % ABL21 K AT 1 H » 28 HH AMPHL 14 1A 6 T i 7 3 i » Bk
BT 25 KT P B AN T ¥ 1R AT B V& PCR &S 58 , BH A R 16 A T AR PR o =10, I e 510 5 H
1) B K] 7 511 A (], 2 BH AL g s A Jse ) o

[0074]  sjifsl4 - 25 1 JE A Rk

(00751 (1) g Sk 5 2 U T A ) B VR AT 4 R85 9%, 4 IR St 491 3 v 7 VA SR I B 24
JEHR o

[0076]  (2) BX10uLJsiki & T ImLAIEPE FF , JIAS0ULE . col i BL2 1J#AZ 254 , F ol & A
RIS, VKB 30min, 42°C /K 90s , FFUKIE5min. A EPE H1 N 600uLLBYR A4 3% 753 , T
37°C,180r/min¥Fi HH K5 9% 1. 5h)5 , B 50uL B R 1 A1 Fh T8 &% (AMP) 4701 14 [ 44 1% 77

8
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B b AE3TClER R A £ 77 12h,

[0077]  (3) $& MRSt 25 J5 v 3E AT PCREE 7 , F4 PCRYE 2 i BH M 1) 1R 3k 47 BmL Y K5 7%,
37°C,180r/minkFFE 2 0DME =0.6, IIAE FHITPTG (Immo1/L) 5 F:6h, H—HEAIITPTGH =
SRS

[0078]  (4) HU1mLi% S )5 M B ,4°C, 120001 /min, 550 Imin, Y8E AR VTUE , I N 40u
LddH20A110uL5 X SDS_FAEBufferiiEs].

[00791  (5) Wh/K T ANF10min/E ,4°C,12000r/min, B 0o Imin, BUE & 3% #E47SDS-PAGE
[0080]  (6) HX NPAGEM, U ZEH 2% Dy i i e (o (M 25 28, e .30min 2 45, T /K
i . 10min, T-HERUR RGN MEELE R

[0081]  SDS-PAGE i 7~75 % £130KDa (Di-sHSP12.6 K /N2 912KDa, Hi shrZE K/N2)H
18KDa) (K3) »

[0082] st fsil5 - B 2H B () AT VA PR AT

[0083]  MfeWs R ThRIA B B H2Fh T I LLBH AR 85 77 3 (% AMP100kg/mL) #,37°C,180r/min
§53%3h, £70D=0.6, A 10mLIPTG1% F:6h o 4 T A 4 °C , 12000 /min &2 10min, 3% EiF
B A T B4R, FH10mL (50mmol /L) fTris—HC1 2L MR 2 ke , SR 5 K VR B TN VK K VR &)
R 4R . 4°C , 12000r /min, B 0o 10min, BY b 37 2 BB S 4g4 7 7 V2 Rk L ST Ve 4y
) A P JR VA A T 0 90 25 o AL 4 V5 i R SI2 e 4914w 7 v SR & K BT 45 R Al i3t 47 SDS -
PAGEJS , T-HEIR A% R 58 id% - 45 B 7R rDi—sHSP12 . 645 A ¥R IiA7E Fi (K4) .

[0084]  sLjiifsl6 - HEAH AR (I 4lifk

[0085] M fe W8 R ThIA I B H2 A T I LLBR AR 85 77 2 (% AMP100kg/mL) #,37°C,180r/min
£2723h, £70D=0.6, MA10mL PTG 5:6h, 3545 5 4 5 (A B -

[0086] (1) KfFrA W 4°C, 12000 /min, B 02 10min, 3¢ _Fi5 , (B3 14 .

[0087]  (2) FH10mL (50mmol/L) FITris-HC1ZMRAN ML EE , AR 5 B TR BB VKK IR &4
T 7 AR 2T

[0088]  (3)4°C,12000r/min, 550> 10min, Y4 Fid.

(00891  (4) YLiE sy B FH2mol/L,4mol/L,6mol/L,8mol /L R R IE W Be i, F54°C, 12000/
min, 250> 10min, £ FiE.

[0090]  (5) FHO.45umyE it yiE IR A3 Lyl , B TUKKIBE W+ & H.

[0091]  (6) FHO.22umJE 53t € BandingBuf fer fIElutionBuffer, [720 % Wik —#c & T-1K
AIRAE 2% S A% AT S 1-2min KBRS

[0092]  (7) BUHHER & TR MZMT AT, iR 3 8 B 24k {X I, FBandingBuf fer-F#5-10/
PRARFH.

[0093]  (8) ¥ EANEH , fifBandingBuf fer-F-#i5- 10N RAEF, FF- 4553 7 FH13% ,25% ,50% ,
75% F1100% fE1utionBuffer (£ 400mMBK M) HEAT WEMR , 45 B0k B 0 , T 4 I 85 2 (A FF
Mo

[0094]  (9) 42 MEHH 840 FH 7 v 3 AT B2 & e 8, JIR0 N0 . 22um 8 ot 38 )5 FF K
FA A PBSIEAT DK e A1 L Ath 427 S5 7 2 46t

[0095]  (10) MEYE S HIE A, 8 FHRE A 48 A 43 e o BEvH I e B IR B, InON 1235 H vk
JE-80°CLRAE , LARIE R H I ARE
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[0096] 45 B RrDi-sHSP12.6 (K5, ykiE4) & H At MR R 47
(00971 st 5|7 - L 2H B 13 H %8 SR A 0 S 2 JER PR 1 0 A
[0098]  2.7. 1% PiE 5 A TgGH il 4
[0099]  Rrafifb f B 8 RO S5 5 1 o IR 58 4 e 1) B 30 IS S8 A 77 AR AR B B &K
FE2M0. 2mg/mL , T8 75 AECAAE AN Ak 75 22 B IR A 2L 157 G A KR Imin A 8O o 704706
BVE == G FEAT R g, B S R Y WK
[0100] &5
[0101]
FIRAEAT SR XEHFHE (ImL) E4304=
B R R FBRART LR+ EAZEEG 200ug TAZGF LT
$ KRR RARREAEN+EME G 200ug THE QML T
FEZREBPRTAEN+EAES 2000g TAFEQHIRLT
FUR IR R E AR+ EME G 200ug TAE QHIRAT
[0102]  BEDVUIRSEJE TR , AR B lCR L, H73 25 175 20 °C R A7
[0103]  2.IgGIrI¥HIE
[0104] (1) HX1OmL I3 fnA= BEER 7K 10mL , P25 0N (NHa) 2S04 A MR 5mL (B 28 77 A4E 2R
RUTTENIE) AT Z B820% (NHa) 250438538, 1A i 4+ , ## B 30min
[0105]  (2)4°C,3000r/min, &5»20min, FRUTIE (RELLEEA)
[0106]  (3) A i H NN (NH4) 2S04 FI& R 15mL A2 A5 , 4 22 BA50 % (NHa) 2SO4¥5 T » B
B30min,
[0107]  (4)4°C,3000r/min, &»20min, 3 L.
[0108]  (5) YivE FHA2BangdingBuffer 7e 73 A fd J5 vl _E A 464k .
[0109]  3.IgGf¥j4lifk,
[0110] (1) % IEH D B A AE 22 38 T8 L, FRT20 % 09RS phie A3 1, B2 Pl
[0111]  (2) FJA2BangdingBufferFH#it: 1, B & 5 T 26 F45 .
[0112]  (3) W as i NRLER UF /0 1eG, 4k B2A2BangdingBuf fer Vi i 1 48 2 1 2% “F-1ir o
[0113]  (4) $35 FIBBuf feryillit , I BRI lg J= , 4% Hl N AIRIAE , SR 4iAL J5 11 TG it , 57
BRI TrisH A1, PH=8.0/f .
[0114]  (5) EE nkfealifh, A (2) - @) PR,
[0115]  (6) Zlifk.5¢ J5 » F20 % K 7R AN 28, BL 28 5 1 46 P 1T o
[0116]  (7) B/ DE4lifh J5 1 1 gGA% IE S 4514 7 5 3 I REBGALE o
[0117] 4% M8 iR 7% fadir-Di—-sHSP12. 6 (5, yki&3) & [ 1gG , Him it 4 A% o Fl 2
Bext Pt B B 1 TeGHEAT 44k, B R 4T, 75 ) HH I — 25 50KDa /e A 1) =15 A1 25KDa /i 45 1)
LZL
[0118]  4.Di-sHSP12.6%K [ ) 4 % Bl 2k
[0119] (1) ¥ #5402 (13347 SDS-PAGE.
[0120]  (2) V) LB Z R &, 70 BT 24 2 R AR (25K) HVAHER £ 4 2 /I (NCJEE) , HL [ &
T G PP T 30K, B Bmin.
(01211  (3) ¥f P15 4F J 1 Bk e, YRE AR AINCIEE , 422 F 9 1 PSR, DB AR, 8 S , NCE, i 40K 1 I
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N 110133290 A W OB P 9/11

BT, FF B FE 22 b A 2 R AL

[0122]  (4) 75 b FHARH AR , HE 4% ImA/ cm2 847 1 B, L5 F530min.

[0123]  (5) ¥4 MR 4E I , B H 6 I 2% By i s i e 0, TR R 2 4 vh LS % T 1 AL
[0124]  (6) WENCREM N2 A5 H , FHTBSTREAT BE¥: 34K, B IK Smin.

[0125]  (7) [m) 5 4% N5 %6 16 Jd Fig ok P 2h, DN — 90 (R0 22 o B 12 11 ¥ B 3 161 4%
()b 1gC) , #% MR 1 100F B 5 ,4°C ik i’ o

[0126]  (8) 3 —¥%, FHTBSTIE W 3IK , B¢k 5min, fIA —Hi (HRP-FRic bt R 1gG) , #18
PBS1: 20004 % f5 , =& T % & 2h.

[0127]  (9) 3 =i, FTBSTY:I&3IK , Bk bmin, BUHINCHE B T i 2 28 v, [mINCHEE b3
BT B ) SRR % (DAB) 2t

[0128]  (10) HEHL 2k 5 » 37 B XU K 210 s B, T8I 1% R 40 Fa i

[0129] %0 IR T 72060 rDi—sHSP12 . 685 [ 1 e 938 Jir 14 AR sz 87 i Pk 3k A7 43 B o B 728 D
2 R B Rr-Di—sHSP12. 685 H B A R 1 1 e g8 Ji 14 A e 87 J5R 4 o B 240 2 1 ) 45 1 S b Te G
Rt R B e (B5,7KiE6, B (A Fikw) , EAH E R H ARG R 22 dUp ) R afi
TE R, AN R R TR, BB R A R e B M AT e S P (5, FKES,
HEH LR o

[0130] 5. [E]HE G e N E L

[0131] (1) DI A« $54 % 22 5 8] 52 P R 0% 22 HROMGE ol o P A e B 5 U0 O P 4mm)

[0132]  (2) 4% Jy - #EU) v B T-60°CHEIRAR H2h.

(01331 (3) W4 I 4 i U F 42 CA I I i AT JBi e A KA : —H 2R T (Tmin) 2K T (Tmin)
100% k5T (3min) ~100% k5 IT (3min) 95 % J#H (3min) 85% WikE (3min) 75% VK
(3min) +Z&1#/K (8min) »

(01341 (4) ¢ Bt I AN KAk 52 B Ja B U1 TNAT AR IR BN 22 v B 2 52,95 C UL B
#15min. & H 5 FHPBSHYE ) A 31K, 5min/ K .

[0135]  (5) FH3 % H202WAEZHZR |,37°C, 25min, FIPBSHEE: 3K, 5min/ K

[0136]  (6) [A1ZHZ3 b6 b5 % BSAE 131K , 25 i , 45min.

[0137]  (7) 5 2 WA, NGt EAE H 16 (1: 1I00FRY) , fEI8 &4 CHiF & 1 4 : PBSTE
B3R, 4min/ UK .

[0138]  (8) HI A\ FHO. 1% A S WA B FTTCARIC I £ 15 T2C (1: LOOFRHE) , 37 C e
% & 1ho

[0139]  (9) PBSHEWE3IX , 4min/ Ik

[0140]  (10) Fi& & H MG MR AT £ A B U0 B T 286 B Alise N LS9 ildR

[0141] [ 42 40 25 ¢ Y G (A6 MID1—sHSP12 . 6 78 M AN R 3 22 b g b 1) T 10 20 A
S5 BN sHSP12 . 6 3 B2 40 A TR R 22 U 3R B Nl v, WL A 2D &5 A7 s TEREPE K
ooy BRI EE A TR BRe s B igiE WA At A & A (816,A,B,C,D,
HAACHBHM, B.DANBAE) o

[0142]  SEJifif58 : rDi—sHSP12. 645 [ [A]H2ELTSA T 125 ) 4 5T

[0143] 1 BRAEJ7IE

11



N 110133290 A W OB P 10/11 B

[0144] (1) ERO6FLEEAR IR , F BB MR E A E A G , IR L& [ 100ul/4L, 4
C, g

[0145]  (2) FEER AR, FIPBSTH .37, 5min/ Ik, TR B %X bR AL, UL &, E
AgEHRAL) -

[0146]  (3) IO 5% Bl WI¥n , 250uL/4L,37°C, M EH 1. 5h.

[0147]  (4) PBST¥E#437K, 5min/ K.

[0148]  (5) N FHPBSHRE4f 1 I35 , 100mL/ L, 37°C, ¥ & 1ho

[0149]  (6) PBST{E¥A3K , 5min/ Ik

[0150]  (7) fin N\ FHPBS$% EL 5% BEHRPARAC 4 S /i K TG » 100uL/ 4L, 37°C, J# & 1h.

[0151]  (8) PBSTYE#c44K,5min/ K.

[0152]  (9) (A1 96 FLER bR AR - I N AT ¥ 14 20 23 JIE 0 TMB R 3, 100uL/FL, =i, BB &
20min,

[0153]  (10) A 2mol/LIIH2S04, 1000L/FL , £ 1k [ B o

[0154]  (11) K596 FLAR E T B brA b, e HODIE A\ =450nm) .

[0155] AT R4 A< S it 451 1) [A] 2 EL T SATR A4 i — Pk )

[0156] 2. 2144k

[0157] (1) By fe (A L o B A A P RN IS A B < 2 IR AR s vk, I E 6 DL R ik
JEH0: (20.200g.10.100g.5.05ug.2.53ug.1.26ugH10. 63ng/4EFL) A4 MLIEHEFEE (1:20.
1:40.1:80F11:160) , %2, 8. 1758 k3 J5 » TR AR I 528, v B P/NME , e
T FE PR 0 BB A0 R R I 7 R o DA BH 1 I 75 OD4504530 1, P/ N K S A E A N e £

[0158]  (2) fiffy e fe 10 s ) AL - o Rt %) e o0 Al A 58 AR L 975 9 52, 4 i) A IS 96 i I
Wk F15 %6 IBSALE PV, 58 Bl 36 5 T Bl A bl 5 e, 1F 55 P /AL, 1 e A 1)
B PR o CABH 1 I 1E0D450430 1, P/ NI K 25 AR e £

(01591  (3) M i B FE 19— PO 5 T 1] = i Fl e A P 0 ot B0 A A I 3 3R AN P VAR, 4%
SEAANAS I & B 1H] (0.5h, Th, 1.5hA12h) , 58 LR 5 5 T B AR O E e 5288, v P/N
{8, B B AR 00— DU & I (8] o DABH 4 155 0D45082 3 1, P/NE K IR 2 AR I B

[0160]  (4) Wi sE B FEM) Bl & Wk FE - 42 FR e R 1) P S gl R P82 L7 oAk 3 AR — i 75
], ¥ 375 AN AN A R £ (1:1000,1:2000,1:3000, 1:4000F11:5000) , 58 A5 5 T
B AR A bW 5 A, TH R P/NAEL, B A R P B VR DA PH % I35 0D45082 35 1, P/N
R AR et

[0161]  (5) A5 S FE 11 S0 C By 1] < 4% HR DA B ) S A 45 1, ST 5 AN AN TR 1 S € B[] (10min,
15min,20min, 25min, 30min) , 5 B AR50 J5 T BEAR A b I 5285, 11 B P/NE, 7 58 B AR 1
AT E] o DARH A L7E0D450835 1, P/ N R S AR N e A

[0162] 3.l FE A &

[0163]  4cfE2. 8. 2rp AR AL B S 2% AT IS, SR F cutof TV A8 i FHE - Mg 2443 K
22 B BA P M iE0D450, TH 5 H AT 1B 0DA50 1) P 4 bR #E 2 o cutof F{H =P ¥{H +3
bRz, WEINEE .

[0164] 4 K¢ FEFIGURPE I B E

[0165]  f& HR2 1 LAk I a8 2 AR 3R A7 0, 43 ol %o A4 S 6 = SR 4 21 (1) R 4 R ik % HLUBH
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N 110133290 A W OB P 11/11 5

PEIME (843) » K ANZNTE 2 W) FH 1 1L 3G (243) » R dBHVE M3 (84r) FNR: =5 1 i A 1 i (18
1) 53 AT AE SURNEEFTI SE o 2 BR3P A 5 1R Il SR, 11550 HE RH S () AR5 S P R R e, o
AT v = B E L/ R P IS E+ R BE P IS 250 < 100% , SUsit: = |
RH P 37 £/ (L BE A i 35 BB B 1 175 %0 X 100% , FAH R B3N EH A .

[0166]  F MRAR AL (B BEELTSATT V2%, FHrDi—sHSP12. 6.8 [ ar I R A H0 R K 2% H BH 14 1L
(8173) » R AN B2 W BH 1 IML37 (24) KA SO PH PR L3S (843) AR 5 o ol U ifn i (1847) 5 &
FRIR AN R IR RBR 2% H B 4 L35 R 24T 200 5% J72 W I 4 L 975 R0 R A ERUBH M LTS R A A
SO s R 184 K 75 ol Hh BH M 1 3 AN 240 e AR R ) 28 SO (B T) R 1
94.4% (34/36) .

[0167] 5 A ) 2 42 14

[0168] (1) #LPY B VERLIG « 7E R — 3K 96 FLEG AR A LB AR IR I BE ) B AH B (L A I 647
iff 32 B0 RS 22 HRUI BH M L3S 5 03 7 25 R 3L, IR S I ELTSA T v, T LN B R
WA, THEAR R I N R M

[0169]  (2) #L[H] T & LA K - 43 B 7E 37K 96 FLEE AR AR H LB AH R IR FE A EE AL 2R 1, A 647
B 32 B4 RS 22 HRUJ BH M IV 5 0 T 7 B8R 3N FL, 4% IR AL I I ELTSA TS v, AT LR E R
WA, THEAR 5 Rt S R A M

[0170]  fib[a] A 57 RECN (5.63%-8.15%) , HEN AR 5 RECH (0.96%-3.89%) , kA 4% 55
RHUNT10%, N E R RZBUNT5%, £HIZIRK B A R IFEE M,

[01711 6. I A I

[0172] 7 ST A R BEELTSA TS V2543 SNk 24455 R 3% 22t 3 BH e I 37 A 24 R 3% 22 H 5 [ 14
M5 BEAT RGN, AR HE I TR, e S P RO BT EL TS AT ¥ ) ) Sk

[0173] 4R AL I (] FEELTSATT V25, FHrDi—sHSP12. 62 [ A il 2447 K% 22 Ha fH A 1 3 A
2440 R 22 B B M I 45 R, 2240 BH A Iy 0D450 > 1 S, 247 BH M 3 Fn24475 B 4
If50D450<15 FHE (0.699) , WIPEALZ 7 VAR BUSE 91 .6% (22/24) (EI8) »

[0174] DL b FTiR AR A 2 B I AR 34 S it 77 =0, B2 24 48t T AR AR S i) i RN
TRV TEAN S A B R ER R BUHE T, 3 ] DAL H 7 50 adE AR 1 , 3 4t g5 ot A i 1 4 3
A A R B B PRI E
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5l %R
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BRIES

<110> DY ik K2
<120> —FhiZ i R & 22 du i I ELTSA T &
<130> MP1908394

<160> 1

<170> SIPOSequencelListing 1.0

<210> 1

211> 113
<212> PRT
213> NTF%)(Artificial Sequence)

<400> 1

Met Glu Glu Lys Val Val

1
Trp Asp

Thr Asn

Lys Glu
50

Arg His

65

Ser Arg

Ser Asn

Ala

Trp
Asp
35

Ile
Glu

Thr

Leu

5
Pro Leu
20
Lys Phe

Glu Val

Thr Arg

Tyr Lys
85

Thr Lys
100

Gln
Glu
Lys
Thr
70

Leu

Arg

Glu Leu Thr His

His
Val
Val
55

Asp

Pro

Gly

Asn
Gly
40

Cys
Gln

Ser

His

10
Asp Asp
25
Leu Asp

Gly Asp
Tyr Gly
Asp Val

90

Leu Val
105

14

Asn
Val
Ala
Asn
Glu
75

Asp

Ile

Trp
Val
Ser
Leu
60

Tle

Thr

Ala

Ser

Lys

Phe

45

Val

Lys

Lys

Ala

Ala
Val
30

Phe
Tle
Arg

Thr

Lys
110

Asp
15

Thr
Thr
His
Glu
Leu

95
Lys

Gln
Asn
Pro
Cys
Ile
80

Thr

Lys
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100 bp

250 bp
500 bp

K1
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M 1 2 3 4

100 bp
250 bp
500 bp

K2

135
100

75

48

35

25

17

K3
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M 1 2 3 4

180
135

100
75

63

35

25

17

M 1 2

K4

KDa
135

100

75

17

5 6 7

K5
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K6
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1.0-
0.8 o
@ L ]
T 0.6
£ . &
$= —_—a ak 3
dr’ 0.4- :- —— A —
o VIR
0.2 *
0.0 T L] ] Ll
v{‘&@‘% v‘l‘ﬁ-’& ﬁ‘?&&’ i‘&@%
N NG L {
e P & Na
Via o P N
S & X- 2
R & 52
xgef ).ﬁ X
)?.
K7
sHSP12.6
1.5+
£ 10 "
S o5 s
.;:5
0.0

KRG RPIPETE R 22 s BH 1 i 7

D. immitis Negative  D. immitis Positive

K8
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