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AARAE IR GB/T 1.1-—2009 25 H () 3000 ke 2,
AR HEARE GB/T 18644—2002¢ %4 % R M 12 Wi He R ). 5 GB/T 18644-—2002 AH It . B 4 5 £ &
BAh s FEHARBAIT

—JEEE 44 T PCR Al Dot-ABC-ELISA AR (LA 1 2);

N T A AR 4r (ULER 3 E)

— B0 T LAY PCR R 75 vk (LSS 5 #5) 5

B BT TRt R e 2 W B R T A s RS ) A5 R L X IR A S R AT PR A I (UL 6 R
2002 AFEMUES 3 B 5

3T A A PR E Y Dot- ABC-ELISA Jr i (WLE5 7 %) 5

I T A HE (LS 8 HD

— 30T A AR K B R e e ) Sk R (UL S AD L PCR S 8 % i e il S el Dk T R COL
& B) L ELISA 557 S B i) CUL R 5% C, 2002 4 R B s AD S 48 4 R ) TS-CC18 4 H i
il 2 CUL B S8 D) [] 12 il 25¢ B 922 W8 R 350 o R /s 461 UL B S ) L 45 2 2 M TS-CC18 il s it Ak
il B4 v R 40 AR 110 1R 45 (UL B 5 F)  Dot-ABC-ELISA AH 36 128 70 it 1 K 4% 530 2 (LR 5% G

T VE A SOOI B2 N 25 TTRE U B e M) o A ST 2 A AL A 7 HH TR ) 3k 6 2 0 1Y B4 T

PN G AR SN AN o S S S T S T 75

A bR 4 E S W) DA bR R Z 514 (SAC/TC 18D IH A,

A M AR B A [ Al B AR B 22 BE AR T

ARBRUE F BTN A2 MG B2k K A A R AR (S R R

A U T AR B v 1 D R RS R AR I R
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¥ 3% B ¥R (porcine cysticercosis) & H1 587 4¢ L (Taenia solium) W4 B FT 5|58 i) — Fh @ 2 E Y
NS IR A R . A3 TAE A B 20 9 5 i 2 — . BT 2% T 2 AP e T K e h
P 52 1T HL 38 ) 2 1) 3 407 U A 38 4 10 00 14 8 38 S S0 Wil 3 8 M 18 i e 3 JC I R &2 4L % L i HL
TR N PN (3

T 5 R W 112 W R 5 I 2 2 W S LT A2 R . e RS2 Y B TE T E I PR G A il
PRI SRR 76 W08 T W8 Sk 1 TRSE E oA P A W0 Rl HE 51 8 55 0 /N, BT S i e R ) . 37 BB )
FHAF A TR D0 A W R AU R AR X . B 320 09 A RIS W 3 R T I A
A BT A HAART R BT 5 8 A3 WA A S A L B AR T S i ) S T R v AR S 2 L
HPtRIEAR W AR . ST EJFER AKX GB/T 18644—2002¢ 5% 4 B W5 12 Wr 52 R ) & 1T . B 1)
$: ELISA JIr FHAT R SO 3 36 B ) 91 52 vk 18 ku FEH (TS-CC18) H 4L 2 (1 4b . iR 88 1 1l 785 1 PR Pt Ji
(CAg) K 7 ¥ AV It i) PCR ORI 7 32 » LA J 4% 40 P2 M8 s U A 7 G 2 DL A L 24 00 36 7 ROCRT- 4 70 8l )
T T DU Al S5 AN [R5 5K

A KA IR 2 3 1 5 A W ARF & A ST, W7 BE VB e B B 6w () e i IBC A g I O R
(ELISA) G Y L A i o

AR ST A BUAR X 12 % 1) 1Y) 5L S P A A0 AN LR AT AT 373

BRI N T A SR 4 A AL PR IE b B2 R AT AT H 3 A TE & B H B 20k A 1R
WL R BRALVF AT AT IR A . XL R AN A W CAEA SO R AT DL 25 58 . A OCAR BAT L i LU
W 207 2R

LRIFFA NS A 220G ik DA R IR R R R R VSRR

Mok R A 2 M AT RIRE I 1 5

TR R BR B LR AN, A SO S 8 Y ZEATI T BB U S e H] o AS SO R 2 A IR AN 7 HE R i s
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BREREYWRIZETRA

1 SEE

APRUERLE 1% 2 FE W 19 S BB A A SR Wl ST N7 (PCR 325 | 1] 4 il EEK £ 782 W% 3 6 (1)
e ELISAD (BE 1AW 32K 3R 5 W IR G 73 W (U6 (Dot- ABC-ELISA) 2 B 7 AR [ 255 HIE
A S8 FH T R A ) 9 0 12 T

2 FEHsIAxXH
ISR T A SO B R e A T PULJR T H A5 SOPE AU BB A 3 T T AR S

o FUEATE B RS 51 SO o IS CEL 48 BT A 48 2l s 38 FH T AR SO
CNAS-GL 029:2018  JEPR 34 &5 g kG I 52 56 = DA W 45 /e

3 HEERIE
T H G T AR SO

Avidin-HRP . 25 Fll Z -3 AR 1 E AL P i ( Avidin-Horseradish Peroxidase)

DAB. & 3B (3, 3'-Diaminobenzidine)

Dot-ABC-ELISA: B s 4= ) R-2% F1 R & & W) Tl 5K 4 % W B ik 45 (Dot-Avidin-Biotin-Complex-
ELISA)

ELISA : if# Bt 5 55 W [ 38 38 (Enzyme-Linked Immunosorbent Assay)

HRP . R i E AL ¥ 1§ (Horse Radish Peroxidase)

IPTG: B H-B-D-HAtEAMEH (Isopropyl B-D-Thiogalactoside)

NC.: il FR £F 4 % (Nicrocellulose)

OPD: 487 — it (O-phenylenediamine)

PBS. # iz £k 2% v ik (Phosphate Buffered Saline)

PBST: 3t % (PBS containing 0.5% Tween-20)

PCR : B & W58 3 ;2 if (Polymerase Chain Reaction)

TMB. P4 B JEEE R Mz (3.3",5,5'-Tetramethyl Benzidine)

4 BRHRWRE

4.1 &
PR BRER KO DL RS AR AL
4.2 XH#/ixHE

421 FEAY DM,
4.2.2 FARE FARI]EF.
4.2.3 #HI A,
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4.2.4 P nl AR A (TN 20 pL~200 pl),
43 HHERE

PR WL 5 UL S g JUL o P JEE AL S E3 UL I AL B o JUFE L RO il U 558 210 20, SR S A7l 58 M AR 25 A B0z Y
JULPA BP9 JEZH 2 TR TR DD 1 eom J5 A3 1 o A 20K A8 ) A7 Jo bR . s i) 4 4 2 ) O I
AT . RN R (6 mm~10 mm) X5 mm .27 W] % A SEili i . oA — SRR/ kY. il A3
AN BIERIE . B AR 8 mm~ 10 mm, PLJ AR JTHEE 7 3 2 WL 558 4 20p i 92 2, A B AR K
VR

4.4 EFRH&

AT A B 55 F S B, I 58 0 Sk L AUE AR T BE ) K B T sk B 2 RO
45 BRHEKRE

e R B TR B OBE (40O T AT 40 WL HUUR K5 (9 T8 25 RRRAE
46 BREREHERAE

WA K (R TR A TR 2, 0 28 A P 40 19 181 4% 55 HES 1 /N8 L T € (R RS R 7 78 O A 14 45 14 [ 4801k
W2 LR AL 1) o BV kg 4 4 2 0 5 0 T 5 TG /0n g U 390 Sy I 9 A7 4% e R . g R W Tl (R R T
—20 CE{—70 “CUKMGAT.

5 PCR %
5.1 K

5.1.1 PCR %%l

5.1.1.1 10X PCR ZZ M .

5.1.1.2 dNTP #iR# (2.5 mmol/L),
5.1.1.3 MgCl, (25 mmol/L),

5.1.1.4 Ex Taq (5 U/pl),

5.1.2 HEkikH

5.1.2.1 HLJKZE P : 50 X TAE W47 (UL K5 B 9 B2 1) il HTIE 78 48 7K BE B 1 X TAE 22 oh
W B.2.2),

5.1.2.2  BREMH AR v UK B BE W

5.1.2.3  HLIKMAFEZZ v - W B.2.3,

5.1.2.4 DNA Marker (DNA #7&E W) . &4 K/MME R R 100 bp. 250 bp.500 bp.750 bp.1 000 bp
12 000 bp,

5.2 XEEiE&E

5.2.1 PCR ¥ #4{% .

5.2.2 & UK & DL,

5.2.3  FRERI L UK ASORN 7K S B Sk Al

5.2.4 B RASAL (EE A8 B B0 .
2
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5.2.5 R AR S (A 0.1 pl.~2.5 pL.,0.5 pL~10 pLL.10 pL.~200 p1..100 pL.~1 000 pL),
5.2.6 TCHZTREGHYELAE Sk,
5.2.7 PCR § #4645,

53 35|
5.3.1 k.57 5!

HR A $ i 2% BB AR ND1 & 43 77 503 1 an N 514

—— FW#B|49:5'-CTA GGC CAC TTA GTA GTT TAG TTA-3';
— TFWBI¥ .5 -CAT AAAACA CTC AAA CCT TAT AGA-3',
PCR 4" 34 i Be A7 IR 7 50 51 60 & 0L B,

5.3.2 3|MfEEFER

FH 2 FACK R ST BL R 100 pemol /L B BEAF IR BT — 20 CHRAT
5.3.3 3I¥MIfER

Ko L7 RS9 53 0N 2 8 ORI B 10 pemol/ LBy 5 1 9 AR
5.4 #&

5.4.1  KG4E R Wy R () R AE L D7 i TR] 4.3,
5.4.2  [HMEXTHR . FH A% o B M) AR HUR) DNA,
5.4.3  BAMEXT HE . AR I s SR AR AL L FH R B 8 LI BUTF IE B B DNA,

5.5 PCRIEEREE
5.5.1 DNA {2E

H DNA $2 B 71 & 58 B B AL i SE 40 DNA, DNA UM /54 CNAS-GL 029:2018 3
IR G 100 52 465 2 X 4 g 35 B R )

5.5.2 PCR R [ {fk %
K 50 pL BAR R P IR RALEE

10X PCR JZ 1 2% wh ik 5 pl
dNTP(2.5 mmol/L) 4 pl.

MgCl, (25 mmol/L) 4 pL

WS TAEW (10 pmol/L) 1 pL

TG TAEW (10 pmol/L) 1 pL

Ex Taq (5 U/pl) 0.5 pL

DNA #i 100 ng
BT K # 2 E 50 pL

5.5.3 ¥ IiEERF

¥ PCR ¥ BB AP WG AU % e P 1 By
BB, 95 C S 3 min;
— 5 T BE.95 CARME 30 5,45 ‘CiR ok 40 5,72 CHEfH 60 s, FLiE4T 35 MEEF;
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— =B, 72 CHEH 5 min,
5.6 P iEFEH KA

5.6.1 1.2 Y0 Sut S I () 1l 4% - FRE 1.2 g BlS B A 100 mL 1 X TAE ZZ op i (UL B.2.1 Al B.2.2)
H, AR SN 5 p L FRERREE N 10 mg/mL MRk 2 5 TR 515 A BCE T K & L %R A
W AR 5 mm ZE AT . AR R SR AR TS B A . R R v B S D R T OISR UM AR LD
B HLUKRE L 1 X TAE 28 b = R 49 3 mm.,

5.6.2  JFE M 10 pL PCR &8 ™Y A 2 pL IMAESE vhil (UL B.2.3)WRA) G A — A I FL . 3 Uk HL Uk
[l I bR #E DNA Marker , [ 14 X B8 0 BH 2 Xt 16,

5.6.3  HLUKAI 4% 5 V/em fH LUK 2R 0 GBI B EE RO 1 em B AR HL K U BER S T
BE R LABALT L%

5.7 X3 AL KM

BH Xt B AR S AT — 4% 474 bp P88 2570 L B X BG4 7 sl AT 519 — AR 4%37 (<C100 bp) . M3t
9 ST

5.8 PCR ZR¥IE

FRIEE A — 45 474 bp P W EHT AT B iIZ M A EEW (LK B.1),
6 [E# ELISA

6.1 K

6.1.1 i SEREY TS-CCI8 wABL I, a1 5 k% R ik Fifk pET-28a(+)-TS-CC18 #4 1k
KIGFFH BL21(DES) | i 4 5 28 38 W bR FE 17175 3 838 SR NI A 20 R0 2 A 4l A i) & 1o ] sl P Ak
TR h 40, 1 22 vh i (pH 9.6) i Be 2= TA/E MR

6.1.2  BIPEXS BRI < (R REAE G . SR B 3 H AR X Ad FE A% IR 0 A O 9 R M R s e & A
SRBELE A B MLTH o K DU IF HIRE 5 s B WO B 22 AR IR .

6.1.3  PHYEXT HE LT M e il . i TS-CCL8 4lifh 4 J5E e 122 falt B A il 2% o ARG I sk A% ol 0 B B0 B
AR,

6.1.4 FEZ5E W) RbiH 1gG-HRP 4554 . K I Bk FRE & 7 B B 22 ARV E

6.1.5 BRFRER AL 8E 2% ik :0.05 mol/L Na,CO,/NaHCO,; ZZ i (pH 9.6), WL % C thfg C.1,

6.1.6 PEWZE MW : & 0.5% 0 3E-20 %9 0.002 mol/L PBS(pH 7.2~7.4), I, C.2,

6.1.7 FHHIW 1: % 0.25%BSA il 0.25 % B2 114519 0.01 mol/L PBS(pH 7.2~7.4), U, C.3 fil C.4,
6.1.8 FESBEW : & 0.5% BSA 19 0.02 mol/L PBS(pH 7.2~7.4), I, C.5 1 C.6,

6.1.9 KWW : OPD JEYH W . WL C.7,

6.1.10 £ 1EW:2.0 mol/L WBFRIAW . W C.8,

6.2 UHR\i&H

6.2.1 {5 ARG B 0L
6.2.2 JilEHRAY CHF 450 nm 490 nm F1 630 nm K IEEH) .
6.2.3  REbRAR 96 £L) .
6.2.4 5 96 fLEGHR A BCE A IR &
6.2.5 I M AR
4
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6.2.6 37 ClEIREEFA B A&,

6.2.7  BEMAHLEE M .

6.2.8 FEAFEBES(EERHN 0.5 pL~10 pL,10 pL.~200 1,100 pL.~1 000 pL F1 1 mL~5 mL),
6.2.9 ZIEME AT GERER 20 pL~300 pl),

6.2.10 5FEUE % VT HC 1Y 45 Fh g Sk

6.2.11 4 (100 mL F1 2 000 mL),

6.2.12 JFAf#e.

6.2.13 Al

6.2.14  EH A K.

6.2.15  Zb A A K 4855

6.3 #m

R A5 mL/ Sk, B 4 CHHLIE G .3 000 g BC 15 min, BF 2 LT 1 S 77 R 6L
6.4 KSR
6.4.1 ¥EEREMY TS-CC18 EAHMEH &

oy 3t JE A% R IR AR pET-28a(4)-TS-CC18, AL KA #T & BL21(DE3) , i 1E fY FH P T R FH 49k Ji2
2y 0.5 mmol/L 9 5 9 B AR 2L 1 (IPTG) #4715 7 £k K134 6 Nl & MR (His) fr 21 TS
CC18 H A 11 RH Ni Sepharose 6FF 2 F1 )2 ik i 17 4lifh . TS-CC18 21 T Jit i 4 il £ Je %5 28 Jr
B2 D,

6.4.2 BRtRIR B K HH

W alifb iy TS-CC18 LA MWL 50 pg/mL T pH 9.6 BYBRFRFh 4% 28 vl (WL C. 1D s &AL
100 pL A 96 fLEGFRMR .4 CHPLKR ., PBST Ytk 3 E . &AL m 120 pL HH K 1(WC.4) T 37 C
YEF 2 h, PBST Wl 3 WK 76 T2 A sl 48 1 B0+, &R AGE 0 T8 B w3+
AR (TR AFD G2 4 CHRTE R .

6.4.3 Hm

B R I B B M L BH P X BEIL 3 R AR BV o I AE 1o+ 50 B BE (294 L BE S FR RS WD AL v
6wl JREIRH.

6.4.4 Xt BRI 7E A0 54 0 iE

S MR E PR E INEE RG] - 4T ke, ELISA B A1.A2 Ffl A3 ¥R 25 (A% BBFL . A4, A5
F0 A6 HnFA X MR AL s H10  H11  H12 i BH A ek BB i 3 5 HE Ay LN 5 46 v 48 5 45 03 R 0 Ak 1) 3 4>
AL, AL 100 pL, HEHAEE T ,37 CHEE 60 min,

6.4.5 #i%
BALrbon 300 pL PBST, AR BEH 3 WREMWKLE B3 T
6.4.6 fNEBFRHLIK
FHRE 5t 0 T WK S D0 % I b B M s B 22 AR ik B2 (1 ¢ 20 000D, 3 AL 100 pL, B4R 5 [6]) /i 8% &

60 min,
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6.4.7 Bki%
FALH N 300 pL #9 PBST, 8 & ¥ 4 WG £ K4t -4+
6.4.8 MMEWIRRK

B3 A7 B OPD F 37 “CoRIE# L. & 10 mL WA 10 oL 30% H,O, {821, &L
Jn 100 L, #4537 CHFE 15 min~20 min,

6.4.9 fn# i@ FIELE R
AL 50 pL 2 mol/L # H, SO, £k IR )G 770 LT 490 nm/630 nm K F| e 45
6.4.10 XIGEIEALIE

6.4.10.1 I A X HR S ODyo
6.4.10.2 4353t 5 B R0 BH A 6 BRI 5973 ODago fHL .
6.4.10.3 3 B F 5 A 40 R 4G IV B A - 25 ODoo 18 .
6.4.10.4 M4 A2 (D TR R 0 5 B L 3 OD H Y LL{E P/N .
P/N=(A,—A,))/(A, —A,) T G D)
K
AR I TE FE 52 OD,go fH 5
A, Z5 AR HESE 35 OD,g, 8 5
Ay — [ X M3 - 44 ODyoo 18

6.5 X3

25 R AEF ) ODygo fE<20.10, B X B 375 - 45 ODaoo {H<<0.30 5 B BRIl 775 F 24 ODyy0 {H=>1.0
f 13 BT

6.6 ELISA &R ¥ E

FERLMLTE P/NZ=2.1 A5E BB P/N<<2.1 A0 Bk

7 Dot-ABC-ELISA

7.1 X

7.1 AW EFRICHP: Bio-1F1 . Bio-2B5 il Bio-6G4 Myl % MARIC S W % F,
7.1.2 BIMEXF BE PR - A 1T P A I PBS A B E TAERRE (50 pg/mL),
7.1.3  PHPEX RRBUE E R W) TS-CC18 BB, il H PBS 7 B 2 TR (50 pg/mL) , i
H/IES WM D,
7.1.4  Avidin-HRP . JE M ZR AR S ALY i br iy .
7.1.5 VRIS . PBST, WL C.2,
7.1.6  0.01 mol/L @R 5 2% vl (PBS,pH 7.2~7.4) . W, C.3,
7.1.7 20% =S R (TCA) S WM G il G.1.1,
7.1.8 W 2: % 1.0% B4 0.01 mol/L PBS(pH 7.2~7.4), %, G.1.2,
7.1.9 DAB EW% 2 W G.1.3,

6
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7.2 UFEigE

7.2.1 NC BEfL4E 0.45 pm),

7.2.2 FEATFLA (EHAL 6 mm~8 mm),

7.2.3 1.5 mL EELE.

7.2.4 METTHBEAEERH 0.5 pnL~10 pL. 10 pL~200 pL F1 100 pL~1 000 pL),
7.2.5 5 & B AR VL HEC B AR HE TR Sk

7.2.6 IR & B O,

7.2.7 37 CHEERF4.

7.2.8 37 ‘CHEEIEIK,

7.2.9  SFIIL HEFEI .

7.2.10 =100 mL A1 000 mL),

7.2.11 BE&
7.3 ®m

KR4I 5 mL/ 3k, B 4 CHI MG S .3 000 g B0 15 min, BUF 2 M3 2K 20% TCA
FIRUTHE 20 min,4 °C .10 000 g B.0> 10 min, WH F3E F P& L8 A M EHKEEEN .

7.4 RBETRE
7.4.1 NC EHA 2
Y NC LK/ 0.8 em X 10 em, AT HERG I 10 ANRE/ 45 5 45 READ FI TR 4T 4L B 58 . 4% 1
7.4.2 fFREMRERE
WCRERRE i 2 NC BSRRAL 5 pL/ 25,37 CHEEZE D 2 h,
7.43 %%
W [ 58 BE A Y NC BCE F 4057 1L, PBST 4 B0k 3 K.
7.4.4 #A
W NC B8 TE MW 2 4,37 CHFE 1 h, [ 7.4.3 Wik,
7.45 MEMERRIZHER

B A=Y ZRiC 8L Bio-1F1.Bio-2B5 #l Bio-6G4 # 1 : 1 : 1 J847, /]l PBS M B C T/EHe B Ny
1:100), ¥ NC & TR PR TAER .37 CHIR (50 ro/min) B EF 1 h, Bl NC i, ] PBST
AT VR

7.4.6 MNEFME-EEIRIZY

H PBS #i B Avidin- HRPCTAERE 1 : 5000, 5 NC T 37 CHEIK GO0 v/ min)FF 1 he BEH
PR IR] 7.4.3,

7.47 MEMBRRE
B NC JEE TR e e fil 1y DAB &AW . 8% M 3 min~5 min,
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7.48 RMZIE

i JE R B NC R T PBST Hr & 1k [ iy WEEEBE i I (A 50
7.5 BRI KM

FEPE X R AL HH BAR €0 B B P IR L G (0 sl il T 4 35 6 T
7.6 Dot-ABC-ELISA & R ¥ E

TR Al AT 0 (4 o B s+ R 10D 5 Jy B PR TG €0 s 3 TG 4 3 0 S B PR (= L
MG,

8.1 MM E 6 55 ELISA A i 4% 4 2 M) PR (9 158 D iz sh W8 4 2 S iR B . %45 2R T
FH T4 20 2 980 5 T ARG 8 14 4900 07 RTAE A 3 2 81 A L B

8.2 ZAAEM A 7 % Dot- ABC-ELISA Ha il Hi 3% 42 & 94 bt 5 (9 . P € % 3 1 o 4 e W e B PR
TR R TP T e R 3 R BRI N 25 W O

8.3 MMM 4 HRMBKRAME 5 5 PCR AR — I 4 & N 5 4 W) R (9 . 5612 1% 30 Wl e
WHREY .

8.4 KBETT LG E S o B R SR AR AT AR
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M R A
(et B 3R
A KR I TR KT SRHE

Al Ak

iiﬂﬁ?ﬁﬁﬂ%ﬂﬁﬂ? :
A 0.85 g
BT K 100 mL

A2 RBERYITHEHE

A W) Sk Y SR AR L IAT AL

TR

L S

B Al BEEWLTRISEIE
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Mt X B
(HLSE 1 B 3R
PCRE|MME FBEFIRBIXER

B.1 PCRE|#E

7381 AAAAXTAGTGA TTTGTCTIAGT CATAGATAGT AGTTTAATAA CTAGGCCACT TAGTAGTTTA
7441 GTTAAAATGA TTATTTTTGG GTTTATTAGT GGTTTTATGG GTTTGTTAAT TTGTTTATTA
7501 ATTATAGCTT TTTTTATATT AGGGGAACGT AAGATTTTGG GTTATTCTCA ATTTCGTAAG
7561 GGTCCTAATA AGGTTGGTAT TGTAGGATTG TTACAAAGGT TTTCTGATTT ATTAAAGTTG
7621 ATAATTAAGT TTAAGAATTG TGGATTTCAG AGTCGTAGTT GAGTTGGTTT GTTTGGGGTT
7681 ATGTTGTTGG TTAGTTTAGT TATTTATTAT TCATTTGTAT ATGGTGGTTA TTATAGGTAT
7741 AGGTTTAATT CTCTTTCTTT GTTATGGTTT TTGGTTATAA CTIAGATTTTG TAGTTATTCG
7801 ATATTATGTA  CGGGTTGAGG TAGTTATAAA AGTTATTCGT TTTTAAGTTC AATTCGTTGT
7861 GCTTTTAGGT CTIATAAGGTT TGAGGCTTGT TTTATGAGTA TTATAATATT TACTGCATTG
E . B AT AL E .

B.2 A &ECH

B.2.1 50X TAE M fEi%

=B R FEH 5E (Tris) 242.0 g
L 4R (EDTA) 18.6 g
KR 57.1 mL
)1 /Y 1 000 mL

B.2.2 1XTAE £h%
i FHETR 50 X TAE fE 50 {5 # BEED AT,

B.2.3 EXMEZ SR

TR 0.25 g
H i 30.0 mL
KETK 70.0 mL

B.3  PCR 7=y i) B 5 ¥ 5% i FE ik

PCR 7 ¥y 1) T 5 B 5 JUC FL DK 45 R DL B

10
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1 000 bp

700 bp
500 bp
400 bp
300 bp
200 bp
100 bp

i A .

M ——Marker(Marker H R 7> T AR i) ;

1 — B gl

2 —BAMEXT A

B.1 PCR =4 B9 55 f5 ¥ %% B FE ik

11
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Mt & C
CH S 14 B 5%
ELISA X 7 B H B &l

C.1 B %K (CBS.0.05 mol/L Na,CO;/NaHCO; ,pH 9.6)

JC/K B W2 4 (Na, CO;) 1.59 g
To KBk R S 48 (NaHCO, ) 2.93 g
KB TK 1 000 mL

2 C~8 CHRAFIAHAM.

C.2 PBST (pH 7.2~7.4)

Bl A 41 (Na, HPO, « 12H,0) 2.9 g
iR — S8 (KH, PO, 0.2 g
FALH (KCD 0.2 g
Sk s (NaCD 8.0 g
7520 0.5 mL
&g yoK= 1 000 mL

C.3 0.01 mol/L PBS (pH 7.2~7.4)

Na, HPO, « 12H,0 2.9g
NaH, PO, « 2H,0 0.3 g
NaCl 8.5¢g
D)1= /) 1 000 mL

103.4 kPa & JEZEIK K H 20 min,4 “CIKFERAE .

C.4 HHHA®K

A 1ML 3E H & H (BSA) 0.25 g
i 2R 0.25 g
iR 2.0g
K 0.01 mol/L PBS(pH 7.2~7.4) 100 mL

il Proclin300 (B &30 0.1 mL,FE/01R2) .4 CARAFEL —20 CEFF.

C.5 0.02 mol/L PBS(pH 7.2~7.4)

Nag HP()1 M 12H2() 5.8 g
NaH,PO, « 2H,0O 0.6 g
NaCl 17.0 g

12



C.6

C.7

C.8

ke K= 1 000 mL
103.4 kPa & EZ875 K 20 min,4 CUKIERLE .

HERERER

A IMLYE AR (BSA) 0.5 g

i -20 0.05 mL

0.02 mol/L PBS(pH 7.2~7.4) 100 mL

il Proclin300 (B & #1)0.1 mL. 584014 .4 CHEFEDR —20 CHTE.
OPD [E¥1i8 &

Wi £ -7 1R b 771 1 R/

LR W A I COPD) 2 B

EBETK 100 mL

GB/T 18644—2020

TE% G mL/REL 10 mL/J) . 8% —20 C 447, FRiktEf, & 10 mL BB INA 10 pL
30% MUEIK (H,O,) ST Rl .

22 1F3% (2.0 mol/L iR B ER)

BC112 mL 23 A4 R B R (H. SO D Z2 12 A 888 mL 8 1K IR 2], 703 = IR ARAT

13
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M & D
(& BB )
EEREYW IS-CC1I8 EAZEANE &

D.1 EAH

Yrg e 18 ku W& 1 3L (TS-CC18) #g 8t T pET-28a(+) R ik #Ak , I 5% b K #F 1 BL21
(DE3) ,fir 4 & pET-28a(+)-TS-CC18/BL21(DE3), —70 ‘C{#£ 4.

D.2 TS-CCI8 EHERRKIX

D.2.1 EAREER

B —70 CI-FER pET-28a(+)-TS-CC18/ BL21(DE3) T 4H ¥ 1 ¢ 100 By Lk #3280 T 10 mL #Y
LB #5375 (% 50 pg/mL KARE ) .37 C.230 r/min JRFETHK .

D.2.2 BEHAEFSRIE

B D.2.1 g %55 10 mL 38 F 1 000 mL LB S 3P, 37 C. 230 r/min TREE
ODsoo A 0.5~1.0, A IPTG 2L ¥ E 0.5 mmol/L,28 CiFEFFHRIK 6 h,

D.3 TS-CCI18 EHFEAmAL

D.3.1 HSEEHRFERER

I 25 mL $EZE W (0.05 mol/L TrissHCI1,0.15 mol/L NaCl,0.2% TritonX-100,1.4 mL B-%i 3
CBE L pH 7. BERBM, —70 °C AL 3 Y MA 200 ¢ 10 mg/mL % B .10 £L 100 mmol/L &
HY L 1tk 15t 1 (PMISF) J% 25 pLL TritonX-100, ' 37 ‘C ¥ FAIRE 15 min J5 ., 76 vk ¥ o 8 55 i 04 1 14
20 min(IJ# 600 W, TAE 3 s. @@k 5 s), 4 “C.13 000 g B.Lr 10 min YCEDLHE . K I B T0TE Ik %
% TR S 4 L A LU IE R 0.2 IR B (DOC) L TR 50 % IR % 20 min. 13 000 g B4
10 mintfU AL PR TTVE s IO VR 3 K. FLA & LR EE 200 DOC 1 P % 22 vhii 7] b Pk AL 1k 3 1k
TE VRV 5 44 3 1 i A 45 4 28 Wi (0,05 mol/L Tris-HCI, 0.15 mol/L NaCl,0.2% TritonX-100,
1.4 mL B-%i{ % 4,10 mmol/L WK™, 8 mol/L JRE,pH 7O MU EEIBH M, ERBEBEDN 1 h,
13 000 g #.0> 10 min, U4 L.

D.3.2 BEFEFMGEUER

i Ni Sepharose 6FF Ui ] FHEAE AT R A2 M 2ifb B & A . & 1 L 55390 006000 7 2L g W o
A 2 mL Ni Sepharose 6FF R} #1745 4. B 100 mL 58t E44%E M. B 200 mmol/L~
400 mmol/L BRmMeAS EPEN 1) TS-CC18 H A 1A IF R 46 J5 - FH 1 ¢ JE 38 R 428 V3 44 T Jie & Jic v
7k (SDS-PAGE) 73 #r 8 1 e K Al AL 33CR

14



GB/T 18644—2020

D.4 TS-CCI8 EAZEHM

D.4.1 SDS-PAGE

U 4L 8 R A 208 11 L RESE SRR AT K VR A W 5 min [RE. FIT 80 Vit TR Fb Uk L
W4 BB AL TR B B 120 V44 L VK % U 16 Bk BE IS A0 . BRI L % T M % i 0 2
T % €6 5 0 7 S I LB AT H DR SR

D.4.2 @A ZEAREINE

AN FEEE TR 2 TS-CC18 B4R HIRIE M4l AU (D. DI E H R E
M = (1.45 X ODag — 0.74 X ODys0) X N sesseesnnesneee (D)
e
M —— R AN 2 58 7 2 T (mg/mL)
N — i BeA 8k .
PL ODygo /ODyg, >>1.6 2R [ 21 B 4 4% .

15
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Mt xR E
(FRHEM 3

IE] 43¢ Bilg Bk 5 92 O Bff 3 0 A SN 45

P B 1 D (] 22 Pt 1K S 2 VB2 RS S 05 Jn e 7 481 1

1 2 3 4 5 6 7 8 9 10 11 12
7 % 7 BivE | B | BIRE ) ) \ )
A sEC | HER | XEC | HER | xR | R G I e i R L
s BE | OREER | OB RER | RER | RER | RS | RS | RER | RER | RER FE
3 3 3 4 4 4 5 5 5 6 6 6
< RG] OREE | RS | RER | RER | RER | RS | RS | RER | RER | RER 5
7 7 7 8 8 8 9 9 9 10 10 10
R BeEf | OREER | OREE | RER | RER | RER | RS | RS | REE | RER | RER P
11 11 11 12 12 12 13 13 13 14 14 14
c B | RS | REE | RER | RER | RER | RS | RS | RER | RER | RER FE
15 15 15 16 16 16 17 17 17 18 18 18
- FER | RRE | RER | RRE | RER | RRE | RER | REE | RER | REE | HER FE
19 19 19 20 20 20 21 21 21 22 22 22
R RG] REE | OREE | RER | RER | RER | RS | RS | RER | RER | RER i
23 23 23 24 24 24 25 25 25 26 26 26
u B | OREE | REE | RER | RER | RER | RS | REE | RER P | R B
27 27 27 28 28 28 29 29 29 X 18 PRI *of 1g
B E.1 ELISA jn# =5 E

16
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Mt & F
(ZREM R
BEREY IS-CC18 fIGEIEBARERENH &

F.1 #ERE

g ¥ i) TS-CC18 Al BEALEF TsENO 3t M A% % 38 2 /& pET-28a(+)-TS-CC18 Fl pET-
30a(+)-TSENO. 435l Ak K7 #F B BL21(DE3) . i i 5 28 35 18 Ak 5 AR 0.5 mmol/L #y IPTG i
F# 3k TS-CC18 #1 TsENO FHHE M ;K Ni Sepharose 6FF 2% FlJ2 #r ik 47 4l fk 3115 TS-CC18 FI
TSENO 8 1, W Wk B 434, — 70 CLRFE

F.2 zh¥eiE

K F BT S BALB/ c /N, — 38 4 W, Sl B 21 do 3 ik 2 IR 0.01 mol/1. PBS #i B 1Y
U5 S R0 [ e RR & S LG 8 00 B2 R VIS IR B 2 TR 50 g/ L A
5 HG5E 2 WER 3 IR R P I 5 AR AR IO e e R & L SE 2 FLAK IS - 215 0 BT KO B L
SFPUIRRE AR s 50 4 YR8 R A K T N AT N 5ik G B

F.3  fiEhillE

KR4 ELISA J7 i, LA ok TS-CC18 #l TsENO Hi 5 45 B 2 TAEW BE (10 png/mL) , 43 3]
F 9 96 FL AR B B 1k 7= A D L AL 100 L, 37 COARBAER 2 h J5 & 4 Cad . LA PBST 343 Ik,
AR BT, BALIIA 120 pL P 1O C.4),37 CEHM 2 h WA 1 40~1 : 20 480 {1t
T B 1 28 /I BRI 775 9 DA DE /N B9 I 75 VR R E XS IR . 37 “C % & 30 min. PBST %% 4 . fIA
PR IeG-HRP.37 ‘CH¥H 30 min,PBST ¥ 5 k. A TMB i A HE G A 10 min.2 mol/L A g £
1R . ARSI 2 OD o {H  ZEM K E 12 20 480 Sy B sie A6 o UMY S5 5 1 /0N BUJL S 4 47 40 i

(L=

F.4 ZZEMBKEEL

F4.1 BHREHEEHER EHFMLE

K U A7 SP2/0 /N BUCH R 20 i MO P BB I s Sz BV R 37 °C il /K R i . 1 000 g B0 10 min,
TCW £ WA W B L3 9K 05 G I3 9 RPMII-1640 PR IR A1 I A A 5 33 b F & 20%
28 ML 9 RPMI-1640 58 28 F AT 15 7% . JEAIMEE M T 520 CO, (37 “CHaRIE IR A8 h st 17 /%
REEIR. W L d AL —0 — AR . (e AT AL AURT SR A A6, ) 8- 580 1 L0 HEAT AR B, AR 100 pL,
He e H v A A R Y B R A M AT R

F.4.2 RFAMEES

TE M T ARG b B BE A AR /DN B IR 40 3 T 60 mL HAT B3R H b 4% 45 L 100 pL A
7 96 FLANMIE SR L L 6 M. AR RO T EAT A0 TR AR SR AR A B A F 107 A /mL, RLAfe ik
17
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Rl AR R A
F.4.3 RRIAREEY HE &

TR TAES b BUHT IR R e i 19 F % /0 OB, B F & 8 N e, 7 O 4 o B e o s, JF
20 mLICIM 7 RPMI-1640 15 3% 36 ob e A0k 4 e . 5 P20 i B % % 31 10 mL B0 .1 000 g &0
5 min, 3 . 10 mL I RPMI-1640 &%, 408354

F.4.4 MBS

BEREFRUF Y 6 i~ 8 L B 4 M 55 F2 3 50 mL B0 .1 000 ¢ &0 5 min, FF LW, A 10 mL
T ML RPMI-1640 2%, A4, Man i 5 & B8R g i #% 10 = 1 1R A . LI PEG 4000 @& )5 7 A 2
A SRR 96 FLES SR L AL 100 pL, F 37 CHE 5% CO, M4 b 3746 P B 5%

F.4.5 Z%35 78 48 B B9 0 it

MBS SR AN A KRB . 26 6 KA HAT B8 3L db4550 1 W BByl 7650 8 KA A - R K
F) 1/4~1/3 WL TS-CC18 il TSENO gEAT [R5 ELISA K0, 6 H BH M 40 Mo 30 47 )5 28 v

F.4.6 RXEHMEATENLESR

K ELTSA K630 BHME 1) 2% 32 8 20 Bt A A BR A BB v e i pEAT 5l . 9 d A2 45 LA ) 4% ELTSA K0 52 [ 21
Jf L3 5 e TTRE UL L ODyso i FOBHPEFL B R TS . 48 3 IR ~4 RFEBE . 3 FHYE R 100 %,

F.A4.7 ZITBHEMEEY KIEFR

AL A 2 M R 2 0o JLR 8 B PR IR B 100 20 )5 FF LA 96 FL BTG FR ARl A 24 LEE SR AR P TR
24 SLAREE A A0 MK SR P AT R SR
F5 BRERENXEHNE

I BALB/ ¢ /N U IE TS 0.5 mL A7 G KT 7 d~10 d G EEA 1X10° A>~5X10° 4>
RSN ST 7 d~10 d Al UL/ BT T IR O AT T TR R AR SR AR UK . A W K
1 000 g #.0> 10 min. 5 £ fx b2 BONR UG . R )2 1A L B S B e BE BT K

F.6 BRERENEE

F.6.1 MEARMME

M TS-CC18 Fl TsENO 47 Jit [i] $% ELISA BEAT I 2 , K 4T 10~10" R A0 HH . IR AR 1 122 B
ODyso FAH 5 5 /N BT P B8 ML 35 ODuso (L 3EAT LU, P/N H B =3 1 I K S5 AR B A% K, B0 Shy i K
Bt

F.6.2 HmETEEE

T 2K 35 1 S S 2 BR R 11 B o O3 s 5 A £ (TsoStrip mouse MAD isotyping kit) JE 7 4 i  H
A R A i 0 L 0 A

18
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F.7 BwmEmEngl

WA 14 K MR U T 50 00 B 33 V0 1A FRE TR i DL VE AT L3 4l 4k L i BT )5 4 HiTrap Protein G HP
Al Ak ARAS = 20 PR S B HTR . SR A T bk R R (BCAD Y& R AT T Aok B D

F.8 R =T
M ELISA & ik 86 2547 HT AL a5 20 M AR AR I A 2 ODso fH o #5028 30(F. D 35 B i R 4L

B IR BT 50 26 i 4 BBt Bk % A ] ) B0 S0 4
AI:[Z ><A<1+z>/(A1 JrAz) - 1] X 100%

ceveeneeeeee (1)
Horprs
Al — PRSI R
Ay — HRRERLR 1 ODysfA
A, — R BERUR 2 19 ODysofA 5

A(1+2> A%ﬁ&%;ﬁﬁﬁg 1 %‘nﬁﬁﬁéﬁﬁg 2 (E‘s%é@ OD@O{EO
F.9 BimmEMERRE

A (DMSO)FL ] 10 mg/mL i N-F2 38 515 W e 24 ) 2 (NHSB) , 4l 1k (1 Bt 44 4 vk )5
1 mg/mL~3 mg/mL %% T 0.1 mol/L MRkAR Z 4N (pH 9.00 1, B2 s JLIR M A 25 pg~250 pg
WA REE RS E EIRAEM 4 he #5250 pg AW RBEEMA 20 oL 1 mol/L B NH, Cl £ 1k [, &
IEHCE 10 min, 78 4 ‘C X 0.01 mol/L PBS(pH 7.2~7.4)i&Hr 24 h, WA B 4 . AR 2 R 456 10
AR . bhidhiik 35 —20 CHAE.

19
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M X G
(FRHEM 3
Dot-ABC-ELISA 18 3¢ i 7 Bt il B 48 R ¥

G.1 Dot-ABC-ELISA #8 3 izt 7l

G.1.1 20%=57Zm
FREC 20 ¢ =S LR (TCAEE T 100 mL 2B F/KH .4 CHAE .
G.1.2 #HA®K?2

A 1.0 g
0.01 mol/L PBS(pH 7.2~7.4) 100 mL

G.1.3 DAB EWARK
DAB JiE ¥ W 7 b AR5 & VR A IR S IR A LB 1T

G.2 Dot-ABC-ELISA B & R ¥ E

Dot-ABC-ELISA ¥l 45 %2 WK G.1,

1~5fl.: SHHE A P L A
MG REEE W BAR AR ()

6~101L: 5433 3 R0 B P ML
SRPELJE RAERE BoR B BAR AR A (+4)

B G.1 Dot-ABC-ELISA #& i &5 R

20





