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L — Pk v S AP e S AR BI AEWl50), Z AW B FEZ o FIIK , HARRE 2 « frid 728
IR a L 25 T I TE A 4-JR R B B -L-OR N 208, Il 758 R IR P R B R o ke B A AR R 3%
HeAvi-taghr 22 8 0 2 A AR AR E D, i BridAvi—taghn 25 82 T B2 R 5%
5 R RS HATEY)

2. BRI EL R BT IR HIAEHE T 1R Feir s BRI A il 0 ) ) 46 77 V2, FLARR e 2, AR DL T
IR

(1) E e E A FiRipZe-Avi tag R I B4 b, B BRI A BN - B SRR Z2%
HR = DR P 2], 76220 AR S DR P 2 1 oL 5 R 3807 20 B 75 A sl Ak 3 N BR 35 65 (TAG) , S8
JETEZE AR 2 5 T Ui A v 2 A AR AARZE FE R 7 51 BNAvi tag i K 751, i J5
7E PR HE R P05 3 R3Sy o i) 15 L PR ol 1k oA VDG DDA s, A2 AR 21 B 2R 7
s

) SRJE IR () Wik s a2 A ) 208 H B A B8 ) Zepa-Avi tag;s

(3) f JE M A 2 B 0 B2 85 A Zepa- Avi tag W) B AL, 1B R E M R ALK HAE
F Zepa-Avi tag, BT NIZ AR Zepa—Biotin) o

3. QAU EE 3R 2 BT I 1 i 44 T vk HORRAE 2 P IR (1) B8 B IR R R B v R &
pTBX1 BTk , $R43 HL A FukipZic-Avi tag IR BUA s PLIL K], FIrid 22 B0 2 PR 2B AL R 2 2 A
73 6 5 2H S B FE R 7 3 s e i, BTk B 1 2L DRI 5 e 1 B Nd e TRIR il Y P 170 i I 17 67
s R B R SE DR 1 3 v 15 B Xho TR il P P 0070667 5 s AR3E 1, BT ik B B9 2L 1) 27
SEQIDNO. 1Fff 7.

4 ANBUREL SR 2 BT 1) ) 46 718, HRRE & - D IR () b, Frid RIA8A 5 &5 Bk tRNA
A B Y A 2 DR R pEVOL-pBpF AL A A 2 JFUAZ AR My, RIS L DR AR 1R s AR 1, 4 ik L A
THEE30~37TCaiL12~18h#% 37 GG, i 22 X YTR Fr B, 37 CHE 37 22.0D600
0.6-0.8; SR JEMMANA-ZK B -L- IR TA &R , 4k 2255 950, 5~ 2h s B I\ = TR 2 -B-D-i AR 2
FUBEEF FIBA F7AFRE , 30~37 CHE SR 585~Th; o1t Bk B 5200 TR B O U E EAE ,
Tz PR R, RBN U TAA s SO LRR R A 5 R HET 4 B &S .

5. JIBURE SR 2 BT (1 1 46 51, HLBERE 2 - D IR (3) 1, B FIB i rARBEHA A1 I B A& R 56
Y EE A Zepa- Avi tag BT AV 2= AL, BB E T AR IS O E RIS EM RN EHED,
FEHE T I Fe i s AR BRI AR

PRI, FTARBI rABEAA AN S AR R ANTF :buffer A,buffer B,Zppa-Avitag,EW) 5k
fili ,25~35°C [ N5~Th; firikbuffer AJN0.5MITIN-— (B Z.3%) H5# ,pH 8.3; frikbuffer
BJypH 8. OfVATRH, £r4100mM ATP, 100mMZ, FEEE , 200mMAE ) 25 .

6 . AU ZLR LI 6 A= Ak A E = 4 5 1 [ 8 TG i I B2 F

7. —FiAEHE T RIF AL sSABRBLH AW R AL BUAR , FURRAE A2 < iU AA 2 BRI R 1 TR A4
Wik 22 R T 1 1 42 R e L - LR TR Rl 1o AN 88 5 Te G Fe BUAH 4% o

8. U EESR T iy 3 1A A T 1A Fe Az AR I 1) AR 0 3 AL BU AR 1 1) 46 70, FLARRAIE A2 - %
TgGHU A SBURE R LR I AR FNR 5, Jo T P s AW o5 AR, 4K 1M 7£365nm %8
A RE ST TN RO ORI 5 T eGHU AR B Fe BE I 224 7= A2 2LAN 8, RO n] 43 BIKS HE 5 (A F e iz s
(RS A7 KN

9 . AL B SR S Ik ) il 4% 7 1, HURAE A - TGHidk 5 PRk A ik )4 I 1 -4 ~600 1

N
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BLLBR A, FIRIEFH20~40min f5 , K Lid e ik R E TUK L, 365nm L 4 8 &F 2 ~4h , RE 5
Ja P R B D bR £ 2 R Zppa-Bioting: ¥, BI AT 13 2GS M Fehr AR &R
&K

10— P AL IS, 2 O R B 2R A, ik 2R fr B 2 A7 2R A, 2R A
R GBANER TR MR TUE T A RS &

“H e
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— MR o R N BEARIC R M E U

B GuE

[0001] I e JR DR TR B e % e M ALK, AR (R A2 3 e — b AL M s v L7 £ 1B
FUAF AT S PR IEE A, 128 AR GE RS R i 2 1 A 2 AL FUAR T 7R A o 3R i 344
R KB ZE [ 1 € 17 (8] 52 AN SUARFab B 0 R 45 5 B2, BLASSZ A DURE it b R VRS
AETI.

BEEAR

[0002] AWEFELSEZRY (biotin—avidin system,BAS) , B704AL G HAN AT %2,
FERRE R BH — P R AR MR RGE 5 G R 5EMR 2 F SRR R, &
CEARCEAEE Ka) N10Pmol ', SEA R SAEME G4 G, A2l I E LR AR
PRS2 (8 AR VR HAE>90 CHITE AL T 4 Be i E) cHH T E R AAEM R 5 a R LI
15 P ST N 7 e % BORN , FF 5 B AL R 2 S B bR i R A WL S &, (5 55l
G843 BT (R R S VAT R AR — DR o AR S AR R IR DU B A W) 2 A iR R BASHE R
() 2 FH RT3, B RTBTR A BZ IRl B R BT S AR ATEY GELAEMR)
ik N E R IR G R 2 MRS BB A, — ik sl EE 2 A
EMER DT BT IR WG PR R R R A B O B I AE— PR, R R A RET
SRR BRAE DRI B, AR 2 4 FRE VLML AR R T Bk Fab B , M2 BARS BRI T R 45
A FEPUARL A PR TS TR

[0003] 7] P ey A 5% AN R 1 W] SEIR HUARE ¢ 3 (1) 1) B4R, 00 285 BR 1 2 1A A (SpA) S
T E R CZ2ERK) , el i /KE GG 2 3 1eGFc By, HIX P4 A A f2ma 1gGIr)
Fab B 540 J5 45 - PR 45 A 1) S 2 v M o 27208 IR Y5 15 A 46 BR T8 2 11 AT BES MY Bk IK) S 2
B G LZLIERIR AT 5GP 1eGo -, AN Z 731 (ZoERIK) AT 456 1eG 4y 11—
A, IR — AN 1gGar F 1] &5 S AN AN Z 3 51 FRAT G ) 5 s AR D 2 AL 22255 Ak
SEBL T AR e ) AR W 25 ARG O BH & FICN103694358BE A7 i 4 e ME A R bnic A
Je FCAE = 4 52 7] [ 52 TgGHuAA v B RE AT o SR, S FNIK 15 T g Gz [A) 1) 45 A — PmT 0 1 A=
MG %R e [ e B AR R T3 T8 A BRI % 4 i b, A58 7 1 AR ek i o
MK -1gGIN 5 GV i &, 75 B L5 AR DU s BN E Z 0, 7E IR PRAE S A R &
A 5oENIRLE A 1 TeGARPI BT, W27 55 TP 7 #r 48 2R, 4 g PR i) 13X B R SE AR A S B Bt
A 1 ] 5 A B2 FHYE L

LZARE

[0004]  Af5f IABUA HAR , AR A DLSE D TREE R R IX T A UL H] (- 2K B -1L-—2%
% , p-benzoyIphenylalanine, fAi#kBpa) FIZ2E MK -Avitaghit & 8 1 FF LABi rARG{# 1k
52 R AE M SR S ARG, R4S PR HER AT AR IR A R 5 Zepa—Bio tin, FHZSE R
Sl F ey S RIS , 4k 1M 75 36 5nm %8 A G IR L iUR: [ 5 Pl A 7= Lo B, SEIRF 7 A
AP 2= LM AR AR L A R BUER R — N TG F AT A T AN AT ZF 5 AR B
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e i RS HEF i s I MR AL PUE, BB T F R EEL AWM Bioting+, HE&—
PRAS RT3 (1) A A AE M 2= BuAds , A 52 pH IR B A LA 7 S A8 P 5 52 0, ] S ] AH %8¢
P TH T ] 58 1 TG Ad e 1) — Fab B 78 73 % g SR @ D0 SR 45 5 15 T O =48 58 [ Te Gt
A, BLAESERR B FHH RBE T B 3 ety ASBEA 45 G 22 AR B R R 1o

[0005] A% HHA) FHE B tRNAG BB /401 1 BE B tRNA (aminoacy [-tRNA synthetase/amber
suppressor tRNA,aaRS/suppressor tRNA) 7 AR SZHLAE SR A FR IR AT A& e
TR B EA .

[0006] AR HIR HEIE AT AT -

[0007] A5 — A B RS2 S — POk Ak 1) Fe A7 S B B9 A2 1 7] (FRT PR Zgpa—
Biotin) , ZAEMNANAFE —Z2E MK, HARF S : Frik Z2E MUK () a 1 45 A oAb HE e 4 -8
P LR P 2R, Ik 72 MR () 7R R I Bk R AL AR IR AV 1 —tag bR B 1 M 22 SR A 2
MRALIRZE R, Horh FrikAvi—taghnZr B 1 ER R ER AL A MRS HATAY .
[0008] L%ty , MO RS 5 TeGHUARAB IR RO KU, i a 1 45 F A 1 4 A7 4O P i ik -
LR TR R ) 3B N B IE R S LT B S 1 7h7 B AR EZ R MR B 16 DN Z LR 2 J5 28
LT BB T A B

[0009]  fRIEHT, BTk 2 R AH A RAIR 258 N N6 R H AR (6 X His) .

[0010]  ARKBHIIE > B & RAE kS HEF iz AR B A2 i il 24 5 vk, B FE DL
TR

[00111 (1) & Jett i A ikipZnc-Avi tag RIBHA  Horpr, B BRI B O - B Ja iR P
LR AN R TR PP 3], AR 225 AR JE D] 7 20 1) oL 485 A 37 20 B 75 7 R AL 9 AN R 3025 A5 (TAG)
SR G FELR AN RS DR e 20 1 Ui A i« 22 SR A 20 PR 2B R 25 2 IR PP 31 N A v tag B2 DR P 31, B
JaAE IR FE R e F1 )5 v A3 S 43 il 152 L FIR i 12 P DTSR V67 L, Ak 5 A3 21 B R 2 A
FPo

[00121  (2) SR JE FIH R IRk th A B 1 Zepa-Avitag;

[0013]  (3) s Ja M AW 32 40 (Biv AR % HE2H 25 ) Zepa-Avi tag WAL, R BN
FALI L A Zpa-Avi tag, RUNZAEYIRF ZepaBiotin) .

[0014]  BBR (1) v, H A FURL R BRI il £ Sy AR ST AR SRR B B T B o
AL R A B BRI e B e, o T 2 SR, B AT HRAAH B TR R TE A
FEA R I ) — AN HARSZ 6] o, 4 B 2 DR 2700 b B 22 p TBX L JSURE 1, 3R45 B 20 kr
pZrc-AvitagRINHAL .

[0015] ALkl , firid 2 SR 20 A PR AU AR 25 DA e 1) D 6 B AH 2 B L TR 77 91

[0016] P B il 11 A 08 JF 5 A 5 IR 58 FT AR 48 75 SR 34T W8 o AE AR R B AR IR 1) —
ASEARS G, Birid B 1 SE DR 195 g i BEINde TR il 74 4 DIRERE D007 0, Brid B B 2E R (1)
37 S 150 5 Xho TR il 11 A Dl D007 £ s 7E AR AR I — A AR SE T v, Brik B i) = D
ISR

[0017] 7 —CATATGGTAGACAACAAATTCAACAAAGAACAACAAAACGCGTTCTATGAGATCTAGCATTTACCT
AACTTAAACGAAGAACAACGAAACGCCTTCATCCAAAGTTTAAAAGATGACCCAAGCCAAAGCGCTAACCTTTTAGC
AGAAGCTAAAAAGCTAAATGATGCTCAGGCGCCGAAAGGTCTGAACGATATCTTCGAAGCTCAGAAAATCGAATGGC
ACGAACATCATCATCATCATCATTAACTCGAG—=3" , TISEQIDNO. 1 BT 7~ o He et , XU Il 2k e 7 1 il i /&
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BRI E A, BB RIBe o e B R A e 3 TR E D7 R, KA 7 21 R R () 2 6 TR A R
BRI, BUETE B R oRAvi —tag i L L R 7 71

[0018]  JDER (2) H, ELHEE [ Zpa-AvitagEHEZIE AR, FTIR 220 AN IK I a L S5 M Ak 42
A-TK B - L IR TR R, IR 728 PR IR R B R o ik A AL AR R & e Avi —taghn BB E A F 2
RHAARAMNIRZEEN .

[0019] A=l B WA /R E A B e B A& i SR O A B & a i, b
B Q) P RIB B S & A Z B tRNAG B 27 05 24 K I pEVOL-pBpF AL AL (L B R Z A
IRAFHE R AR B o A FHAZ S DR TR B R G 2R 08 5 A 6 B A 1 B 4 85 ) Zppa-Avi tag
MR RS YR B B B A 5T, 2 tRNAG R/ H1 41 BE BT tRNA (aminoacy I-tRNA
synthetase/amber suppressor tRNA,aaRS/suppressor tRNA) F AR &2 b &8s T+
R FFaaRS/suppressor tRNAFEARAEH A F 1 #H E FE  /E BRI 25 05+ (TAG) AL FHBEAS
2 20E HRIBE AR RN EIEIR (— MR & A R B R R KA E LR , WiBpa & 6 U]
PREE SRR B &M

[0020] %% BH o pEVOL—pBpF Uk A AR ST AN 572 AT RAE R84S 21 6, 451 40w 385 7 Mg
A,

[0021] % bk P TR E 30~37 C L&t 12~ 18h#% 3% JEAL G, B2 X Y TR 32 A, 37
‘CHFRZE0D600°H0.6-0. 85 ZR 5 MM 4-2K FF B ALK T R , 4k 2235 970 . 5~2h s BN
IPTG (57 A 2 -B-D-BR AR FLHE ) FNR HAAHE , 30~37 Cifs SR F25~Th; &1 Lk RE =1
AR B O USCER TR A 5 SR P Il T A, VR R VT A 5 B0 2 R R T 1 O, R FH AT
At B .

[0022]  JLHp, Birad 2 X Y THG IR R AN MR 1) 35 75 2

[0023]  DEE (3) H, F FHBI r ABHAA 71 S B4R Za B 2H 85 [ Zpa- Avi tag AT AW AL, F I8
o EATAE A B O R A R EAHE N, Bl Zspa—Biotin,

[0024] P iABirABGAAAN SONAE R ENF cbuffer A,buffer B,Zpa-Avitag, 42 R4S,
25~35°C R Ni5~Th; fiikbuffer ANO.5MKIN-— (& 2.3 HE M, pH 8.3; Frikbuffer B
JopH 8. OFVATR T, £r4100mM ATP, 100mMZ, FEEE , 200mMAE ) 25 .

[0025] L3, frikbuffer A,buffer BFIZppa-AvitagliIAEFIEL A1:1:4, Tk BirABF
& N40~50U/uL,

[0026] A BHII S =A B B2 SR — P HE S mIFehir s AB BRI AR PR, iZ Pk 2
FH AT I AR 0 R 22 R R S 1) 0 42 R R O L - 2 TR SRR TR I A7 8 5 1 g G ¢ B AH
.

[0027] AR EASE YA B 1 & BTG HE S m F e sSABIBE I AR P 3R AL PR i) il 4 v,
FEUL T DR G 1gChuik 5 ik Wik R &, 26 T P e s (R A5 FIAREX , 4K 17 /£ 365nm
ARG N ORI CBOE A 5 TeGHUAR I F c B I U8 7= A S A0 4, RO ] 45 BIREHE T ] F s
SABIB AE FE AU

[0028] AR EHRIEE TLAN B B2 fe it bk AWl ) 78 = 4% 52 17 [ 52 TeGHid v i B2 H < %
I 75 ¥ A < B AR R P 1 42 B I - LR T R R o L B8 5 T GHUAR Fe BUM %
F2, i AR SR A AR A, AT S I =48 5 1 [ o2 TeGhifd

[0029] A fA&LERAIT -
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[0030]  IgGHufhts prd Mk AL R L 4 ~6 5 FHULL BIR A, FIEIRH20~40min /5, 1
R SRR R E T UK b, 365nmEL A BT 2~ 4h, B 5 7 F R I8 B 0 B R 25 2 RN Zpa-
Biotingy¥, B Al 43 BKG HE -3 A Fehr AR BT A = AL iidd

[0031]  Prid= iR 2&R18~37C.

[0032] AW SN B 2 R — R R A0S Fr i O i s — 2R A, ik
B P B EACRNER SRR SId A R AR S S

[0033]  Horf, i v b I 5 A7 SR A B AR UK 28 F0 R, AL AN B BEIE ik 2t i A F
BEATHRF AR E » A o ) — A B AR SL it 7 SO CMB 0 F 12085 7l B AR 31 o AE AR R B o
() — A BARSE T 2, Pk 2R A E N BE R SRATER (SA) o

(00341 iZth Fr ] I FAMIREA) 23 Ml e , £ 2 fa e I A IS oL, Fir i A SR It e A 4
REWE 5 LeGPUARF SR ES S B oL, L - 8 IR B L (CEA) R iR EE 1 (AFP) S8 2w b ic ) o
[0035]  HESFEARAIHL T A M AEMRATEY GELAEY R S0 5 NI 2R IR
B (R L) Z RSB IEAR, — Mtk a2 MR T EAE R 5
TR IR P2 [ A — R BE LSS & 073X, 2 B R [ ) S 2k IR e 22 o T AR Fa b BRI T
ey, 3 S AR AL AU B F S [0 A1 1 #E 22 Fab B, 7545 BE CRAIE IR B ) 044 A2 5 1)
[ 5 A o

[0036] AT W LA IR TR B RAE W AT Y BRI R 22 RTIR-Av i tagfl & 82 (1 IFBir AR
AL 5E i Zppa—Avi tagfl & B2 H B I AR A 52 )RR, ZRAT — Bl e 3 U Fe fo7 14
BRI Zepa—Biotin, 4K M ££ 36 5nm 58 AN YeUk T SR e o s B AE M & L bt i A - A
FIr R ARG HER AL i AE M) B AL DU, 2 — PHE L s AN R LA ARG, AN 32 pH il B AT
WLV 7 S AR VE R0, A S I AE 23 R ER B AR ) 280 R 1 T 2] 5 1) Te G A2 24— JFab Bt
TGy e MARFF S R S5 A TR = 4858 18] TeGiifd , HAESERx B H] o R B T B 7 #r
ABEH G A LR AR ST R 1 o

Bfit [=]35% B

[0037] &1 Zppa-Bioting TR KEHEF A mi A=A TTE R HE

[0038] &2 Zepa-Biot inkGHEMRERIUARF o mifl Ik MeWestern A

[0039] &3 photo-biotinylated IgGH) =4k 5% M [E T LN HREE .

[0040] &[4 NHS-biotinylated TgGH) =4k e [a [ a2 b b Al i B o

[0041]  E[5[E ML photo—biotinylated I1gGMNHS-biotinylated IgGo#rRRBELL %% .

BASHES

[0042]  ZTHE Ut B, B Rk A0 56 77 vk 38 i I S R

[0043] A B H () AR TE RS «

[0044]  FabBt:PiJiss 4 B (fragment of antigen binding,Fab) , #1234 T Huik 9 FH
AN, EH — > 58 B 1) 45l 0 B 11%) ViR oy 45 P 3 Al o

[0045]  FcBt/Fc: ] 4554 B (fragment crystallizable,Fc) #H4T 1gff) CuoFlCrah #35, ,
F& 1 g5 RSB 3 4 e AH ELAE A R34

[0046]  ZZZE AR : YR T A & BRE E AN LA B PAEE 75, 45 & 1eGhifkFe

7
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B.

[0047] 72 R : A2 Y8 -T- 40 &5 2R T & (AR A RUK 3P 1, BB 45 B TeGHUAFcE
[0048] 7% FIAKF al 45 K3 4 - 725 PR B 3L R - 1 ) 55 4- 1847 .

[0049]  Avi-taght—NH 15 E 3k PR R L 2 B 1 46 IR AR 25 , ZE 4 N TR AR AN BR BE 4 A &
BRI AR RS S L — R, AR E A A =L

[0050] " Y] &5 A S 6 A R B B T

[0051]  tE 1B , — FiAEHE T M Fe i s AR A0 1) (FRIFR Zepa—Biotin) » iAW
ARG ZoR AR, AR 2 TR Z2E R BRI a L S5 M)A i B 4- 2R R S - LR TR 2R, i
IR 7305 FIPK 0 32 F R S R AR TG R AV i —taghR 25 B 1 M2 A A A ik bn2s 1, Herp
FriRAvi-taghn2E g A LB IRk AL G MR B AT AR CLAT A ieTE A
EY

[0052]  sEjiifsil 1 # 40 FikipZiac- Avi tag #e IR B i 4

[0053]  JsLIR | HaaRS/suppressor tRNATZARSEINAE T B k) # ki 7 v RO A 4) 5 R
BRI B EA R, XA FBirA/Avi tagfi REZI AV R AL B E AR S i3t
UIKEYEE

[0054] & SRR ZoE AR R 7 1 sk o A AR A TR T ZEZSE AT IR o L 45 M3 71 0d B
A7 A1 B gE N BRI R 7 (TAG) »

[0055] AR BHAIFHBirA/Avi tagE RS AEY) 2= A5 B 1 8 A R e AL s B SE OB IR, /2258
FURR DR 7 51 R 3 6 X Hi sAifb bR s i B NAv i tag 2 K 751

[0056] |3k H HIFEDH FE B HI5 v 15 BN e 1 PR il Pk P DIRGBE U7 245, 3 3 15 B Xho TFR il P
) T B D7 05 AL S O A RS 6 X Hi s Al Ak BR 25 1K) Zrac—Avi tag 3k R F¢ 51 (4
SEQIDNO. 1JJi7R) » B )5 R > F1) W ve B 22 p TBX 1 FURE [N e I/ Xho If7 B H , 3813 B 4 pZnac—
Avitag [FUR RIZFAE

[0057]  =sEjia 9|2 55 2H B [ Zepa-Avi taglt) R IE 54tk

[0058] (1) HAHA KIS pZrac-Avitaghl iR pEVOL-pBpFE A 8512 L H AL B2 S T
E.coli BL21 (DE3) , i At T &2~ (100ug/mL) 5% 2= (50ug/mL) KILBJE 1435 75 F4% , 37°C
TR 57, Ve BH PR v B L FRAS DR TR A

[0059]  (2) PhEN & 70 B2 7% 2 1 OmL IR AR LB R 95 5 (% 100ng/mL , 555 £ 50ug/mL) ,37°C
TR TR R

[0060]  (3) yHALIKI4n it B R)50mL 2 X YTHE 53, 37 CHE 3£ 2 0D60050.6-0. 85 AL
W PE N 300uMI Bpa , 4k £24% 5% Lh s BN LK 43 31250 . omMIF) TPTGAN0 . 2 %6 (IR AT , 37
‘Cif 515 376h;

[0061]  (4) FiREGFRFED TREEZ4°C,6000rpmE O 15min 5, UL 4, L5mL 20mM
PBS (% 20mMIBK 1 , 150mM NaCI,pH 8.0) Z&PPill H & , 70 CIKFE KR EZRRh IR DL 2 A 40 i 5
8000rpmf Lr 15min Bk EAER F 5 0. 45umPE i 38 FiE )5, LAHi sTrap ZAr A 4040 H 1 &
[1.20mM PBS (£r250mMIBK I, 150mM NaCl,pH 8. 0) 22 ik e i H e S 3 .42 4

[0062]  (5)MilliporefByEEs L& (# B 4>+ &= N 10kDa) 8000rpm Lo i #h ik 4 2 A3 14
FAL ¥ R0, BRI, A] LD A R B 2B A A3 2120 10mg B 82 H o

[0063] S 5] 3 L 4H 25 1 Zepa- Avi tag iR AN E M ALK ] 4%

8
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[0064] At 5] o ) FHB 1 r ARG A& &1 s AR 206k B4 B8 A Zpa-Avi tag AT AE R AL, FHIE
THisTrap T FEFIMI T Tiporetd 8 85 O IRAF EM R MR B & A Zapa-Avi tag.

[0065]  JERUIT

[0066] (1) K FIBirARF s NAK RWF :25uL buffer A,25ul buffer B,100uL Zppa-
Avitag,45U/ul BirA, 250uL R NAKFL30°C M 6h

[0067]  (2) i b3k e B i 5998 A VAR 48 S8 i 91 2 28 48 (4) A0 (B) , B A Hi s Trap JZ2 Hr A0
Amicon®UT tra—4 (N\MWL : 10kDa) 838 B0 & BRI A FRAF W A0 4 55 1 Zepa-Avi taghll
Zepa-Biotin, 3f HEBR T 2 RIEY Z MBirAl ;

[0068]  (3) =M EALT W) Zepa-Biotin£e 15% SDS-PAGE S & 5 , B BNCIE, B A W 5, 4
5% BSAYE W B 30min, TBST (£70. IM Tris pH 7.5,0.05% Tween20) ¥ )& , I8 A SA-HRP
CHR IS A B bR iC B E B S5 A ER , 1:1000) VR, 37 Cl B 455 30min, TBSTHEHR 3K, &F
REmin, TP TMB (TMB A #0 ik Eii) ot

[0069]  (4) FELH B 1 Zopa-Avi tag I AE W R AR 52 « B FHHABAYEAS A M 2 AR IERUR
For I 25 SR R I Bir AR AEAR AN AT E M BRALIS , 98 % [ B Zppa-Avitag i & T AW
%, W Zppa-Biotin,

[0070]  FriAbuffer AZHO.5MIIN-— (B2 ) HEAMR (pH 8.3) s frikkbuffer BApH 8.0
AW, 45 100mM ATP, 100mMZ, B35, 200mM biotine

[0071]  SLjEtf4Zspa-Biotind T FHIKGAEF chr AR LA

[0072] RS 5E T Zopa-Bio t inid ik A Ao A PR 45 1 7T B 5 TG e Ml 45 5 5 HH T Bpase:
R A, 72 365nmEE A HE G 24 44 T A= 3TV AL Y Bpa 5 4R 1 1 TG 2 T i L 8 , AT 5
A ZREHEILA R IBUER Fehr & BLFTR)

[0073]  BIRUIT -

[0074] (1) IgGHUE 5 Zppa-Biot inf&k &1 : 55 FH L WIR & T A St AL, = H BRIk
30min.

[0075]  (2) ¥ FiAFHSEmME Tk [, 365nm%Ek 4k HE G 3h, BEEY 5790 F Amicon® Ul tra—0.5
(NMWL : 100kDa) 838 25 OB 55 25 2 R E Zopa-Biotin gy, i & WD A W) 2= A4 v 4
Nphoto-biotinylated IgG.

[0076]  (3) photo-biotinylated 1gGE 512 % FEAL 4 SDS-PAGERIAE M SDS-PAGE 43 #T , F&
JE B ATFCAL M AR AL : B 8 A REIE AR T /K fif (50mMEE R4, 10mM EDTA, pH 3.3) Z2 i,
Ao H 2k B2 9 1001g /mL s 100uL S & (A BFA W 5 100Ul photo-biotinylated IgGiR4,37°C
JME2h 5 15 % SDS—-PAGE 73 &5 J5 # ENCHE , % I 25 W 5 , 25 % BSAVE VR 34 11 30min, TBST (7%
0.1M Tris pH 7.5,0.05% Tween20) ¥ik o, EIZ ASA-HRP (1:1000) &R H, 3T CIR B4 &
30min, TBSTHE#H 3R, B 5min, A & AR TMB & 1. 5236 45 R B, photo-
biotinylated IgG7ZK /¥ 12KDA& B i 4, 3R HH Zppa-Biotin AN 5 B EEH Vi, Cn FIELBE X
45t M5 TgGIIFc B4 & H90% 1 1gGor LM B T Zepa-Biotin (BI2F7R) -

[0077]  SEjifEf56Zspa-Biotind M I KEHEF cfr s AW 2= AL BUAR I B2

[0078] AL jita 5] /& H T-CEA CRa b J5) VE Al PR 2 Pl i 12 W i A= Wb 1047 » 3@ it % CEA
A e ) B2 1A 58 1l [ 5E photo—biotiny lated TgGrEAMAL B 1H B M F , 71 DA FRE HLAE
TR AE A B BUAR 6 BB (NHS-biotinyTated—#4iCEA 1gG) o

9
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[0079]  ERUIT

[0080] (1) ##CEA 1gCHid &M Zepa-Biotin = iR & 30min, 4RSS 30, 531774
photo-biotinylated—#3TCEA 1gG, Amicon®Ultra—0.5ka g B o B 0y , BE PR ZE (10mM, pH
3. 2) MBAE & DI IR, 3 B BR 25 2 R ) Zepa-Biot in MIHE AN 455 1 S PUCEA TgGo
[0081]  (2) 5uM of photo—-biotinylated—H$TCEA TgGLA30LL/minyfiiE ,PBS (10mM, pH
8.0) ZZ AR NI BN , Il I BB R F R (SA) —AEW) 2 A BAE 456 2 [8 58 A SAR CM5 85
Fr, 72 A A E 2 frlphoto—biotinyTated TgGH iR &Gt A, W3R .

[0082]  (3) A4k 22 A A B (INHS-biotinylated IgG A% B, BI5uM of NHS-
biotinylated—##HTCEA TgGLA30uL/miniii& ,PBS (10mM,pH 8.0) 22 Mk /E N ENAH , it
BB IE MR (SA) - EMEAMEAE HE & B 2 A SARCMb.E8 Jv, 7 4 58 18] [ 52 [INHS -
biotinylated IgGH I RIEEs A, WE4HTRN o

[0083]  (5) B0 22 200ng/mLAS[F] F B BE 1 bR FUCEAMCA A 7, EAPBS (10mM, pHS. 0)
G MMRAE s A, BE R 2% (10mM, pH 3. 2) ¢l T HE A28 7 R 1l - 45 2R . 7Rphoto-
biotinylated 1gGHu i B E i £ A& W [ 92-100ng/mL, LOD{H 2ng/mL s NHS—
biotinylated 1gGHus f&IEE b I £ PR MIYE FEl 910-80ng/mL, LOD{E y10ng/mL, {1 &l 5
ZINo

[0084]  (6) LAPBS (10mM,0.05% Tween20,pH 8.0) F B A LMLIE 10065, INAAS[F = 1 CEA, £
H AW E S 7 N10ng/mL 20ng/mlL . 40ng/mL.80ng/mL, photo—biotinylated IgGH & 4%
O FIREES, EIAZEE N 103.40%-109.53% ,RSDN4.51%-13.50% , 45 R B R MLE N
N IR PE SR AT Hiphoto-biotinyTated TgGH A% B Fr X CEATNE , W 1% fu i A% %
&R AT RL T AR AR 43 B N R

[0085] |3k SE i 451 Ay A i AR A A ) S it 7 2 ARUAR R B A S ity 200 F AN 32 o ST 4971 )
PR dh1], HoAth [0 A ART R T 0 AR i BH RS Ph 2 o 5 R 28 T BT PRI 2l 2 L BHAR AL A TRl AL
YN N SRR ) B 7 2 A S AEAR K B R IEE 2 N
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SEQUENCE LISTING

<110> ¥ 22k
<120>  —FREHE Fo O SAL BB ARIT I A 0 2 (bt
<130> 2016
<160> 1
<170> PatentIn version 3.5
<210> 1
[0001] <211> 252

<212> DNA

<213> ANLF3

<400> 1

catatggtag acaacaaatt caacadagaa caacaaaacg cgitelatga gatctageat 60
itacctaact taaacgaaga acaacgaaac gecettcatee aaagtitaaa agatgaccea 120
agccaaagceg ctaacctilt agcagaagel aaaaagetaa atgatgelea ggegeegaaa 180
ggteteaacg atatcttcga agetcagaaa atcgaatgge acgaacatea teateateat 240
caltaactcg ag 252
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