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1. — i v €0 758 %5 BR 4 W 25 = BAN K PUAABT , FURHEAE T, 035 7 AE 22 X FRA B Ab g 5
[X CDR, AITiR HEZE X FREFGFR1 ~FRAFI IR 7 51 ,

FHAFRIM AR 7 7 4n1SEQ 1D NO. : 207 , FR2H LR )7 51 iSEQ 1D NO. : 4R,
FR3FEIERR 75 WISEQ 1D NO. : 617, FRAFZFEFR 7 51| WISEQ 1D NO. : 8HTK;

i B MR 5E X CDREHECDR1 ~ CDR3 ) A 3L [ 41

H AR CDRI I R 7 4 WISEQ 1D NO. : 3F7N, CDR2A & ZE /R ¥ #1 4anSEQ 1D NO. :5Hf
7~ s CDR3MZ LR 7 A 4ISEQ 1D NO. : THf7R

2. — P4 B 10 2 3R 6 W 35 =BG K HUARBT , HUASAEAE T, BT iR 10 90 K B AR BT 1 a8 KL
JFFIWISEQ 1D NO. : LR,

3. AR EE SR 1Pk (1) 4 28 €876 %60 BK B W 85 R BANOKPUAABT , HAFAEAE T, S i ik 1
GO A ER T 7 7 R BYKPUABT I R 7 51 ISEQ 1D NO. : 9Ff7R .

4. —Fh 4 B 035 %) 3R 1 W 55 B BYNK HUARBT I 4% 7 v, HURRAE A8 T, 7R BE V5 0 2 1R 44
KU Hh 7 %8 BE 5 8 4y 1 SEBZE 45 S ME & AU G K LA, I 30 o gk R B 1 g i [R) T FE
HH Rk 7 AT ) £

JIr iR W TR A4 4™ 18 22 4 s A BUSEBLA K PL AR I ik B 4, i A= W9 16 1) 07 =0, EhE A
J& 7~ A SEBGH KT AZR [ Wk 11 A4 41 5

Bk R T A2 B 20 Rk () 7 SR Fe B 9ok BipR g 2L 1A, a3 s b B R IR Sk, DL A
FIE K T BT G K TR 145

5 AR EL SR~ T BUFIEE SR ik 1 4 75 €076 4 BR 1 B B8 R BAN K PUAARBTIE 4 75 (0 7
TR A B A M R R

6 . AL SR 1~ AT ABUFI SR P i 1) 4 95 €031 461 BR B i 28 R BY K PUAABT H T il 4% &
T E8 R 2 R A 1 R 2R B A A WX A B ) R

7. —Fh & o 08 2 3K B W 5 R B A e A MR &, FLARFAEAE T, BT I 193X B 485 i BRI
BLR T~ ME— BRI ELR BT 1 4 3 62085 4 2K B W 28 R BYIKPLAABT .
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— e H B ERIKE S RBKIIAB7 L FH AR FE

RAR G
(00011 A5 W& T A BOR AR  FARBE Ll 3 007 %) 2K bR i B S BANOR PURBT L B
a7 o

EREAR

[0002] <% (4 & BK A (Staphylococcus aureus,SA) /& — i WL G IR PEEUR I, i 3
S B A L R B b e AL, HEUR R ) EEBR T2 W AN R R
(Staphylococcal enterotoxins,SEs) .SEsA& FH 425 0% 2 BR & 20 Wb r= A 1) vl Va4 i b 25
B B A5 AR, 4y 18 2T . 5~30kDa, AR E VELF , 22100 °C & 30min fi A B AL IR,
DRI, 40 8 €00 78] 260 BRERT VS Qe i B 2 — MO FAAL B S , B IR A T 1R A4 T R 08, (H L = AR
() 1l 5 R AT AR AT UG I A0 7)o 2 MG 7025, F A ABCs D EZE MG, Firh SEBZ
SEs F ik HL B Jyf ok, A AR e, FEAFE TR, A EA RS BRI shtE .
4 SEBFE N F 1A $1)20~ 100ng i il 2318 75 B N HE L, WX i, IR RIS 45 b B AR
1, o i A SEB PRI AS I S 75 0 DA FE L AR T 5 SEBFRIASE W A7 8 1 /> 25 2 [ 3 1 S L I
R BN %, & 2 PR B 5T T 28 S HAdAG A 0 5 3R 6 14 1R A 78 45 SEB ) 4 1t s )
R T T FOR SATE B AR AR AN AR JR B B B I SEB (ng/g) X WA 7 v ) R B
PR TR ) R AR B YR 5 SN i R O B I — B — IR A PR T AT
% o A, S 98 A 5 v IR LA RSO o i R TR L &5 SR 5 T I SR ) i
FH T SEs PR Aar il rr o JH v B 38 2 A W9k DR B A 458 A/ P v e 2 RS 5, & SEs 947
i1 2 o I B FH 7 HLR PR A O B R AR W 792 HG B DA R A TR 1 SEB R T AT 7 At
JRAL SR A4, 7ESEBAFAE IR B 1 0o S5 4, A BRI H70A% - PO B 400 DA T 35 A 00 5

H AT, B MBI 7 ] £ 0 4o v 6060 46 BR R A HG i B3 R DR 3 R ) L 3R T B JR ) 22 v B it
P Bl T R PR, (H 2 4 5w B 04 ) i) 4 RIS AR 7 HL = 84K, HL A % BRI 2R 1A (spA)
()T HE 72 0T SE s [ 22 T B P2 2 DN H g B B2 ) ) R o SpA RS < B €00 7] 46 K B 70 40 B3R 1T e
(R 5, HAE SNSRI, 5 245 -G FLBh 0 AL 1 TG TgGIY Fedi , BRIk, FH A I 462 38
A BRI R R PR 2 AR SRS R AT VR E R R 22 , N2 1 R A -

[0003] G KPiiAFIAR, RIEAEGPUARRIIEAL b, i8 F o TR AR G2, 2 BETC
Hge /N AT 25 G PR B BUR 71 o ST L RIS R ZKXHamers . RAEB& B 1L AR &30, 85 3@
(044 2 1 9 2% EEE R 9 SR AR R ZEL L, T A B I 9 2 L) 3 R A R SR e 2 A2 i A
HFEEE X 1 (CHL) B EBEPUA, o b Hn] A2 X A5 31 R — AN B85 7T A8 X 4H i) s
RN ELLE FE 55 P1fA (Variable domain of heavy chain of heavy-chain antibody,VHH) ,
NIRAIAKBE (nanobody ,Nb) « PUKPIA S 22 ol B A B w SR ALL 38 BA LR
[0004] 1) JEFcIRINL i, AT 850 Sprotein AGS & 5 BURIABRBH 1 17) @

[0005]  2) FAT B AJCDR3IX , H.CDRs X A1 H B [ 73— L 45 RS AN AL RO HLAN G 28 5
HAG T2 RN M, Nz AMEFR (12~15KkD,2 X 2 X 4nm) , B H 5 4 1 A JR 6 1
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[ 2 S AN B AR 405 4 DT B2 15 9K LR (1 D S s S R AN SR AT T, 8 490 B8 7R 22 1 JBE IR Vi ]
PN ERAT AR B 1R 25 A 77 o AEARTR] AR AS UV FEL Y B oK PR R 2% A0 02 3 — A LR X
15 o R A X T 2T 4 A B R 2 R A T K 70 TR 5 AR LACORE A R T e R T 4 A
(VAR VASEIITE NSRS

[0006]  3) KRBT ARG E Mh Ry AR VELS AT ERUAE Y R G H KE & CRIE , MR PTAIR
A R R A i T A

[0007]  4) ZK AR Coiig (C—terminus) K7 FHT R 45 & LD R AR SRR AL, 5 T 2547 5E 171 Ty
REAL B, BE 0 BEAT 52 A1 B 1

[0008] I il £t X SEB 4R K A4 17 A WLARIE , DA Lt SEB =1 26 AN 77 < v R 53  BRAS IR ) 44
KGRI I, A7 T3k 25 5 v SEB G 8“2 AG I 14 SR A0 AR S Ak, LA 2 L 7 g 22

LZRAR

[0009] X FIRILAFARA L SR, AR HEHBE T, R4t — P& o (8 4 3K 1w
BE R BAUKBUARBT B FH A& R I BRI Ry e e 22, i DTV oA & B4
IR FA 7]

[0010] A T iEE| Fik B, AHIERHAW N EARTT T LA :

[0011]  — <o ¥ €0 1 %) BK 1 1 B R BAN K PUAABT , 0 dE 1 HEZL X FRANH %b ¢ 7€ X CDR, iy
RHEZE[X FRELHEFR] ~FRAM SRR T 51

[0012]  HAFRIFZ MR P HIANISEQ 1D NO. : 2Jf 7, FR2[) 2 PR 7 1 41SEQ ID NO. : 4
7N, FR3IMVEIEIR T A WISEQ ID NO. : 67, FRAMM LR 7 51 WnSEQ 1D NO. : 8Ff7R

[0013]  FTik H %h ok 52 X CDRELFHCDR1 ~CDR3 [ R I FR 7 411,

[0014]  H:ACDR1ME FEEE 7 % 4NSEQ 1D NO. : 3~ , CDR2M & L /R 7 %11 inSEQ 1D NO. :5
Bz~ , CDR3M 2 2 /7 # 4nSEQ 1D NO. : THf .

[0015]  — e 3% (20 461 ] BR 141 1 75 3R BAK BUAABT , T ik IR 9 K HUARBT I 2 B 1R 7 71 4 SEQ
ID NO.: 17w

[0016]  Zwhih i idk (1) 45 % 607 260 BK B W 25 3R BYOK HLARBT I AZ B R 77 1) WnSEQ 1D NO. : 9f
7INo

[0017]  — i 3% (2 1 7] BR 181 11 75 3 BAN K BUARBL I il 4% U7 v, FAFAEAE T, ZE BRI A 2 1
YERPUIR L g 5 4 7 SEBS RE 1t A I R Uik, FHad Iob Wk B A I B IR T
A FRIK ) T AT 4 5

[0018] P i B A 338 A2 Kt 7 A BUSEBYN K PL AR 1) s B 47, a8 ot 2B W 488 7 7 50, 0
A2 77 R 7N A SEBYR R PTAAR 1 05 1 1A oksr 1 5

[0019] P i 8 IRl T B A0 R IA 1) 77 T2 R G oK HAA 1) 2 R, Jd ek o o 22 SRk 344, DA
H H R AT PR PR B il £

[0020]  Ffrid i) 45 v €0 %6 %) BK B 1 55 22 BN oK HUARBT 78 4 0 (0 ) BK B4 17 55 3= B %
BRIV

[0021] v idk 1) <6 B €00 6] 60 BK B 0 55 R BN K HUAABT F T i) £ <o o8 €07 %) B3R 1 17 5 =B
P2 A& B A o
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[0022] o4 3% €00 78] 4 BR 1A i B R B A A MR R &, Bk il Fn) S s air Fr iR 1) & 98 o
1 %) BR 1 17 75 R BYNK BULARBT .

[0023]  AREHEIAEARML , A K HEAR MR 2 :

[0024] (1) A< % WISRAS B g Ko ddk B A2 7 R B/ R e PE s 7 B B S M R
HISEB, £ ML S BE DU IS TR T, R S PR B 5

[0025] (D) AR BHERAT I 4K P AAk ] 8 b 5 4 0 (0 ) 20 BR B R M AR HASS &, RILH L
mRE R, B R E L /N BT O AR

[0026]  (TI) A BH R A5 000 9 K A0 A4 v A e B0 A A6 00 7 v A T 3 AR A2 2% VR R 22 1)
I 50, EL A 1 S

3 15 RR

[0027] P& 152 Ay B P v e BB TSA S 8 45 51, P e [ BTODAH 5 K 5

[0028] & 22 49K PiABTHISDS-PAGE ;

[0029] &332 AU KPUAARBT & 7 1) ELFZELTSAARHE N 28, 82 1 [Fl 27 . 81~1000ng/mL,
LRPEIR RONR?=0.99, HARAE MR 73 . 26ng/mL;

[0030] 42 4l K HTARBT 1T i BR B 43 B 5

[0031]  J&|5,2 4K PUARBT 1) #4AS R 15347 5

[0032] |67 4K BLAARBT B4 7 1 43 Hr

[0033] DA 454 B 1T A0 S5 it ] % A i BH (1) B A 9 25 AR ik — 2D VR AR U0 PA .

= RYSSN S

[0034] DL R 45 tH A% & BH 1 B ARk St A3, 75 200 B IR R AR R B AN JR PR T DA B4R S it
1], NLAEAS A BAR 7 3L A8 S5 [ AR 3 3509 N AR B IR R 3PV

[0035] K BH SR FHSEB 6 J85 BT iz 38 X UEE B, DA 228 6 28 (18] X000 2 149 &7 o I vk B8 400 L w2 B
FLRNA, 5 S PR3 G 0% Bg B BE BT AR T AR X PR, AT A 8 i oK PO AR B IR /e, A L P 5 i I
ZFEE JE I PR B R R AR HR , NGRK AR i e g 5 8 43+ (SEB) R e R S5 S I 4h oK
PO, IR GURPURBT R IB B, X AT A 3Rk (4t 5 % e , RO 75 21 B 75 E I 9Kt
PRBT o 5K PV 36 15 21 0 90 K 0 ST EL T SARS M o A i B 5l 44 F M K B AR S — F i B )
SR TREHUAR , T FURR 1) 45 A REAE S TR 1R B8 5 , mT A T PR L o A 1 SEBS N
[0036] A<k BH SR FHSEB 6 93 X UG B, AR Ji5 | FH A% X0 B 4 J) I ok B2 &40 B 282 7 1 1 %) 4 3
78] %1 BR 1A 11 5 20 ATRIIVE B 1 B2 7 R LR ST o i T X6 A o 40 16 7 46 3K T I 75 3 AL
B FE BB AR L, 1) P Wk T A Fe 7~ B AR 75 348 B T2 1k ) G OK B4 ST, NTTARAS 1 5% 17— A
& v (08 ) BR A 2 KA SRR PUABT, AT SEQ 1D NO. : 1 TR & LR 7 41
[0037] Ak BHFrdE S 9K TR LG DU MESE X (Framework region,FR) Fll—=ANH kMt
E X (Complementarity—determining region,CDR) « H:H", HEZE[X (FR1~FR4) 4 ik H SEQ
ID NO.:2,SEQ ID NO.:4,SEQ ID NO.:6F1SEQ ID NO.:8, H %Mk 7€ X 43 %A (CDR1~CDR3)
43 A% EH SEQ ID NO.:3,SEQ ID NO. :5HISEQ ID NO. : 7. HESE X &5 R FHXT A , 35 i 25 4
FREL A RS MR F s AN e X S5 M AR 2 AL, EZE A ST huiR iRl

[0038] AR BHIE VS K gmlid iZ R PR IR T A A% T L , Fo 7 41 9SEQ 1D NO. @9,

5
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[0039] A HA 3 K 10 9 KL A v 36 ok s 1 e 39 il 56 R T o 4 3Rk 11 5 kAT K i
il 2% o G B R 12 4R K FR N A T2 AR LR (VW B R, S8 AR 38 1 U7 5, R & i A
JE TR A 1% 4K PR PR B AR T o i TR TR B A 3R 0K 1 T 2R 8 B 4 012 g K A )
JE L TR A RIE AR, DR A RIE I BT 1Z GOR U R 2 i %

[0040] A BHIEWS J BT ik B K LA TE G 28 2R I 0 80 FH o B 28 2 U 1) 2R 20 AU 5 g
G 6 28 M A ARG 0 FR AR 4 B T8 JE AT 928 B R 242 A8 S5 2 T U B - PO R S M s I ) e 92 2 4y
GRS

[0041] A BH BT Ik A G K A e 92 IS, AT DLEE el s B A4 38 3R 159 1) B 7 8 9 K AR 1)
Wik B AR BLEE T e Ak, 2448, 1 nT DU 9k PR & 0 JE A% AE s AL B R I8
PAEE 1 B T 23R4T B 88 A I 23 T o

[0042] A<k BH BT Id (1) U B8 3 9 ] LA R ai A , i ok B AL e a S AR 5 AR 1R A7 o5
UEFRAGME IR GEAN ) JRr P R e 1E2) W0 1) SR AR 1A

[0043]  SEiiA5 1 B YR AN KL AR e TR 445 Ji 7~ SO A )

[0044] 1) WU LE ) Fe g%

[0045]  DASEBAE A fo 8 i R F R 22 sy S 5 3K e 928 ol A Al P o o 38 000 B, SR 3647
AP A oK F IR IR 58 245575 (Freund’ s complete adjuvant) 5EEARFAR Gy Hi R
FUAJEBEAT VS S N 100ng/ H oA i R R PR RN e 5 — IR, SR IR IR AN 58 A A 71
(Freund’ s incomplete adjuvant) 5&EARFA) G I AL 5 AT 3, BHR G 8 71 250
ng/ W o 58 FLUINGE G o 26 -B R, SREUSUE BE 4 JEL I, FH A4 B 4R oK P AR e B 1 s S
[0046]  2) WREZ 4R AR 70 &5

[0047] I Ja— IR I IE SBTR , Fl— kMR 48 (5 Bt sl SRAE200mL 41 A ifi, 45 F A
FH &5 AR BRI PBS 3 B MLV RE i o ¥ Ficol1-Paque PLUSIHREZ 40 o 45 55 Wk ~F- 447 48 25 3 , W B
15mL A Leucosep®itk = 40 ffa 73 254 (it 2 FLBRAR) » FHZK P54 725 0o A1 1000g 2 3 25 0
30s , {8 bk B 41 B 23 B 30 W 47 T 07 DR AT o 0 8 A P L0 o P 1 2 = 0 D NIk E2 4
173 894, 30mL/ 3, FHZK-F4% 180110008 % i B9 /02 10min , &5 CoATL il 3 i 2 200 25
O i 2120 B A7 T PR B 40 0 B R, B b 2 LR I 2R 5 €0 35 B VAR EE T M oy B
[ — E R FL A Ay B R bk g, B N0 fe 2 R K, B 3IEE S a0 )25~
10mm . JH 35 45 A0 B2 0k 2 4T 28 5 — F- 34+ (19 50mL B8 0 H , IN B8 20 O R A AR 1 UK VB (I PBS,
BV 21 )5, 2508 ,4 C &0 10min. 3 % FiF, H45mLUKIS [ PBS H 2 4 fiig , 2508, 4 C &L
10min, F[RIAE TV RSB 4 PR I o d Je — IS0 5 » A LOmL oK s Y PBS =2k 40, FH ifi 4
H BB AT 5 THEUG 40 25 T 1. 5mL O L 1 X 107ANI /52, 250g .4 °C 5 02 10min,
= UMY B T RNASREY, Bi-80 C AR 174 FH -

[0048]  3) k= 4HAIRNAR HEHL

[0049]  FEESCAEFAIANIML Trizolifkif, RS AS W FT 55O G0 10 90k B2 44t i [ 3, 48
FATHL;

[0050] ) bR A NN T/ SRR G AT - i B B OV 15, I ZU R ¥ 15, EiR Ef Ebmin.4
‘C,12000g % 02 10~15min /N Col B 1 JZ 7K A 22 38 8500 b, IIN 1L/ 244 A5 S5 TR BE o B A2 2
JE E IR E10min.4°C, 120008 B 02 10mine /N0 72 B35 IMANSEARFAT5% L BE - i JiE 78 57
Vel R R A B sk . 4°C , 75008 55 0 Emin, 7 FIE . S E 2R T IR5~

6
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10min. A 30~100uLJGRNase /K MERNA , 135 58 2 VA il o » BUD B I, FAR IR -70 C Ik
17 o M 7E SARNAHI OD260 A2 0D260,/ OD2so » fiff 78 SARNA PR 34 55 A1 Jifi = o

[0051]  4) cDNAF & B AVHHIE PRI ) 37 3

[0052] DL ERNANASAR , K F I 16 S5 PCREZ 19 2 5 N7 25 FRCeDNA , ELAAE BRI « 44 8 5 s 5%
PCRIAZ 221 (W36 1) Bt il ;i SN AK 22, 65 °C i S bmin 5 3B YK s 6 55— 35 I BV T i N 4% 1R
e S PCRAR 22 (WL 32) Be il ) A& Z b, ) B 2% A142°C , 30min, 50°C, 60min, 70°C, 15min;
PCR=4)-20 C A7 4%

[0053] 1) #%5PCRIA %1

[0054] Reagent Reagent Volum(uL)

d NTP Mixture (10m M each) 3.0

Oligo d T Primer (2.5 uM) 3.0
[0055]

Total RNA X <15ug

RNase-Free dH,O Up to 30uL

[0056] K2z HE-PCRAA 22

Reagent Reagent Volum (pL)
System1 10
5xPrime Script Buffer 4.0

[0057] RNA Inhibitor (40U/uL) 0.5

Prime Script RTase (for2step) 0.5

dH,0 Up t0 20 uL

[0058] AR ¥ XNUELGEVHH E R iEF41 , FHPrimer Premier 5.0%A4i%i1PCRE|4), IEiE A A
GG, FAIWTE

[0059]  CALLOO1:GTCCTGGCTGCTCTTCTACAAGG

[0060]  CALLO02:GGTACGTGCTGTTGAACTGTTCC

[0061]  VHH-FOR:5 —CATGCCATGACTGTGGCCCAGGCGGCCGAGTCTGGRGGAGG-3

[0062]  VHH-REV:5 —CATGCCATGACTCGCGGCCGGCCTGGCCGGAGACGGTGACCWGGGT-3 &

[0063]  Z5—%EPCR:

[0064]  DAcDNAAHEAR , F1) FH 51 #ICALLOOL AN 5 #)CALLO02 4T 55 — 4 PCRY™ 1Y, R BiAR R A
PCRIA 23, V£ W %3

[0065] 3% —HPCRIK 3
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Reagent Reagent Volum (uL)
[0066] CALLOI(10puM) 1

CALLO2(10puM) 1

Premix Taq 20
[0067] cDNA 2

RNase-Free dH,O Up to 40uL

[0068] [z &A% :95°C .5min,95°C .30s;55°C.30s,72°C 455 ; 30MEH; 72°C . 10min.4°C
TRAF - PCRI=H) L . 2 %6 B I B 58 s PR UK 28 58 , D1 25 T00bp B 1 1 B 1) 255 5 FH 80 12 [l i it 55
SRR U P ERAE D IR AU PCR™ 4, W 58 [T 0 B T — 2P 55

[0069] 25 —#EPCR: DL 55— 40 PCRIR (A1 =44y (TOObp i i) 2%77) AABEAR , F 51 9 VHH-FOR
AIVHH-REVY S VHHIEL PR v B, IO BAR 94 TE L3R4 5 [ W 464 : 98°C 1 10s,55°C . 15s,72°C

30s;72°C\10min, 30 MG . PCRFW’“I 5% B IR Bl & FR Uk, VIHCH 1 2%5 (400bpfftifx)

FH I TR Ak 7 6 4 R 0 B PB4 A 5 BR[| WSt PCR P74, I8 (RIS P 0 )k B T 8 — 25 5236

[0070] 4% —HPCRIK R4

Reagent Reagent Volum (pL)
5xPrime STAR Buffer 5.0
d NTP Mixture (2.5mMeach) 2.0
Prime F(10uM) 1.0
[0071]
Prime R(10puM) 1.0
Prime STAR(2.5U/uL) 0.25
Template X
RNase-Free dH,O Up to 25uL

[0072]  5) SCIERIFI R4 2

[0073] ﬂcfﬁuﬁmﬁﬁlﬁﬁmtﬂ}if

[0074] % HRFRSIBEEIAR,SFi T 50°Cit alF IpHEN T B h 344 FIVHH B B
[0075]  F5Sfi IfgYI S NAR R
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reagent Volum (pL)

10xM Buffer 10.0

[0076] Sfil 5.0
pHEN I or VHH X(~10pg)
RNase-Free dH,O Up to 100uL

(00771 By JIE bk A P Uik o I g U7 2 15 56 4 , SR FHDNAZEAL i 7 & 4 AL RIS B 1= 42 o
[0078]  FAAFNE AN I BV &R

[0079]  F RO ERAR R AT HERE SN, FF 15 B I xS BRI BH 14 %)

[0080]  FK6iEE I MR R

Regent Test group NC PC
vector/Sfi | 200.0ng 200ng 200ng
Insert 20-100ng

[0081]
10*Ligase Buffer Sul SuL SuL
Ligase 0.5uL 0.5uL 0.5uL
dH20 Up to 50uL Up to 50uL Up to 50uL.

[0082]  16°C JxN.12h; I AGUL 3MZEREH (pH5.2) J& , FE I 125uLI¥ To/K %, —20°C i
E1h.4°C,10000g & L215min, 7 FiF ;70 % A L BEE BEITIE :4°C,10000g & 0r5min, 3 E
B BTG, 20uL B HE /K EEVIIE, € B -20 CHHFHH.

[0083]  JEE =Y 1k

[0084]  HYSuLIEHZ =¥ N A 80uLIKAZ SUNHEE . coli TGIH, T84 A1, K EFCE Imin. 3%
AO. Temf o 548 e S #640 (F 1. 8kV) , S B [ e S AR+ in N 900uL LBE; 73, 37°C
160rpm#s 77 1h o B B IR AT T-LB-AG P-4, 37 C 31 B 15 75 1%

[0085]  HJ4A L FER Kbk

[0086] 4 fiilit 104 PEZS B 40 T-100mL 2 X YT/amp/2 % % %5 bE , 1535 220D6003%0.5;
IING B AR (20 IS E %0 ,37°C, ## B 15min)5 , 220rpm$ #£45min; 4°C , 1000g %5 0>
10min; 3 B35, MA100mLFT &£ 2 X YT/amp/kankt 77 3 5 B UTIE, 30 CH FR I ;4°C
10000rpmE§ L2 10min, B F3F s IMA1/54FR[FIPEG-NaClI# K , 4 ‘C# B 3~4h;4°C10000rpm =g
Lo 15min, 35 _F3E , YOUE F ImLPBS # 8: s B OuL I 2 FE 2 , HoAR In N 243k 50 % Hr il , —80 °C £
1Fo

[0087] St {512 « GHoK P Ak 1) 6 A ik S 48 e

[0088] 1) ZH KA K125 TNk « & 5%, FHPBS (pH7 . 4) ¥ SEBF Ff 28 494 & 500g/mL, 4°C £,
Wit % . 55 — K FIPBST (10mM PBS,0.1% Tween—20 (v/v) ) ¥Ei5¢K J& » TIN5 % BSA-PBS (&,
5% OVA-PBS) 37 CEJ [ 17N o 98 J5 FHPBSTHE 6 , 5 FL NN 100uL B I B35 1 FE B4R (R
FEZ12.0X 10" cfu) ,37°CHEE 2/ o 35 22 R 45 Er AW B 44, FIPBSTWE S 103C, HIN 100LL )
Glycine-HCI (0.2M,pH2.2) ¥E/i8min /5, SLEP FH150L Tris—HCI (IM,pH9. 1) H Al BL10uLyE

9
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R s B 5 W R, LRI e 25mLAE K BT BUHIE . coli TGLREARIEATY 3. 26 =
R HPEG/NaClPTiE S 14 Jo ke e 44 , 00 5 e v A 1 33 5 o

[0089]  7EZE —  EE — AIEEVUC A vk ik #2E A , A48 ¥ SEBIA B 43 i N 250g/mL, 12, 5ug/mL
A6 . 250g/mL , IO AR5 5 5 FHPBSTHE SR X E 70 3l N 1200, 15k A8, HoR AP BR[A] L
[0090]  2) PH VM T A o (100 5 7 = B8 — %0 TN 55 U 26 v o i 000 e e 73 58 ) Pl - B
BLHREL S0 S, ik A7 Wk BT 4 (R 47 38 , R FH TG e 9 B A A 00 777 vk i A B 1A Mk o A e o 1)
Y o ARV B 5, FIPBS (pHT . 4) ¥4 SEBF R 2500ng /mL , 4 ‘C AL I 7 . 45 — K FHPBST
(10mM PBS,0.05% Tween—20 (v/v)) ek 3R G » IIA300LLEI5 %6 Bt I Wik , 37 C 3 1 2/Nh
F 35t P PBS TR 3V S » MM\ 100RLIE B AAS 138 (2.0 X 10  efu) , LA J5 1k e T 44 ik R AR
AT R, 37 CHiE & 1/ s I L : 500045 B T HRPAR e H7IML 30 B 44 —FHt100uL , 37 C i
B /NI INN1000L TMBJEEW)VA TR » 86 &5 2 10min; AIAG0RLL (EK (2M HaS04) 2815 [
HIEEFR1X (Thermo Scientific Multiskan FC) il %€ 450nmAb 1P WS AR - £ X OD450 K T BH 14
o FR 2 P W 1 47 7 I A B P T o , SR A5 B 23 Wk BH 1 5 F% L 43 31 AB1-B3, B5-B7,B9-B19,
B21-B28,B30 (fft 1 Ffr o) «

(00911 St fs]3 « G K AT A4 2 i 2 8] (4 7 B FL U S R e 27 ) A o

[0092]  ¥4B75CFE AT DNAD > , AR DNADN 3 45 R % % 1~ 38 I SRS 9K Uk ) = L R 7
1,

[0093]  =ijiti f51]4 « BT 4R K 042 ) R = 1) 4%

[0094] (1) DA R 4AS 3G/ 77 gk AT 1l #%

[0095] ¥ R A PH M K PR I WS AR IO Z20mLEF A E . coli TGLHIEE TR, 37
‘C.220rpmdR 7 55 72 6h K BE IR M FE N S — B 0V R, 4°C L 10000rpm 2500 10min, K BT E
80 %6 e N—Fr i) & O, I L/6RFRIPEG/NaCl,4 CH# B 120minj5 ,4°C +10000rpm
B0 10min, 7 13 ; BRI 2D B PBSTE Yels %44 .4 C 10000rpm & 02 10min, 3% _LiE, A ImL
PBSHEAT &, R M R AR 4 38

[0096]  (2) LAER H RIAR T At 47 il %

[0097]  $EHYB7 FFE 1) ok , F B 2H Rk # AR N RIGAF B Top10” o MFEAL SR -k —
B VA M T omL LBV 35, 37°C, 220 /mindR % 3% 37 1, Wk I35 75 W44 1 % H5 A
&= (v/v) BFhT-50mLII LB/ Amp , 2% i & Bl R 72 3+, 37°C, 2200 /mindR % 85 7% s U3
AU B ODso0ik 20 . 51, [A) 5% Z2 ¥ IO . ImMI IPTG, 30°C , 220r /mindfR % 1% 728~ 12h ;. %
B F=T4°C,8000rpm , B0 20mi niig 8 B AR PTUE o B2 40 A T~ 5mL Fl74 (1) PBS VA VIR » B 75 i i
10min/5 ,8000rpm & L220minkl biF , ¥ HIGHEAT 36 A Z AT 4L , RIS KR I 4K BTiARBT
[0098] it f51]5 Bk il 2R 1) 2 57

[0099] R FHELISAR)J7iE#EAT REUEN S E , AR T775 08 - HPBS (pH7.4) K SEBZ21000.
500.250.125.62.5.31.25.15.625.7.8125.3.90625ug/mL, 4 °C 4 iF 7% ; %5 — K HPBST
(10mM PBS,0.05% Tween—20 (v/v)) LeikbIk J& » IIA300LLEI3 %6 Bl Wik , 37 C 1 1/
BIIAN100uL 10ug/mLE A KFUARBT, 37 CHER 1/ I : 100004 BEHRPAR 2 I PTHi sk
100uL, 37°CHF & /NI s IIA100uL TMBJECAII VR » 38 ' Y2 €41 0min o I 7€ ODaso , 223 1A 1 Hh 2k
(B 2f7R) S LR EVE R 16.63~1000ng/mL, 28 11 3¢ 2 WR*=0.99, S KK MR 5. 91ng/
mL , I AT 1 R U

10
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[0100] St fFl6 4 K HiAA i A2 g 1t PF-Ak

[0101] (1) pHESE VS5

[0102]1  FHPBS (pH7.4) ¥4 SEBZ1000.500.250.125.62.5.31.25.15.625.7.8125.3.906251
g/mL, 4 CHME R ; 45 — < FHPBST (10mM PBS,0.05% Tween—20 (v/v) ) ¥Ei& 3G » MIA3001
LIfI3 % B As Wk , 37°C 4 A 1/NF s PBST (10mM PBS, 0.05% Tween—20 (v/v) ) YE¥&3IK s K4k
ks 7 HpH5.0,6.0,7.4,8.0F19 . O PBSH B 22 10ng/mL, 37 CHF & 1/ 5 IIA1:10000
M BEHRPAR IC I HTHI sHLAR100LL , 37 CHE B 1/ s IIA100nL TMBJEW)IE K , G 2
10min, | € OD4s0 » L A AN [F] pHAHE A ODas0 B2 A4, , LA S HH N BRI AE 7 - S50 285 SN 3 , 45 3R
FHHAEPH6 ~ 82 [A] , HSCs0 CLUANME T E I BE) o Wi 3 1 22 7, SRIH G KPUABT B — B 1)
i PR Bk A i 1

[0103]  (2) iy #4555

[0104] 4% . FIPBS (pH7.4) ¥SEB%1000.500.250.125.62.5.31.25.15.625.7.8125.
3.90625ug/mL, 4 CHM TR ; 45 — K FHPBST (10mM PBS,0.05% Tween—20 (v/v) ) Y31k )G »
HON300LLF)3 % it 8 WKy , 37 °C 3 A 178 s PBST (10mM PBS,0.05% Tween—20 (v/v) ) ¥ES:3
W5 B 4R B4R FHPBSF B 22 10ng/mL, 73 A B 137,50, 70,90°C/K ¥ 10min, kB = 5
F 0 AL 00uL N AN ALBR B F AR 2%, 37 °CHiE & 1/ 5 ITAL : 10000#6 BEHRPARIC B iHi s Bt
PR100uL, 37°CHEE L/NS 5 I 100uL TMBJE A , BE'E i 4 10min , Wl %€ ODaso.» LU XA [
FE AL R A AT W R FEAE 15 PR BRI I #ARE ), 25 R IHTE3T~70°C 2 [8], HSCs0 (O
TG SEW D) o 1 22 7, RIHGUKPUABT A — B e e v, &5 s .

[0105]  SEZJitafl7 - Hp S 1 4 72

[0106] >R FHELTISAI) J7 VL 3EAT FH PR G K BRI e e M 26 58 , BAKR T 08 « FHPBS (pH7.4) ¥4
S o OO ) BR B 1 75 R B 4 0 O 4 BRI 1 75 R A A B 22500ng /mL , K 4 0 18 55 %) 3K
FEATCC25923, 4> ¥ (078 & BREHATCC29213 . & 3 (0. 4 & BR B ATCC261113 HIFEFE Z 107 cfu/
mL, 4 CE#E 37 ; FHPBST (10mM PBS,0.05% Tween—20 (v/v) ) P37k 5 , I 300nLIK)3 % it
Je Wy, 37°C A 1/ s FHPBST (10mM PBS,0.05% Tween—20 (v/v) ) ¥Ei 31K )& , A 1001l
BRI A A 5 9K PR R AR , 37 C % & 1/ 5 FPBST (10mM PBS, 0. 05% Tween—20
(v/v)) B3Ik G, IMA100ul TMBJEAVA R , e 2 €4 10min, JIAS0uL2M HaS042% 1RV 1k
SN 5 M3 0D450 . 25 5 LB 2, BT 4K ik b5 4 0 05 %0 BR 15 1 85 3B - 4 0 () 40 BK TR
ATCC25923 , 4 35 {0738 i BR A ATCC29213 4 ¥ 0.8 26 BREAATCC26 1 1 135 T8 X v, 22 B 48
KYUABT 5 400 (0] % BRI R B R I ATC S5 &, 3R H B i e e

11
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[0107]

NP ERREERFIIR

WA 7 51 2R - A

<110>  Padb MR K2

<120> —Fp& A EERE DT R B 40KPuiE B7. B JalIE
<130> 2018

<160> 9
<170> Patentln Version 3.5
<210> 1
<211> 122
<212> PRT
<213> Llama
<400> 1
Glu Ser Gly Gly Gly Leu Val GIn Ala Gly Gly Ser Leu Arg Leu
1 5 10 15
Ser Cys Lys Val Ser Gly Phe Asn Phe Arg Glu His Ala Leu Ala
20 25 30
Trp Phe Arg Gln Ala Pro Gly Lys Glu Arg Glu Gly Val Ser Cys
35 40 45
Ile Arg Gly Ser Gly Asp Tyr Thr Thr Tyr Ala Asp Ser Val Lys
50 55 60
Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Gln Asn Thr Leu Tyr
65 70 75
Leu GIn Met Asn Ser Leu Arg Pro Glu Asp Thr Ala Met Tyr Tyr
80 85 90
Cys Ala Ala Ala Arg Tyr Ala Arg Tyr Tyr Pro Asn Asn Cys Leu
95 100 105
Asp Ser Ala Glu Tyr Gly Tyr Trp Gly GIn Gly Thr Leu Val Thr Val Ser
110 115 120 122
<210> 2
<211> 20
<212> PRT
<213> Llama
<220>
<221> Domain
<222> (1)..(20)
<223> FRI
<400> 2
Glu Ser Gly Gly Gly Leu Val GIn Ala Gly Gly Ser Leu Arg Leu Ser Cys Lys Val Ser
1 5 10 15 20
<210>3
<211>10
<212> PRT
<213>Llama
<220>

12
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[0108]

<221> Domain

<22 ()(10)

<223> CDRI

<400>3

Gly Phe Asn Phe Arg Glu His Ala Leu Ala

1 5 10

<210>4

<211> 18

€712 PRT

<213> Llama

<220>

<221> Domain

<227 (1).(18)

<223> FR2

<400>4

Leu Ala Trp Phe Arg Gln Ala Pro Gly Lys Glu Arg Glu Gly Val Ser Cys Ile
1 5 10 15 18

<210>5

<211>10

<212>= PRT

<213> Llama

<220>

<221> Domain

<222> (1)..(10)

<223> CDR2

<400>5

Arg Gly Ser Gly Asp Tyr Thr Thr Tyr Ala

1 5 10

<210>6

<211>37

=X17%= PRT

<213> Llama

<220>

<221> Domain

22> ([1).GD

<223>FR3

<400>6

Asp Ser Val Lys Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Gln

1 5 10 15

Asn Thr Leu Tyr Leu GIn Met Asn Ser Leu Arg Pro Glu Asp Thr
20 25 30

Ala Met Tyr Tyr Cys Ala Ala
35 37

<210>7

13
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<211>19
<212> PRT
<213> Llama
<220>
<221> Domain
<222> (1)..(19)
<223>CDR3
<400>7
Ala Arg Tyr Ala Arg Tyr Tyr Pro Asn Asn Cys Leu Asp Ser Ala
1 5 10 15
Glu Tyr Gly Tyr
19
<210>8
<211>10
<212> PRT
<213> Llama
<220>
[0109] <221> Domain
<222> (1)..(10)

<223>FR4

<400>8

Trp Gly GIn Gly Thr Leu Val Thr Val Ser

1 10

<210>9

<211>366

<212>DNA

<213> Llama

<400>8

gagtctgggge gaggcettggt gecaggeeggg gggtetetga gactetectg taaagtetet 60
ggalttaatt ttcgtgagea tgeeetggee tggticegee aggetccagg aaaagagege 120
gagggggtct catgtattcg cgggagtggt gattacacaa cttatgcaga ctcegtgaag 180
ggccgattca ccatctccag agacaacgct cagaacacce tgtatctgea aatgaacage 240
ctcagacctg aggacacggc catgtattac tgtgcggeag cgeggtacge geggtactat 300
cctaacaatt gtctggatic agcggaatat gggtactggg gecaggggac cetggtcace 360
gtetee 366

14
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RH IR Fr 51K 1 S0P

<110> PEIbAMEBLF K2
120> — PP 4% (70 &1 BK 16 17 5 R BAN K PUMRBT L 8 F A5 &
<130> 2018

<160> 9

<170> PatentIn Version 3.5

<210> 1

211> 122
<212> PRT
<213> Llama

<400> 1
Glu Ser
1

Ser Cys
Trp Phe
Ile Arg
Gly Arg
Leu Gln
Cys Ala

Asp Ser

<210> 2

211> 20

Gly

Lys

Arg

Gly

Phe

Met

Ala

Ala

<212> PRT
<213> Llama

<220>

<221> Domain

Gly

Val

Gln

Ser

Thr

Asn

Ala

Glu

<222> (1) .. (20)
<223> FR1

<400> 2

Gly

Ser
20
Ala
35
Gly
50
Ile
65
Ser
80
Arg
95
Tyr
110

Leu

Gly

Pro

Asp

Ser

Leu

Tyr

Gly

Val

Phe

Gly

Tyr

Arg

Arg

Ala

Tyr

Gln

Asn

Lys

Thr

Asp

Pro

Arg

Trp

Ala

Phe

Glu

Thr

Asn

Glu

Tyr

Gly

Gly

Tyr
55

Ala
70

Asp
85

Tyr
100
Gln
115

Gly

Glu

Glu

Ala

Gln

Thr

Pro

Gly

Ser

His

Gly

Asp

Asn

Ala

Asn

Thr

Leu

Ala

Val

Ser

Thr

Met

Asn

Leu

Arg

Leu

Ser

Val

Leu

Tyr

Cys

Val

Leu
15
Ala
30
Cys
45
Lys
60
Tyr
75
Tyr
90
Leu
105
Thr
120

Val Ser
122

Glu Ser Gly Gly Gly Leu Val Gln Ala Gly Gly Ser Leu Arg Leu Ser Cys Lys Val Ser

1

5

10

15

15

20
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<210>3

<211>10

<212> PRT

<213>Llama

220>

<{221> Domain

222> (1) .. Q10

<223> CDR1

<400>3

Gly Phe Asn Phe Arg Glu His Ala Leu Ala
1 5 10
<210>4

211> 18

<212> PRT

<213> Llama

220>

<{221> Domain

222> (1)..(@18)

<223> FR2

<400>4

Leu Ala Trp Phe Arg Gln Ala Pro Gly Lys Glu Arg Glu Gly Val Ser Cys Ile
1 5 10 15 18
<210>5

<211>10

<212> PRT

<213> Llama

220>

<{221> Domain

222> (1) .. Q10

<223> CDR2

<400>5

Arg Gly Ser Gly Asp Tyr Thr Thr Tyr Ala
1 5 10
<210>6

<211>37

<212> PRT

<213> Llama

220>

<{221> Domain

16
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222> (1)..@37
<223>FR3
<400>6
Asp Ser Val Lys Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Gln
1 5 10 15
Asn Thr Leu Tyr Leu Gln Met Asn Ser Leu Arg Pro Glu Asp Thr
20 25 30
Ala Met Tyr Tyr Cys Ala Ala
35 37

<210>7
<211>19
<212> PRT
<213> Llama
220>
<221> Domain
222> (1)..(Q19
<223>CDR3
<400>7
Ala Arg Tyr Ala Arg Tyr Tyr Pro Asn Asn Cys Leu Asp Ser Ala
1 5 10 15
Glu Tyr Gly Tyr

19
<210>8
<211>10
<212> PRT
<213> Llama
220>
<{221> Domain
222> (1) .. Q10
<223>FR4
<400>8
Trp Gly Gln Gly Thr Leu Val Thr Val Ser
1 5 10
<210>9
<211>366
<212>DNA
<213> Llama
<400>8
gagtctgggg gaggettggt gcaggececggg gggtetetga gactctectg taaagtctcet 60

17
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ggatttaatt
gagggggtct
ggccgattca
ctcagacctg
cctaacaatt
gtctce 366

ttcgtgagca
catgtattcg
ccatctccag
aggacacggc

gtctggattc

tgcecetggece
cgggagtggt
agacaacgct
catgtattac
agcggaatat

tggttcecgece
gattacacaa
cagaacaccc
tgtgcggceag
gggtactggg

18

aggctccagg
cttatgcaga
tgtatctgca
cgecggtacge
gccaggggac

aaaagagcgce
ctccgtgaag
aatgaacagc
gcggtactat

cctggtcacce

120
180
240
300
360
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OD ., Value

2.0

1.8 -

1.6 -

1.4

1.2 4

1.0 4

0.8

0.6 -

0.4

0.2

HEI il H=|_| 0

0.0

22 38 5 6 18 9 A% 0 AR5 4041434990 401343 23 1546 4193 D D

Clone number
K1

M 1

974 KkD m————pi

66.2 kKD —=

43.0kD —

31.0kD —

s -
144 kD & i
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2.2
2.0 A
1.8 A
1.6 A
1.4 -
1.2 4
1.0 -
0.8 -
0.6 A
0.4
0.2 1

0.0 . . . l
0.1 1 10 100 1000 10000

SEB Concentration (ng/mL)

0OD450 Value

K3
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ODy450 value

ODy450 Value

2.5
2.0 - —e— pH=5.0 SC,~83.92 ng/mL
> —O— pH=6.0 SC.,~56.46 ng/mL
—y— pH=7.4 SC.~59.83 ng/mL
—A— pH=8.0 SC,~60.68 ng/mL
1.5 4 —a— pH=9.0 SC_=87.83 ng/mL
1.0
0.5
0.0 . T .
1 10 100 1000 10000
SEB Concentration (ng/mL)
K4
2.5
2.0 - —@— 37°C SC,,=55.85 ng/mL
’ —O— 50°C SC.,=52.33 ng/mL
—y— 70°C SC.,=53.41 ng/mL
—A— 90°C SC,=114.94 ng/mL
15
1.9 4
05 -
0.0 . . .
1 10 100 1000 10000

SEB Concentration (ng/mL)

K5

21
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2.0
1.8 A
1.6 -
1.4 -
L2 4

1.0 4
0.8 1
0.6
0.4

OD450 Value

0.2
0.0
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