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L 12F0IL- 23 EFFAERET, SIS N EENTEp0, EAANE12 (L-12) BEELA BRI B —

MRRET, HEIRRAR Jj:éEﬂH’@?‘FDTMEémﬁﬂiﬁgfzﬂiﬁ%-v BI=&, IL-12 28 35kDa B9IFE (IL-12a p35) #140kDa ByIFE
(IL-12b p40) £AREAY 75kDa BBEME, 1L-12 pd0 ST 4 RISEEBAIDIZ AN Thl ISR EEXEBM, 15 RIEBKE
(MS) EBEMAiREE RS rRNERE] IL-12 pd0 Bk, ROBXFIMEF IR SRS D EE—RMER, IL-12 pd0 MRS
FELEMRS ) | ESN A EF EEERI ™ B EE X

Z NREE
O &
O O ; C) %:_'l
GO00O 6éébé
N
) ¢ CUATDERE (B AEITHRP)
N wmnes o o
BRI TR AR LIS, TINTMB
RARE Y, ARG EERES, BIMAKLE
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egga THEE$D
/ ki
=: EE&ENLREM

3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard RS - R 2000 pg/#l |2 %R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 1#R
Detection Diluent MAHER 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals ELE 4 3K
EESMH:

1) RABRAFERIE2-8° CEHTHEBRONAHEE-20°CR U TERLE

2: EABRFIERE2-8°CERTR

3: BREEFERAMNINER FEREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 f7E: £MARARZERERE 30 minf51000Xg BE/15 min, B EEIBMEAEIRE-20°CHFHK, BeREFRm.

6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4HRE L35: WERABREIEFTR, 500 Xg Bi0S5 minBY L3E, IZBMEMAEI%E/GE-20°CTF, BRREFR.

6.4 Rk WEERRfE, 1000 XgRi020 min, BX LS, ZEMEASNEF-20°CFR, BRRE KRR
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

WL . AMUBHIMBEARL 2 1AM, i EEHEARL2HR, RRFERL2HRE, FRRE. MIENEENERTES
BOMERIELE,

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 e L

—

= | | )
seemid |
®ow VYV Y VU

1000 _pé/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL 31.25 pg/mL 15.6 pg/mL

Add # pL of Standard
diluted in the previous — 500 pL 500 plL 500 pL 500 pL 500 pL 500 pL
step

# L of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 plL

PT 4B1
ll5d7ll' II'SdGII' llsdsll "Sd4" "Sd3" "Sdz" "Sdl"
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLiN100 pL HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

. (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit . 0.0167 o171 ]
0.0175
p i) 156 | oores | 007395 0.05685
g 3125 | o) | 0124 0.1069
% 014 62.5 8:;?3;3 0.23815 0.22105
125 |09 04207 0.4126
oar 4 - - 250 81323? 0.7932 0.7761
Human IL-12/IL-23 p40 Concentration (pg/mL) 500 12:;1 1.5146 1.4975
1000 | BT | 243075 2.41365
92 BFERE
IR E: 3IPRERERFRERNEENE 8 /X
RIEHEEE: 3P REIRERNFAEREZENE 16 Ko
RFERE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% BAx #HE  FYE (pg/ml)  IEE TERERHCV%
1 8 495.8 18.7 3.8 1 16 486.9 23.9 4.9
2 8 1216 2.1 1.7 2 16 1234 3.8 3.0
3 8 34.7 2.2 6.4 3 16 35.0 1.9 54

9.3 INAR[E W=
REATRIE, METMEEMEES. P B3 NRE, #TAIL12/I-23 pAOBINIFEINESL, LRMT:

=it R FI(E (%) SEHE (%)
A& 1:16 95 92-101
FR& 1:2 83 82-84
1:2 99 94-104
4R 5
1:4 101 98-104
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9.4 B &{E

AME- MARRFIS, RMAmEEERFAIL-12/IL-23 p40BsRE,
EFieit] BHE (pg/mL) SEME (pg/mL)

AIMERZA (n=15) 177.3 56.6-306.3

R& - AAIRFIE, NSMHERANRRIFEARPAIL-12/IL-23 p4d0BSRE, FIEHFSIEMRFARHRMES15.6 pg/mLo

Hif 75

ASMNE MR MZAAR (1 x 10% cells/mL)EEHE10% Ba4F M. 5uM B-FEZEE. 2 mM L-S&EEEE. 100 U/mLEBEM100
ug/mUE S EMDMEMIEFFE PSSR, MM FIERRIRSAL0 ug/mL EYIMEEEPHA RESMAES R, WEMM EE, 1MAIL-
12/1L-23 p40BIRE,

S 5% (pg/mL) \
A ND
R 381.8

ND*=Non-detectable

ASMNE MR MZAAR (1 x 10% cells/mL)EEHE10% Ba4FIIE. 5uM B-FREZEE. 2 mM L-B&EFEE. 100 U/mLEBEM100
ug/mLEES EAIDMEMIBFEFEEF, F100 ng/mLASZHELPSRIB4ERES K, WEARE LB, HIQMAIL-12/IL-23 p40HIR
FE79453.9 pg/mLs,

9.5 RYE

20N EENZFLFIIODEM LB EESEIRODET MR EEINES BN ARERE, thidFEF AIL-12/IL-23 p40HIREL
FE793.8 pg/mLso
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9.6 £

FRBIMANSARERIAIL-12/IL-23 pA0EH, BEBRENERIRLNE, AMSHAR LSRN ARRRGERTE, EHE
[ERVIER FATRRSEER, SEiEDT:

0E (%) 100 100 90

e SBE (%) : : 88-91
H0E (%) 108 106 95

e SR (%) 98-119 105-107 92-98
BE (%) 104 108 101

e SEE (%) 95-113 104-111 96-105
ME (%) 103 112 99

1:16
SBE (%) 99-108 104-120 90-107

9.7 {521

AAFI A RMIARIRATEAAIL12/1L-23 pd0, TIN50 ng/mLL FAMET, FHREZRKR,

Human: Mouse:

IL-12 IL-12

G-CSF IL-23

gp130 IL27

IL-12 RB2

IL-6

+: BEXH

1. Cooper AM. et al. (2007) Trends Immunol. 28:33-8.
2.Wang SZ. et al. (2004) J Immunol. 173:4040-9.
3. Bielekova B. et al. (2012) PLoS One. 7:€48370.
4. Xu J. etal. (2016) Cell Death Differ. 23:1941-1951.
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