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—: H=EEER

BN E-12 (L-12) 2—FEREF, BEEAERMEFINEEMTS W, HETRAR AN THEAESTHEy 1
=4, IL-12 26 35kDa B9TFE (IL-12a p35) #140kDa FYIFE (IL-12b p40) £HRLHY 75kDa B BEfAK, IL-12 p40 St F 43208
HEBENTIZ/A Thl BRI EEXBEN, FLEMBE (MS) BEMNDIRMZRAIMERT IL-12 pd0 BTFRiK, RIPXH
AR RIS E S P EE—EMIER. IL-12 pd0 BB F SRS ) | EASR MRS T M = SRR %,
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=: FEHENKRSEM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - R 2000 pg/#l |2 %R
chrﬁ?uC;aotr;jr(];i(?gi);, HRe HRPARIZHMIFTARSER (100 X) ** 120 /% 1%
Sample Diluent PT 3 BARHER PT3 (BFABHMEEFL) 30 mL/#R 1R
Sample Diluent PT 1-ef BARERR PT 1-of (BATHM LEFA) 30 mL/#R 1R
Sample Diluent PT 1 BARERR PT1 (BTRREAR) 30 mL/#R 1R
Detection Diluent MAHRER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) waE SRR (20X) 30 mL/#R 1A
(TTeh;r;)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HIRAR 4 5K
fEEFM:

1) XRABRANERIE2-8°CHRY TFMONAHEE-20°CHERH TERLE

2: BEABRENIZAE2-8°CEMTR

3: ERXBHERTNINER,EREER

* RN AR EmATER, ERTESRTETR
&AL

h: LRAETER

5.1 BRERKIEMAILRUKRTMB B8R,

5.2 ERWIREF, FRFEMNABPES, NXKR, FE, ASMNIFEE,

5.3 BB AREHURENAFIHITRA, JHF @IS0,

5.4 IEER BRI, RFALMNEFRZG, 1§E30WHISERER, MIRESmHEHE,

N HRES

6.1 MVF: £MARAERERE 30 minf51000Xg Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EFq,

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sREE/51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: ISR RRIEFTAR, 500X g Bi05 minBY L&, IZBMEREDEE-20°CIEN, #RRkEFR.

6.4 FRI&: WERRKIE, 1000 Xg&:020 min, BXEE, ZBEMERSDERG-20°CER, ERREFRR.
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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.

RRLIGEENT . AMUSAMEERL2FERR; M BRI 2514, HRXRE. MIENEENESTRESBUIENNE.
7.4 BEBRENIEM:

RMAMBMMAEEFZ, EA1 mLPT 3 FARRRE AN EmR; N EEFA, ER1 mLPT l-of HARRRE AR Em;
HMEREREZA, A1 mLPT 1 BARBRRE SN ER; BIAREINT:

500 IiL 500 L 500 pL 500 pL 500 iiL 500 Bl

= LS U S (SIS S S S

sdl

2000 pg/mL 1000 pg/ml 500 pg/mL 250 pg/mL 125 pg/ml  62.5 pg/mL 31,25 pg/mL

Add # plL of Standard
diluted in the previous =i 500 pL 500 pL 500 pL 500 uL 500 pL 500 pL
step
# uL of Sample Diluent
1000 pL 500 pL 500 pL 500 pL 500 uL 500 pL 500 plL
PT3,PT1-eforPT1
Ilsd7ll Ilsdsll IISdSII “Sd4" Ilsd3ll IISd2II Ilsdlll
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J\: LT E

KRE, RERAMRBANEZEFE20-30 min (HRPAFEENRERERF B ETEHER, BNARE) ; E#{TIOE

may FALDRABEFMER, 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 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

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

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

8.10 #EDIT: B MIEMANEANODEFMEZILNODE, RESFL, BEFIE, LI ERBRENEALTT, OD EHHE
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

: TR
9.1 2EfrihE

x4
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103 Sample Diluent PT 3

0.1

Optical Density

0.01

0.1

Optical Density

10

0.1

Optical Density

Four Parameter Logistic (4-PL) Curve Fit

10 100 1000 2000
Human IT.-12 p40 Concentration (pg/mL. )

3 Sample Diluent PT 1-ef
Four Parameter Logistic (4-PL) Curve Fit

10 100 1000 2000
Human I1.-12 p40 Concentration (pg/mL. )

Sample Diluent PT 1
Four Parameter Logistic (4-PL) Curve Fit

T T
10 100 1000 2000

Human IL-12 p40 Concentration (pg/mL )
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(pg/mL) 0.D Average Corrected
0 8:82; 0.062 -
31.25 gjg 0.113 0.051
62.5 8:12? 0.165 0.103
125 06_22679 0.2695 0.2075
250 8:2?? 0.4685 0.4065
500 8:2;; 0.8255 0.7635
1000 122;’ 1.4285 1.3665
2000 ;:;% 2.2965 2.2345
(pg/mL) 0.D Average Corrected
0 8:8?3 0.056 -
3125 [ GL71 0 oaass 0.0625
62.5 8:1;2 0.176 0.12
125 gzigz 0.2905 0.2345
250 8:;‘23 0.5085 0.4525
500 8:28; 0.8835 0.8275
1000 tgg? 15375 1.4815
2000 ;fjg 2.3865 2.3305
(pg/mL) 0.D Average Corrected
0 8:822 0.0665 -
31.25 8:5; 0.1335 0.067
62.5 8:13; 0.193 0.1265
125 0?'33116 0.313 0.2465
250 8:?;-’6’ 0.5245 0.458
500 8:3113 0.931 0.8645
1000 igéi 1.541 L4745
2000 ;;gg 2338 2.2715
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2.2 KEE

RARBEE: 3T ARIRENFRERNEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

RFERE (CVR) IRIBFEEE (CV [8)
A HE  FTHE(pg/ml) tNEE HA HmE FYE(pg/mY)  nEE R
1 20 965.3 20.8 2.2 1 24 953.9 33.7 35
2 20 209.6 34 1.6 2 24 202.0 6.4 32
3 20 49.8 15 31 3 24 48.7 2.0 4.0

9.3 INAR[E Y=
REATRIE, MEITASEEPIEES. P, E3NKRE, #TAIL12 pAOBIIIFEINESL, LRMT:

EFieSit) RS BHE (%) SEE (%)
1:2 88 84-96
A3
1:4 96 80-121
14 108 101-126
e
1:8 100 92-111
1:2 94 85-110
PRI&
1:4 95 85-103
9.4 HF&X{E
AE/ 3R - AT, NRBERANIBEMMKZFIA IL-12 pd0sTRE,
EFieit] ¥IE (pg/mL) SEME (pg/mL)
A& (n=8) 195.5 91.7-274.4
A% (n=8) 1354 75.9-254.8

Ri& - RAEREAE, WUSHERANRRERFA IL-12 pd0BsRE. FraERiIESRT RS 31.25pg/mL,
AR 5 - 1A 5% R MERIRPMI1640E 57 EEF ASME M MEAMPBMC (1 x 10° cells/mL), 4RBESBITESRRIEKE A
100ng/mL IFN-gammmaZE R (535 HZ-1301)RBd &iEFE, MA10ug/mLASZHE LPS I FIRIM4BREIETR1R, WEE4HA
B, FRMA IL-12 p408TRE,

R (pg/mL) \
KEBH
REx 2767.0
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9.5 REE

20N EENZFLFHODEN LA EREERFENODEF NTEREN S U NAKRERE, HIAFIZHRAIL-12 pA0NTHER
0.47 pg/mL.,

9.6 £k

NMBRFARBRERIINSRERIAIL-12 p4A0ER, BEHRREELNFERITZSE, M BB ARG M
&N, HREMENGTIRHEER, ZIE0T:

=it RRR(EEL SEE (%) & (%)
1:2 84-91 88
Al 14 9098 >
(FARHFRPT 3) 1:8 98-105 101
1:16 103-117 108
1:2 - 100
B 14 97100 >
(FEAHEERPT 1-ef) 1:8 100-102 101
1:16 99-104 102
1:2 92-95 93
R 1:4 93-98 96
(FFAIFERRPT 1) 1:8 96-105 99
1:16 103-113 109

+: ZEXHE

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