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HRN4A:

TL-12 2 i A s AR % U8 — 284k, 70kDa ¥ (p70) 5 — SRA4HH 25 11 H1 40kDa (p40) F1 35kDa (p35) >
TEHEZH A% p40 FH p35 WEAEA IL-12 BEPE, RA R 5RAK 1L-12p70 A BA IL-12 A¥2#iE 1, 1L-12p40
[ SRR 5 TL-12 324k 456, A& IL-12 MFsPiAl. N IL-12 P35 WHAr A 197 DMaIRRAREE, & 74
FPREIRFN 3 A N BEIEALAL 55, P40 WA AT 306 DMEIERRFRHEE, & 10 N ERREIRF 4 A N BEIEALAL 55
N2 p40 F p35 3 E G R 5 13 o P40 55 1L-6 24k, BERMHEE FR A1 (CNTF) &4k, G-CSF ZiH
PR, B E T 2R KR IRE . TL-12 (2E) 5 ThRE LS AP SR AA P B8N TL-12 RSN RN :
IL-12 fiti% 5 PHA JIB4 A T 4HROS s . TL-12 BB N CD56+NK 4 A% 1 %5 NK 40 i 5 PBMC +8 % Al
B LAK S5, 3400 NK 45 R4 F (IL-2Ra . TNFR. CD56. CD2. CDlla. CD54. CD25. CD69. CD71
HIHLA-DR) ; {3k NK 0= 4 TFN—y #1 INF- a (TGF- B Al IL-10 $HZ AR . TL-12 IR RER : ¥ TL-12
B NS AR Py T DL G NK 40 (0 R A0 35 k. B TEN=y 20, S Sk M 40 M B AR . 8 SRR R N
HAT e SPUMIRE RN . TL-12 FEHE 8 Th A5 1 B B e vk 3 B 4F .

o] JE 3

ACMEC (ACMEC ®) ELISA 7l & K 5 T WU J& v O B IE S 28 IR A I B AR o BTN IL-12 p70
PR G LA FEREARAR b 2 TN P R (R b v 0 AT TR R (KRR, A SR RIRE AR FR N IL-12 p70
= SRR BB IR TR S A WERUE IINE R AT IL-12 p70 $tfk, izbifh o ST LBk
SR bR S FREA TN IL-12 p70 RARE PESE &5 WelRUR MBS (L7088 (HRP) ARic i 2%
MEK, EMRGEFERMERE S RENAIMN G S BUS MR EFRY TMB, #NAL R A7
FEAFRER N IL-12 p70, W HRP 2754 TMB A RA FRER CIEAHSS B, AL IERE R
REFLEAS R s fi5, 7EAmax=450 nm (OD=450 nm) Abill5E & RiFLEE R EE (0D, BEAHN IL-12
p70 WKFE 5 OD HUIELL, il 2l nif ih 4 A0 U S B0 & B P THS B REA N TL-12 p70 VKR EE
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EEEM:

B NAEA SO AT, 75 A A R 3 At

2. WRFIGRAE I B R AF AE 2-8°CUKAE, LR ER A SE ks, 1§ EF

3. ORGSR TS R KR 30 min,  HL 787018 ST HL AR & Ao L ) 24 O i

4. AR P ARAE SATREA R U FURI, BT B0 ML DR — 2

5. ABRRNIEY, EHEARTER 1 KERE, ok, BRE OO REFERES. .
6. IRAEMRNYUARRABEES S ARARELD 518 far it B LR A 2 0 21 B SO
wi b, AT B0 AR (5-10 S BIWD), f#/E7EE b AR h R AR, BUHRS, 5 RS I LIk
LK.

B T RS IR G PR R & R YRAT OB AT A1, AN B A FARIE & N & 1
BAIRE AR E KR RANED

NPRUESSE FAE,  BECR TN 54 75 MObn A Hh 26
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BERIR:

SR E T RZIEBONR IS, B N RAEAE I I8 B FEIRE RN, EER AR b S 4k
TR Ak B RATHR IS, A SRS, 35 KBS ARG A A S L e AR, 5% B R AW
KR = L AR RE L ERAT .



AN H SR

W B AR g (96T) A (48T)

P T4 B AR AR %12 8%6 2-8°C
Pt i 2% 13X =20 °C
SR i 1HE it/ A s B T 16 ml/Jfi 8 ml/jfi 2-8°C
A E RN LN 120 ul(100X) 60 ul(100X) 2-8°C
SR2 AR PUAR TR 16 ml/jff 8 ml/Jffi 2-8°C
WHilgas &) GEOL) 120 ul(100X) 60 ul(100X) 2-8°C
SR3 M4 SRR 16 ml/ff 8 ml/Jff 2-8°C
IRATGEI (20%) 30 ml/jff 15 ml/ji 2-8°C
LAY G 12 ml/jf 6 ml/iffi 2-8°C
2k 12 ml/if 6 ml/Jffi 2-8°C
B4R 4 7 PN

AR 16 16

H&RWSEHM (R4, TR

1. BEbRiX (FPEK 450nm, SF WK 630nm)

2.
3. PRARALERHEIR

4. 37°CHEHE

5. MFEK, EETIK, BEEE
6. R RN RE

FEA LR R AEFE

1. Zifufsss B,

2. IMEFEA:

KRR TR E L H B O%, 1E 4°C4M4T 1000 Xg B0 10 min, 2R 5% Bl 203 T/ EP &

A FE R A S — IR Sk 0.5-10,2-20,20-200,200-1000ud

F-20°C FERAF (24 /NEF A AT TN 2-8°C A7) » ) E il

HIR M E SR EERE 20 min 5, 7E 4°CEAET 1000 X g B0 10 min, SRJE¥ EiEZEE0 % T/ EP BT




20°C FERAE (24 /NI ATIINRT N 2-8°CiifE) , DRAFE R WA IIvE, EHRE L, B R E R,
3. MHFEAR:

K A i OB B S PRI A b, AR AR AS 1 SEBRZRE S EDTA, M RN B 2 A N Hktn, 1’

20 min, fE 4°CZ&AFF 1000 X g 0> 10 min, SRJEH LR 03 T/ EP B JET-20°C M RfF (24

NI R II AT N 2-8°CHifi A7) 34 S B VRl

MUER: S MR A R G VA I IR REAS, DASR MRl 45 2R s A SRAE A v O SE B s DU 94 58 g
ThRAE S R R E, TRERE A OS2 5 B R R A I, S SRS 6 A TS 6 LURA R MR 1 5

AR

Lo R B B SRR SRIR AT 30 min Kl A&, FRREAECE TN, WRAVEVRAN tBLEE &, BN
37°Cifm ity B 45 b AV i«

2. FCHIBEER: T AT RRE 5 I e U PR AR, AR5 R /K 23 B KK 20 Rk ik i i R Re
B 1 AR RV, AR 58 IR e VRV BUBON 4°CURFE TR AT o

3. FRAEMBRERE: KRR/ EOR (SRD) ImIZ R Thrdedhf, 58 150805 e VA5 i
BRIR S (W FE94000pg/ml), SRJEEHR-LE & MASOOpLRAE /FEARRER (SR1) , #&HRDLU Rk
BEAT2M5 /8. 2000, 1000, 500, 250. 125, 62.5. 31.2. 0 pg/mIBEATFiRE. 2000pg/mitrii il £k 5 =
IREE, ARAEM/BEARFER (SR MEbRHEZ R % S (Opg/mD o EIE I HIFRAE R E (4000pg/ml)
A SE I RLE 77 B 75 ZE AR MR — e, PRI IO ARE-20~-80°CUkAl, Akt TFE.

500uL  500pL  500puL  500pL  500pL  500pL

— Ve W Wan Wan YWan '\

500pL Std.

4000pg/mL 2000pg/mL  1000pg/mL 500pg/mL 250pg/mL 125pg/mL  62.5pg/mL  31.25pg/mL



4. AEMFACHUR TAEM: BB @ R, A IURRER (SR2) RE 10055 1AH 45 UM e B LA

P TAR (FRBERT MR SD)  WETE30- B I R hifLH
ARG TAER BRI T

WHEEMRNGUE (1:100) : pL RMFBR (SR2) : pL
2 20 1980
4 40 3960
6 60 5940
8 80 7920
10 100 9900
12 120 11880

LEA

5. BRESEWTARM: AR TG RN, HIRESS S YRBEI (SR3) K100 R 4 g4 & ki e A1
R TAR (FRBERTES L), IEFE3020 B AR HT .

BESE SV TR BRI T
WAEBLEEY (1:100) : pL KAHBW (SR3) : pL
2 20 1980
4 40 3960
6 60 5940
8 80 7920
10 100 9900
12 120 11880

6. VEEIIik:

® HZhBEM: ARMERRSL TR, fEEIEROKAR B4R, AR 300ul/4L,7E
SR ARGy 30 0, BedR 5 IR

® T LUetk: FRSEEFRALATWAE, fEFEIEPOKA BT, MMM AGEER 300u/4L, #ik
30 FhJE R EEARAR AL A, AR IS IR AR BT, Wk 5 K.



5 IR

SIS RT30 min, AR &, WEEFE, WAARER/BERR, HERR3KFRT
1
BINT00pl v it S AS A A 22 s AL, 308U T-37°C A% 1% 5 90 min
L et 4 &
TN T00p AR A Hifd TARR SN AL A, U5 T-37°C AR % 5 60 min
0 masthia
N 100 BEZE G4 TAE R SN AL, B4RU5 137 C AR 5 30 min
iji AR &BEIR 5 1K
IIAT00pl . (4 i) 28 I R ALAT, B3R JE T-37°CalE ) 2 415 min

4

IINS0ul 2 1b, BIZI R B PR A 450nmi &K R EODIE (5734 )

g5 R AW

LAIBGFRAX 450 nm FAME OD fH. RPN, SHPAKN 630 nm. HIAGEAT WP AALI, 1§
A 450 nm ) OD I3 fEL#Z 630 nm [¥] OD J5E (K-

2FEARAE M BRGNP SY OD B BEMPRUE M AIFR A ) OD 18 B9 25 L) OD 18

3. LABRIE A IR AR, RO FEODI A AR, HIAR PR hlbrvfE i 28, B fh ThIL-12 P70 & & als@ il %
OD(i A il 26 50 5 HE R L PRI E

AFhRA OD B & Thrk i 22 ERR,  RAMOE A FRE 5 SRS I, o S50 EE I P afe LARRRE A 4K

SHRAL:
PRAE B (pg/ml)
0 0.075 0.078 0.0765 —
31. 25 0.153 0.159 0.156 0.0795
62. 5 0.215 0.206 0.2105 0.134
125 0.32 0.335 0.3275 0.251
250 0.526 0.508 0.517 0.4405
500 0.96 0.946 0.953 0.8765
1000 1.786 1.759 1.7725 1.696
2000 247 2.467 2.4685 2.392




1. B8 Kb o i 2%

10

0.1

Absorbance(450nm)

0.01
10 100 1000

human IL-12p70 Concentration(pg/ml)

AU PES T, B LIRS AR 22 1] (bR 2 TH SN TL-12 p70 MIREA S &

2. REUE:
BARATKG I IL-12 p70 WJE ik Tpg/ml
20 N EARAE SRR E OD HISFIME I BN PRAEZE, TSR B A 4 5

3. ¥Rtk

A5 N G-CSF. IL-6. IL-6Ra. IL-12/IL-23 p40. IL-12RP1. IL-12RP2. IL-23. IL-27 &3, /DR
IL-6 . IL-12/IL-23 p40. IL-12p70 . IL-23. IL-27 %M.

4, EEH.

MR, ARE AR 5 R 4<10%.

5. []MI%E:

FEREL A fe BRI . difRs IR EiE TP ION 3 MAERREEAKFIA IL-12 p70, HE R,
FEAR R SEHECER (%) BE (%)

m3 97 101-104
ik S 105 98-115




6. LRYEMRE:
Iy MIAEIER R 4 g RN MR ANGE M s 772 iSRG IRBEN IL-12 p70, fEARHE M2 20 77 236 Bl N AT 7
B, PRAGZME.

R L5 B (%)
FHIEWCE (% ) 96 102
1:2 TG FE (%) 87-108 97-1110
FHIECE (% ) 98 103
4 JE I (%) 96-115 96-111
S 3Lk

1. Schoenhaut, D.S. et al. (1992) J. Immunol. 148:3433.

2. Stern, A.S. et al. (1990) Proc. Natl. Acad. Sci. USA 87:6808.
3. Hamza, T. et al. (2010) Int. J. Mol. Sci. 11:789.

4. Brombacher, F. et al. (2003) Trends Immunol. 24:207.

5. Trinchieri, G. (2003) Nat. Rev. Immunol. 3:133.

6. Gearing, D.P. and D. Cosman (1991) Cell 66:9.

7. Gubler, U. et al. (1991) Proc. Natl. Acad. Sci. USA 88:4143.
8. Wolf, S.F. et al. (1991) J. Immunol. 146:3074.

9. Verma, N.D. et al. (2004) SwissProt Accession #:Q9R103.
10. Khalife, J. et al. (1998) Eur. Cytokine Netw. 9:69.

11. Gee, K. et al. (2009) Inflamm. Allergy Drug Targets 8:40.
12. Fan, X. et al. (1996) Biochem. Biophys. Res. Commun. 225:1063.
13. Kato, T. et al. (1997) Cell. Immunol. 181:59.

14. Blotta, M.H. et al. (1997) J. Immunol. 158:5589.

15. Kang, K. et al. (1996) J. Immunol. 156:1402.

16. Romani, L. et al. (1997) J. Immunol. 158:5349.

17. Yawalkar, N. et al. (1996) J. Invest. Dermatol. 106:80



L 15 B R SR TT i

] B AT A% E R v
VMR AR 78 4 B N R N FL TR A, IR T L ik
—— W BRI, i B bR PR P R
MRS | oo IR K B R 75 ATt 1521 Y, &
- B T R R R T
A B P P X R | P 2 S B S B 0 AL AR, A I 5 o B L e
V5 — i
TR EIH VR WA RAIM D, H 20 H AR
A ] W a2 i R
i 2 D) 5o S AP P S PN 4 9
REEESE | RSk WA RAR T Y, 520 Y A A
BEFRACIEJE P R UCRE | R 2 BT A 5 B e 2 75 DL i
AT AR 78 4 R R £k I BT 2 % I
B0 [ R Y 1S A 5 £ ]
Kok, M, e | B
S BWERR IR, EERE
TEEET | wpy S mm5 R it P 2 o P A
AN 35 W SRR R, Wi, Btk
PR EERE R | RS R A B \
i ‘ v EE, SIS
AREE | B REMENE, BRER
BERIE RS | R R RS
PR EEERE R | RS R T ‘ \
R RRE S
R K 2 T AR N S =
7R I B T A R AT, 388 G0 6 PR P A b KR
N — S 7 A7 205 040 £ P ST PO A A, 3 9, 2 B SR 3 A5 4 K

WITBEE, 218U NAR




