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REE: 1.0 pg/mL
KMSEE: 7.8 -500 pg/mL

A& tbAFERTFESKNIE. iR U4 &R/ NETNF-alpha/kE
FEmNATHFRR, NMERTIRRIZET
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—: 52ER

TNF, ¥ FATNF-asiE R AR, B—MZINeeRRMMETF, BFMEBIFEEF (TNF) #BXik. ©LI26 kDafREE&EENF R
FiK, EWTNF-oBUES (TACE) IEILURIETAIELT kDalih, EEHPHARE=BGE. ST ENERMI~E, B
BT S BRI, MCDAHHEA. NKABR. chiEkidmn. AEAZIN. PERERAIRRME T, CaLlESA
TNFRSF1A/TNFR1FITNFRSF1B/TNFBRESHEI ERIZEER, XMAMRAFESS5AT ZHNEYFIIIE, SEAMIEE. 9
1. AT, BEROHEFEM, NEFMALRTINF-0B79%NEERFTIHERE. SAEKINF-ofRE, NEEXSEEL, TET, %
HEAMTRE SME RS TR, A AL RIS BN SRS FN A & SO BTRRE LUK iR = 94k B4R S /88 %

— ENEE
O (5}
OO ® o
0000 6éoée
\\__/’
=, N anins
1 ' AL OERE (KRR GREENE)
N\ == et BAREIRF R TASE OIS, TINTMB
" N summnmin B, IRARABEEEERES, BMALL

BRREENEEEHTRAEENE.

D

HRPERICHE @ A0

THE[ESD
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J
DR
g2
(=]

=:. FEEFNLWKLEM

3.1 BBFFY (RT3£E%450 nm#1630 nmiUKK);

3.2 EfEEBRRBN—REE R,

3.3 R (FRRI FEhistiR) ;

3.4 EPE (ATHBINERRER);

3.5 lZKEMEL (BFHT);

3.6 M AIEME,;

3.7 BTFELISAER N EUR AT HN S (ERSEING %), W0 Origin, ELISA Calcg,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PEESR - RTRYR 1000 pg/# (2 %R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 pl/%z 1%
Sample Diluent PT 1-ef FEARHERER PT 1-ef 30 mL/#f. 1R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAE 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 M3%: AIFIEDTA. FFESU Bt E R FUEER, FRAREES1000X g BEL5 min, EMERR S 20°CIEH, SR S e
CEE: AFARMAMGTIESR, FRIAMARARE TR,

6.3 AR 75 WNEERRIETR, 500Xg Ei05 minBY LS, MEMEASDEG-20°CTER, ER kSRR
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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 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

HRRLCHEEIO T NRIIA. M2 AR A1 250141, HFmKE. MEMEEFENERITESEUNERNRE,

7.5 BERENIREM:

fER2 mL PT1-ef HAMERERIRER, BIERFEOT:

500 iiL 500 iL 500 plL 500 uL 500 EL 500 wl

Sw VYV YV U
500 pg/mL 250 pg/mlL 125 pg/mL  62.5 pg/mL  31.25 ug/m[. 15.6 pg/mL. 7.8 pg/mL
Add # L of Standard
diluted in the previous — 500 pL 500 pL 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 puL
PT 1-ef
Ilsd7ll IISdGII Ilsd5ll “Sd4" Ilsd3II IISd2II ”Sdl"
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
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 iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k NRERR
6 | MIAZLIERE630 nmARIERK, 450 nmAUEO0DME, LdEEIN @57
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N KBS
9.1 BEZ iR E
e Four Parameter Logistic (4-PL) Curve Fit (pg/mL) | O.D | Average Corrected
| 0 8:82; 0.065 -
g 1 7.8 8:1;2 0.143 0.078
é - R'-0.999 15.6 8:;3? 0.213 0.148
£.] s2s | 9347] o6 0271
62.5 8:?23 0.546 0.481
ol 25 09991 osrs 0.813
1 Mouse TN;’O-alpha Concentralt(i)((:n (pg/mL) o 250 1%22 1.342 1.277
500 1:2[1; 1.877 1.812

2.2 KREE

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

RFEEE (CVA) RIEHEZE (CV i8))
HE HIE(pg/mL) IREE BRRMCV% A HE  TYE(pg/ml)  IEE
1 | 20 724 33 4.5 1 | 24 58.9 4.4 75
2 | 20 154.8 111 7.2 2 | 24 128.0 6.8 5.3
3 ] 20 2958 19.7 6.7 3 | 24 248.0 17.4 7.0

9.3 INAR[E W=
REATRIE, METMEEMEES. P B3VRE, 3] RINF-alphaliMFEIRESL, SRITF:

=i HRREEL & (%) SEE (%)
1:4 73 63-83
INR B
1:8 91 83-99
s 12 95 85-101
M
1:4 92 89-104
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9.4 & 1E
M L3 - EEE8% B IA. 2.5 mM LSS, 100 U/mL BBZF 100 pg/mL HEAEEEAY DMEM HHIZFRAW 264.7 /)1

B %R/ ERRARE (3.5 x 100 cells/mL) , “RRESRERIBNELA 0.1 ug/mLASSHE LPS RIS 1 X 3 Ko U4 L5,
INRTNF-aBYRE

RIS RIB1X(pg/mL) RIEB3X(pg/mL)

KRB 11.0 11.0

RIBH 593.0 170.0

9.5 REE

20N EENZFLFHIODEN LR EREERFENODEFRNTEREIN S HYNAKREE, HiAFI2F/NETNF-alphatIREEH
1.0 pg/mLs

9.6 &%

NRIEMARE EBEMANSRERN/NETNF-alphaZR, BEREERNFAITE S, LEHSENT:
CNERIMBFNZRRE B AT A2 ()

TS NRIME

& (%) 60 86
1:2

SEE (%) 57-63 84-87

ME (%) 76 87
1:4

SEE (%) 71-81 81-93

A (%) 89 92
1:8

SEE (%) 86-89 89-94

HME (%) 108 90
1:16

SEE (%) 106-110 88-91
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