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RYE: 0.4 pg/mL
KMSEE:  3.9-250 pg/mL
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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
b BT, BERABIFIRM. TNFREMSRESRARRREX, SIEMRERE. BE. IRENLEMFS (BD) o
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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

ER e R Z R K& HE
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard PSR - ARTAR 500 pg/#h 2 #R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pb/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 1#R
Detection Diluent TUAHERR 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 HRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRLE

2: BABRRAFEAIE2-8°CHERTX

3: ERXBYERTNINER,EREER

* 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.
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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.

HRRLCHEIO T AMBAMEERL 2R, i EEAL251:32HR; HRaXE. MEMEENERTESEUIENNZ,
7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 ulL
YNNI N

| | | |
- | | | | | | . | .‘ ‘
S P’l}; - ‘ I‘ I‘ | ‘I‘ I‘I" ’; I“ F)“ “'\ f I \ f‘ I
Standard W W sdl

250 pg/ml 125 pg/mL  62.5 pg/mL 31.25 pg/ml 15.6 pg/ul 7.8 pg/mL 3.9 pg/uL

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

# pL of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

PT4B1
Ilsd7ll "Sd6" Ilsdsll ”Sd4“ Ilsd3ll "Sd2" "Sdi”
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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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h: KBS
9.1 &Z#rih
. (pg/mL) 0.D Average Corrected
) e : 0.0408
Four Parameter Logistic (4-PL) Curve Fit X -
0 0.0449 0.04285
0.1255
B o 3.9 0.1254 0.12545 0.0826
£ 0.2181
g 7.8 0.2094 0.21375 0.1709
s 0.3674
;9' - 15.6 0.3711 0.36925 0.3264
0.6838
31.3 0.6458 0.6648 0.62195
1.1473
- - _ 62.5 1.0857 1.04285
i 1 10 100 300 1.0241
Human TNF-alpha Concentration (pg/mL) 125 1.8572 1.8382 1.79535
1.8192
2.5487
250 2.5036 2.52615 2.4833
92 REE
IREEE: 3T FRIRERFAEIRAEENE 200%;
REHEEE . 3T FREIRERFAEREEZEENE 24/R.
RAFEEE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% HE THE(pg/mL) EE  TRRBCV%
1 20 130.2 4.7 3.6 1 24 124.7 53 4.2
2 20 27.6 1.3 4.9 2 24 29.2 1.5 5.0
3 20 5.6 0.5 9.3 3 24 6.5 0.6 9.5

9.3 INAR[E W=
REATRIE, ETMEEMEES. P B3 NRE, #TATNF-alphattiMFEIRESL, SRITF:

Ev et R EER FEE (%) SEE (%)
NN 1:2 76 74-81
1:32 88 84-91
Et 2 =
1:64 91 87-95
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9.4 B &{E

AI7E - MEARRFIE, N6 AMEFEAFRATNF-alphatikE, —FIREARRMNA9.2 pg/mL, EREAIGEFRNTIRES.9
pg/mLo

4R B3 - BEE10% BRAFIA. 5uM B-SREZEE. 2 mM L-aERE. 100 U/mLEEEREM100 ug/mLiEEEMDMEMIZFRERS
FAIMNE M MEAAE(1 x 108 cells/mL) o FA10 pg/mL HEHIMEEPHA RISRE3I RS K, UEMR E5E, 4N ATNF-alphatd
RE

RIS

R 6.8 19.6
R 34434 2413.0

9.5 REE

20N EENZFLFHIODEM LR EREERFENODEFR N ERAIAS U NANKREE, HiHFIZFATNF-alphal ZREEHN
0.4 pg/mL.

9.6 &4

ANMEMNSRERATNF-alphaE 8, BEFRREONESMRENE, AR EDERNNAFRRRARREELR, EHEERIIIELS
FARESEER, SMEHIENT:
(ZBRE LB AT RS fHo )

A& ZhpE E5E
9B (%) 79 100
e SBE (%) 78-80
B (%) 90 107
H SEE (%) 89-91 104-109
¥ME (%) 93 107
e SEE (%) 92-94 106-108
¥E (%) 96 114
1:16
EE (%) 90-101 113-114
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9.7 K=

FAF RS FMIRAIRIATEL ATNF-alpha, AIA50 ng/mLLAFAREEF, TRABRRX RN
Human: Mouse: Rat:

TNF-B TNF-alpha TNF-alpha

TNF RI

TNF RII

TNFSF13

+: SEXE
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