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Aig
A ERTNEERRNIE. MREEMBEREYIRIFFMouse TNF-oGKE.

REE. 1SEE. BHRIEMESHE

o REHE: 0.93pg/mL,

ot MSEE: 1.56-100pg/mL,

ot EMMIEEATH Mouse TNF-o, B 5SEEEUMI TR RN,
oESM: A, MEABRREIY<10%,

16 [S3EE

NRFIERAWAIL ELISA i%, B Mouse TNF-odf i TESImR £, SEIGRIRER (EdmE
fa) R Mouse TNF-a= 58 NAES. BREOXIMANENZRLRIT Mouse TNF-odi{A%1 HRP &
WRCHYFEANER, 1 Mouse TNF-of A SESHES MR LAY Mouse TNF-aE S, EMERSFMNE
BRMEATIRGEEEY, FENMSHEE. MASSERY(TMB), TMB 7E HRP ESHUELT
SMES, INRIDRETRMES. FESIRE 450 nm KA OD {8, Mouse TNF-o3REE S OD450
OD EZ AR, BEAEFEMEHHE RS Mouse TNF-ofURE.

Elidf S AR E
FFEHAIENREFE 2-8°C. WEIREEESR FRPRERMFHITFE.
HEEWR Htg FEFMRIEEEIR
@gh_‘*& 96T: 8 _7r|_,><12 % KRiFEd: R
Micro Plat -20°C, 1218 NMESEERPERYT, -
cro rlate 48T: 8 F,x6 £ 20°CIRTE
PR 96T: 2 3% RiE: SR EE R ARIIT A
-20° /N s
Reference Standard 48T: 1% 0°C120R m amEkmEsRERE
RABEMIZRLHUA(100%) 96T:120pLx 13 \
. = REREES
Biotinylated Detection Ab -20°C, 12 4B EFE(TC Z;?;f':;f?Em
Concentrate (100x) 48T: 60uLx 132 ' IR
k48 HRP BEZ554(100%) 96T:120uLx13%  -20°C (B 3¢), FAS: REREDHITEH
HRP Conjugate Concentrate (100x) 48T: 60uLx13Z  121AH [E]-20°C, TERIBEER
I Em QU R \
20mLx1

Reference Standard & Sample Diluent mbx1 38
EMRUTURERR \

L : . 14mLx1
Biotinylated Detection Ab Diluent 2-8°C, 12 1B
HRP BSFRER

@’é%%f:msz ‘ 14mLxT 15

HRP Conjugate Diluent
A SEFR (25 %) 30mLx1#E
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Wash Buffer Concentrate (25x)

A% TMB v
fﬂfﬁe Reagent(TMB) lomixif | >FclBe. 1278
B 55K
= RS 1
FRIRS 145
i5eA:

RFRNERIIEINAFRARSEIER, LB IR R R YT,
HAIED SRS EARBRRIAIRE S —, SR ENMmIFEREIL.

C =R

.'. Analyte
s 0° 4

N

\I'\II‘I,‘I' 1. 7L 00pLRER R, 37°CHEE 90 min,

-} J Biotin

2FIEEE, SFLEIN 00uL R TETIER,

\I \II\II\II 37°CiEE 60 min,

\ /
,/I'" 3 FHSIRILEIR, BRI 30K
YYYY
SA-HRP
P 4JON100uL HRP 589 T{ER, 37°CHSE 30 4,

\I’ Y Y\' AR 5 K

S (: 5 IIASOULEEMITMB). 37°C JEE 15 4340,

Stop soultion

Y.;—‘ (l 6. 0N 50uLER 1L (Stop Solution),
YYY

""'-l.,
73ZEPEASONME IEODE, SirER.
\
YYYY
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ESX v adry

OENEESEIN

1. IePEFEIFhiFERE, ERMEFASECENHSIE, BEREREYTRELEMIPSE
BIsF = =PhiR TAE.

2. AEHESHILFIERDAEEER(Stop SolutionBRIl).

3. IeFRTAIEPERIR I A—IRIEGER, B7RA.

4. NIFHRIBSIRRAPERESE KR, WAERENSR, ARXYLNERIEMFMN. HA
FRRIRENRANEREER, ERADRHRERBHITEL.

5. EMBURINERNMEMEHUNATIER. BESYITIERSNESER.

6. FRATTHIREEYEMIIR(100x), KRGEHRPEEESY(100x) RECRRIBIRIBED RHAIE
FREBHTER.

7. ESPMYEELERNA50+10nmiEKANE R, SBEIE0-3.5Z (4,

Vs B S

1. BBARMY (450nmigiKiEyeh) .« 37°CIERIYEE.

2. 1.5mL EPE. MkKZK.

3. BRER—RMIRSL: 0.5-10uL, 2-20uL, 20-200pL, 200-1000pL,
4. NERIKEREETFIK,

El AL TE

OHMIERESE

AREFLENSE—EER, TEFEFHSEH, MRS THRESBSHE, FEUGEREESL
IBid iz iR REESEIRRIE. R ERESERASENEERHATER. TLIESZE
UtsE, ESHFLERFITFRENERN (ELISAEFHISER) .

BEFLESEEN:

MESMERZMIREHRG LE—EER, MEEHSEZRINT D THRHEEGUERTENS
MFEFESEER, FISEEnkilifeER (ELISAREARSIRISE) .

1.M0E: FRIMESEE (SST) , IHEFEATEEERE T30, SRELA1000 x ghIEOHE 55
fh, ERHNGE, SZEETIONIE S EEMEFIE<-20°C, BRREFRR. B EASMASHER.,

2.Mm3%: {EFREDTASIFRIEATUER (BIERTEFIINRNLE)  HRREERREEESTE
FFmER, 3028AF1000xgEM 5578, B LBRIaaNl, SHIREIETF2-8°C, HlgEd
ENESRN, FRLEEE, LUBRAN., Rk ERSMmAsHER.
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3. HAZIK:

VB ERARET KL, kR, FAFUSAIPBS (0.01M, pH=7.4)dkHER, KIRFERBINK, FRE
%&F.

3. 25 RIER S5THSHIPBSIE—EREMFRLL (19 BLRERIIANIMLAIPBS, E{KLLFIRTHRIESL
WEEESAR, EFEPBSHIIAEZEMEAIGERI, FIZIPMSF, LUDHSRKIERBINELESSE
t, BRErERWERIABEBESIXKSF, mKkETDHE.

33ATIH—HBELME, oIXSRKRFITEERE (EEERKAEE, FistliFEsInERER
BfE), EREHTHREZEHBEEE) . REBIKKR5000xgE0S5-1028, B LB,
pE=W

A—ERLEAR (AR, S KRR SEREXRENNREESSAEE, HE5TMBERYIRMN
SHERRPY. EXMER T, I=EARERS, FRH3% H2025%£2R884310-1555%, M
IRPBSIEFREEH202)%5% 1%, IERFHITIRKEN,

B.tE ] =i (FRRFIAV R R (BH B R RR R BN EBRIEN. (BN EERERRTriton X-100,
NP-408SDSEXRMEMFINRER, MKBEEQENFRIBERT, SlilSEHAEEARERHNS
HEOMEESEMABRSX R, FEERER, PuellEmRE. RANESE8L8TE
FIMAAERN, EMERBIARAFERT, T=dFEAEnkiLifesi—X& KR, RC0O005
Cell/Tissue Lysis Bufferift{722f%,
4. YHBEHRENE :

HHBRNSER :

NEELZMAEICES . ATUSHIPBSIAIEFRMMEREIERMIR, ARIEHFRE. RNeFRREQME (E=FE
F3EnkiLife RCO001 BRESHAEIHMNIR) MIMLEEMMIEAITIEN, FEMNEFIFRENGE, 1000xgE
OS5, WEEHR.

SFAREIEE : 1000x g5 I EEARE.,

FEIFENEANE: N EERRR R E S ANES RN, AR eI EE 5 AW EN,
BERRE, SMEWEMRGERPBSESR, BAE, 1000xgE/LSoEIR]SSRIEE.

BRI Rz % -

W SRR TS HIPBSEIR3IR. 104 IIA150-200pL PBSEEHEIIER (=515
&: kg, 3-5mmiRsk, 150-300W, BIRTE1-2%, [BIFE30FD, 3-5IRMEHR) (4R (EE=H
EERERAL PRSI, BIREGRT 1500x 9B 1054, BB,

5. fpmiEFE biEskEAEYISR: BERIRE1000xgE 02054, MEERAEES, BLES
e,

Ot miEEFRIR
1. B SRR R ER
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TREREN: 2-8°C, 7%,
IMBRIGN: EoERERERE, FHRFT-20°C,
3B EoREMERERE, FHRET-80°C,
AT AR R SRR,

2. B8R, BHARKECEA BTN RRENEE. MBLLER, BINTHITISE, LABE
BIEAIRRELLE), FRRESRATERME. (ENERSEUESMIEEe, DIIRERREE)

3. G ATNERBBAIIEAZ S, BTt E S NAER L.

4. EERUFRBRHSRRASIKEARRELNR, ALSINRREC RIS SEIESEREN
R,

5.7550%, B0 EAEEHAESHAIEPEREITIARITE, SEFTEEN,

VteiNEnESITIE
1. EEEER: SiFISRA00HNHKE, FEEGEESR.
2. EEVR(NERIR: AT, BEMERI SO THEEIRY, FEENMOERISE.
3. iR RARIERRFANGRKTRRR(1:24),
R MKEPEERIRERRR R SR, BTESNSR, sTR40°CKAMIIPYEERTE AR EE
EohliEizR. SHEER.
4 tnEm I ERHIE:
4.1 ERERT10000xgE M54,
4.2 AFETRERTIINLG mUinERNRERERR, lRREEGR, #8102, HE L TERIEFEX,
VAR FmEmBYiaiE.
43 FintEmaeinin, BRREERES, HIEM100pg/mLadtnERTIFR.
4.4 HRIESLITR, WinERE TEHERE, ENEHIRNRERSE: 100, 50, 25, 12.5 6.25, 3.13,
1.57. 0 pg/mL,
4.5 {BHHRDA:
HERTZEPE, SEIMASOOULANRERSIERIGER.
M100pg/mLAYNER TAERFES00UL, IMARIBE—ZEPEH, BRGES, &S50 pg/mLAYRHER
TR,
&, M50 pg/mLAJEPEHREYS00uL, JIANEISEZXEPES, BREERS, HI&m25 pg/mLaYirERT
Bk, LALESEHE, BRIEIRERIRERTIFR.
IR BE—EFATEXR. A REREFEmIEEERR,
TEAHSETEE:
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500pL 500pL 500uL 500uL 500pL 500uL
- Y YU YU Uk Ve

D “ P ——

\VAR VAR VA VAR VA V4

100 50 25 12.5 6.25 3.13 1.57 0

5. EMEIIS TIERSIS
HEAE: LU00pL/fLASIIEREHTITE, HEUYMEIN100-200uL, LIBARITZE.
TURFRRE .
fESCIRRI1 508, (EREMEUNIMERRISREBENRARF(100x)ERFEIE1 x TIER
BE. WREITWRNTIAMER, LRIESIEER.

6. S ILIFR:
HHERE: LU100pL/FLASdFIFREHITIHE, FEYMEIN100-200uL, LIERITZE,
TUAHRRE: ESCIOR150%, (ERHRPESHEARISRIEHRPEESHI(100x)HRHARIET1x T
1BRE., WEERTSNTIEER, LRIESLIRRER,

O SEIIRMEIETE

1. hlirtEmet+am:
BARRERERIMERIZN L2 TIRFIIAZIBIRZ B RRFLE , 8 NRERFL, SF.100uL;
FURERINESRTL, §7L100uL, SIKEFRELRR,
ERERY, MESTRIECEBANGE, ErfpiEfitr e, BRERMBES, BRr-ESiE, IEEREzHE10
paki N

2. BRES:
HIFFEIiREBIR, BIRFLBEER. 37°CFE90miIn,

3. INEMFELmnE:
HIFBIR, BhRARTIRFLNER, THEixF.
Z100uL/FLAEBFLINNBRIFNEMRARB TER. BRERNRSY, BEEBIRRER. 37°C
iFE60min,

4. FiR1:
FahiktRGiE:
iBbrA BT IRFALAIR, #%350uL/#L, IIANHERFRYIRIER, Fi81-2min, JRARTRILA
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Ul

B, EERKRE ERTFRL, Fe—IREF.

RITIEIR3IR. BT RILBIAEH T —EER.

AR SEERN: 350uL/7L, RMR3-5S, MRKRK.

MESES M IIER:

B100pL/FLEATE IR BESYITER. BERIES, B=BInREIR. 37°CFs

30min,

6. iktR2:
TERSIR, TERREIEATIFIRTIRE.
7. MEADE®R(TMB):
ZI0uL/ALRATEFLIINEDER(TMB), ZEEIRMREIR. 37°C, BXHES15minkA,
IR RIEEEEREREENE, EAEEI300H. —BinEfLE R EMEEE, Bin/E
1FEE.
8. #&IFRpi:
$Z50uL/FL, MATEFLIINELER, ZIERA,
R ZRIERIIMA RN RESERDABREIINIRFER.
9. MEODIHE:
37 BPAEBIRM A4S Onmi KN E TR ZFLAIODECE R E).
ViNERITE
1. It EFIIODEHAHIIREME:
ItE8ANEREFRIFIYO0DE,
MNENMRERAIHIODEFFRETZHFRIODE, BENERFLEODE.
LURE AtaEtetyr, ODEAMAYR, (FELogisticERELEFIMMERLL. LHIRTHER=HE/Y0DIE.
2. HFKREHR:
BHEEARNERIODER NHZLFRI O S KHHFAODEXNNIKE., HAGEEWER S, EFEKREL
TGRS LR T S RIS A RN E.
3. EOD(EtFmitiE:
WNRHFERIODEEE THnERZEI LR, NESHEFREEMIE.
ElHAREE
BRI E0 iR
DATEIR(NHSE, ThEFIRIES CHISTREIREREZ,
WE: pg/mL 100 50 25 12.5 6.25 3.13 1.57 0
oD 2.331 1.678 | 0.939 | 0.506 | 0.265 | 0.161 0.113 | 0.061

8
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IE OD 2.27 1.617 | 0.878 | 0.445 | 0.204 0.1 0.052

Optical Density

0.1 4

10 100 1000
Mouse TNF-a (Tumor Necrosis Factor Alpha) (pg/mL)

REE
WARBEE: £—RIRF LOBRNME. . SREFERSZHT200RT,
WREBERE: E=RARRIERRE, WHE . SIKEEAZHIT200RKEN,

HRTERZRE HETREH
EZ 1 2 3 1 2 3
HE 20 20 20 20 20 20
(& (pg/mL) 4.69 10.14 38.31 435 10.81 34.54
TEE 0.26 0.55 1.96 0.26 0.49 1.61
TERE (%) 5.62 5.41 5.11 0.26 4.54 4.65

CILVES
FSANRRRARS BIFNEARENEFRER, #Taksts, L e R ERE
e

EZ eSS EIWEEE (%) SYEIRER (%)
;& (n=5) 83-97 90

M3 (n=5) 93-108 100
MMRELEARE (n=5) 86-99 91

s Ak 3

Bk, MSMEATSFINEAIRENEAER, FHTERSS, MEEE T
Mo, BEIS, XS MEASBIRERES, ME. S{SH6IEIRE, BRHTEMSE, LUTHA
AR RS R T,

[M3& [m3e il
(n=5) (EDTA)(n=5) (n=5)
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12 B EZRSEER (%) 98-110 90-102 88-101
SEIREIKER (%) 104 96 95

14 EWESBREE (%) 101-117 91-106 85-100
AR (%) 107 98 92

18 B EZRSEE (%) 96-109 91-103 88-101
SEYIREIKER (%) 103 98 92

116 B ERSERE (%) 95-109 87-101 87-101
SEIREIBER (%) 101 94 93

O I=ESIHhr

INRLIERAEE, BUAHRRERERNRA, REATELREIE, FHABERTRIRFLIAR
FRARMEAN. Z2E, BERERNINSAIHEA, LMERIIDENEMRREE, B, StealbiEiEil
TREHLSREES A,

| R RLEEEE] tERIRISR
IR EINR AN WEFRIERRIE R
INEMZAEEE | TVEmPENER BFERITIRIRIEERS, RRRTTE AR
TORATTE HRTRISEFIREL, LAREFLRIINGE
BRIEIARE RIEZE BRI SRTIE]
SLRREANIEH {ERHEFRISCImRE
BBRSEHTE | AR WERRRINRIIRE, HBRZIFEERN
HERAIER EFGERELER
EStRCHIRI BRI ROBEGYINEY, BB eERA T
N N RERIRMYATRKIIECHIRE, BIRE450nm
R TFFES IR Smin R LA E
TRERHK DA TER WEINRER, R
RNRARN TEREL S {E PR RIS EL
B NN 1%&’@55%35‘6%@; ﬁﬂiﬁﬁééﬁi?a*ﬁffﬂ, ?%Tﬁ%ﬁﬁﬁ Y
HORERHHE, EEEANHISESEITFR
TREIER (EFFREFRTER
REER ELISA IHFIRRFASH RiBAPEREFNF

10
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ISEERIARERLE OD iE=&EIRAEFLIINE LR

FmfEAER:

. RERARNERTR: SRTIRRERAKFOFERE, BAENAERARTEENEED
#r. ArrmAgEFEE—ERNRERARNX,

. ERERVMER: LRERZIFERE. BEERENTRRARSZMERTN., NRERE
RERYE, BESRENFUER.

CRFERERE: RERELRMR, BNRERRNIFEAREAINR, A SiRRixiEHEE
F. BRSHMEIERN~REA.

- BEEEEI: AEBILFERSERNSEIRETESHIRERSE. BELRIFARN
R, HIEWERNSHESH.

. GREMME: AERR—RFE, AR SLR P REE R RER. NHRRERNEII Y,
BB H LSRRG — S ERME,

. RERIESERHE: REAFEEREIEI™ERG, EETERRY. XRREEREH
=, APRNERITESH $EFEER. FARIXLFIZRNEREAERT DIARE.

- ZHAZNAETRER, AMESATFIRZHT!

[ BABEH D FRESREN R, HRFENERSXE. UBEEE~R, WHHERRKEEK
MRYEASTFRIBA,,
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