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TR
RN A
i HFRsbe Eaimg, M, Miusrsn BEsI e EmeEs I TNF-a.
& A s Mouse SEAG Tk RUPT R e 00 i
RSN eS| 1.563-100pg/ml R 0.938pg/ml

R B A /NS (AN T R o 7 5 ]
e o e = | . 50ul; IM3¥: 50ul; ZHMISEIE Fi%: 100ul; 200 SRR B A0 SRR 100ul; B TR RS
HALEE R KHE s s0ul
RS R ER TNF-a 456, SHERUM I B R R
TAF 2% A K g BT & 2-8°C(TEEURAF), A 00 I BT AR 2
R EN
Uniprot ID: P06804

TNFa 2F AR FER F a (Tumor Necrosis Factor alpha) o ‘& FEEH LM, B VRN T 20 25 22 Fh 428 40 i 4>
W, JORE SN AN G N R B B . AENURIEASZ B0 . R, MBS ER, TNFa BERS I AORE N AN

ML EL, S HIRBUN RS (HIE BB 1 TNFo B 23 51— R A0, RIS 4
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A 90 2

AR GR R GUAEIE L ELISA i, SR 4 /N o 700G AOBEAR AR C 28 S 4 5T TNF-a IOBLIR . RERRfEd . &
JERRE AR DAL 20 AR AL T 88 B S5 e R G S Ry . IR ITUE, EMR-RNiiAS CadGEe
Bepifk B TNF-a AHEE & . BEERG ARG, M HRP-BEFESEFIFK (SABC). FUEE R AT, A TMB B K
Y, TMB {E BRI E AL AR (HRP) R AL T I €, IR RIS R . FIRBARAXAE 450 nm I oD . i
2 bR o il AT SRR b TNF-a VK. B BIIRE S5 0D450 fE2 A R IEEE

F A BT R SRR KA
KBE RN G, BRI 2-8°C. HEJE, RAFFMENIT RAEHR:
HA B4 FH% (48T) FA% (96T) FER JE RAF %A
lisa ik . A5 A8 O TLO R AR AT, IR
001 Elisa BemiR(FT57.0) 87lx6 % | 8ILx12% | ATHAL BRI, T 2-8°C (A 1
ELISA Microplate(Dismountable) NH: 1E-20°C {717 6 AN A .
; v b W A A R bR v il BN TR L. )
£002 PRl L 2% fE 2-8°C (Rf7 14 H; f5-20°C 1347 6
Lyophilized Standard H.

WA ER-PiiE 100X
E003 1 37 60ul 1 37 120ul
Biotin-labeled Antibody

W4s HRP-BEF R 2 100X

E034 1 3 60ul 137 120ul 2-8°C ()
HRP-Streptavidin Conjugate(SABC)
TMB & )R , X
E024 . 1 Jifi 5ml 1 i 10ml

TMB Substrate

T il B BT ‘ :
E039 1 10ml 1 Jff 20ml
Sample Dilution Buffer

KL i . ,
E040 1 Jffi 5ml 1 Jii 10ml
Antibody Dilution Buffer

SABC FiRRil

E049 1 i sml 1 ¥ 10ml 2-8°C
SABC Dilution Buffer
S8 25 11 X X
E026 1 9 Sml 1 3 10ml
Stop Solution
WRYE T 25X X X
E038 T 1 15ml 1 ¥ 30ml
Wash Buffer 25X
E006 7 3 5k 5 gk
E007 VLRY 11 14

TR BRI SR O AR R AR CUARZE AR T R 22 o T35 050 B VLS % 40 S EDC AR 2 L 91 i
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It T 28 A4 Ak

1. EEAR(B K 450nm JEYE F)

2. 37°CIHRM(AHERFEH A co, B 774H)

3 B Zh P RLE 2 R A /S ml (T L)

4.  FEEFIBAIE(0.5-10uL, 5-50pL, 20-200uL, 200-1000wL)F1 22 31 7% W #e (B i A4 FH BT A ) .
5. JCHM EP B K IRMER Sk

6. MOKARLANFERE

7. EETKEZEREK

FE R R AR
AT RS R AL RS e, HANAEEES _AREMHH AT ME R 41,
1. I

A MFEASIRNE 2 /NEFEL 2-8°C iF 7K. 1000xg 2540 20 434f, B bif. AISZBUAM, Bk —E &0 R E T -
20°C 5%-80°C.

2. ¥

YU AL ] EDTA-Na2/K2, #E5 RS 30 2040 T 2-8°C, 1000xg B 0» 15 70 h, HU L. AR, siig—
YA FH B0 S5 VR A7 T-20°C 80-80°C. HAMHLBEF M Rk PE B R i &6/

3. ALEER
LGP A — B B AL VST, AR IR -
3.1, FEARAGUE Tk L, FBUA I PBS Z0iR(0.01M, pH=7.4)¥ei%k 2 BAak S i1 I, FREJS 4 F .
3.2, TEUK bR B GUST 3 . I\ AR AR B T AU B B, — RS I ag 1g WM (T oml 243
A EECAE AR P N FREMRIR, S0 1mM PMSF
3.3, T PR P A R S R A A (RS R R D, ORI R E A 2 1K),
3.4, B UF IS HKIT 5000xg #5000 5 8l BHEX RIS R ARSI . B — VAl & 4 25 VR A7 T -20°C B5-80°C.
3.5, MIBSCIRTHE, YV RAEA T SeilE MR VR, LT B /007, 7% BCA Vi, — AR B AR ES 1-

3mg/ml T ELISA Kl . BELSAHZIREA, UOHTIR, B, BRARD & A B B R A IR SR I, AERE R R R
LT A R R, IR E . ATl 1%H202 K3% 15min FRE .

ER: ZBWHE R PeS ErfR, SBAFHFEHEE RIPA BIRW. F RIPA BAEWRT, PH EFEEN
PH7.3, % {fF & NP-40, Triton X-100 F1 DTT {1204y, £=EMHIRFNETIE. HEMHH
50mM Tris+0.9%NaCL+0.1% SDS,PH 7.3, T] HTECHISREL R RAIIE

4. HfaRIR EIE

et LWL, 2-8°C, 2500rpm .0 Smin, WCERETE M MRE IR B STEDAI TR, Bl — R TR 20 3% T -80°C I
7
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5. SRR

5.1, BN AIUSEE S B 2-8°C, 2500rpm B0 Smin, WCEELHM. FEINATA ) PBS RRIRSIEE, 2-8°C,
2500rpm &0 Smin, WM. oA 0.5-1ml 4 fB 20 R &% 3E 2 5 ABFHI7 (W0 PMSF,  TAERE 1mmol/L), & TFiK
b, Z44% 30min-1h , B B0 &8 75 IR RE o

5.2, WGBEZIM O WCEE S AR Wl BREWL IMNTRVA Y PBS PE=R. NN 0.5-1ml 4 LR M 3 B 2 1 i 40 o1 79 (4
PMSF, TAEJKIE 1mmol/L), FA4UHEEIEERE] FIEREAM . MEBREANEOES, BETIKE, 4% 30min-1h, 30&
e 76 7 A A o

3. AR RLAR I AR AT AR Sk AT SR T RR B0 0 A, R A TR AR, AR DNA, R DU P R R O A
DNA. (BRI 3-5mm #73k, ThE 150-300W, /K B A LA, TAE 1-2 %, {51k 30 %, 3~5 NMER. )

5.4, ZREGEFEMMESER, 2-8°C, 10000rpm 250 10min, FiEBA EP &y, LBV TR, i — A &S5 T
-80°C 1744 H

EE: EERENFHAREAR.,

6. HAbEWRA

2-8°C, 1000xg &L il 20 708 Wk LML EN A TG, slid% — I TR 223 1-80°C TR A & M .

FEA AL BEAHSORFIIERE: 100mM PMSF 25 FIRENHIF], £85 E051. FineTest Lysis Buffer(for ELISA), £%5: EO050.

AL EERER

1.
2.

ST L P B A — T N B R U o B S L, e I A L

B R DRAF 2 AF: 2-8°C IRAFRI/N T 5 K, -20°C AR 6 N, -80°C ARLERL 2 4, it DA I i) B fR A7 78
R URAF RS A RIS, D9 T 98D UK B (0°C)0S R S BN, RR A 15-25°C KPR AL, Rl b5 B0 BR £ DTTED
AT A T A

T B AGTIUVEE FAS 558 ) T AS P R U R IR RS Bl o SRR i v A DU VR P i T BR324 4 s B Bk
%o

HITRAEARE IR, TS HHE, USSR I E A Rk
H2H R T A5 & b A SR R I 7T A A DG I T A REAS DI A 15 0L

WS RERER

1.

AR R AI G, e furiaid, PibdniRA, SBER RN,

BRETF R JE, BERRBIRRE i (0 DR A7 2% AF 5 225 LI R A7 2 MRS (RO 5 W PR & TR R ) o B R 2B Y B AR A7 AN 24
SRR, T HE I KRB AL (A0 E002 VR TARAE ML) o

A TC T — AR BRG], S, A S s e, ABT LA s R 78 4

F LY, B Ak B0, VIR AR AR AL« ANT8 00 (0 Pl BS Be 5 2 3 BB kA v 1 5

R A, IR ATHE R I TSI P R, et e SRR AL, B IR SL TR, S BUS IR AL
FERGHINIITEOL T, 75208 oAttt sk ) 5 i k) R At et k) Y T Al R

) Rk, DI e X5 4t

IORESE R, 7 B A7 0 7 I R i (0 28, AR IR R S i A

U SRR WO R . FES, MUFP AR R R AR I I s AR i, SR E R A
L PR BIRAT .

5/29


https://www.fn-test.cn/product/e050/

FineTest®

RSB R
DU A& A AR G0 A R A T AR L), 2% (ND AR A H)
FEAR 75 A B LA ZETE
Healthy serum 1/2 dilution 0-25pg/ml
Raw264.7 cell culture
supernatants(1pg/mL LPS stimulation for 1/5-1/20 618pg/ml
12 hours)

I/ ML IR R X AR SR, FRARSFRREDRRE 2 £ 01/2) !

RGP A R BEARRG, 1555 W NIRRT R ORI BB S ALMR T 5. TR REESL
I, EREdD RO x R ALE):

Fike 2 f5(1/2): — PR . B 60ul FEA AN 60ul FE M FRR S, BERS.

FiRE 5 £5(1/5): —BRRE. B 24ul FEAINN 96ul B RFRRRIH, RRIES.

ikt 10 £5(1/10): — Bk, O 12ul FESL IO 108ul FE MR R, BRERS,

MikE 20 £5(1/20): —BHikE. B 6ul FESIIA 114ul B SRR T, BRARIRS

Fi B 50 fi5(1/50): —BMRE . HL 3ul B gk K2 47ul A B ERIK(BD 0.9% AL EA) NN 100ul S FERERCT, BRIRA .
FA%R 100 15(1/100): — R, BU 3ul BEM & 177ul AEBEER KN 120ul BERFEBRR T, #EE5.

FiFE 1000 £5(1/1000): LRGBS, WISeRRE 50 5 (LD IR e AT E K WRE), HRMRE 20 5. BREES.
4B 10000 £i5(1/10000): FEMRE, AIJCHRE 100 fF (0D R4 (0 H AL B ER KRR ), FEFARE 100 fi5. RIRIRS.

i B 100000 f(1/100000): =L Hike, FISGHiRE 50 £, FERRE 20 f5 (AP0 0 FAE B KA RE),  Ha Mk 100 fif.
LER SR

ER 1. FPHENIRENDST 3ul, HREEHCAET 100 . SFPHERTREIIN, BREME.

2: AR DIE AR HNESWRESZHMAT . HK%EFENERREREN. B RERTFES
[E % B A B R 2R B4 MR (G0 LPS, PHA 55) RIBT, RABRFEEXRER . EHIRIA K4
B B67A 2] 12ug/ml TNF- a F1>70ng/ml /] IL-6. KSR FFAT LK RER ML EERES
HIREREL. HEAFESE, #i1/2, 1/10. 1/100. 1/1000. 1/10000 5&#EH R . ke
mIREIEER, BRBEE XM 6EE N & R TE .
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oI BT v A
FERT 20 3B ATKAE TP AR B, PRI IR (18-25°C) 0 W B TR 2 AT, R IR HE A IR S 6 BT T RO B RS AR
S TR e, oA BRAR AR 25 AbRHE 5 75 154 5 SR AR AT
1. BR¥:
P2 B Tk L& MK (P FR L2 18MQ B2 7K)H 30mI W4 e 4T (48T N 15mI) B E 750mI(48T N 375ml) IR
5o BURSEIGFTT, BUEBIRAGVEHRBFRREE 25 ARUIRRE, K AR A W% E 2-8°C.
W RGP B TR T AR, BT RUE 40°C A M CIN PR LA RSB IS 50°C), ELE MR SRR, BB,
FCHAF e, BRIF AR 5, AR, W RURAFAE 2-8°C, ANHEIT 48 /M.
2, FRvEM:
2.1, B TRRUE S E T 10000xg F0 1 780 ARiCN Zero tube.

2.2, W Aml B S MR BUMAGR TARAE R b, TR o5, IR E 2 2%, L NSRS RR S (B0 1mL FE
MikEW, #E 1-2 7080 a, FRHER OGRS 3-5 7). 1000xg RH B0 1 705, R RRIEE 28R

2.3, BREERRE: HEL7 A EPE, Wb 1/2. 1/4. 1/8. 1/16. 1/32. 1/64 Fll blank. SE7EREA EP & rh2r BN
0.3ml [EFE SRR . B 0.3ml Zero tube AREMIEIMAS] 1/2 B, MRS . B 0.3ml 1/2 E b S E R E]
1/4 &Y, RREG. B 0.3ml 1/4 BARE ISR B 1/8 B, RMEE, KILEHE. EE Blank EP B {UHFE
B . BEIT, M Zero tube & % blank & 1X 8 A~ EP & HARHE & I E 4 7 N 100pg/ml, 50pg/ml, 25pg/ml, 12.5pg/ml,
6.25pg/ml, 3.125pg/ml, 1.562pg/ml, Opg/ml.

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

NN NS N T Y

Standar
(ode:E002
LT
blank

Zero tube 112 114 1/8 116 1/32 1/64

Prepare standard solutions

E: DR ESERMER, BRET 2-8°C, HFE 12 NN SRR KB AR S TABRET 2 AR .

3. BEYR-HiikTIER:
SCIGHT 30 A B N HER LT, BUHBLEL, AEA KA
3.1, THEFTT TR ST 100ul/fUxfLE. (BdrE4 LB RF 2 100ul-200ul fIHL)
3.2, 1000xg fRI# B 0o 1 0 Bh, BIRBGAEDR-PIERESE K.
3%; FHPUARRE R % 1/100 [ HLBIRRIR AR A3 -Huik, 70 TR 5. (ks 10ul IR4R A=W 3 PR NN 990ul Bt i B¢
W)
4. HRP-HEERAE (SABC) LIEW:
SCIGHT 30 A Eh P HE LT, BRI, ANE A KT
4.1, VFERTE TAER I SRR 100ul/FLxfLE . (R iFHE% LA 2 100ul-200ul (5. )
4.2, 1000xg IHE 0 1 5480, Fkds SABC IE E K.
4.3, HI SABC FiBli% 1/100 B LLBIRRREIR AR SABC, FMIRA . (WK 10ul F¥k4E SABC I 990ul SABC Fi ki )
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BIEPBRME

3
: %

- x

Streptav@? (\?; TMB Substrate
]’ %
:E ﬁg#
N
& N

(-

A max 450nm

Yellow

Step4 Step5

BB 1 LTI 1000l ARk S ARSI R, 37°C BE M E 90 4.
YR VEIR 2 . AR
B 2: M 100ul AEE-PUA AR, W LB, 37°CE#HEME 60 74,
Pl Ve 3 k. BRKIZIE 1 b
B 3: I 100ul HRP-5E % 35 F1 2 (SABC) TAEW, Wy LA, 37°C # B & 30 /4.
PebR: Yotk 5 k. MR 1 kb
BB 4: W0 90ul TMB AR . W FEE, 37°C #EME 10-20 /-8 (G FH TMB I (kg #5715 .
BB 5: AN S0ul RN LR, SERIZE 450nm A1 EX OD450 it 5.

FARIE DR
FRERE R AIRAI, TR EAE AR A . BB RIR LRI L
1. BoERMERIL. BRIl BATL, JHCTIEAE . NIRRT SRR R B AL

2. ke EARAESFLT N 1000l AR EERRAE M, FORE S AL PN 1000l IE FERR BRI AR AL S, 13 AL 100ul
FEMRRE . WG BB, JRAE 37°C HFEEE 90 Bl (RSN 2URALIR AR, S shiRsT, FFRn] gt
G b BE AL . )

3. Ve 2R HUNERE, Wk BRI N B, AR R ROK AR LA 2-3 K. REALINABEER SR 350ul, A
R, FILNBER, ERUKAR B 2-3 k. HEBBEBORER 2 k.

4, MAEMR-BETEW: mELIA 1000l EWR-PUE TR W EEE, 37°CHERE 60 70bh.

5. WEMR 3 WR: EUTF M, W2 o EEAR AR N BOTAR, FERISFROK 4R T 2-3 K. BEEFLINN BRI ZE R i 350ul, (R
150%0, FRILABUE, EWROKEK LI 2-3 k. EEERBSE 3 K.

6. /0 HRP-SEFEERMFEK (SABC): M EFFLINA 100ul SABC LAEWi. Wi LA, 37°C HEIFH 30 404h. (AR T™MB
FN 37°C 1546 Hh~F-1i)

7. TR S K. BURBERE, FURRZEMRUEIR 5K, HiESH DS,

8. JnTMB BEJEM: FAEFLIA 90ul TMB B EJEY, M LB, 7F37°C #tE BN HE 10-20 404h. FTIFEEMRAX T
15min. (JE&: ANl RS HRP AR O INEERE . S MR 4E B (A i SR As Ak, SO IR [a) o] AR S Bk FE K, (HANRE
I 30 okl . HbruEFL BB R BT, ALK I N . BEIREAN S K II L 5, A v 4 ) B v
15 2 [ U I S T UM O SO B 4R

9. MRMEIEW: )5, JLABAEARAI R, mAEFLIIA 50ul N & IR . B i o A N6, Hwingik
TG 5 ER0 TMB R4 (115 AR 17
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10.

oD fEHRMI & : SZREIHABEFRXAE 450nm AL 0D450 #fE. (Ui MIBebRCE 7T LGB R ERA, WEE AN
570nm 5%, 630nm. 2 IFiE0E A 0D450 [{E % 0D570 8% 0D630 ffh .. iXFh 77 AT LIRS IE £ 5 JE &) 5 11 0D 18,
AT SR AT BE AERA A I 25 S . A RBEAR A % F 570nm B 630nm 4, MW {8 A iR 45 0D450 fH. D

ERUTE

1.
2.

(BE/EXRH: https://www.fn-test.cn/videos/standard-curve-drawing-video-in-elisa-kit/)

EUbR v it AN RE 5 2 FLA T2 0D450 {5 (fifi IR 4 0D450 fH iR IE e 5l » Fid L2 AFLAY oD450 {8, 1 NitHH.

DLVR B MR AL R, ODAS0 {H N AskR, TIEHIUSE TR 4PL 22 il hr v th 28 (1F T L 2 G FLIOME) . B mI 3 B b
A E 5 R B A (0 Thermo FC Y S EFAR1X Skanlt RE #44F), B Curve Expert 1.3 or 1.4 T MVE AR (A2 5] 56 AT B4
BN HRAE ) 25 b v 28

KFEA R 00450 EANIRAERTZL, BRI TH S5 2R AR B . S0 R S AR I, U5 3T LA 2 0 i B 5 4

N R T 22 ) s 4 B £ ) 0 B

1.

BB — A ARFRBER AR PR K, 5 — RO 0D4s0 1. R*ME/EMEHE H T HERl A, BE KT 0.99 Fox
WAL R, AR & IR A8 i 4 R o BB A S BOT A RA .

RO BRI 2k SRR I R S e o 0t Bl PR P A R (K B S S R O R . IR 0E R 2 5 B R
TSI s T2k

X B/ RO e DR E T A RV A 3t 1R 4 e o (LY L AR v U 7 O Rk R

Ve ST FE(4PL B SPL)ITZk: YRR, HE T HMSH, bk KEMB/ME, KU EE S R0 H.
APL BB HR B B W R, T SPL B TR AREIEOL, B EIE A R T. WRE KA LY, W 4-PL AT 5-PL K
& F TR 3 ELISA B2 IEAnvi gl 4k .
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SRR AR v 2

A7 & S E A, R MO RE TR, (LI E BTN 20%-60%, HHJEN 18°C -25°C. W ARTH TMB T £
37°C, MIABEEFRIILIG, 37°C MEOLIEE 15 704, )

PR SCIS BT R IRAEAP AR R, DU SRR BR MR I AR A 1 25, SR N S AR A I SEB @ L An e 26

STD.(pg/ml) OD-1 0OD-2 Average Corrected
0 0.095 0.1 0.097 0
1.562 0.185 0.195 0.189 0.092
3.125 0.308 0.323 0.314 0.217
6.25 0.511 0.537 0.521 0.424
12.5 0.73 0.767 0.745 0.648
25 1.209 1.271 1.234 1.137
50 1.719 1.807 1.754 1.657
100 2.071 2.176 2.113 2.016

ﬂ* ] ! [
A9% ] = o
A% ] i »
o - ' i
w0 1 :
3 e .
(o] - /
o1® = s
e o
PR/ NSNS (S S S S
0.0 18.3 36.7 55.0 73.3 91.7 110.0
pg/ml
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BRPOREEE: A, B EIREEREA S BITE R 1 BRBEARAR 1AL 20 K.
BRIBRE B : (K, b WRIRIEREAMHITE 3 BRBERRIR 140 20 .

F AR RH CALRES T
FEA 1 2 3 1 2 3
= 20 20 20 20 20 20
S {E (pg/ml) 2.91 13.45 50.07 3.16 13.81 51.38
Nl 0.14 0.67 3.21 0.13 0.58 3.04
R 5 R HU(%) 4.95 4.95 6.42 4.23 4.23 5.91
[B] e %
W — 8 BRI TNF-a IONREAH, JF3d I oK 00 & B 5 0 b TNF-a B TR0 B30T LUK TH B I R
el e V5 (%) I E Y (%)
1% (n=10) 87-104 97
EDTA I3 (n=10) 85-103 94
JHF 2 1L 9% (n=10) 86-105 96

&t
BN IE IR T TNF-a IORES 0 IR RE 2 5. 4 f5. 8 RGN, 15t IR TEH .
FE 7Y 1:2 1:4 1:8
My ( (n=10) 89-105% 88-104% 85-102%
EDTA Il (n=10) 85-101% 84-101% 84-101%
JH# 2% (n=10) 88-98% 92-95% 80-100%

et
RYFRE A ELE 37°C F 2-8°C AT Eat, 19 H R e HEdE.
A7 & (n=5) 37°C — 1 H 2-8°C NN H
FIMHE (%) 80 95-100
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EmAﬁ%ﬁ%%%
SRR, I 5 O SO BR (R B B R A B PR AL SRS T B A
B A ]85 A R O T bt LT 2 )
A Th A HIRAT
R IR AR ot WA TR, T A
b 2 £ R T R A A (R A S S LA, TR B O
i) AR BN
e g | OE T AP, SRR TIRE e ok s s, s vora
AR | WA Y Sl R 197 2 24
FEIRE 2 6 T2 R IV 5 S B

¥
o
cH
o
jartis
P}

R0 RN 22 b R A A A

T DR it 7 2 V5 AR U R A 2 1

P it 1 2 AN T 1

226 P il ) 2 15 7 LG DR A7

T ity R A I TR 3o A B 5 2 i

% UKl B 00 28 9 RS R AT

IR L R RO E

B R S R AR RE A B

FEFRAR AT 15 S I6 ] 70t i J Ao A B 35
LB SE il o A AR B3 B80S L R T A
A R (V) BOK
W ALLEHEA BN E D2 5%
RAAIRS] BB RA R RE
i E AR — A58 FHASE YHE 07 10 % 0 2 AR TE f A % Y7 V%
PR i R IEAN Y AR O TR R S e
T & L P4 Yot A2 7 SARTERS UE iy
FE VAR B o A BN {of FRAS Y B 0 00 8 AR IE A R BB Y0 9%
R it AN FH T 7
WA EREAY ozt I A B R AR AT -4 4y
PRk il 2615 5 59
AL 4 T K B BRI AR AR T R by . RHIER 2 S5, T &R
m NIRRT BER, MHEE,
- BV TS B0 TMB S (I AE 37°C P4
Fig S iz 52 30min. FEK G5 E B[]
BEEAR SO AN IE#) H% S K s B 0D450 18
WL Pt B T I R IR B VAR B
HEE R B T I R IR B VAR T K
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(For Research Use Only. Not For Use In Diagnostic Procedures!)

FineTest®

Mouse TNF-a(High sensitive Tumor Necrosis Factor Alpha)ELISA Kit

Catalogue No.: EM0183-HS
Revision: V4.0
Size: 48T/96T

Please do not mix and use reagents from different kits or different batches. Otherwise, it might not work
properly.

Please read the manual carefully before use. Feel free to contact us if you have any questions.

Tel 027-86697005
Email sales2@fn-test.com
Website https://www.fn-test.cn/

Please provide the batch number (see kit label) for more rapid response and services.

It's strongly recommended to use this kit within the expiry date printed on the kit label.

Wuhan Fine Biotech Co., Ltd

1-2 Floor, BLD 22, Optics Valley Biopharmaceutical Accelerator,
No0.388 Gaoxin 2nd Road, East Lake High Tech Development Zone,
Wuhan, 430074, Hubei, China (430075)

Fax: (0086)027-87800889
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Technical support related documents

Standard curve and
concentration calculation

Title of Sample preparation Experimental operation TMB color rendering software
Document guide procedure control CurveExpert1.4(Including
tutorial)
https://www.fn- . .
test.com/content/uploa https://www.fn- testrlzczs/\//i/(:ivg:;.tfanr-gete test cgiﬁp}z}fﬁﬂgifg[oads/
Website ds/2022/06/ELI§A— test.com/videos/elisa- d-control-of-tmb.. 2019/08/CurveExpert-
Sample-Preparation- test/ coloring/ 1.4.7i
Protocol-2022.6.6.pdf & 2P
Quick Mark

Product Features

In vitro quantitative determination of TNF-a concentrations in serum, plasma, cell

Application ) )
culture supernatant and other biological samples.
Reactivity Mouse Detection Method Sandwich
Range 1.563-100pg/ml Sensitivity 0.938pg/ml

Detection Duration

4 hours(excluding balancing and sample preparation)

Samples needed for
single well(Max)

100ul, Other liquid samples: 50ul

Serum: 50 ul, Plasma: 50 ul, Cell Culture Supernatant: 100ul, cell or tissue lysate:

Specificity Specifically recognize TNF-a, no obvious cross reaction with other analogues
Storage 2-8°C (for sealed box), please do not freeze! See kit label for expiry date
Background
Uniprot ID: P06804

TNFa also known as Tumor Necrosis Factor alpha. It is mainly secreted by various immune cells, such as
monocytes, macrophages, and T cells, and plays an important role as a regulatory factor in inflammation and
immune responses. When the body is subjected to trauma, infection, tumors, and other damage, TNFa can
stimulate inflammation and activation of immune cells, and participate in resisting external invasion.
However, excessive or abnormal release of TNFa can also cause a series of diseases, such as rheumatoid
arthritis, inflammatory bowel disease, autoimmune diseases, and others.
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Principle of the Assay

This kit was based on sandwich enzyme-linked immune-sorbent assay technology. Anti TNF-a antibody was
pre-coated onto the 96-well plate. The biotin conjugated anti TNF-a antibody was used as the detection
antibody. The standards and pilot samples were added to the wells subsequently. After incubation, unbound
conjugates were removed by wash buffer. Then, biotinylated detection antibody was added to bind with
TNF-a conjugated on coated antibody. After washing off unbound conjugates, HRP-Streptavidin was added.
After a third washing, TMB substrates were added to visualize HRP enzymatic reaction. TMB was catalyzed by
HRP to produce a blue color product that turned yellow after adding a stop solution. Read the O.D.
absorbance at 450nm in a microplate reader. The concentration of TNF-a in the sample was calculated by
drawing a standard curve. The concentration of the target substance is proportional to the OD450 value.

Kit Components and Storage

The sealed kit can be stored at 2-8 °C. The storage condition for opened kit is specified in the table below:

No. Item Size(48T) Size(96T) Storage Condition for Opened Kit

Put the rest strips into a sealed foil
bag with the desiccant. Stored for 1
month at 2-8°C; Stored for 6 month at
-20°C

E001 | ELISA Microplate(Dismountable) 8x6 8x12

Put the rest standards into a
E002 Lyophilized Standard lvial 2vial desiccant bag. Stored for 1 month at
2-8°C; Stored for 6 month at -20°C

E003 AntibodyB(ig;i::eanbtzigd, 100X) 60ul 120ul

E034 cO;EEQiZEZtBacV,iTSOX) 60ul 120ul 2-8°C (Avoid Direct Light)
E024 TMB Substrate 5ml 10ml

E039 Sample Dilution Buffer 10ml 20ml

E040 Antibody Dilution Buffer S5ml 10ml

E049 SABC Dilution Buffer S5mi 10ml 2-8°C

E026 Stop Solution S5ml 10ml

E038 Wash Buffer(25X) 15ml 30ml

E006 Plate Sealer 3 pieces 5 pieces

EOO07 Product Description 1 copy 1 copy

Note: The liquid reagent bottle contains slightly more reagent than indicated on the label. Please use pipette
accurately measure and do proportional dilution.
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Required Instruments and Reagents

1. Microplate reader (wavelength: 450nm)
. 37°C incubator (CO, incubator for cell culture is not recommenced.)
. Automated plate washer or multi-channel pipette/5Sml pipettor (for manual washing purpose)

. Precision single (0.5-10uL, 5-50pL, 20-200pL, 200-1000puL) and multi-channel pipette with disposable
tips(calibration is required before use.)

A W N

u

. Sterile tubes and Eppendorf tubes with disposable tips
6. Absorbent paper and loading slot
7. Deionized or distilled water

Sample Collection and Storage

The following sample processing steps are concise operations. For detailed sample preparation guideline,
please refer to the Quick Mark or the link (https://www.fn-test.com/content/uploads/2022/06/ELISA-
Sample-Preparation-Protocol-2022.6.6.pdf).

1. Serum

Place whole blood sample at room temperature for 2 hours or at 2-8°C overnight. Centrifuge for 20min at
1000xg and collect the supernatant to detect immediately. Or you can aliquot the supernatant and store it at
-20°C or -80°C for future’s assay.

2. Plasma

EDTA-Na,/K, is recommended as the anticoagulant. Centrifuge samples for 15 minutes at 1000xg 2-8°C
within 30 minutes after collection. Collect the supernatant to detect immediately. Or you can aliquot the
supernatant and store it at -20°C or -80°C for future’s assay. For other anticoagulant types and uses, please
refer to the sample preparation guideline.

3. Tissue Sample
Generally tissue samples are required to be made into homogenization. Protocol is as below:

3.1. Place the target tissue on the ice. Remove residual blood by washing tissue with pre-cooling PBS buffer
(0.01M, pH=7.4). Then weigh for usage.

3.2. Use lysate to grind tissue homogenates on the ice. The adding volume of lysate depends on the weight
of the tissue. Usually, 9mL PBS would be appropriate to 1 gram tissue pieces. Some protease inhibitors are
recommended to add into the PBS (e.g. 1mM PMSF).

3.3. Do further process using ultrasonic disruption or freeze-thaw cycles (Ice bath for cooling is required
during ultrasonic disruption; Freeze-thaw cycles can be repeated twice.) to get the homogenates.

3.4. Homogenates are then centrifuged for 5 minutes at 5000xg. Collect the supernatant to detect
immediately. Or you can aliquot the supernatant and store it at -20°C or -80°C for future’s assay.

3.5. Determine total protein concentration by BCA kit for further data analysis. Usually, total protein
concentration for Elisa assay should be within 1-3mg/ml. Some tissue samples such as liver, kidney, pancreas
which containing a higher endogenous peroxidase concentration may react with TMB substrate causing false
positivity. In that case, try to use 1% H,0, for 15min inactivation and perform the assay again.

Notes: PBS buffer or the mild RIPA lysis can be used as lysates. While using RIPA lysis, make the PH=7.3.
Avoid using any reagents containing NP-40 lysis buffer, Triton X-100 surfactant, or DTT due to their severe
inhibition for kits’ working. We recommend using 50mM Tris+0.9%NaCL+0.1%SDS, PH7.3. You can prepare by
yourself or contact us for purchasing.
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4. Cell Culture Supernatant

Collect the supernatant: Centrifuge at 2500 rpm at 2-8°C for 5 minutes, then collect clarified cell culture
supernatant to detect immediately. Or you can aliquot the supernatant and store it at -80°C for future’s
assay.

5. Cell Lysate

5.1. Suspension Cell Lysate: Centrifuge at 2500 rpm at 2-8°C for 5 minutes and collect cells. Then add pre-

cooling PBS into collected cell and mix gently. Recollect cell by repeating centrifugation. Add 0.5-1ml cell
lysate and appropriate protease inhibitor (e.g. PMSF, working concentration: 1mmol/L). Lyse the cell on ice
for 30min-1h or disrupt the cell by ultrasonic disruption.

5.2. Adherent Cell Lysate: Absorb supernatant and add pre-cooling PBS to wash three times. Add 0.5-1ml cell
lysate and appropriate protease inhibitor (e.g. PMSF, working concentration: 1mmol/L). Scrape the adherent
cell with cell scraper. Lyse the cell suspension added in the centrifuge tube on ice for 30min-1h or disrupt the
cell by ultrasonic disruption.

5.3. During lysate process, use the tip for pipetting or intermittently shake the centrifugal tube to completely
lyse the protein. Mucilaginous product is DNA which can be disrupted by ultrasonic cell disruptor on ice.
(3~5mm probe, 150-300W, 3~5 s/time, 30s intervals for 1~2s working).

5.4. At the end of lysate or ultrasonic disruption, centrifuge at 10000rpm at 2-8°C for 10 minutes. Then, the

supernatant is added into EP tube to detect immediately. Or you can aliquot the supernatant and store it at -
80°C for future’s assay.

Notes: Read notes in tissue sample.

6. Other Biological Sample

Centrifuge samples for 15 minutes at 1000xg at 2-8°C. Collect the supernatant to detect immediately. Or you
can aliquot the supernatant and store it at -80°C for future’s assay.

Recommended reagents for sample preparation: Cat No: E051 100mM PMSF protease inhibitor, Cat No:
EO50 FineTest Lysis Buffer (for ELISA).
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Notes for Samples

1. Blood collection tubes should be disposable and non-endotoxin. Avoid to use hemolyzed and lipemia
samples.

2. The best sample storage condition: less than 5 days at 2-8°C; within 6 months at -20°C; within 2 years at
-80°C. Stored in liquid nitrogen for a longer storage. When melting frozen samples, rapid water bath at 15-25°C

can decrease the effect of ice crystal (0°C) on the sample. After melting, centrifuge to remove the precipitate,
and then mix well.

3. The detection range of this kit is not equivalent to the concentration of analyze in the sample. For
analyses with higher or lower concentration, please properly dilute or concentrate the sample.

4. Pretest is recommended for special samples without reference data to validate the validity.

5. Recombinant protein may not match with the capture or detection antibody in the kit, resulting in the
undetectable assay.

Precautions for Kits

1. When using different Elisa kits, labeling is required to avoid mixed components and failed assay.

2. After opening the kit, please refer to the table of storage condition for coated plate and standards
(Dampness may decrease the activity.). If any component is missing or damaged during the assay or storage,
please contact us for ordering a new one to replace.(e.g. E002 lyophilized standard)

3. Sterile and disposable tips are required during the assay. After use, the reagents bottle cap has to be
tightened to avoid the microbial contamination and evaporation.

4. While manual washing, please keep tips or pipettors for adding wash buffer away from the well.
Insufficient washing or contamination easily causes false positive and high background.

5. During the assay, prepare required reagents for next step in advance. After washing, add the reagent into
the well in time to avoid dryness. Otherwise, dry plate will result in the failed assay.

6. Before confirmation, reagents from other batches or sources should not be used in this kit.
7. Don't reuse tips and tubes to avoid cross contamination.

8. After loading, seal the plate to avoid the evaporation of the sample during incubation. Complete the
incubation process at recommended temperature.

9. Please wear the lab coat, mask and gloves to protect yourself during the assay. Especially, for the
detection of blood or other body fluid samples, please follow regulations on safety protection of biological
laboratory.
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Recommended Sample Dilution Ratio

Please refer to the following table of recommended dilution ratio for limited samples for reference. (ND: Not
Detected)

Sample Type Recommended Dilution Ratio Content

Healthy serum 1/2 dilution 0-25pg/ml

Raw264.7 cell culture
supernatants(1ug/mL LPS 1/5-1/20 618pg/ml
stimulation for 12 hours)

The matrix components in serum/plasma will affect the test results, which it need to be diluted at least
1/2 with Sample Dilution Buffer before testing!

If other dilution ratio for your sample model is required, please refer to the universal dilution ratio below.
(The ratio is suitable for single-well assay. For duplicate assay, please follow the calculation: volume of
sample and diluent x number of duplicate well)

For 2 fold dilution (1/2): One step dilution. Add 60ul sample into 60ul sample diluent and mix gently.
For 5 fold dilution (1/5): One step dilution. Add 24ul sample into 96ul sample diluent and mix gently.
For 10 fold dilution (1/10): One step dilution. Add 12ul sample into 108ul sample diluent and mix gently.
For 20 fold dilution (1/20): One step dilution. Add 6ul sample into 114ul sample diluent and mix gently.

For 50 fold dilution (1/50): One step dilution. Add 3ul sample and 47ul normal saline (0.9% NacCl) into 100ul
sample diluent and mix gently.

For 100 fold dilution (1/100): One step dilution. Add 3ul sample and 177ul normal saline into 120ul sample
diluent and mix gently.

For 1000 fold dilution (1/1000): Two step dilution. Create a 50-fold dilution first (normal saline is used
throughout the dilution). Then, create a 20-fold dilution and mix gently.

For 10000 fold dilution (1/10000): Two step dilution. Create a 100-fold dilution first (normal saline is used
throughout the dilution). Then, create the same dilution again and mix gently.

For 100000 fold dilution (1/100000): Three step dilution. Create a 50-fold dilution and 20-fold dilution
respectively (normal saline is used in the first two steps.) Finally, create a 100-fold dilution and mix gently.

Notes 1: The volume in each dilution is not less than 3ul. Dilution factor should be within 100 fold. Mixing
during dilution is required to avoid foaming.

2: The concentration of target protein in cell culture supernatant was affected by cell type, cell density
and culture environment. There are great differences in the expression of some inflammatory factors
under different concentrations and different kinds of chemicals (such as LPS, PHA, etc.). Some cells were
found to secrete 12ug/ml TNF-a and > 70ng/ml IL-6 after stimulation. Therefore, experimenters need to
conduct preliminary experiments to find out the optimal dilution ratio of cell culture supernatant samples.
If the content is uncertain, it is recommended that the dilution ratio of 1/2, 1/10, 1/100, 1/1000, 1/10000
and other large spans. If the sample concentration is very high, more dilution is required to adapt to the
detection range of the kit.
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Reagent Preparation and Storage

Take the Elisa kit from the fridge around 20 minutes earlier and equilibrate to room temperature(18-25°C).

For repeated assays, please just take the strips and standards required for the current assay, store the rest
materials according to the relevant condition.

1. Wash Buffer

Dilute 30ml (15ml for 48T) concentrated wash buffer to 750ml (375ml for 48T) wash buffer with deionized or
distilled water and mix well. (The recommended resistivity of ultrapure water is 18 MQ.) Alternatively, take
appropriate amount of concentrated wash buffer according to the assay requirement, then create a 25-fold

dilution and mix well. Store the rest solution at 2-8°C.

Crystals formed in the concentrated wash buffer can be heated by water bath at 40°C till complete
dissolution. (Heating temperature should be below 50°C.) Mix well for the next step. It's better to use up the

prepared wash buffer in one day. Store the rest buffer at 2-8°C within 48h.

2. Standards
2.1. Centrifuge standards tube for 1min at 10000xg. Label it as Zero tube.

2.2. Add 1ml sample dilution buffer into the standard tube. Tighten the tube cap and Let it stand for 2min at
room temperature. Invert the tube several times to mix gently. (Or you can mix it using a low speed vortex
mixer for 3-5 seconds.)

2.3. Centrifuge the tubes for 1min at 1000xg, making the liquid towards the bottom of tube and removing
possible bubbles.

2.4. Standard dilution: Label 7 EP tubes with 1/2, 1/4, 1/8, 1/16, 1/32, 1/64 and blank respectively. Add
0.3ml of the sample dilution buffer into each tube. Add 0.3ml solution from zero tube into 1/2 tube and mix
them thoroughly. Transfer 0.3ml from 1/2 tube into 1/4 tube and mix them thoroughly. Transfer 0.3ml from
1/4 tube into 1/8 tube and mix them thoroughly, so on till 1/64 tube. Now blank tube only contain 0.3ml
sample dilution buffer. The standard concentration from zero tube to blank tube is 100pg/ml, 50pg/ml,
25pg/ml, 12.5pg/ml, 6.25pg/ml, 3.125pg/ml, 1.562pg/ml, Opg/ml.

Standlar
(ode:E002
trage 2-4C/0

s

¢

]

Zero tube 172 1/4 1/8 116 1/32 1/64

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

NSNS NS N T Y

blank

Prepare standard solutions

Notes: Store the zero tube with dissolved standards at 2-8°C and use it within 12h. Other diluted working
solutions containing standards should be used in 2h.
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3. Preparation of Biotin-labeled Antibody Working Solution
The working solution should be prepared within 30min before the assay and can't be stored for a long time.

3.1. Calculate required total volume of the working solution: 100ul/well x quantity of wells. (It's better to
prepare additional 100ul-200ul.)

3.2. Centrifuge for 1min at 1000xg in low speed and bring down the concentrated biotin-labeled antibody to
the bottom of tube.

3.3. Dilute the biotinylated detection antibody with antibody dilution buffer at 1:99 and mix them thoroughly.
(e.g. Add 10ul concentrated biotin-labeled antibody into 990ul antibody dilution buffer.)

4. Preparation of HRP-Streptavidin Conjugate (SABC) Working Solution
The working solution should be prepared within 30min before the assay and can't be stored for a long time.

4.1. Calculate required total volume of the working solution: 100ul/well x quantity of wells. (It's better to
prepare additional 100ul-200ul.)

4.2. Centrifuge for Imin at 1000xg in low speed and bring down the concentrated SABC to the bottom of
tube.

4.3. Dilute the concentrated SABC with SABC dilution buffer at 1:99 and mix them thoroughly. (e.g. Add 10ul
concentrated SABC into 990ul SABC dilution buffer.)

Assay Procedure Summary

A max 450nm

3%
i e *
Biotin sterifl e [ T8 Substrate
J -
Detevtiojlg '*g#
// Target llg
\\ /C/apture Ab \\ // / Stop
Y .Y ‘. #’ A Yellow
NYNIY NI \ %

Step1 Step2 Step3 Step4 Step5

Step 1: Add 100ul standard or sample into each well, seal the plate and static incubate for 90 minutes at
37°C.

Washing: Wash the plate twice without immersion.

Step 2: Add 100ul biotin-labeled antibody working solution into each well, seal the plate and static incubate
for 60 minutes at 37°C.

Washing: Wash the plate three times and immerse for 1min each time.

Step 3: Add 100ul SABC working solution into each well, seal the plate and static incubate for 30 minutes at
37°C.

Washing: Wash the plate five times and immerse for 1min each time.

Step 4: Add 90ul TMB substrate solution, seal the plate and static incubate for 10-20 minutes at 37°C.
(Accurate TMB visualization control is required.)

Step 5: Add 50ul stop solution. Read at 450nm immediately and calculate.
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Detailed Assay Procedure

When diluting samples and reagents, they must be mixed completely. It's recommended to plot a standard
curve for each test.

1. Set standard, pilot samples, control (blank) wells on the pre-coated plate respectively, and then, records
their positions. It's recommended to measure each standard and sample in duplicate to decrease
experimental errors.

2. Standards and samples loading: Aliquot 100ul of zero tube, 1° tube, 2 tube, 3" tube, 4™ tube into each
standard well. Also add 100ul sample dilution buffer into the control (blank) well. Then, add 100ul pilot
samples into each sample well. Seal the plate and static incubate for 90 minutes at 37°C. (Add the solution to
the bottom of each well. Mix gently and without touch the sidewall and foam the sample.)

3. Wash twice: Remove the cover, then absorb the liquid in the plate or tap the plate on a clean absorbent
paper two or three times. Add 350ul wash buffer into each well without immersion. Discard the liquid in the
well and tap on the absorbent paper again. Repeat the washing step twice.

4. Biotin-labeled Antibody: Add 100ul biotin-labeled antibody working solution into each well. Seal the plate
and static incubate for 60 minutes at 37°C.

5. Wash three times: Remove the cover, then absorb the liquid in the plate or tap the plate on a clean
absorbent paper two or three times. Add 350ul wash buffer into each well and immerse for 1min. Discard
the liquid in the well and tap on the absorbent paper again. Repeat the washing step three times.

6. HRP-Streptavidin Conjugate (SABC): Add 100ul SABC working solution into each well. Seal the plate and
static incubate for 30 minutes at 37°C. (Put the whole bottle of TMB into the 37°C incubator to equilibrate
for 30min.)

7. Wash five times: Remove the cover, and then wash the plate with wash buffer five times. Read washing
method in step 5.

8. TMB Substrate: Add 90ul TMB Substrate into each well, seal the plate and static incubate at 37°C in dark
within 10-20 minutes. Run the microplate reader and preheat for 15min.

(Notes: Please do not use the reagent reservoirs used by HRP couplings. The reaction time can be shortened
or extended according to the actual color change, but not more than 30 minutes. You can terminate the
reaction when apparent gradient appeared in standard wells. Weaker or stronger color intensity is
unacceptable. Please refer to TMB color rendering control in page 2 or QR code for detail.)

9. Stop: Keep the liquid in the well after staining. Add 50ul stop solution into each well. The color will turn
yellow immediately. The order for adding stop solution and TMB substrate solution is the same.

10. OD Measurement: Read the O.D. absorbance at 450nm in a microplate reader immediately. (If your
microplate reader has a choice of correction wavelength, set it to 570nm or 630nm. Correct the read value
to the OD450 value minus the OD570 or OD630 value. In this way, the OD value of non-chromogenic
substances can be corrected and removed, thus obtaining more accurate results. If the microplate reader
does not have a 570nm or 630nm wavelength, the original OD450 value can be used.)
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Calculation of Results
(Operate Video: https://www.fn-test.com/videos/elisa-sample-concentration-calculation/)

1. Calculate the mean ODA450 value (using the original OD450 value or the corrected OD450 value) of the
duplicate readings for each standard, control, and sample. Then, obtain the value of calculation by
subtracting the OD450 blank.

2. Create a four parameter logistic curve by plotting the mean absorbance for each standard on the y-axis
against the concentration on the x-axis. (Remove the OD450 blank during plotting.) Alternatively, you can
use the curve fitting software offered by the microplate reader (e.g. Thermo Skanlt RE software, Curve
Expert 1.3 or 1.4 available in FineTest website).

3. Calculate the sample concentration by substituting OD450 value into the standard curve. Diluted samples
should be multiplied by the relevant dilution ratio.
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Typical Data & Standard Curve

This product has been tested by Quality Control Department and meets performance specifications
mentioned in the manual. (The humidity in the laboratory is 20%-60%, and the temperature is 18°C -

25°C. TMB was balanced to 37°C before color development, and incubated at 37°C for 15 minutes in the dark
after adding the enzyme label plate holes.)

The following assay data are provided for reference, since experimental environment and operation are
different. The establishment of standard curve depends on your own assay.

STD.(pg/ml) OD-1 OD-2 Average Corrected
0 0.095 0.1 0.097 0
1.562 0.185 0.195 0.189 0.092
3.125 0.308 0.323 0.314 0.217
6.25 0.511 0.537 0.521 0.424
12.5 0.73 0.767 0.745 0.648
25 1.209 1.271 1.234 1.137
50 1.719 1.807 1.754 1.657
100 2.071 2.176 2.113 2.016

0D450

o o T ] B [ [ e ] [ e 2 L
0.0 18.3 36.7 55.0 73.3 91.7 110.0

pg/ml
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Precision

Intra-assay Precision: samples with low, medium and high concentration are tested 20 times on same plate.

Inter-assay Precision:
different plates.

samples with low, medium and high concentration are tested 20 times on three

Item Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean (pg/ml) 291 13.45 50.07 3.16 13.81 51.38
Standard deviation 0.14 0.67 3.21 0.13 0.58 3.04
CV(%) 4.95 4.95 6.42 4.23 4.23 591
Recovery

Add a certain amount of TNF-a into the sample. Calculate the recovery by comparing the measured value with
the expected amount of TNF-a in the sample.

Matrix Recovery Range (%) Average (%)
Serum(n=5) 87-104 97
EDTA Plasma(n=5) 85-103 94
Heparin Plasma(n=5) 86-105 96

Linearity

Dilute the sample with a certain amount of TNF-a at 1:2, 1:4 and 1:8 to get the recovery range.

Sample 1:2 1:4 1:8
Serum(n=5) 89-105% 88-104% 85-102%
EDTA Plasma(n=5) 85-101% 84-101% 84-101%
Heparin Plasma(n=5) 88-98% 92-95% 80-100%

Stability

Perform the stability test for the sealed kit at 37°C and 2-8°C and get relevant data.

Elisa kit(n=5)

37°C for 1 month

2-8°C for 6 months

Average (%)

80

95-100
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ELISA Troubleshooting

If the ELISA result is unsatisfied, please take a screenshot for the staining result and store the OD data. Keep
used strips as well the rest reagents. Contact us to solve your problem with the kit’s catalogue number and
batch number. You can also refer to the following table to check the reason.

Problem

Possible Causes

Solutions

Standard curve
without signal

Incorrect order for adding reagents

Confirm the required reagent added in each
step. Also repeat the assay and verify.

Use components from different kits

Use the component included in the same kit.
Also repeat the assay and verify.

Forget to add some reagents

Verify whether the required reagent is added.

Overflow OD

Use components from different kits,
or prepare the working solution with
higher concentration

Use the component included in the same kit.
Also repeat the assay and verify.

Poor standard
curve

Inappropriate curve fitting model

Try to plot the curve by different fitting
models.

Samples without

The amount of pilot sample is lower
than the detection range.

Decrease dilution ratio or concentrate the
sample.

The detection target is incompatible
with the buffer.

Verify the compatibility of sample storage
buffer with the pilot sample.

signal . Please refer to sample preparation guideline
Incorrect preparation of sample
and regularly store.
Longer storage of sample or freeze- Aliquot and store samples according to the
thaw cycle assay requirement.
Precipitate is formed in the well A .
. . Increase the dilution ratio of the sample.
during staining.
Don't touch the bottom of the plate during the
Unclean plate
assay.
. . Avoid foaming during reading in a microplate
Foam is found in the well. & & q & P
High CV% reader.

Each well is washed unevenly.

Check whether the tube of the washer is
smooth.

Reagents are not completely mixed.

Mix all reagents completely.

Inconsistent pipetting

Use calibrated pipette and correct pipetting
method.

Standard curve
with low signal

Standards are improperly
reconstituted.

Before opening, shortly centrifuge the
lyophilized standard tube till complete
dissolution.

Standards have been degraded.

Follow suggested storage conditions for
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standards.

When pipetting, the required volume
is incorrect or inaccurate.

Use calibrated pipette and correct pipetting
method.

Expired kit

Don't use expired products.

Improper storage

Follow suggested storage conditions for all
components.

The well is over dried.

The assay and sample loading process can't be
terminated. Especially after washing the plate,
add reagents immediately. Seal the plate
during incubation.

Slow colorimetric reaction

Before use, equilibrate the whole bottle of
TMB substrate for 30min at 37°C. Extend the
incubation time.

The wavelength of the microplate
reader is incorrect.

Check the wavelength and read the OD450
value again.

The well is washed excessively.

Follow suggested washing times in this manual.

High Background

Insufficient washing

Follow suggested washing times in this manual.

Wash buffer is contaminated.

Use the prepared wash buffer immediately.
During manual washing, add wash buffer
without touching the well.

Too many detection reagents or
higher concentration.

Use calibrated pipette and correct pipetting
method.

Reading of assay result is not in time.

Read the assay result immediately after adding
the stop solution.

TMB substrate is incubated in strong
light.

During colorimetry, incubate in the dark.
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Declaration

1. Limited to current conditions and scientific techniques, all raw materials are not completely identified and
analyzed. This product may have a technology-related quality risk.

2. During the Elisa kit development, some endogenous interferons(not all) in the biological sample have been
removed or decreased.

3. The final assay result is related to the validity of reagents, experimental operation and environment.
FineTest is only responsible for this kit, excluding sample consumption during using this kit. Before use,
please consider and prepare enough samples required by the assay.

4, To get a satisfied assay result, please use all reagents offered by this kit. Don't use any product from other
vendors. Strictly follow instructions of this manual.

5. During assay procedure, incorrect reagents preparation and parameter setting of the microplate reader
may result in the abnormal result. Before assay, please read this manual carefully and adjust instruments.

6. Even if the assay is performed by the same person, results in two independent assays may be different.
Thus, each step in the assay should be controlled to ensure the reproducibility.

7. Before delivery, this kit is subject to the strict QC. Influenced by transportation conditions and
experimental devices, the assay result got by the customer may be different from original data. Inter-assay
CV between different batches may be caused by reasons before.

8. This kit is not compared to similar kits from other vendors or methods for testing the same detection
target. Thus, assay results may be inconsistent.

9. This kit allows for research use only. For IVD or other purposes, FineTest is not responsible for relevant
consequences and doesn't bear any legal liability.
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