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YR
RN A
i TS AT LS, M3, dupkssR LiEEELe AR I Anti-NPHS1.
& Human SIS Tk XUPLJE JE ik
K9G Bl 7.813-500ng/ml RWE 4.688ng/ml
iRl A JINI (AN P4 FORE 9 4% 1) (1]
N N = “i: H ﬁﬁ: H ? i% :iz H é’ AR E‘g é/l:l Uiy : B ,ﬁ\:%“ =
LR Mmi%: 50ul; M3%: 50ul; FMPELREFE I ﬁ@;ﬁm%%@iﬂ ZLEW: 100ul BB AR
LS T FEF VA Anti-NPHS1 254, 5HERUYTH B XM
AT 2% KA HIAFN G 2-8°C(TEEERAT), A B0 WL G T AR %
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A 90 2

AR BRI PR I 00 ELISA ¥, SRS 4 /B o 50 & B AR UG B PR RS SRR fr
TURE S B AH AL 5 B JE e 2 R AW . IMANEME-ARNPUR, AVE-RNPR S CEE &R Lr
Anti-NPHS1 &5 & . Te L REEGMIRH G, M HRP-BE B35 FI 2K (SABC). B E LR EMAS, MA TMB REJEY,
TMB EFAR T A AL DB (HRP) AL F 2B, IR LI E R . R {XLE 450 nm 3K OD fH. 3BT 2
b il 281 SRR S AR Anti-NPHS FOVRIE . H BB K E 5 oD4s0 fH 2 A £ IE L.,

F A1 ETT R G R F
KIGHEMAA G, WHRMAI 2-8°C. TR, ALK ILUTREFUR:
A 2R HH% (48T) F#k (96T) TF R BRI A
Eli RACE B ARAE LB B R T A, IR0
£001 s2 %fﬁﬁ‘f’ ) | 8ilx6 % | 84Lx12/ | ATHA, BEHRA. T 2.8°C (14 1
ELISA Microplate(Dismountable) ANH: {E-200C 71 6 N H .
; o A AR AL AR e N TR . 1]
{/\ 7N H
E002 fﬂﬂﬁn 13X 23X £ 2-8°C /47 1 M H ;s 1E-20°C fRA7 6 1
Lyophilized Standard H.

WRAFEMER-PUR 100X
E003 1 3£ 60ul 1 3 120ul
Biotin-labeled Antigen

We4E HRP-BE R R Al Z 100X

E034 1 3¢ 60ul 1 3% 120ul 2-8°C (i)
HRP-Streptavidin Conjugate(SABC)
TMB )R . .
E024 R 1 i 5ml 1 10ml

TMB Substrate

B A BV

E039 1 3 10ml 1 3 20ml
Sample Dilution Buffer
E040 1 9% Sml 1 3 10ml
Antigen Dilution Buffer
SABC Fh il X , °
E049 1 i 5ml 1 ¥ 10ml 2-8°C
SABC Dilution Buffer
S N 2% 1B , .
E026 1 3 sml 1 i 10ml

Stop Solution

WAE VB 25X

E038 1 3 15ml 1 3 30ml
Wash Buffer 25X

E006 7 i 39k 55k

E007 LI 14 14

TER: ORI 3R B AR R AR LEAR ZEAR B IO RS 2 o T8 PO AR VL8 R 1 B B AR 7 L9 i R
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It T 28 A4 Ak

1. EEAX(B K 450nm 3G F)

2. 37°CIHIRA(AHEREH A co, B 77 4H)

3 B Zh P RLE 2 R A /5 ml (T L)

4 5 25 [ B (0.5-10pL, 5-50pL, 20-200uL, 200-1000uL)F1 22 38 18 F% W 8% (R 2% 1 FH B A ) .
5. JCHM EP B K IRMER Sk
6. MOKARLANFERE
7. EETKEZEREK

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

A MFEASIRE 2 /NEFEL 2-8°C iT 7K. 1000xg 250 20 434f, B bif. AISZBIAM, Bk —E &0 iR E T -
20°C B§-80°C.

2. ¥

PLBERIHELE {0 ) EDTA-Na2/K2, FESRAEESS 30 7304 N T 2-8°C, 1000xg B5.0» 15 404, B biE. AISZEPR I, =idg—
UAE B B R A7 F-20°C 50-80°C. LA HUstsn) i A SOk Bl BB FE S & 48 M o

3. ALEER
HAREAR — R R 538, WH 5T
3.1, B HRHLAE Tk E, AR PBS 2P (0.01M, pH=7.4)¥EM L FRR B A M, FRE G4 .

3.2 fEUK IR BE AL 510 . IR R AR BGR T i, — s 0L 1g BN (6 oml RRT.
T3 AN E A BTN A B, 40 1mM PMSF.

3.3, W ERA A A ek e B R — D A B G A R R R A, TR KIS RN OEVERIETTEE 2 1K),

3.4, KU 21T 5000xg B0 5 48k, BHE EIERIRTAG I . Bde — U AE B R4 2R AF T-20°C 5-80°C.

3.5, WL FE, HRSIKEARR SN E B8 AWE, UME T 8350, #EE BCAE., —MIARSEAKRESR 1-
3mg/ml FF ELISA #&ill . FEsusHZUREA, b, BE, JEARIR S E B R A PR I S B, LR IR R R S
B NeME Ry RN, HIEAMSY. oT22R8 H 1%H202 KiE 15min 0.

EE: HBWER pBS ZMR, B FEEE RIPA RIER . £ RIPA BEER, PHEFREN
PH7.3, B4 {¥ & NP-40, Triton X-100 F1 DTT 1404y, & BMGHNRFE TIE. HHEMNH

50mM Tris+0.9%NaCL+0.1% SDS,PH 7.3, T HATHACH| B RRAIIMEE,

4. A LR

o4 B, 2-8°C, 2500rpm .0 Smin, RS MR IR B . SEEDAI TR, B — R R 223 T -80°C I
&
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5. SRR

5.1, BN AU EE S B 2-8°C, 2500rpm B0 Smin, WCEELHM. FEANATA Y PBS BRRIRS1IEE, 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
I, 2% 30min-1h, BE B A S R

5.2, WGEEANAML A CEE SRR TRk ISR, IINTRIA B9 PBS B =K. NN 0.5-1ml I 2R R SO B 2 (o i 1 75 (2
PMSF, TARIKE 1mmol/L), FIANEEIAEE] T IGEEA L. MR OE T, BTKE, 2% 30min-1h, 5
Pic P T o

3. YRR IR v AT FIAR SR T BRI W R S B0, (R TS AR, ILEBIIR 2 DNA, AT DU A I A T

DNA. (BRFIEEAEW 3-5mm 53k, ThE 150-300W, VK EBAE AR, TAF 1-2 7, 151k 30F, 3~5 NMEHF. )

5.4, RROGEFEBHESE K, 2-8°C, 10000rpm 0> 10min, EiEMAN EP &, SLEIHFAAN, sz —xEHES % T
-80°C 174 H .

EE: EREHFEHNER.

6 HAAEYFEAR

2-8°C, 1000xg &5.LoFF: it 20 73 %fo WA EFEWRSL R T, Blds — ki B2 e T--80°C R AE 4

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

AL EERER

1.
2.

WA ML PR N — IR TE A B R U o S VA L, e I A A

B b i R ORAT 26 1F 2 2-8°C RAFII/NT 5 R, -20°C AR 6 A, -80°C AR 2 47, i BL I 18] B2 fR A7 7 ¥
R o RATIORRARRALIN , D9 7 > DK (0°C)XTRE Ml BRI, 2R 15-25°C /K DRkl Rk Ja B 0Bk 5003,
2] Ja Tl

T G T AN 58 ) T A P Rp U R A T Tl o SRR i P A DU VR B TR BR300 B A A 24 0 7 B Bk
%

HTRIREAR IR, TS5, BRI IR 5 HA Rk
B AR AT RE R v A SRR I T SR A DG T B RE A A A5 0L

WS RERER

1.

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

Rl E G, BRI AFRUE R R TE RS S B A R AR (W R TR S T ). ok 44l s AR 7E AR 2
SRCA AR, AT S SCECE A (40 E002 VR T RRUE ) .

T TE B — AR BORG, fEE, e AR e, BAB IR AT R A

F LY, e ik B, U121 MEAR AR AL AN T8 00 (0 Pl B S e 45 5 3 BB A v 1 5

R AR, TEIRATHE R TSI AT R N, et SRR AR AL, B bR LT R, S EUS 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 .
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PRSI TS R
WSEHRE NP BRRRRIIRDE RS FREETRERMER.

W7/ MR KRR 2RI R, FRERBREREDREE 2 4 (1/2) !

R KRR AR A FEHADRRELLS], S5 W T EA MR R BRI AR EZ LT R, FEREEAL
I, TR M RERA R x L ALER)

Mike 2 f4(1/2): — B . B 60ul FEM I 60ul FEM MR S, BEES.

FRE 5 f5(1/5): —BMRE. ML 24ul BRI 96ul BE SRR, BERA.

ikt 10 £5(1/10): — Bk, O 12ul FESL IO 108ul FEMFRECR, BREIRS,

MikE 20 £5(1/20): — MR, X 6ul BRI 114ul BB, BERIRY.

Fi B 50 fi5(1/50): —LMRE . HL 3ul B gk Sz 47ul AEFEERIK (BD 0.9% AL EA) NN 100ul SRR BRI, RRIRA .
FBE 100 £5(1/100): —EFRE. B 3ul #E 5 A% 177ul ZEFRERK NN 120ul BE SRR, BRIRA .

FiBE 1000 £5(1/1000): FHLHRE, W eHiRE 50 fif (WD IR Al A B ALK R RE ), FEAARE 20 5. RIRIR DS
M 10000 1%(1/10000): PiEHiRE, TIJCHiRE 100 f5 (M2 B4 0 AT AL B ER KA RE), FERARE 100 f5. RIS

Bt 100000 £%(1/100000): = BFikE, TRkt 50 £, FERRE 20 R (AT D 28 AR SR KA RE), /o MikE 100 fi%.
BRI,

EX: SPRENRREARNDT 3ul, BEEABAEY 100 . RPHBEARREGHS, BEENH.
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oI BT v A

FERT 20 238 ATKAS TR B, PR IR (18-25°C) 0 W B T 0 2 UAE L R IR HE A IR S 6 BT T RO B RS AR
S SbRIE R, R AR T BR AR 2% RbR Ve ot 75 F 4 e S R TE

1. BR¥:

P2 B Tk A& MK (P F L2y 18MQ B 217K ) ¥ 30mI TR 4 PR 4T (48T N 15mI) B ZE 750mI(48T N 375ml) IR
5o BUKSEIGHTT, BUE B IR DO RS 25 ARRRE), KR A Rl 2-8°C.
WRIRGE R PR R TR R T @fds, T RAZE 40°C KGR s (n#villEE A R IE 50°C), HEMETABM, RAEMHA.
R IS, BRI R S, AR, W RMRAESE 2-8°C, AT 48 /M),

2, FRYEM:

2.1 BETHAMEME T 10000xg &0 1 705 . F5ic N Zero tube.

2.2 B iml BERARBEBUIMANGE TAruE S b, e BB &, =REE 2 28, L FEREBOERIRAN(ENA 1mL B 5
R, #E 12 280, FRE R IESUR S 3-5 7). 1000xg IIE RO 1 708, WG NEZRE K.

2.3, BREERRE: HEL7 A EPE, bR 1/2. 1/4. 1/8. 1/16. 1/32. 1/64 Fll blank. SEfEREA EP & 4r BN
0.3ml [EFE SRR . B 0.3ml Zero tube AREMIEIMAS] 1/2 B, MRS . B 0.3ml 1/2 EFriE AR E]
1/4 &, RREG. B 0.3ml 1/4 BARMERIERE 1/8 B, RMSEE, KILEHE. EE Blank EP B H{UHFE
B ULET, M Zero tube & E| blank £ iX 8 A~ EP & HARfE i 9IR 43 512 500ng/ml, 250ng/ml, 125ng/ml, 62.5ng/ml,
31.25ng/ml, 15.625ng/ml, 7.812ng/ml, Ong/ml .

Standar
(ode:E00:
tage 297/
blank

Zero tube 1/2 1/4 1/8 116 1/32 1/64

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

TN T N T Yy Y

Prepare standard solutions

E: RN ESERES, ERET 2-8°C, IHFE 12 DN A . CRRT MBI S TAERET 2 DR A .

3. BEYR-HETIER:

SCIGHT 30 A Eh P HE LT, BRI, ANE A KT

3.1, WEFTHR TAERM ST 100ul/FLxFLEL. (Felr#E % L a k1% 100ul-200ul [15)

3.2, 1000xg B 1 704, KR4 LY R-PiEICE ZE K.

jif: FPUER R % 1/100 (9 ELGIRBER 4 AL 3-8, TR A . (W 10ul WR4E AR -FUE N 990ul Bt R 7 B
)

4. HRP-HEERAEK (SABC) LIEW:

SCIGHT 30 /B N HER LT, BB, AEA KA

4.1, THEPTT TAERM AR 100ul/FLxFLE. (RiFAE % L E R F £ 100ul-200ul fHE. )

4.2, 1000xg I B0 1 505, Kik4i SABC INEEE K.

4.3, ] SABC FiBEi% 1/100 HIHLBIFEREIR AT SABC, FWARA . (WF 10ul BI¥R4E SABC I 990ul SABC Fi Rl )
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BAEPBME
B3
P s
N Streptavé\din / Q ( TMB Substrate
( Biotin . Biotin ) aom
— e & “z“
/ Immunoglobulin w
> > ) ) e
Target Protein 7 Yellow
N 2 N 2 N 2. N D N D
o ‘ N R ‘ N R . N - . ) : Amax 450nm
Step1 ——— Step2 Step3 Step4 Step5

BB 1 FALTH N 100ul ARAE S ECREIRE S, WG B, 37°C R EBFE 90 4.

PR Petk 2 k. IR

BB 2: 0N 100ul AEYR-PURE TAEWR, W RER, 37°C HEME 60 H4h.

YEAR: VAR 3 k. BRI 1 B
P 3: JIN 100ul HRP-FEEZ SR A (SABC) TAEWR, Wi R, 37°C#EFE 30 /4.

YetR: VeI 5 . RKIRIE 1 b
B 4: U0 90ul TMB AKX, W FAERE, 37°C HEME 10-20 280 (i EFH TMB B AR 61 771%) .
BB S: NN 50ul MK IR STEIFE 450nm AbiE 0DA450 {5

FARIE DR
FRERE SRR, R e AR A . BB IR B bR 2
1. BoEmMERIL. BRIl EATL, ORI . AR ERIR R, BRSBTS AL

2. ke EARAES AL N 1000l FAE FERRAE S, FORE S AL PN 1000l IE FERR BRI AF AL S, 132 AL 100ul
FES R . Wi BN, JFAE 37°C BB 90 708 (KRN IN B RALAR KRS, 5 SRS, IR Al Reilt
G b BE A . )

3. BRI 2K HURAEME, WU R bRAR A IR, FEVE S I ROK AR R 2-3 IR BEFLIMABE R 350ul, A
B, FmILNEER, ERKAR B 2-3 k. A BBEBORER 2 1R,
4. AEMR-HFRTER: LM 1000l EVR-FUR TR W LA, 37°CHEME 60 7704,

5. YEMR 3 WK: BUNTENE, W2 eR BB R N R, FEVE VR IR 48 B3 2-3 TR BEFLIDNBRIR T 350ul, IR
150%0, FRILABUEA, AWK LR 2-3 k. EEERBSE 3 K.

6. /0 HRP-SEEEAE (SABC): & FLINA 100ul SABC TAEWi. Wi B, 37°C BN H 30 0%k (AR T™MB
FN 37°C 1546 HhF-1i)

7. R 5 KR: BUREME, FAHRGSEMIRTER 5 R, HiESH% LR s,

8. JnTMB BEJEM: FAEFLIA 90ul TMB B E)EY, M LB, 7F37°C #tH B HE 10-20 404h. FTIFEEARAX T
15min. (JE&: ANl RS HRP AR O INEERE . S MR AR B i SR As Ak, ORI () o] AR S sk FE K, (HANRE
I 30 Bh . krESL P BT RIE AR ER, AT IE RN . B OREA SR T g, BrERHE ATk
T8 7 17 0 IR 15 58 TR 0 pF e - 4ERY)

9. MRMLIEW: DOE, JLABEATFER, AL soul kM & IER. Btk s o /2 hE G, Ringik
R PR 5 8 00 TMB JES 4 R 505 A8 7D
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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 36 R A 5 1 0D 18,
AT SR AT SR AERA A I 25 S . A RBEAR A% F 570nm 5% 630nm 4, MW {8 A iR 4G 0D450 H. D

ERUTE

1.
2.

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

HUbR A S R RE 2 FLI~F- 45 0D450 {5 (ff ] )R %G 0D450 fH Bk IEsed(E ) , = AFLAI oD4s0 fH, 1ENTHEME.

DL BE AR AL b, OD450 (A AL AR, WA DY SH7 2 4PL Zeibilbr vk ith 28 (1F B 234528 AL IRE) -t m] {0 Al A
A E AR B (U0 Thermo FC LS BEFRX Skanlt RE #F), B¢ Curve Expert 1.3 or 1.4 BV B (48 20 7] 9 3l v] LA 4y
N EAL ) e b vt il 22

FREA T 0D450 EARNFRHER 2, RIAT TS5 2R M AOIREEEL . A0 SRPF A R Re 1L, DU 5 3 UAR I R A R A 2

N R T 22 ) s 4 B £ ) 0 B

1.

LRMER: — AR R R BUR IR EE, 5 — /RN 0D450 B . RZEFEMIEE H THE S, BEKRT 0.99 7R
A ARHE L. IR, 2t EIAEAE S A 28 o b A8 o, BTSSR A HE R .

RO BRI 2 SRS I R S T e o 0 Bl PR P A B (K B S S B O AR . IR 0 R 2 45 B R
AL s T2

X/ RO B e DR e A PR T Bl B (R 0 ) e o 0 L i I 4 2 2R s e

Ve ST FE(4PL B SPL)ITZk: YRR, HE T HMSH, ek REMG/ME, HILHEEE S0 E.
APL BB HR i E B W R, T SPL B TR AREIEOL, B EIE A R T. WIRE KA LY, W 4-PL AT 5-PL K
&R TR 45 ELISA B IEARvE I 45 .
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SRR AR v 2

A7E & R E A, R MO RE TR, (LI E BTN 20%-60%, HHJEN 18°C -25°C. W ARTH TMB T £
37°C, MMABEFRRILIE, 37°C WEGUHEE 15 4. )

K RAR LI I8 SARAE A AE 22 5, DU R SRR B AIFR v 2o 2%, s2ge A Gy Ao AR 1 O A0 SR I6 g ST of il 2

STD.(ng/ml) OD-1 0OD-2 Average Corrected
0 0.069 0.071 0.07 0
7.812 0.115 0.119 0.117 0.047
15.625 0.225 0.231 0.228 0.158
31.25 0.377 0.387 0.382 0.312
62.5 0.607 0.625 0.616 0.546
125 0.893 0.919 0.906 0.836
250 1.489 1.533 1.511 1.441
500 2.145 2.207 2.176 2.106

0D450

100 200 300 400 500
ng/ml

O
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WAREERE: AR, . FIREEREA 7 HIE ) 1 BB AR A A 20 K.
WIS ERE: ARy th RREREA T BIFE 3 BRlghRaR LA I 20 V.

B B A AR5 R R A1 22 5 R 4
FEA 1 2 3 1 2 3
HE 20 20 20 20 20 20
¥ {H (ng/ml) 15.05 60.59 243.1 15.81 62.21 231.7
bRtk % 0.82 2.88 9.94 0.76 3.21 11.26
A8 5 2K (%) 5.46 4.75 4.09 4.83 5.16 4.86
[B] e %
o — & B Anti-NPHST IIAREA T, JFIEE R B AE S5 S h Anti-NPHST B U B BEAT ELAECK T S
T RR B e 3 (%) B (%)
1% (n=10) 86-100 95
EDTA I3 (n=10) 90-105 97
JH# ML3% (n=10) 85-105 94

&t
KT INA & 2B Anti-NPHSL [RIFE L2 DUARRE 2 15 4 5. 8 ff kA, 15 M yaE .
FEah A 1:2 1:4 1:8
L& ( (n=10) 82-98% 81-91% 85-101%
EDTA I3 (n=10) 84-101% 83-96% 85-105%
JF 2 1f1. 2% (n=10) 82-98% 86-95% 94-104%

et
FYFE AT EAE 37°C Fl 2-8°C HEAT AR EME LG, 5 A E A E.
R £ (n=5) 37°Cc —1 A 2-8°C AN A
SEYIME (%) 80 95-100
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ELISA 5¢ M fRE R~

A SLI A RATAR, U S K S 2 A IR IR R A7 SEIR Bd DR B P FIARAR S R Al AR Bl i 52 5 A dtbix s,
BRI A BN O AR R )8 . R st m] BLZ 25 DU % B R A -

I ik TR HR
R AR ARt BB B ER, T 4 — YRR
i M 4 T S T R A AL s A A S B L0, TR — VORI
R B AR 7N
e g | or T AFIRAIER, SRR TR o o s s, s v
MR | A R A R 2 B 2
FERE A T35 e U W B M P
L R A S TR 7 5 5 A
BT
B 4 LT R B BT A7
B R AT I 85T e Ve 43 A7
TR RRITIE SR R R 2
BB T S 20 AL AR
et R BB AL A
A S RH (V) BUR
ALY R BHL I 1 7
e AT RAIE F A A
B3 s P RS T BT R B A TE W RS T4
B AL AR LTI, RERTER S
bt AR et Iy 2R AR
BB R s PR B M A EE TR RS T
A A P
AR e W IR (77 5 L4
e 4 55 “‘DW\‘\ﬁ
R— T T
57 5 18 ifﬁﬂﬂgﬁffgggs )R YITE 37°C T
B R E 7 Sz O T3 I 0D4S0 1
WAL L e U PR O AR U
W A e U PR O AR U
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REE U B S REE S Vel B, 3 OS2 NYeim, Al KR AL
Rl sliiid 2, sl B L il PR R HE L 1A RS W8 o A L (K0 8% T i

2k 5 O K PPN | Y ERVANIRE S

TMB I B 72580 T HEAT T R

B
1. RTBUA KA RBARARKT, AR A OB HEAT A I 25 58 08T, AP il AT REAEAE — € I B BOR XU -
2. ABGHEAET R T LB/ T A AREA T — S NI TP R, JFAR T W RERS R A R R 1 2 Bk

3. RN RS UHRA RE . SEIRE HIRH R B DL I B SEIR AR S R R B VI 0, A A7) A XA A @A &
Tt AN R P G I R A RE D ST, R AT S 0 S BB AT RE RO A T, TR TR A

4 N TIEBVFISEIR AR, U RAE AR 24w ulR G AR A n], A ZE0R A LA 36 R AR 7 s ™ A R A 4R
5. W TaAE R Tl UL B IS O BN IER, R R EES R, S A 40 D 5 U B A5 IR R B

6. RIAERAF N R AE ] BEAE Y ML LR P AR BRI SR, OV PRIES R E B, & 2| st i b g —
HREZ (B

7. BUNE RIS A BB, RTINS SRR RIS WA 2 R AR B, AR A5 R T e
PEA— B ASFE )G & A B 22 57 R AT RER BRI R A

8. AWFIGE ARG HA ) FK A G A F AR F — B P 8™ s AT 3 e, B LA HERR A 45 R—A — B ol
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(For Research Use Only. Not For Use In Diagnostic Procedures!)

FineTest®

Human Anti-NPHS1 (Nephrin) antibody ELISA Kit

Catalogue No.: EH5287
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

Title of Sample preparation
Document guide

Experimental operation TMB color rendering
procedure control

Standard curve and
concentration calculation
software
CurveExpertl.4(Including
tutorial)

https://www.fn-
test.com/content/uploa
Website ds/2022/06/ELISA-
Sample-Preparation-
Protocol-2022.6.6.pdf

https://www.fn-
test.com/videos/targete
d-control-of-tmb-
coloring/

https://www.fn-
test.com/videos/elisa-
test/

https://www.fn-
test.com/content/uploads/
2019/08/CurveExpert-
1.4.zip

Quick Mark

Product Features

In vitro quantitative determination of Anti-NPHS1 concentrations in serum, plasma,

Application . .
cell culture supernatant and other biological samples.
Reactivity Human Detection Method Sandwich
Range 7.813-500ng/ml Sensitivity 4.688ng/ml

Detection Duration

4 hours(excluding balancing and sample preparation)

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

single well(Max)

100ul, Other liquid samples: 50ul

Specificity Specifically recognize Anti-NPHS1, no obvious cross reaction with other analogues

Storage 2-8°C (for sealed box), please do not freeze! See kit label for expiry date
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Principle of the Assay

This kit was based on sandwich enzyme-linked immune-sorbent assay technology. Antigen was pre-coated
onto the 96-well plate. The biotin conjugated antigen was used as the detection antigen. The standards and
pilot samples were added to the wells subsequently. After incubation, unbound conjugates were removed by
wash buffer. Then, biotinylated detection antigen was added to bind with Anti-NPHS1 conjugated on coated
antigen. 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 acidic stop solution. Read the O.D. absorbance at 450nm in a
microplate reader. The concentration of target antigen in the sample is positively correlated with OD450 and
can be calculated by plotting the standard curve.

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
E001 | ELISA Microplate(Dismountable) 8x6 8x12 bag with thi gesiceant- Stored fort
month at 2-8°C; Stored for 6 month at
-20°C
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
Biotin-labeled Antigen
E003 (Concentrated, 100X) 60ul 120ul
HRP-Streptavidin 2-8°C (Avoid Di ich
F034 | 120ul void Direct Light)
03 Conjugate(SABC, 100X) 60u Ou
E024 TMB Substrate S5ml 10ml
E039 Sample Dilution Buffer 10ml 20ml
E040 Antigen Dilution Buffer S5ml 10ml
E049 SABC Dilution Buffer S5ml 10ml 2-8°C
E026 Stop Solution S5ml 10ml
E038 Wash Buffer(25X) 15ml 30ml
E006 Plate Sealer 3 pieces 5 pieces
EOQ7 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 recommended.)
. Automated plate washer or multi-channel pipette/5Sml pipettor (for manual washing purpose)

. Precision single (0.5-10pL, 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-Nay/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 antigen 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 shipped instructions or contact us for samples, dilution as well background
info.

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% NaCl) 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: 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.
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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 500ng/ml, 250ng/ml,
125ng/ml, 62.5ng/ml, 31.25ng/ml, 15.625ng/ml, 7.812ng/ml, Ong/ml.

Standar
(ode: E002
trage 281/

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 Antigen 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 antigen with antigen dilution buffer at 1:99 and mix them thoroughly.
(e.g. Add 10ul concentrated biotin-labeled antigen into 990ul antigen 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

3
3
—~( HRP @ =¥
Streptavadin Ty ( \%j’( TMB Substrate
Biotin | Biotin h T
o
3
7 Immunoglobulin @
///
> > > > Q:P
Target Protein Yellow
» C » 2 » » A
» » » » » » » » > » max 450nm
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 antigen 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%t tube, 2" tube, 3™ tube, 4t" tube, 5t tube,
6t 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 Antigen: Add 100ul biotin-labeled antigen 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 OD450 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.(ng/ml) OoD-1 OD-2 Average Corrected
0 0.069 0.071 0.07 0
7.812 0.115 0.119 0.117 0.047
15.625 0.225 0.231 0.228 0.158
31.25 0.377 0.387 0.382 0.312
62.5 0.607 0.625 0.616 0.546
125 0.893 0.919 0.906 0.836
250 1.489 1.533 1.511 1.441
500 2.145 2.207 2.176 2.106

0D450

0

3
ng/mi

00

500
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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: samples with low, medium and high concentration are tested 20 times on three

different plates.

Item Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean (ng/ml) 15.05 60.59 243.1 15.81 62.21 231.7
Standard deviation 0.82 2.88 9.94 0.76 3.21 11.26
CV(%) 5.46 4.75 4.09 4.83 5.16 4.86
Recovery

Add a certain amount of Anti-NPHS1 into the sample. Calculate the recovery by comparing the measured value
with the expected amount of Anti-NPHS1 in the sample.

Matrix Recovery Range (%) Average (%)
Serum(n=5) 86-100 95
EDTA Plasma(n=5) 90-105 97
Heparin Plasma(n=5) 85-105 94

Linearity

Dilute the sample with a certain amount of Anti-NPHS1 at 1:2, 1:4 and 1:8 to get the recovery range.

Sample 1:2 1:4 1:8
Serum(n=5) 82-98% 81-91% 85-101%
EDTA Plasma(n=5) 84-101% 83-96% 85-105%
Heparin Plasma(n=5) 82-98% 86-95% 94-104%

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

Confirm the required reagent added in each

Incorrect order for adding reagents .
greag step. Also repeat the assay and verify.

Standard curve . . .
. . . . Use the component included in the same kit.
without signal Use components from different kits .
Also repeat the assay and verify.

Forget to add some reagents Verify whether the required reagent is added.

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

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

Poor standard Try to plot the curve by different fitting

Inappropriate curve fitting model

curve models.
The amount of pilot sample is lower Decrease dilution ratio or concentrate the
than the detection range. sample.
The detection target is incompatible Verify the compatibility of sample storage
with the buffer. buffer with the pilot sample.

Samples without

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
during staining.

Increase the dilution ratio of the sample.

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.
reader.

High CV%

Check whether the tube of the washer is

Each well is washed unevenly. smooth

Reagents are not completely mixed. Mix all reagents completely.

Use calibrated pipette and correct pipetting

Inconsistent pipetting method

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

Standards are improperly
Standard curve reconstituted.
with low signal

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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