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BEAR SRR
Fo o TR B T SRR
SHFGH | PERBIAIRE | ELISA SSRBENR | ELSA ST TIEN | TMB S AN
CurveExpertl.4(3
i H#HE)
https://www.fn- https:/./www.fr?- http://www.fn- https://www.fn-
. . test.cn/videos/elisa- | test.cn/knowledge- | test.cn/knowledge-
https://www.fn- test.cn/videos/video- . .
[ 11k . . experiment-how-to- share/tmb-color- share/elisa-
test.cn/downloads/ | of-competitive-elisa- . .
. . hand-wash-plate- rendering-precise- standard-curve-
kit-operation/ . )
operation-video/ control/ draw/

YR
PR A
M FI T 5 B e I 4 P s 5% L 375 R ) KYN
I R Universal SB T VE 64
o ) v ] 46.875-3000pmol/ml R 28.125pmol/ml
IoallINRS 2 /NI (AN 8~ 4 R i v 5 I (1))
L EIR =T ONGE MR Big: souls B soul
5k FEFVERD KYN 2545, 5 H e S0 W 58 R
#4751 R JGERF & 2-8°C(M AR AF), A BN & T hR2E
B REN
KYN

See the instructions in the kit
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A9 R 2

AR BR FH 5 4 ELISA RV, SEIRRTHE 2 /et 300 & b 4R A O RCFLAR L T2 04 KYN . B BSORR VR & A 1 4550
KYN <5 T TREFRIR T KYN, Se4 456 [ 8 2 A A0 P KYN k. M soa#ise % I HRP-HEE
EMZE(SABC), MR SHFRMEFETIMLE, BRAEESY. ARG WEY, A TMB B EAKY), TMB TE
BRI E ALY (HRP) AL T 2IIE €, IR N & ILRE B 83 B . FIBEFMUTE 450 nm # K OD & . 8 A Hh £k 7 FR K
. KRS ODAS0 H 5 FRAE MR AT LUXT, #f @RS A KYN F93RE . B E S oD4s0 H2 B 2k .

&AM BRI R R R R
KA IR, BIRIELE 2-8°C. TSR, RAF2AME W10 R RAE FR:
RS B2 FH% (48T) FA% (96T) FF IR R AR A
Elisa Kil . AR P I TL OB AR S T,
E001 '?a Erﬂﬁ(.ﬁﬁﬁ X o 8 fLx6 7% 8 flx12 % ANTF W, BERAF. WAE 2-8°C fRAF 1
ELISA Microplate(Dismountable) AH: #E-20°C 145 6 N H .
£002 TR T AR - )%
Lyophilized Standard o A P B o A RO 4 A D 2R - Pk
(T 4N TR . AT7E 2-8°C fR/HF
AR R-BiiE FRT D 14MH; fE-20°C /176 1A
E003 13 13

Biotin-labeled Antibody

W4s HRP-BEF R 2 100X

E034 137 60ul 137 120ul
HRP-Streptavidin Conjugate(SABC) )
2-8°C ()

TMB &)Y , .
E024 R 1 Jff 5ml 1 )i 10ml

TMB Substrate

gtk

EOO5 200ul 200ul

Purified water

b R T

E039 1 3% 10ml 1 3 20ml
Sample Dilution Buffer
ERLN 3T X ,
E040 1 3 5ml 1 i 10ml
Antibody Dilution Buffer o
2-8°C
SABC PRl , .
E049 1 9 Sml 1 3 10ml
SABC Dilution Buffer
SN & 1R ,
E026 1 K 5ml 1 3 10ml
Stop Solution
IRAR VLB 25X X .
E038 YL 1 15ml 1 i 30ml
Wash Buffer 25X
E006 78 39k 55k
E007 VLRY 11 14

TR BRI SR O AR R AR CUAR ZE AR T R 22 o 335 050 B VLS S 40 S EDO AR 2 L ) i
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BEFRAX (K 450nm JEE )

37°C fEIRM (R A A co, B 7744)

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

5 25 [ B (0.5-10pL, 5-50pL, 20-200uL, 200-1000uL) Fl 22 3B 18 F% W 8% (R 2% 1 FH B B A ) .
TCB ¥ EP B J— IR PETR 3k

W 7K 4% B IR A

ZB KK

PR KR

AT R E P BRI BRIE, HANAEEE R TR HE IR MR =450

1. 4fassr B

6

ek L iEW, 2-8°C, 2500rpm BSLr Smin, WA AR 77 LG . SEEI AR, sld% — ki) B2 T -80°C
.

HAt AW
2-8°C, 1000xg &5.LoF it 20 708l o Wt B OLRI A TRl Bd% — U B 2 1-80°C R A7 4

FREEEEREN
1. FEMIRERAA &M 2-8°CIRIEMN/NT 5 K, -20°C AN 6 AN H, -80°C AN 2 4, i DAk i [a] N AR 776

Robo URAFIIRRARRACIT , D9 7 > DK (0°C)XTRE il AR, iR 15-25°C /KPRl Rl Ja 8 0 bk 50034,
RS E A

2, %ﬂﬁﬁ%ﬁ@ﬁ%@?ﬁ$$%%%%%%ﬁ@om%ﬁ%*%%%%%&%ﬁﬁﬁ,%ﬁﬁi@ﬁé%%ﬁﬁ%

3. HPTRFEARRER, TESBHE, R USRI A Rk

WA RERER

1. ARG, Fefirinid, PbdasiRM, SRR,

2. WONETTR G, BEFRAONbRAE i (4 ORAE SR AR 225 A R A 5 AP 3R (2B S e Ve & T BE) o IR AR A8 T B AR A7 AN 2
SRR, T HE I KRB AL (A0 E002 VR T ARAE AL ) o

3. TEMATEE - RECKR R, RS, AU R e, DA A s e

4 FIUCHES, NP EBCKEGRE, DIV ERERR L. A T8 PR TR BS QR 5y 08 OB AT R 5

5. KRS, EHRATES L T PSR R e, BEUE SRR AL, B AL T, ORI R

6. ERZHINIINED T, 55208 H A HE G & 0 il s bR I il A T Al &

7. EZEEMH RSk, PUARIE RS X5 G

8. MNFETERL, WML UARS I A REAE AL IR, FEHERR IR T e AR L AR

9. WIETIEFLRM. KOS FESE, BUFP e Rl R s A AR S, 35 i E R A=

Z PR BIHAT .

4126



FineTest®

FE R T R

WES U@ R R AR AR B Z LR R . HEREEALN, R KRR x ZL5):
MaE 2 ff5(1/2): — PR, I 60ul FEMII 60ul FESFREER T, AR S.

MakE 5 f(1/5): — PR, I 24ul FERII 96ul FES R, RAERIRS .

FikE 10 fi5(1/10): —BMRE. HL 12ul FE5IMA 108ul FESFRET, BEIRS.

Mk 20 £7(1/20): — LRk, HL 6ul FESIIAN 114ul FE SRR, BRRIRS.

FBE 50 %5(1/50): — LR, BU 3ul BEM & 47ul A BE 2L K (BN 0.9% &AL 4%) I 100ul BEFFROR T, BEIBS.
Bt 100 15(1/100): — Bk, HX 3ul BESh K 177ul A KN 120ul BERFERR T, BRIES.

MiBE 1000 f5(1/1000): WEMRE, W SEHIRE 50 £ (D R4 A0 P AR BEER K ARR ), THMIRE 20 15 BREIR .

Bt 10000 1%(1/10000): FEMiRE, FISEHERE 100 f5 (LA B84 (6 FI AR BEER K AR RE), FERRRE 100 5. BRHRIR S

Hii B 100000 f5(1/100000): = L Hike, AISGHiRE 50 £, FERRE 20 £ (AT P92 0l FAE B KA RE),  a Mk 100 fif.
R,

EE: SPHENBWENDT 3ul, BEAHAET 100 £f. SPHRBEHRREHS], BEEH.
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R R
HEHT 20 20 MUKAE H B R B, AT R SR (18-25°C) . TR FNEFT 2 AT, 1B A< vk S2 5 T 75 (B AR AR
S Mo b e, T A BEARAR 2% AR ok T 75 4448 8 S AR AE o
1. %m:
FH 22 B Tk B 28K (EFE FRBH 2 A 18MQ B4l 7K ) 30mI R4 BE 5 (48T A 15mI) B Z 750mI(48T N 375ml)IFIE
A BURSEIG T, BUEEIRABE VLSRR A 25 AR IRIR AT, BoRAd A MR 2-8°C.
W BRIRAE IR R TR T Ak, TTRAZE 40°C /KB IR ONFE EA MBI 50°C), HE MK e, RABERH.
el AP B Ei, IF S RERSE, FAARER, W LURAATE 2-8°C, ANl 48 /.

2, FRYEM:
2.1 BETHAMEME T 10000xg &0 1 7058 . F5ic N Zero tube.
2.2, W Aml BERARBEROINNG AR B, REE S, FWEFE 2 2040, L TFTEEBIRERIRES (BN 1mL £ 5
R, §E 12 8, FAIGEREACURES 3-5 #)). 1000xg fIRHE Z.0 1 48, KBREREZEK.
2.3, BRERR: B 7AEPE, 4 BFRICA 1/2. 1/4. 1/8. 1/16. 1/32. 1/64 Hl blank. SGZERFAS EP &4 AN
0.3ml [EFE SRR . B 0.3ml Zero tube ARiEMEIMAS] 1/2 B, MRS . B 0.3ml 1/2 E PR E R E]
1/4 &, RIREG. B 0.3ml 1/4 BARE ISR R 1/8 B, RMSEE, KILEHE. EE Blank EP & (A FE
B ULET, M Zero tube & E| blank £ iX 8 A~ EP & HARHE i 193RI 24 3000pmol/ml, 1500pmol/ml, 750pmol/ml,
375pmol/ml, 187.5pmol/ml, 93.75pmol/ml, 46.875pmol/ml, Opmol/ml.

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

TN N T Yy

Standar
(ode: E002
trage 2-8C

¢
H blank

Zero tube 12 1/4 1/8 17186 1/32 1/64

Prepare standard solutions

E: CERINESERMES, ERET 2-8°C, FHFE 12 PR AR . CRBT KM AR TAERET 2 DA .

3. AEMR-PLIE TIEM:
TAEWSEIHT 30 2280 Pl 47, BURNBLIE, TE &K

3.1, E¥E: 2000xg &0 10480, BIRGEEMR-TIERIEREE K. Waifb/K 70ul, IMANEDERCTIERE R, B2
fRIFIREIG, 1000xg IR B0 1 4350, BT 2-8°C fR47.

3.2 TFEITTR TAEB I RAARR: soul/FLxFLE. (FRififE & th a4 L% 100ul-200ul 1)
3%; PR R % 1/100 I ELBIRMBIR AR AL -Puik, 7R . (W 10ul IRGEAE VIR -PUAR NN 990ul HitAH B
)
4. HRP-#EE AR (SABC) LIEW:
SCIGHT 30 AP N HE LT, BRI, ANE A KT
4.1, VFERTER TAER I SRR 100ul/FLxfLE . (R iFHE % EL S A2 100ul-200ul H5 . )
4.2, 1000xg IHE 0 1 5480, Fkds SABC IE E K.
4.3, H SABC FiBEili% 1/100 HIHLBIFRBEIRAT SABC, Fu/riRA . (WFF 10ul BI¥R4E SABC I 990ul SABC Fi Rl )
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BAEPBE
\,‘:B‘;i‘otin
Detection Ab
4§ 41\ w
(ARP o=/ ¥
Streptavﬁn\?? // j o
‘\ 4 \ ) ( TMB Substrate
/////// \v‘{Béotin &y “&"‘
< & A o
% i %
% p.
3 4/‘ Stop
- Yellow
Amax 450nm
Step1 Step2 Step3 Step4 Step5

BB 1 RIbRAE AR Z BT, BEAR 2 1R

BB 2: [FAHRAL P 50ul bRHE S EAF AL S, SRS SLRTIIA S0ul AP B FRIC IOUIR AR (b BRI Kk ik B T
AHELEMEMD , BRRERGEASORS 1 708, MW EEE, 37°C HEE 45 24

PR : VEI 3 k. BRIKIZIE 1 2l

BB 3. AL 100ul HRP-4E %5 555 A1 2 (SABC) TAE ¥, Wi E7EME, 37°C HEH 30 N4,

M. VIR 5 . BUGRH 1 k.

BB 4: VNN 90ul TMB (R, W AR, 37°C BENEREFTE 10-20 408 (1 H TMB B (RS HESR I 7 1%)
BB S: W s0ul KRB SLEITE 450nm 4L iHL 0DASO 1 I iH5

FEHERIEP TR
MR RE AR, TR ARG . BRI AL S AR i f 2k .
1. WEAEMFL. FRIEERIL, FICRHAME . AN RIRRE, EBCKRERAENEE S L. IFERT, EHB
BB 2 X!
2. InFE: RIAHRFLAEOION soul BRAE S ERAEEIEE B, SRS S RN A AN LA INN 50ul HE &I I AE A R bR AE RS I B4 T
YW, BREGEWHORS) 1204, W EBE, I 37°CHEMNT 45 04F.  CEEBRR MBI KRR, R
] fE o i i RE AR, D

3. WEAR 3 IR: HUNEME, Wk B EEAR N B, AR R ROK AR B9 2-3 K. REALINANBEERZE P 350ul, R
W1 el FEALAWE, EROKE LA 2-3 k. HEMPEHRCPER 3 K.

4. 0 HRP-BEZESEFIE (SABC): [AIEFFLINAN 100ul SABC TAFWR. N5 E7BE, 37°C BN E 30 0bh. (BRI TMB
FUN 37°C 1846 7 17)

5. AR5 IR: HUNEME HeERSGMBER 5 I, THESE LR 3.

6. fNTMB BEJEY): ML 90ul TMB & (Y, N LAEEL, 1 37°C BOLH B E 10-20 8. FTITREAR (X Tk
15min. (VEE: AAEHIBECH] HRP I KIS . B EMRE I R SEPRAe A, RIS (8] ] AR R B AE G, HANRE
M 30 7 ple ARAESL T LB ROSE BB, WA E RN . SR 5 K g e o, RS R I R Tk
T AT U A5 5 T UM S ST 4k

7. MM BE)E, LNBEAR R, FAESLINA S0ul OB Sk bl AL A AR A, ik
TR 5 8 0 TMB.JE 420 149 53 A T

8. ODHMWIE.: SrHIHEFFRA 450nm AbREL OD450 #ffi. U REHIEEROCH A LG FRIR ER K, W#E AN
570nm B, 630nm. & IFi30E A 0D450 fI{E 2 0D570 8% 0D630 ffE . XA )7 2 AT LIRS IE £ 5 A B 5 11 0D 18,
AT 575 B A RS I 45 SR . A SR BRI E 570nm 8% 630nm P, A48 44 0D450 {H. )
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GRIE

1.
2.

(BAEPM: bhttps://www.fn-test.cn/videos/standard-curve-drawing-video-in-elisa-kit/)

HUbR v b FIRE i B2 LK F- 27 0D450 {8 (Al 4 0DA450 s IE B AU -

DLVR B A AR AR, P35 ODAS0 {E AR, AU 7 2 4PL 2 HilAnrE i 2 .t mT 458 FH B AR A B 7 A 1 B A
(tn Thermo FC B! 5 FgA5{X Skanlt RE % fF), B{ Curve Expert 1.3 or 1.4 F L AE (A A 7] W56 0] BL 40 2% T 2048 1) 2 6l bR
S

K FEA R 00450 EAANbRAERTZL, BIVRT TS5 2R AR . Q0 RRE S AR I, U5 3T LA 2 0 B 5 4

N R 7 1 24 ) o A B £ PO 8 B

1.

LR — AR ORBUR IR E, 51— MR 1% 0D450 . REFEMEHE A THEls, BEKT 0.99 R
WAL SR, AR & A8 i 4R o BB A B0 EAE RA .

RO BT S B SR R A o 0T BB A R B S R G R . XA T 0 R 2 A5 B
AHEIE I s TR 2.

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

ek LS5 FE(4PL 31 SPL) I Zk: kR 2, HRT HAhS4, g R RAME, HILFEEEE RNITE.
APL B4R i E B W R, T SPL B TR AREIEOL, B EIE A R T. WRE KA LY, W 4-PL AT 5-PL K
&R TR 45 ELISA B IEARvEdh 45 .
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SER R R AR 2

AT GG i A, FF

GAEF TP RE B SR . (SR IR N 20%-60%, 165 E 4 18°C -25°C. & FTE TMB F4T &
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.(pmol/ml) 0oD-1 0D-2 Average
0 2.131 2.24 2.175
46.875 1.8 1.892 1.837
93.75 1.667 1.752 1.701
187.5 1.355 1.424 1.382
375 1.059 1.113 1.08
750 0.754 0.793 0.77
1500 0.464 0.488 0.473
3000 0.292 0.307 0.298
2%
o ]
0 ]
< 4
(=] ]
(@) d
o —— T T———T—T————T
0.0 550.0 1100.0 1650.0 2200.0 2750.0 3300.0

pmol/ml
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M R
BRI R
DELE P LN

VR BEREAS 43 S TE 7] 1 SRBEFRAR LA 20 WK
R FEREA S BILE 3 bR AR LA 20 X

eS| B A AR5 R R IE1 A2 57 2R A
FEA 1 2 3 1 2 3
HE 20 20 20 20 20 20
F¥){E (pmol/ml) 92.45 380.7 1494 93.19 371.8 1516
bRtk % 4.67 20.18 79.93 4.9 19.63 80.04
AR 5 2 A(%) 5.05 5.3 5.35 5.26 5.28 5.28
[B] e %
B —RE R KYN JIAFEAC R, IF Il T A 5 R b KYN ) B R HEAT LLBOR T S [
R A B YR (%) P25 B (%)
B 7 |3 (n=5) 95-103 100
2tk
KNG G IR KYN ORE S BB RE 2 £5. 4 f5. 8 5 okAGI, 75 Hh IS R E o
B R 1:2 1:4 1:8
YA 7% 13 (n=5) 89-100% 87-100% 83-97%
Rt
AArE R EAE 37°C A 2-8°C HEATRR e s ae, 45 R e e .
B & (n=5) 37°c —1™H 2-8°C A1 H
T EIME (%) 80 95-100

10/ 26




FineTest®

ELISA B¢ MR E 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 ) . R st m] BLS 25 DU g B B R A -

1 AT B HIBIAT
R S BT 7 31 B B 0, T — I A
B i 2 £ 5 T R AL PR B 7 B2 L, TR B A
) HA AR BN
e g | ot T AFIRAIER, SRCETIRE o ok s s, s v
MR | WA Y A R 7 2 24
FEIRE 2 LG T2 R R W N R B R
BRI A2 B R 2 5 A A
RS
B 4 I S B 6 4 D A
BRI L ¢ 25 52 e VO PR L9 T R
5 2 L P S AR R 5
BT 1 S0 ) B B
LA H R PR A S AL R A
AR RA (V) Bk
R R Ry BI04 1A 7
AR FiATRAIE 78 A
MR — 5 s P R A 1 M B R TE T RS T 1
i ST R 24 TR O TR R B R 4
B C R el )7 % (RAT B )
BT B o s PR A 1 M B RO TE T RS T 1
A A R
AR R e R (47 45 AL
i M55 —
- o S, KA
57 5 18 ifﬁﬂﬂgﬁffgggs )R YITE 37°C T
R K TE Fesizite K 97 B 0DASO fi
WAL i 5 OB K
W R i 5 OB K
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VRIS R VEV LT IURC, T TSRS VIR, oAk AL
KBRS %, S i 16 R T 9 52 0 L B OB YT

211 JRUEHUR B PN 2 1k 37 B8

TMB A B L 3R0E T AT RO E

7= B
1. BRI A BRI, AN BEXT BT AT SRR AT A (58 58 04T, A7 Sl BEAFAE — € (K R R RS -
2. AW AL RE B L BR/FEAR T AR R B — S EIE T IEE R, JF AR AT RERS A R R R S E B

3. RN R G UHRA RE . SEIRE FIRH R AR DL I B SEIR AR S R R B DI 0, AR 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, 1 RAE A 2w kR G AR A n], A ZE0R A LA 36 R A 7 s ™ A R A R
5. W TAEE R el UL IS B B AN IER, FRE SRS R, S A 40 D 5 U B A O R B

6. RIAERAF N R ] BEAE S ML LR P AR BRI SR, VORISR E B, & 2| St i g —
HREZ (B

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

8. AWFGE ARG HA ) FK A G A F AR F — B P 8™ s AT 3 e, B UANHERR A0 45 R—A — B ol

9y G UHEWE TR, ke R T RIS W AT e e T 3, 2 WK AR B Lk 7 A B A 5T, TR AN AR AEAE
.
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(For Research Use Only. Not For Use In Diagnostic Procedures!)

FineTest®

KYN (Kynurenine) ELISA Kit

Catalogue No.: EU0188-CM
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
Title of Sample preparation Experimental operation TMB color rendering concentrS:::;c]:;JWnacrzlculatlon
Document guide procedure control CurveExpertl.4(Including
tutorial)
https://www.fn- https://www.fn- https://www.fn- https://www.fn-
test.com/content/uplo . . .
Website ads/2022/06/ELISA- test.com/videos/finetest | test.com/videos/targete | test.com/content/uploads/
. -elisa-kits-operation- d-control-of-tmb- 2019/08/CurveExpert-
Sample-Preparation- uide-competitive/ coloring/ 1.4.zi
Protocol-2022.6.6.pdf g P g 2P
Quick Mark

Product Features

Application For quantitative detection of KYN in Cell culture supernatant
Reactivity Universal Detection Method Competitive
Range 46.875-3000pmol/ml Sensitivity 28.125pmol/ml

Detection Duration

2 hours(excluding balancing and sample preparation)

Samples needed for
single well(Max)

Cell Culture Supernatant: 50ul, cell or tissue lysate: 50ul, Other liquid samples: 50ul

Specificity

Specifically recognize KYN, no obvious cross reaction with other analogues

Storage

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

14 /26
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Principle of the Assay

This kit was based on Competitive-ELISA detection method. The microtiter plate provided in this kit has been
pre-coated with KYN. During the reaction, KYN in the sample or standard competes with a fixed amount of
KYN on the solid phase supporter for sites on the Biotinylated Detection Antibody specific to KYN. Excess
conjugate and unbound sample or standard are washed from the plate, and HRP-Streptavidin (SABC) is
added to each microplate well and incubated. Then TMB substrate solution is added to each well. The
enzyme-substrate reaction is terminated by the addition of a acid solution and the color change is measured
spectrophotometrically at a wavelength of 450nm. The concentration of KYN in the samples is then
determined by comparing the OD of the samples to the standard curve. The concentration of the target
substance was inversely 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

EO01 | ELISA Microplate(Dismountable) 8x6 8x12 month at 2-8°C; Stored for 6 month at -
20°C
E002 Lyophilized Standard 1vial 2vial Put the lyophilized Standard and
Biotin-labeled Antibody (lyophilized) into

Biotin-labeled Antibody ] . a desiccant bag. Stored for 1 month at 2-

E003 . Lvial Lvial 8°C; Stored for 6 month at -20°C
(Lyophilized)
HRP-Streptavidin
E034 Conjugate(SABC, 100X) 60ul 120ul o _
2-8°C (Avoid Direct Light)
E024 TMB Substrate 5ml 10ml
E005 Purified water 200ul 200ul
EO39 Sample Dilution Buffer 10ml 20ml
EO040 Antibody Dilution Buffer 5ml 10ml
2-8°C

E049 SABC Dilution Buffer 5ml 10ml
E026 Stop Solution 5ml 10ml
EO38 Wash Buffer(25X) 15ml 30ml
EOO6 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/5ml pipettor (for manual washing purpose)

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

~ 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. 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.

2. 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.

16 /26



FineTest®

Notes for Samples

1. 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.

2. 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.

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

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 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 24puL sample into 96uL sample diluent and mix gently.
For 10 fold dilution (1/10): One step dilution. Add 12pL sample into 108uL sample diluent and mix gently.
For 20 fold dilution (1/20): One step dilution. Add 6uL sample into 114puL 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 100
puL 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 3puL. 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 3000pmol/ml,
1500pmol/ml, 750pmol/ml, 375pmol/ml, 187.5pmol/ml, 93.75pmol/ml, 46.875pmol/ml, Opmol/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 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. Dissolve: Centrifuge for 1min at 2000xg and bring down the concentrated biotin-labeled antibody to the
bottom of tube. Add 70ul purified water into tube and mix them thoroughly, after the biotin-labeled
antibody is dissolved, please store it at 2-8°C.

3.2. Calculate required total volume of the working solution: 50ul/well x quantity of wells. (It's better to
prepare additional 100ul-200ul.)

3.3. Dilute the biotinylated detection antibody with antibody dilution buffer at 1/100 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 1min 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 1/100 and mix them thoroughly. (e.g. Add
10ul concentrated SABC into 990ul SABC dilution buffer.)

Assay Procedure Summary

Biotin
Detection ﬁl *

Ny /4 Streptavédin 3 ‘/ ) T

4 N < AR Substr:
Wy Biotin I | B

. | % o
V' 4
Z & 4 \ Stop
Target
N Yellow
A max 450nm

Step1 Step2 Step3 Step4 Step5

Stepl: Wash plate 2 times before adding Standard, Sample and Control (blank) wells!

Step2: Add 50ul Standard or Sample into each well. Immediately add 50ul Biotin-labeled Antibody into each
well, gently tap the plate for 1min to ensure thorough mixing then static incubate for 45 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. Wash plate 2 times before adding standard, sample and control (blank) wells!

2. Standards and samples loading: Aliquot 50ul of zero tube, 15t tube, 2" tube, 3" tube, 4t tube into each
standard well. Also add 50ul sample dilution buffer into the control (blank) well. Then, add 50ul pilot
samples into each sample well. Immediately add 50ul Biotin-labeled Antibody Working Solution into each
well, gently tap the plate for 1min to ensure thorough mixing then static incubate for 45 minutes at 37°C.
(Please keep tips or pipettors for adding Biotin-labeled Antibody away from the liquid level.)

3. 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.

4. 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)

5. Wash five times: Remove the cover, and then wash the plate with wash buffer five times. Read washing
method in step 3.

6. 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.)

7. 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.

8. 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.)

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.

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. 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

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.(pmol/ml) OD-1 0OD-2 Average

0 2.131 2.24 2.175
46.875 1.8 1.892 1.837
93.75 1.667 1.752 1.701
187.5 1.355 1.424 1.382

375 1.059 1.113 1.08

750 0.754 0.793 0.77
1500 0.464 0.488 0.473
3000 0.292 0.307 0.298

0D450

Lty e [ e ot ) [ et ) [ e Sy e T e e ) [
0.0 550.0 1100.0 1650.0 2200.0 2750.0 3300.0

pmol/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: 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 (pmol/ml) 92.45 380.7 1494 93.19 371.8 1516
Standard 4.67 20.18 79.93 4.9 19.63 80.04

deviation
CV(%) 5.05 5.3 5.35 5.26 5.28 5.28
Recovery

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

Matrix Recovery Range (%) Average (%)
Cell culture supernatant (n=5) 95-103 100
Linearity
Dilute the sample with a certain amount of KYN at 1:2, 1:4 and 1:8 to get the recovery range.
Matrix 1:2 1:4 1:8
Cell culture supernatant (n=5) 89-100% 87-100% 83-97%

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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