)

DONING

= {EAiRAH

B
LEEZEEETRRIIRAR  (Intelli Nuclease ELISA Kit)

Mg
%6T/&

FaHA A &
FAFIERATERNNFAPSERRBNSE

i RIE

AIRAFIRRARFUER A RE, BITRIMIL P RN RRESIE, IMAFEEHE RS, BIANRRT LTS
(HRP)FRCHAR &, LRI E-TR-BIMA A E &), S WRTREINEY TMB 26, TMB S S ULYIESRIE(L
THRARES, RRNZRIEARURREANE R FENREMNERTLEZRIBSEEEAX BEITNE
450nmiR KT MERIE (0D 18) , RIEMT AT B RS EEERES R,

i 5 = 4R Bl

| & i e
KRR 8X127 1
E84554) (100X) 0.15mL 1
BRR 30mL 1
fA=hl 6mL 2
KUK 6mL 1
RIBFHR (10X) 50mL 1
TREBAT 0.5mL 1
HRAE - 4
BEAH - 1

EFEFGREME

1.2~8°CfiE#F121 A

2 FEHEEEARAR

eSS

LB (B450nmiR IS, BINE R WK KRR, TEIRK 5179 450nmA650nm)
2 HFLIRHRS7 28 (400-600rpm)

EiREE

[ )’E%iﬁ?ﬂh5%5%3&&@%6%%&/&&%[1#2&)

4 $Z50uL/well NN LEKIRER
{£50D450nm(8¢450/650nm),
[ $2100ul/well N \FRAE SR A & ) 15minAI5ERL
lmﬁg
¥ <« =:8,500rpm, 60min t < immtw;ﬁ
( FERIE, kg EivTF ) ( $#100uL/wellII\NE &5 )
4 %
¥2300uL/wellIINFEE R, 82 B 15~30s, #300uL/wellIINERR, B E 15~ 305,
AR, MKEIBTF(EE5R) FEERIE, MKEETF(EE5R
¥ %
( $#100ul/welllDNBSEEE YD ) 5> ( FERME, BB BT )
T

=8, 500rpm, 30min
pasilY: 3=
LN ETHEER (18~25°C)0
2 10X RAB SRR AL KR 1:9 AR AR TR,
3.8 100 X BB AW AR RIE 100 EHREER.
4 REENTAESR (1000ng/mL) AHBRHEE20ng/mL. 10ng/mL. 5ng/mL.2.5ng/mL. 1.25ng/mL . 0.63ng/mL .
0.31ng/mL. Ong/mL,

BEAFEBNNT:
SOREE A~

B (g/mb) |  #BR TIRTARINE
A 20 0.98mL 20uL FR4EIRE S
B 10 0.5mL 0.5mL A BK
C 5 0.5mL 0.5mL B A&
D 2.5 0.5mL 0.5mL C A&
E 1.25 0.5mL 0.5mL D &®&R
F 0.63 0.5mL 0.5mL E &k
G 0.31 0.5mL 0.5mL F AR
H 0 0.5mL /

(Rl

L MEBFHERRERPIHFIRRSE, RRIRF A EHSEHKE 2~8°C.

2 R BT AR LA AT, BINFTE R AN A TNEFLNE, ORI EMATEIREIRER 100U, ##78
FLER AR Z100uL,

3. AEMREREME R R2FL , B THRIR (500rpm) REZ60min,

FERE, RKE LT, SFLINFELRR G00ul) , #E15~30s, BERFR, AL LATF, MLESHRS R
SARERFLAIEARFLPSFINATIERERNESESY) 100uL, AIRRE R FFL, 258 THRIR (500rpm) & Z30min,
6. F AR, WKL LT, SFLINFH AR (300uL) , 5 E15~30s, BEFEHFR, RKE BT, MBS HRIRS Ko
T SFLIAZ &5 100uL, BERIREMER T, ZREHERFLR Y 30min.

8 EFLIMANL LR 50uL, 15minP#HTHN, IR BT UK F450nmAk (I A XK 450nm/650nm) o

WNERNRBRE

1 B SR, S R AR T K IR URME, H A = AT BRI T3 IR I (E, 18 BIAR A G SR A TR U B LU
SRIREE R A7, BOERRIIRAE R E RN BIRAR IR L. GRS TR IRIRER450nmEE
650nm) o

2. SMEEMS I 2R A TFHENAS AR EMEH HITRABARENITE, S REEDN S A SIS RRR
¥, BEE A E Logistic (4P) LA BERIBRIFIMELE R, FERIBREALRIUBHITH.

16 0 1 e

1. #2HPR:0.06 ng/mL

2.1 MEBR 0.2 ng/mL

3 £ 15EE10.2~20 ng/mL

A NERE HATRRI<10%, HIEATRRK<15%

5. B 80%~120%

6. R M AIAF I E L T InteliIZBRES (5D, 1L AT BB F ELAL™ R L AEAXEARE RIS, 1B R %5 A AR A= SRR IIAR A
i::E53

FEREDR
1. EEEENNENEREREXREE, MARICE
2 RS R R R FRIRARMR15~30s EBRT, RS HEIFFRERMIMS
3B RFIEARIR TR, I ROS PRI YN NBSATAR LR R ED , e Se IOFEFLEE &6, DR BRI, R
AIFEESE
ERWRBRFRPEER, AT CKBRTHE, FERTLAREERIFRETIIFRE
S HEAFRRE RS INB A (NaN3) , BRSPS SUMEEEY, ERNERE

RARZHF
BEAREARREEZ AR, EB R :marketing@duoningbio.com

LESTEMHRRGBAERLE

SHANGHAI DUONING BIOTECHNOLOGY CO.,LTD.
E2i%:021-64340155 H#B#E: marketing@duoningbio.com
W4k - www.duoningbio.com

ik BEHASIX R5aE815255 AN AHH300E




Protocol Booklet for Intelli Nuclease ELISA Kit

Product Name

Intelli Nuclease ELISA Kit
Specification

96T/kit

Intended Purpose

The kit is for quantitative detection of the content of omnipotent nuclease in samples.
Principle of Test

The kit is designed on the basis of double antibody sandwich principle. The wells of its ELISA plate are coated
with anti-omnipotent nuclease antibody. Upon adding the samples for inoculation and washing, adding
horseradish peroxidase (HRP)-labeled antibody for inoculation, antibody-antigen-enzyme-labeled antibody
complex is formed. After thorough washing, the substrate TMB is added to develop color which converts to
blue under the catalysis of peroxidase, and finally converts to yellow by acid termination. The depth of color
is positively correlated with the content of omnipotent nuclease in the sample. The absorbance (OD value) is
measured with a microplate reader at a wavelength of 450 nm, and the concentration of omnipotent

nuclease in the sample is calculated according to the calibration curve.

Composition of kit

[ name specification NO.
Pre-coated Microplate 8Xx12 wells 1
Enzyme conjugate (100X) 0.15mL 1
Diluent 30mL 1
Chromogenic solution 6mL 2
Stop solution 6mL 1
Concentrated wash buffer (10X) 50mL 1
Concentrated standard 0.5mL 1
Plate sealer - 4sheets
Protocol booklet - lcopy

Storage Condition and Stability
1.Store at 2~8°C for 12 months.
2.Please use up within 6 weeks after unpacking.

Instruments Required

1.Microplate reader (with filter at 450 nm, recommended to include dual wavelength detection mode,
with primary and secondary wavelength at 450 nm and 650 nm, respectively).

2.Plate shaker (400-600 rpm).

Flow Chart
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Preparation of Regents

1.Equilibrate the kit to room temperature (18~25°C).

2.Dilute 10X concentrated wash buffer with purified water at a volume ratio of 1:9 to obtain the wash
working solution.

3.Dilute the 100X enzyme conjugate 100-fold with diluent before use.

4.Dilute the concentrated standard (1000 ng/mL) with diluent to 20 ng/mL, 10 ng/mL, 5 ng/mL, 2.5 ng/mL,
1.25ng/mL, 0.63 ng/mL, 0.31 ng/mL, 0 ng/mL.

The recommended dilution method is as follows

Final conc. Dilution method
NO. (ng/mL) | Diluent Spike amount of working standard

A 20 0.98mL 20 pL concentrated standard

B 10 0.5mL 0.5 mL A solution

C 5 0.5mL 0.5 mL B solution

D 2.5 0.5mL 0.5mL C solution

E 1.25 . 0.5mL 0.5 mL D solution

F 0.63 0.5mL 0.5 mL E solution

G 0.31 0.5mL 0.5 mL F solution

H 0 0.5mL /

Assay Procedures

1.Remove the desired strips from the aluminum foil bag equilibrated at room temperature, and seal the remaining strips in a Ziplock
bag and put them back at 2-8°C.

2.Set the standard wells and sample wells. It is recommended that all standards and samples to be tested in double wells. Add 100 uL
of standard at difference concentration to each standard well, and add 100 pL of sample to be tested to the sample wells.

3.Seal the reaction wells with the pleat sealer, and shake the plate (at 500 rpm) for 60min at room temperature.

4.Discard the liquid, pat dry on absorbent paper, fill each well with wash buffer (300 pL), let stand for 15~30s, shake off the wash
buffer, pat dry on absorbent paper, and repeat the plate washing 5 times.

5.Add 100 pL of emzyme conjugate at working concentration to each standard well and sample well, seal the reaction wells with the
plate sealer, and shake the plate (at 500 rpm) for 30min at room temperature.

6.Discard the liquid, pat dry on absorbent paper, fill each well with wash buffer (300 pL), let stand for 15~30s, shake off the wash
buffer, pat dry on absorbent paper, and repeat the plate washing 5 times.

7.Add 100 pL of chromogenic solution to each well, seal the reaction wells with the plate sealer, and let stand at room temperature for
30min away from light.

8.Add 50 pL of stop solution to each well for detection within 15min, and set the wavelength of the microplate reader at 450nm (dual

wavelength 450 nm/650 nm is recommended).

Interpretation of Test Results

1.The calibrated OD values of standard and samples are calculated by take the average optical density (OD) values of standard, blank
control and samples, and subtracting the average OD values of the blank control. A calibration curve is plotted with the
concentration of the standard as the abscissa and the OD value of calibrated standard as the ordinate. (The OD value in the dual
wavelength detection mode is 450nm minus 650nm.)

2.Avariety of graphing and statistical software are available to aid in the development of calibration curves and the calculation of
unknown sample concentration. The cubic curve fitting method usually has a satisfactory fitting effect, and other methods such as
Logistic (4P) may also achieve such a result. Therefore, applicable method needs to be analyzed according to the specific

experimental data.
Test Performance

1.LOD: 0.06 ng/mL

2.LLOD: 0.2 ng/mL

3.Linearity range: 0.2~20 ng/mL

4.Precision: Intra-run CV <10%, inter-run CV<15%

5.Recovery: 80%~120%

6.Specificity: The kit is used with Duoning Intelli Nuclease. It can also be used for detection of omnipotent nuclease from other

manufacturers, but corresponding products should be used to establish a calibration curv

Cautions

1.The color development temperature and time are vital to the experimental results and should be accurately controlled.

2.During the washing process, the reaction plate should be soaked in the wash buffer for 15~30s and then dried to fully wash the
non-specifically absorbed components.

3.All reagents should be shaken well before use. The spiked samples should be added to the bottom of the wells of ELISA plate to
avoid adding them to the upper part of the wall. Be careful not to splash or generate bubbles.

4.If crystals are found in the concentrated wash buffer, incubate in a water bath at 37°C, and then mix and dilute to the working
solution after the crystals are complete dissolved.

5.Sodium azide (NaN3) should not be added to the sample as it may destroy the activity of horseradish peroxidase, resulting in a lower

detection value.

Technical Support

Please contact Duoning Biotechnology for any technical questions and supports at: marketing@duoningbio.com
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