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[ LBIS Mouse anti-dsDNA ELISA Kit ]

Cat # 637-02691
Please, read this instruction carefully before use.

This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of
Instruction Manual enclosed with the kit!

1. Intended use
LBIS Mouse anti-dsDNA ELISA Kit is a sandwich ELISA system for quantitative measurement of mouse
anti-dsDNA antibody titer. This is intended for research use only.

2. Storage and expiration

When the intact kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown on
the label on the container. Reagents, once opened, should be used as soon as_possible to avoid loss in
optimal assay performance by storage environment.

3. Introduction Q

Autoantibodies against DNA are IgG type or IgM type reacting with natu d stranded DNA (dsDNA),
single-stranded DNA (ssDNA), or both types. In human SLE (syste lupUs, erythematosus), there found
anti-dsDNA-IgG with high incidence. In SLE blood anti-dsDNA titer I%Iated to DNA-anti-DNA complex
and low complement level, and serves as an important marker fo y of the disease.

Experimental model animals with natural incidence of autoi ediseases similar to those in human, and
animals artificially induced inflammation have been use fo’@ation of the mechanism of autoimmune
diseases and also in searching for new drugs. A representati
diseases is MRL/Ipr mouse. As MRL/Ipr shows high THei e of lymph node tumor, nephritis, angiitis, and
arthritis, this animal strain is useful for studies on incidence mechanism of human autoimmune diseases

including rheumatoid arthritis. Autoantibodies %MRL/IW serum are IgG type rheumatoid factor, IgM
-d

odel animal of spontaneous autoimmune

type rheumatoid factor, anti-ssDNA antibodi NA antibodies, and anti-Sm antibody, etc.
This kit enables quantification and comparl type anti-dsDNA autoantibody with a calibration curve
using standard antibody preparation.

4. Assay principle

In FUJIFILM Wako Pure Che on’s LBIS Mouse anti-dsDNA ELISA Kit, standards or samples
are incubated in dsDNA- coat to capture anti-dsDNA antibody. After 2 hours incubation and washing,
HRP (horse radish pero beled anti-mouse 1gG antibody is added, and incubated for 2 hours
together with captured an antlbody After washing, HRP-complex remaining in wells is reacted with a
chromogen (TMB) for s, and reaction is stopped by addition of acidic solution, and absorbance of

yellow product
anti-mouse
dsDNA conce

spectrophotometrically at 450 nm. The absorbance is nearly proportional to
ntiblody titer. The standard curve is prepared by plotting absorbance against standard
he concentrations in unknown samples are determined using this standard curve.

5. Precautions

eFor professional use only, beginners are advised to use this kit under the guidance of experienced person.
In manual operation, proficiency in pipetting technique is recommended.

e\Wear gloves and laboratory coats when handling assay materials.

eDo not drink, eat or smoke in the areas where assays are carried out.

eIn treating assay samples of animal origin, be careful for possible biohazards.

eThis kit contains components of animal origin. These materials should be handled as potentially infectious.

eBe careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes.
Especially be careful for the stop solution. The stop solution and the substrate solution may cause skin/eyes
irritation. In case of contact with these wash skin/eyes thoroughly with water and seek medical attention,
when necessary.

eAvoid contact with the acidic stop solution and chromogen (TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.

e The materials must not be pipetted by mouth.

eResidual samples and used tips should be rinsed in 1 % formalin, 2 % glutaraldehyde, or more than 0.1 %
sodium hypochlorite solution for more than 1 hour, or be treated by an autoclave before disposal.
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eDispose consumable materials and unused contents in accordance with applicable regional/national
regulatory requirements.

eUse clean laboratory glassware.

eln order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed
reagents, never forget to cover the well plate with a plate seal supplied, during incubation.

oELISA can be easily affected by your laboratory environment. Room temperature should be at 20 °C - 25 °C
strictly. Avoid airstream velocity over 0.4 m/sec. (including wind from air conditioner), and humidity less than
30 %.

eDo not use heat-inactivated samples.

eDo not use heparin as anticoagulant.

6. Reagents supplied

Components State Amount
(A) dsDNA-coated 96 well plate Use after washing 96 wells/1 plate
(B) Mouse anti-dsDNA standard Q
(10000 mU/mL)* (derived from mouse) Concentrated. Use after diluti 100 pL/1 vial
*The value is different depending on the lot.
(C) Buffer solution Ready for‘ : 60 mL/1 bottle
(D) HRP-labeled anti-mouse IgG antibody Concentrated. Ug€"afterdilution. 20 pL/1 vial
(E) Chromogen (TMB) Re % 12 mL/1 bottle
(F) Stop solution Be careful! or use. 12 mL/1 bottle
(G) Wash stock solution (10x%) Congentiatedy Use after dilution. | 100 mL/1 bottle
Plate seal - 3 sheets
Instruction Manual - 1 copy

7. Equipments required but not supplie E% a check box
[IDeionized water (or Distilled water). [1Testtubes for preparation of standard solution series.
[IGlassware for dilution of Wash stoc %v Ox)(a graduated cylinder, a bottle). [IPipettes (disposable

tip type). One should be able to deli ecisely, and another for 50-450 L.
[1Syringe-type repeating dispen i

to remove washing buffer re ingyin wells. L1A vortex-type mixer. L1A shaker for 96 well-plate (600 rpm -
1200 rpm). LJAn automatic 96 well-plate (if available), or a wash bottle with a jet nozzle. [JA 96
well-plate reader (450 nm@, 620 nm: 600 nm - 650 nm). [Software for data analysis.

8. Preparation of r nts

kit to room temperature (20°C - 25°C) before use.
tions in appropriate volume for your assay. Do not store the diluted reagents.

[(B) Mouse anti-dsDNA standard (10000 mU/mL)]
Make a serial dilution of original standard solution to prepare each standard solution. Example is shown below.

Volume of standard solution (C) Buffer solution Concentration (mU/mL)

Original solution : 50 pL 450 L 1000

1000 mU/mL solution : 250 pL 250 yL 500
500 mU/mL solution : 250 yL 250 yL 250
250 mU/mL solution : 250 pL 250 yL 125
125 mU/mL solution : 250 pL 250 yL 62.5
62.5 mU/mL solution : 250 pL 250 L 31.3
31.3 mU/mL solution : 250 yL 250 L 15.6

0 (Blank) 250 yL 0
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[(D) HRP-labeled anti-mouse IgG antibody]
Prepare working solution by dilution of (D) with the (C) Buffer solution to 2000x (two-step dilution is
recommended) .

[(G) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10%) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A) dsDNA-coated 96 well plate]
If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate
container and store at 2°C - 8 °C. The strip will be stable until expiration date.
[(B) Mouse anti-dsDNA standard (10000 mU/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.

[(C) Buffer solution] and [(E) Chromogen (TMB)]
If not opened, store at 2°C - 8 °C. It maintains stability until expiration date. Oncelopened, we recommend
using them as soon as possible to avoid influence by environmental conditi

[(D) HRP-labeled anti-mouse 1gG antibody] 0

L 4
Unused working solution (already diluted) should be disposed.

[(F) Stop solution ]
Close the stopper tightly and store at 2°C - 8 °C. It maintains b@il expiration date.

st

[(G) Wash stock solution (10x%)]

The rest of undiluted buffer: if stored tightly closed at 2°C ,ibis stable until expiration date.

Dispose any unused diluted buffer. @

9. Technical tips

eIn manual operation, proficiency in pipetting technique mmended.

eThe reagents are prepared to give accurate results only when used in combination within the same box.
Therefore, do not combine the reagents from ith different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents withyth t have been preserved for some period.

eBe careful to avoid any contamination ssay, samples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

eOptimally, the reagent solutions o
them in a dark place at 2°C -

eTime the reaction from the pipgetti

uld be used immediately after reconstitution. Otherwise, store

f the reagent to the first well.
assay.
be carried out using the buffer solution provided in the kit.

ePrepare a standard curv e
eDilution of the assay sa
eThe chromogen (TMB) sh be almost clear pale yellow before use. It turns blue during reaction, and

gives yellowis ddition of stop solution. Greenish color means incomplete mixing.
eTo avoid d the coated antibody, do not let the plate go dry.
oAs the 96 w module type of 8 wells x 12 strips, each strip can be separated by cutting the cover

sheet with a knifeg/and used independently.

e\When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30%,
seal the well plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step
of incubation.

10. Preparation of samples

This kit is intended to measure anti-mouse dsDNA antibody titer in mouse serum or plasma. The necessary
sample volume for the standard procedure is 5 uL. Collect serum or plasma samples by following the
standard procedure. For obtaining plasma, use anticoagulants except heparin (heparinized plasma is
not appropriate). Do not use inactivated samples. Dilute samples using the kit's buffer so as to be within
the assay range (15.6 mU/mL - 1000 mU/mL). Recommended dilution rates are 51x, 101x and 201x. Dilution
should be carried out with the buffer solution of the kit using small test tubes before assay.
Hemolytic and hyperlipemic samples are not suitable.
* To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis , do
not use them for assay. Abnormal value might be obtained with hemolysis above 160 mg/dL with this kit.
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If presence of interfering substance is suspected, dilute the sample more than 100x for assay, and examine
by dilution test at more than 2 points. Turbid samples or those containing insoluble materials should be
centrifuged before testing to remove any particulate matter.

Storage and stability
Sample is stable at 2°C - 8 °C within a week. If you have to store assay samples for a longer period,
snap-freeze samples and keep them below —35 °C. Avoid repeated freezing and thawing cycles.

11. Assay procedure
Remove the cover sheet of the 96 well plate after bringing up to room temperature.
(1) Wash dsDNA-coated 96 well plate (A) by filling the well with washing buffer and discard 3 times (*®@),
then strike the plate upside-down onto several layers of paper towels to remove residual buffer in the
wells.
(2) Pipette 100 L of standards or diluted samples to the wells designated for each.
(3) Shake the plate gently on a plate shaker (*®).
(4) Stick a plate seal (*@) on the plate and incubate for 2 hours at 20°C - 25 °C.
(5) Discard the reaction mixture and rinse wells as step (1).
(6) Pipette 100 uL of HRP-labelled anti-mouse IgG antibody solution (D) to al d shake as step (3)
(7) Stick a plate seal (*@) on the plate and incubate the plate for 2 hourt at ‘25 °C.

(8) Discard the reaction mixture. Rinse wells as step (1).

(9) Pipette 100 pL of chromogen(TMB) to wells, and shake as step
(10) Stick a plate seal (*@) on the plate and incubate the plate for at 20°C - 25 °C.
(11) Add 100 pL of the stop solution to all wells and shake as ste
(12) Measure the absorbance of each well at 450 nm (refere

plate reader.

*Refer to the page 6 for notes of *@, *@ and *@.

Iength 620 nm*) immediately using a

12. Calculations
(1) Prepare a standard curve using semi-logagithmic or two-way logarithmic section paper by plotting
absorbance* (Y-axis) against anti-dsD c@tion (mU/mL) on X-axis. Physiological or pathological
situation of animals should be jud rehensively taking other examination results into
consideration.
(2) Using the standard curve, read the ¢
the assay value by dilution fac [
some samples is higher tha

samples with the buffer so

or 4 or 5 parameters m log-normal plot in computer calculation. Clinical findings in mouse should
be judged collectively ng clinical manifestation or other test results.

dSDNA concentration of a sample at its absorbance*, and multiply
the assay range is wide enough, in case the absorbance of
ighest standard, please repeat the assay after proper dilution of

1.0

0 14k

Abe {450 -G 20mm

10 1H | CRLRIN]

Arnti=da D AL Timnl)

Mouse anti-dsDNA assay standard curve (an example)
Absorbance may change due to assay situation.
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13. Performance characteristics

eAssay range
The assay range of the kit is 15.6 mU/mL - 1000 mU/mL.

e Specificity
The HRP-labeled anti-mouse IgG antibody of this kit is specific to anti-mouse IgG antibody.
The cross-reactivity with anti-mouse IgM is less than the detection limit.

ePrecision of assay
Within assay variation (N=30), the mean CV was 4.2 %.

eReproducibility
Between assay variation (N=30, 3 days), the mean CV was 4.7 %.

14. References
# A novel assay kits for autoantibodies rate on spontaneous autoimmune model mice.
Kikukawa, T, Kojima, M., and Abe, C. Jap J Inflammation 20: 697-701, 2000

15. Trouble shooting
elLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added. P Q
2)Reagents necessary for coloration such as HRP-labeled anti-mouse

dy or chromogen (TMB)

might not be added.
3)Wrong reagents related to coloration might have been added. Wr tion of HRP-labeled anti-mouse

IgG antibody.
4)Contamination of peroxidase enzyme inhibitor(s).
5)Influence of the temperature under which the kits hadibe ored.

6)Excessive hard washing of the well plate.

7)Addition of chromogen (TMB) soon after taking o refrigerator might cause poor coloration owing

to low temperature.
eBlank OD was higher than that of the Iowest rd concentration (15.6 mU/mL).
Possible explanations:

Improper or inadequate washing. (Chang g frequency from 3 times to 4-6 times at the constant

stroke after the reaction with HRP-la ouse IgG antibody.)
eHigh coefficient of variation (CV)

Possible explanation:

1)Improper or inadequate w

2)Improper mixing of standa

3)Pipetting at irregular ite
oQ-1: Can | divide th

A-1: Yes, cut off t r seal on the plate with cutter along strip. Put the residual plate,

ples.

Summary of assay procedure [J : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.
[1Bring the well-plate and all reagents to 20 °C - 25 °C for 2 hours.

[IWash stock solution (10%) concentrate must be diluted to 10 times by deionized water (or distilled water

that returned to 20°C - 25 °C.
[JStandard solution dilution example:
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Original solution

50 uL 250 pulL 250 L 250 pL 250 pL 250 pL 250 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 plL 250 pL 250 uL 250 uL 250 pl 250 uL 250 pL
Concentration
mU/mL 1000 500 250 125 62.5 31.3 15.6

[J dsDNA-coated 96 well plate Q

0 |Washing 3 times (*@) *®

(] Diluted Samples / Standards ¢ 100 pL

[0 |Shaking (*®), Incubation for 2 hours at 20 °C - 25 °C. (Standin x

0 During incubation, dilute HRP-labeled anti-mouse 1gG antibo 0 2000x% with
buffer (C) of 20 °C - 25 °C. (2-step dilution is recommended.)

[0 |Washing 3 times(*@) *®

[0 HRP-labeled anti-mouse IgG antibody 100 uL

[0 |Shaking (*®), Incubation for 2 hours at 20 °C - tanding (*@))

[J |Washing 3 times (*@) *®
Chromogen (TMB)

- (After dispense, the color turns to blue depending concentration. ) 107l

[0 |Shaking (*®), Incubation for 20 C - 25 °C. (Standing (*@))
Stop solution

- (After dispense, the color turns to §e depending on the concentration.) 107l

] Immediately shake.

0 Measurement of abs 450 nm, Ref 620 nm) immediately using a plate *®)
reader. (Ref. wave ca irt in the back of plate.)

*After dispensing wash b to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guidgline o ng volume: 300 uL/well for an automatic washer and for a pipette if the washing
buffer is y pipette. In case of washing by using 8 channel pipette, sometimes the back ground
tends to be so, change washing frequency from 3 times to 4 - 6 times at the constant stroke after

the reaction with" HRP-labeled anti-mouse IgG antibody.
Standard of plate-washing pressure: 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle’s
diameter.)

*(®Guideline of shaking: 600 rpm - 1200 rpm for 10 seconds x 3 times.

*@Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.

*®600 nm - 650 nm can be used as reference wavelength.

*®After removal of wash buffer, immediately dispense the next reagent.
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Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 1000 mU/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 500 mU/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 250 mU/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 125 mU/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 62.5 mU/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 31.3 mU/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 15.6 mU/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
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Assay worksheet

LBIS Mouse anti-d
[Storage condition]
[Term of validity]
[Cat #]

A ELISA Kit
Store the kit at 2°C - 8 °C (Do not freeze).
Expiration date is indicated on the container.

637-02691

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964
https://www.fujifilm.com/ffwk/en
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COEFEHRRBEIBAVIIZERZL THONEOITENEFT . CERICERL T3y MCEWEESN EERER BAZE (C1ES T
AIEZRML TUEEV ATy MR TTTERICIRANBI5E (RO @ IERARICCHEERTRS VI EoE> MR
CEEEIA |2 R0 ETERCIZEV.

1.4>b05 933>

DNA (X33 2B 2 HAEDI1 T IgG BLU IgM h'eph, KAD_AEE DNA (dsDNA) (CRIET 26D, —ASH
DNA (ssDNA)CRIET 260, TOMAICRIGT 26DNHNET . B MTUFTYM—FTX (SLE)T(EHT dsDNA
IgG AN ER(TAREINET , SLE (CHIF B0 dsDNA HiikiiilZ DNA - 31 DNA E& MM iAiie 648
BAL. IREDSEEN M Z AN DIEIRE O TVET,

t N ERRRE C R REr B AR T DRI N T (CREL2RAES SRR ZFERL CE S KR
FBOWFARIBEFTEDIATNS BiEDHSNTHD, BARAFE I IRRMRIIADZRHFEL TIELMRL/Ipr YIANZELD
KER(ERTNTOLET . MRL/Ipr YIR(FUVN\EIREBLEBICB X, MEBX. BEXRENR0SRICRIEIT D TEME
HRAEIUIRF (RA) DEFIZEDE MO B B REEEBOREMF 2R 2BRET MR O>CVET . MRL/pr ¥
DANMERICHREESNZBEHURICIE 1IgG BUUIIYFEF (RF). IgM BUDIF A )< 971 ssDNA HUiK, i1
dsDNA HUK, HT Sm FAARRENHDET , .

AFyNIHREBIVZMFOD IgG 71 TD dsDNA B EW?MME—EEE}EWW@% 1Ty MAEgIE3IE(CED
BIE R OB R LLEZTTRE(CLIZEDTT,

AFy NEYIZHT dsDNA ﬁ?Mﬁ%iiﬂUE?%T:&)@@%%%EiﬂﬂEiﬁ& (FFRFSDHCIERIEE ),

*EmMDIFRE
o BREEFMEL 4 KRS 20 9 TY,
oYIRMBFR(EMEE (ANXUMIBEIXERS) DHT ds iz BIELET

o HELRIN (FREREEF 5 uL) TRAIERJRETT,
o1 FyNF 96 VI T,
FEMINIAERDENTY

R TOREEBRIATTY . \@
2.3

Ay NIEE R, FIRIRAEHFUREN 0L —MITILERTA>FIR— U ET, 2 BRI/ >Fan—Save
YEEE, RILAFS I —PREETTY DX WIRSNIZHUALESIC 2 BRI/ > FIR— NUET . YoFi%, U1
BRI AT DR R SEET, RIGEEMEOBRORINTELLSN, RIGOBRECE
EEOEMN 450 nm (FIEE 620 n) TLHERITEINET , IR (AT dsDNA FUMEICEFLLHILET . 2

MR (O bfﬂ&ﬁ‘éfﬁ’ijﬂ% HREVERRL . CORBERERN SRANRARDIRENRESNET .
3.FY I\@ﬁ#&ﬁﬁﬂﬂﬂﬂ%

Fyhg2 C UTKIEEW (RAEESRES) o CORIFSRMA T THRYMISMEDIANIVICECBENTBNEA
PR TE T I LEPRRMBETERE(IMEBLBNTIIEV, FAHULRRRECOETFL TR REREBICIDZEZR
(3B BEIREIEN'SD DEERHDEREHRLET,

4FYMNUSHCRERIZE OFTvIUAL
OFERUK (GRERK) iZEARARAHRE OEERARANZA3RE RS F—-E-h—-R) O
FyTZIBRIERY N (EVMETFVIT 5 L ZIEFECERYT(2 I TEZED. KU 50 uL~500 uL ZIEHECERYT¢
SHTEZEM)  OEHDEERYE (5] Eppendorf @ multipette plus) . 100 L 2@ E¥TERH0 OR—
N=AAINEOEIKEDHZED (FREICTL—NIFZIERZERDBRC) O#E#E: (Vortex 447) ON4(40
TU—MREESER (89 600 rpm ~ 1200 rpm) (196 DIV L — MRZGEHE (HNIEFELLY) FGESTE>
096 J1)L L —MNJ—4—(450 + 10 nm . 620 nm : 600 nm~650 nm) OF—%5tERYINIIT
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5.4& e
¥ B R R& 52

(A) dsDNA-coated 96 well plate v

FUEEBIE 96 9T TL— b~ oRRERA 96 wells (8x12)/1 5
(B) Mouse anti-dsDNA standard (10000 mU/mL) * JUg—

ISEFIROR dsDNA STHAS R AR 100 L7 &
(C) Buffer solution
(D) HRP-labeled anti-mouse 1gG antibody oy

B (RIAFS I CREEFTDL 1gG Ft) AR 20 L/t A&
(E) Chromogen (TMB)

FE®R (TMB) ZOFFEA 12mL /1K
(F) Stop solution

BT BB TOFFEA 12mL/1 &K
(G) Wash stock solution (10x) JUg—

SEEEEEE (10%) HIREER 0mL/ 1K
T—h=)b . 3W
EilGRBAE 188

*x OYMIEDEF ENERDFT.

*x 5. CIZOFHIMEM IEH MR LI ERIEERZDTIDIARET o [FARRIER 1EHBZEDITONTIETES
DEFRTHBL T,
SEIVEDEEEY)

*BIECKHBRDTFRELZARL TWZEW (TFE
m ; ERAEHARERL FB
%) & (C) Buffer solution Z{F>TIER#E R REFARLTK

6.:XZDAR
* Fy hOGER(MERRICHI =R (20 C ~ 25 C) (Cﬁb@ 2 BN BETY) o

O Y (V)
[(B) Mouse anti-dsDNA standard (100
(B) Mouse anti-dsDNA standard (10000
1Z&W, FEelE—HITT,

BERROEE uffer solution BE (mU/mL)
BEBRER 5 450 uL 1000
1000 mU/mL ;&% 250 yL 500
500 mU/mL ; 250 pL 250
250 mU/mL 7% 250 uL 125
) 250 pL 62.5
250 yL 31.3
250 pL 15.6

0 (Blank) 250 pl 0

[(D) HRP-labeled anti-mouse IgG antibody]
20 uL 2R DR ECEZ 2 IRMELTVET,
=A% (C) Buffer solution T 2000 f&(CARIRL T2V (2 ERFERIREBBHULEY) .
[(G) Wash stock solution (10x)]
(G) Wash stock solution (10x)ZZ=RIEENTABRIK (FREB/K) T 10 fB(CHIRULTIZEL,
1 : 100 mL @ (G) Wash stock solution (10x)+900 mL OFERIK (REB/K) (96 VI TEERIZIHS)

(REROREMEERFHIE]

(A) dsDNA-coated 96 well plate
KEA (FBHAREZROIRRE TS —)LERIAL TORY) OFREER{EZ Ny AZEHRDSY TS —)V) WIICR
U, ZDFF2 C ~ 8 CTHRIFLVIZZV, BREIBRNEZELZR5FT .

(B) Mouse anti-dsDNA standard (10000 mU/mL)
Fy bR EIUTUER T IREEAIIERICHEELDEDEUAIRARL . AOOFRRIEERICRIBVTES
(CEZULONMDERAD. 2 T ~ 8 CTHRIFLTWIZEV. BMHARRNEZ EMZREET . HIRULBRIEETREE
BICERL. RIFEULBVTLIZE,

10
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(C) Buffer solution B U(E) Chromogen (TMB)
— BB ZERATIREIVBELNDULSHOEZEIDBERCEL. EKDEIERICERERVTES(CEZLOINMD
FA®H. 2 T ~ 8 CTHRIFLTIZZV BIHARRANLZ EHZHRE5FT
(D) HRP-labeled anti-mouse IgG antibody
Fv MR EIL TEA I BRI AR OREIELDEHUATRERRL . SRDOEREE RSBV TES(CEZLOND
ERD, 2 C ~ 8 CTHRIFL T2V BRHRNLEMZIREET , EAFEDDFBIREARIIFEEEL T,
(F) Stop solution
EREDZRFIZGEE. EZULoNDERD. 2 T ~ 8 CTHREFLTKIZEV. BREARRNZE4ZFR5FT,
(G) Wash stock solution (10x)
Wash stock solution (10x)z{R#F 9 255 (& EZ2ULoNDEED. 2 C ~ 8 CTTHRIFELTIZEW BRIHEAREA
BEMHZREET . EREDOBIRNEHFTFRIFEEL TITZE,

7RADRAR
Ay NMIYIAMEF(IMMEZPOHT dsDNA Fririiz A ELE T .
RIRFITEEICUED O TEEEUICISAITET 5h. —35 CLATF THRBREFELUTUZEW, BEURATREITZE
BICARRUFT D ICIBIRL TUZEV, #RDIRL OBRFERLAR(LEH T TEEW,. IELVERNESRBVREIICRDET
oIEENMLUARIE(L. EARULBRVTCEZV,.
oMEEFIC(E. ANV BADEDEERBIEEL,
oIEMMDBRICE NADRMEZ AR D08 F TIZE L, [ﬂl/ﬁﬁbﬁﬁﬁLﬁ ’% )
AJREMENE ZSNE T,
O BMUIARAR PSR BRI R EEORLEIRE ERDF T DTEHF T \
XIMBREDDOHE (SIEE-iFME) &HHIT3RICRREDRDIE E) -BIhSMESIEREESR
EDREERBIIZFSHHDETOTREIERLBRNT (7.'.3!,\ . a3 160 mg/dL L ET
HENBNFT,
o ADRUNBY D DIRINLIR O BEE TREZAIEC
o BIEREE (156~1000 mUML) (CABS, F91D (C) Buffer so
& 201 8T, 1 FIRT DIBA 3o Ut e
IHEMBEDFENTEDUMRIRT. B—1RIKRCHNT,
NA_EOHBIRETHIREIRIEZETRL TUZE,

URGOBRENLRESE]
RIS T CICET B 1 ﬁﬁeﬁum(&(g 2 C ~ 8 CTHRELTIR, 3. ERICRETS
s

AERCHEEEZSZD

Aok T2\, FBIRDEZ L. 5115 101
ulion THRIRUAEIDUSSH TTEEL,
A EOFBIRTRHEL TS, Fe BRD 2R 1>

Hald. —35 CUUT CORGREZHERL DOFATRIFARFERREL TR,

8. MITEIRIFE
FFRFRIaBRICR(CE S D552

BEEL. 3 @R (* D) LET, 201, R—/(—FAILRED L TTL— e
DU RERDIREET,

(2) T () BRE Pt R Az = 1)L 100 ML IOELET,

(3) XAU07L— iR AVTIER (x@ UET,

(4) TU—b—WzBED, )R (20 °C ~ 25 °C) T2 BFRERE (x Q) LET.

(5) RIS T8 . RICREE TRERZZITIVSEEL., 3E5ES (x ©) ULET, Z20E. R-N—FAINRBED LT

TU— MeiP&cUMRCINEDF B LU TR IR B DBRE £ 9,
(6) BUTIUAES (RIVAFIA—THEEHINIR 1IgG Hi4K) % 100 pL I2535EL. X107 — MRESEFRE
ZRAVWTIEH (*@) bi@”o
) FL—b3—)LERED, =B (20 C ~ 25 °C) T2 B5fE%E (x Q) LET.
(8) RIGHRT#. RIGREIE TR REZITIVISERL 3 BIESE(* Q)UET . Z0DE. R—/N\—IANREODLETTL
— NEEEICU, BKINEDIFBISCU TN SIERZENDBREET
9) FUDIICRERZ 100 yL ID95EL. X107 — MRESEIREEAVWTIER: (x Q@) LET.
10) FL—h—)L&BED, Z=B(20 °C ~ 25 C)T 20 DREEE (x?) LFT.
1) BIDUIRISMELERZ 100 uL 92535 0. RERISZEFEIELET,
12) #B# (x Q@) &, B5IR1707L— MEDYEHESTT 450 nm (BKRE 620 nm) TORSEEREATELET,
i E(L 600 nm~650 nm DB C/ERTEXY,
(*x D) (*x @) (xQ) BIEFIERE (14 R—2) #ISIRJZELN,
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LBIS Mouse anti-dsDNA ELISA Kit

9.518
(AES(CRERIRZIERRUE T . T8 EAL X 2R EEREE (mU/mL). Y BEIsEORERIRT 5%

YERRLTCIZE W,
(FLEHIRLD. MIRIRAROEIEE (I IETDIRE (MU/mL) ZF5HEDF T . s BOORE(ARFRIREZRD

BIEMBELET,
* MRARDIRSEEEMEERGEIRE LDIMIEIBE(L (C) Buffer solution (C CEEEER(CGRASRL BRESRITER ML RS

Lo
* —BEREEORETROBEEEDIRIKE (C) Buffer solution (COBSERIGAKNUBEAE I L2HE

HELET,

*EBAIET(E, 3RZBIARE(F 4 F2(E 5 NSA-F-DfEAZEBHELFTT .

* A4y MOBITEMB(L. NOZIRIARDHT dsDNA Uikl ZEE L EHIEETHD. B—IEE Ot +v M ERLT
fhtEER CORIEMEELEER T B LITROIEUETY . YIRADERPRFT R (SERARAEIR P OIREFER A EZHE SR

UL TITSBNRETT,
JSIEERIEHITY (FRER, AIEBSCLEBLED) .

X
&

10 10C 1000
Anti-dsDNA[mMUmmI]

10. ¥y bODIERE x@

oAl TEETFH
171 dsDNA FiiA{fi% 15.6 mU/mL Q ImL OEEFE TR ETEEY,
oI

O ELISA R TERZN TV SR DAIGG (U THFEMN T, YIR IgM EDRZZEH (FARBRRELT
TY,
oiBEER (YA AAZE)) 0 ) 19 C.VAEF 4.2 %
0

Abs (450nm-620nm)

0.01

o FBIRMER (7\yt4FEﬁ% &K, 3 BfE) ) CVABIZ 4.7 %
11.2%E@
NIE Vol.20 er2000 ZZSBBZE0,
12.:550> Q&A
e INTDOITIL Iya\GEA
FHRELTEZSNDE

VERERPRED AT,
2R BEICEET HEERD AN,
R E(CEHET HMFETROMDEZ P HIRARAR,
4RIVAFS A —CEEZRPAERIDIRA .
SFYMREREDFE (REULHS)
6)JL — hDIBRITEF
7V FEERODREMEN O,
o/ MEERKERE (15.6 mU/mL) @ OD 1ELDTS>7 OD BN E<BS,
JREELTEZANDE
PENES . RNEETHOR,
(RIVAFS - CHEETURC RIS OFEREE 3 EZFEURET 4 El~6 EICEPU TR, )
o ZENMFRE(CV)NAEL
JRRELTEZSNSIL
1)FFENAES, Re2THok.
WFEMPERME. FTLAREOIBIFNIRFED THO (RFEARARDIEBIFIFEDTATOTZEL)
3)ERYTATRIEN—TE TR BN,
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LBIS Mouse anti-dsDNA ELISA Kit

eQ-1: FYMIDEILTERTBENTEFIN ?
A-1: TEFI., TL—MNIBWBNEERRS — )L X N TORICZ>THYA—RRETHINBEL TTERIEE W, AL
RO — NI =) 2B IRRE TRBUEICRE L TS,
0Q-2 : TL— BB UIBITILORISRAADN A TVELIEMMEI T H ?
A-2 : HEFCIREFRERNTIEL THNET .
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LBIS Mouse anti-dsDNA ELISA Kit

GAEFIEMELFIYVIVAN
W EURER IS Z — 5L TR AIESRAF. AIE A A R RIEIRF 21T O TI&,
O 9D —b SBEEETDCER (20 C ~ 25 C) ([CRLTLZEW, FRIEICIT 2 BB E
[0 (G) Wash stock solution (10x) OFR : ER(LSNTAEEIKT. 10 F(CHIRL TUZEL,
[0 (B) Mouse anti-dsDNA standard (10000 mU/mL) : ZR{t&Nfz (C) Buffer solution T. FHFRL TZELN,

AR
50 uL 250 L 250 uL 250 L 250 pL 250 uL 250 L
EER EER BER EEE RENR RENR EENR
450 L 250 uL 250 L 250 ul 250 uL 250 uL 250 pL

1 Q
mU/mL 1000 500 250 125 62.5 1.3 15.6

HEREE
BIFEEIEFRTCREEER @

O HURE#E(E 96 DL T —h
O 5% 3E (RERRER. B5ORORED ) @ * O
O FBIRREFLIRE () B8R 100 uL
O [#8#. =R((20 C ~ 25 C). 2 BRI, & *xQ*xQ
(D) HRP-labeled anti-mouse IgG antifjody %
O =R{EE&Nfc (C) Buffer solution T. 2000¢&(SBARL TIZEL,
AIRBEROARIE—RISHPICITD SRz OBHLET .
O 53 E  (FEERBREE. EEIE) * O
O ZiE (RILAFSH—EEEmY VX 1gG 1K) 100 pL
O EE. IR0 C @g ! 2 IR, B x@*®
O [FF3E  (FEamp  B5IOROREDF) * O
O FEEI( TMB H'ZB{EETN TV B L2 TR 100 UL
sxelealisecze =
O B =& C ~ 25 C). 20 DRI, FHE *QQ*®
0 RIMELER MELMEICOEIIRER 100 UL
3EE. BECLNBBECES .
O B (B5HEH) *
O BES(RAERE (EKE 450 nm. 8K 620 nm:600 nm~650 nm)
BIRERGTL - NEROBENEZFr>ILET . BEISAIEL TLREW,

(x @) FERZVIIVCIFEE. FOUSD_ET 10 BEEEIRDFEELUE T, 3 EhEGTRRE. R—/—5A) LT —
N (CU TINERRRZ2 TTRICBHRELFT  TERRFREROFRCTIRL OROBRZBES(CFLET . oF
BEERYNTRINTG 20K ERZ(E 300 yL/ITILTY ., J— NERFECEROBEOENB R 5 mU/od~
25 mL/g3r (JXVDRICEDERDEY) TY . BE—RIGEOYIEIOFEFOHFITIVEDIFZSERL TUZEL,

(* @) #BEH#HOEZ(L 600 rpm~1200 rpm-10 F2[H. 3 [El,

(x Q) BIHETRIL— M-I R TEHEL TUEEL,

TU— b= UHRERZRINU T, #EEZ T — MAICL TAEDF TZE W —EFERUETL - N —IUEE
ERULRNTLZE,
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LBIS Mouse anti-dsDNA ELISA Kit
J-93—K (1)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12

A | 1000 mU/mL HRIK 1 &K 9 &R 17 184K 25 1R1K 33

B | 500 mU/mL 1RAK 2 1R 10 1RIK 18 1R{K 26 1R{K 34

C | 250 mU/mL 1RAK 3 1RAK 11 1RAK 19 1RAK 27 1R4K 35

D | 125 mU/mL 1RIK 4 1RAK 12 1RK 20 1R{K 28 1R{K 36

E | 62.5mU/mL 1RIK 5 1RAK 13 1R 21 1RAK 29 1RAK 37

F | 31.3muU/mL 1Rk 6 1RAK 14 1RAK 22 1R4K 30 1R1K 38

G| 15.6 mU/mL R T 1RK 15 1RAK 23 1RAK 31 1RAK 39

H 0 (Blank) 1R 8 1R 16 1RIK 24 1R{K 32 1RIK 40

& CERARICCHESRIEE VAT Loty MR ISEREIE

oELISA JAIFTATERIBICIDFEZZIET  RITEIRIE, BRERICIHZIIOER 1 20 G~ T (ERe L
(FAFIN-FIREE) ZESTU T2, Fe BR (I7120RBEE) : 0.4 \ E 30 %Ki
DIRIE T TOBRIE(FEHT TIZEV, WO%E T, AIFIRFZREUE : 0.4 m/sec U f%zf’g;'_i_/}’ri(ﬁ,@f’i\ﬁ"ltfi

I BIBAICE. RATYIOHBRIGE. L — - ETBEINZ. T Lok
Bl) 1>FIR—IA. FBZFO— L RAEN BRI E 3%, AIES E& LD ES N RRBIES
PHDETOT. EEAEBRIVADETEEL,

o B ATV T TOREBRISHC(E. TTILOEIE. BYIDRA. 5%%@1% SEOERA ISR, BT —

b =LA TER,
IRALEFRICAFEM NSRS SRV SICTVE DI T 1 J1) CHERESBHLET .
o QR TIRIFL TSTEAL,

oFEBR(E 96 T L — NIEAT 2 TIHTEV\EEZ
oM IERIHMEAT ZETIIEETT,

oAy NI ELISA SEDIHERE TURA. Fi3i5E ERCKREW, FAFEEIRECRIES BRI RYF
S REOBIRENEE LA NTERTEE,

I NCATY MBIER(SF L, BREE, 1258 EEIDIFTUZEL,

oS EAIA B (CATIHRUVTUEE N, Aty hOEEN LT, B, 0. B0, HESIBUIBA B S(CKEK
TRACHRVRIZOR2UNBEITL, KRS ERDF L THEZIFTIZE,

o ARFy M2 EREU TUVBIBAT CIXERE PP EYERE UL \TEE L,

IO TERYF I LBV TR %

oy NESMEIRELLEETE Lo
o IRIR(IRERDBIRMEN BB ED &S T = U CERDIRO TIEE W ATy MIBMWIESR D D ES A TVET,

o EFIEHDIRIA, ERUILH
LERIC 1 BRI BRI LK
ARSI fEEE OARE M0,
o MNZAIFENLL TR
o UEEEIFIIC

c(3A— ML —TRERLIBL TREEL TV, MRV RERDE
B DED(CAE>THEZEL T,

VTS,

HD%EEEACEEL,
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LBIS Mouse anti-dsDNA ELISA Kit

Q
.\Q

CRIES]

(FrE]

CAIER] CAIER]

(Oyh&ES] (B5hEARR ]

(&%)

(®m] LEX® $1 dsDNA — YR ELISA Kit
(F05€3—R] 637-02691

(ZREEEREC) LBIS Mouse Anti-dsDNA ELISA Kit
(BEVEEE]

BERFTE 8171 A M EERINSH
APRHHARKEEE=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964

https://www.fujifilm.com/ffwk/ja
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