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Before use, thoroughly read these Instructions.

Intended Use
The Mouse IL-18 ELISA Kit is based on sandwich ELISA and is capable of measuring mouse
IL-18.

For Research Use Only. Not for use in diagnostic procedures.

Summary and Explanation
Interleukin 18 (IL-18) is an 18 kDa cytokine which is identified as a costimulatory factor for

production of interferon-y (IFN-y) in response to toxic shock. It shares functional similarities
with IL-12. IL-18 is synthesized as a precursor 24 kDa molecule without a signal peptide and
must be cleaved to produce an active molecule. IL-1 converting enzyme (ICE, caspase-1)
cleaves pro-IL-18 at aspartic acid in the P1 position, producing the mature, bioactive peptide
that is readily released from the cells. It has been reported that IL-18 is produced from Kupffer
cells, activated macrophages, keratinocytes, intestinal epithelial cells, osteoblasts, adrenal cortex
cells and murine diencephalons. IFN-y is produced by activated T and NK cells and plays
critical roles in the defense against microbial pathogens. IFN-y activates macrophages, enhances
NK activity and B cell maturation, proliferation and Ig secretion, induces MHC class I and 1II
antigens expression, and inhibits osteoclast activation.
IL-18 acts on T helper 1-type (Thl) cells, and in combination with IL-12 strongly induces
production of IFN-y by these cells. Pleiotropic effects of IL-18 have also been reported,
including enhancement production of IFN-y and GM-CSF in peripheral blood mononuclear cells,
production of T helper type 1 cytokines, IL-2, GM-CSF and IFN-y in T cells, enhancement of
Fas ligand expression by Thl cells.

“Mouse IL-18 ELISA Kit” is the reagent for measuring mouse IL-18 specifically with high
sensitivity by ELISA.
1 ng/ml of various cytokines, such as mouse IFN-o, IFN-y, IL-18, IL-4, IL-5, IL-6, IL-10, IL-12,
GM-CSF and human IL-18 were not measured by this ELISA. The results were all bellow the
detection limit of 25.0 pg/mL.
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Principle
The Mouse IL-18 ELISA Kit measures Mouse IL-18 by sandwich ELISA. This assay uses two

monoclonal antibodies against two different epitopes of Mouse IL-18. Samples to be measured
or standards are incubated in the microwells coated with anti-Mouse IL-18 monoclonal antibody.
After washing, the peroxidase conjugated anti-Mouse IL-18 monoclonal antibody is added into
the microwells and incubated. After another washing, the substrate reagent is mixed with the
chromogen and allowed to incubate for an additional period of time. An acid solution is added
to each microwell to terminate the enzyme reaction and to stabilize the color development. The
optical density (O.D.) of each microwell is measured at 450 nm using a microplate reader.

The concentration of Mouse IL-18 is calibrated from a dose response curve based on the

reference standards.

Materials provided

Each kit contains:

Name Materials Quantity (for 1 kit)
Microwells mlgrowell strips coated with anti-Mouse IL-18 8-well strip x 12 strips
antibody
Mouse IL-18 calibrator Mouse IL-18 (lyophilized powder) 2 vials

Conjugate reagent

Peroxidase conjugated anti-Mouse 1L-18
antibody (x 101)

0.2 mL x 1 vial

Conjugate diluent

Buffer for diluting Conjugate reagent
(ready-for-use)

24 mL x 1 bottle

Assay diluent

Buffer for diluting samples™* (ready-for-use)

30 mL x 1 bottle

Wash concentrate

Buffer for washing microwells (x 10)

100 mL x 1 bottle

Substrate reagent

TMB/H>0: solution (ready-for-use)

20 mL x 1 bottle

Stop solution

0.5 M H2SO4 (ready-for-use)

20 mL x 1 bottle

* Use the Assay diluent as 0 pg/mL of IL-18 standard.

Storage and Stability

All kit components must be stored at 2-8°C. All reagents are stable for 12 months after

manufacturing when stored at the indicated conditions.

Please see the label on this kit box.
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Materials and equipment required
* Microplate reader (450 nm)

* Automatic plate washer or wash bottle

+ Adjustable micropipette

+ Multichannel micropipette

* 96-well polyvinyl plate

* Microplate holder

* Uncoated microwell strips (for using an automatic plate washer)

- Disposable reagent vessels

- Paper towels

+ Distilled water

Precautions

1.
2.

Allow all the components to come to room temperature (20-25°C) before use.
Microwells that are not immediately required should be returned to the ziplock pouch, which

must be carefully resealed to avoid moisture absorption.

. Fresh samples should be used. Aliquot each sample and store below -20°C if necessary.

Avoid repeated freezing and thawing. Never store the samples at 4°C, as samples might be

affected by storage of this temperature.

. When Wash concentrate is stored at 2-8°C, some precipitation or turbidity may appear.

However it does not affect the reagent efficiency. Allow the Wash concentrate to come to

room temperature and mix to re-dissolve the precipitate.

. Assay diluent contains sodium azide (0.09%) as preservative. Azide may react with copper

or lead in plumbing system to form explosive metal azide. Therefore, always flush with

plenty of water into a drain when disposing materials containing azide.

. Stop solution is 0.5 M sulfuric acid. As it is a corrosive material, protect eyes and skin and

handle with care.

. This kit is intended for research use only. Not for use in diagnostic procedures.
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Procedure

¢ Preparation of Reagents

1. Wash solution
Prepare “Wash solution” by diluting Wash concentrate, 1:10 with distilled water prior to
use. (e.g., add 100 mL of Wash Concentrate to 900 mL of distilled water.) This “Wash

solution” is stable for 2 weeks at 4°C.

2. Conjugate solution
Prepare “Conjugate solution” by diluting the Conjugate reagent, 1:101 with the
Conjugate diluent prior to use. (e.g., add 10 pL of Conjugate reagent to 1,000 puL of
Conjugate diluent.)
* Prepare only a sufficient amount of the “Conjugate solution” for the assay because the diluted
Conjugate reagent is not stable.

* Use disposable new pipette and vessel to avoid contamination of microbe.

3. Standards
Reconstitute “Standards” by dissolving lyophilized Mouse IL-18 calibrator with the Assay
diluent. The volume of Assay diluent, and precise procedures are indicated in the attached
lot specific document “Preparation of Standards”.
* If storage is needed after reconstitution, prepare appropriate aliquots and freeze them below -20°C.

Avoid repeated freezing and thawing.

4. Other reagents are ready for use.
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¢ Preparation of samples
1. Dilution

1) Dilute each sample with Assay Diluent.
e.g. Mouse serum
1:5 with Assay Diluent, e.g. by adding 50 uL of sample to 200 pL of Assay Diluent. Sample
dilution may vary between different specimens. Appropriate sample dilution should be
established by each investigator.
Since Mouse IL-18 calibrator contains FCS, any sample which does not contain serum
component (such as FCS) may result different reactivity from the sample that contains
serum component (e.g. mouse serum, mouse plasma and mouse derived cell culture
supernatant containing FCS). Thus, this kit IS NOT SUITABLE FOR MEASURING
THE SAMPLE WHICH DOES NOT CONTAIN ANY SERUM COMPONENT.

2) Add 150 pL of prepared samples and standards to 96-well polyvinyl plate as the same

order of assay run.

2. Storage
Fresh samples should be used. Aliquot each sample into new plastic tube and store below

-20°C if necessary. Avoid repeated freezing and thawing.

¢ Assay procedure
Duplicate assay is recommended. A standard curve must be run with each assay.
STEP 1. (Sample incubation)

1) Transfer 100 pL of each sample to Mouse IL-18 antibody coated Microwells
simultaneously using multichannel pipette.
*Reaction starts on pipetting to Mouse 1L-18 antibody coated microwell. Pipetting should
be completed as quickly as possible.

2) Cover the plate and incubate for 60 minutes at room temperature (20-25°C).

STEP 2. (Washing)

Aspirate or discard the well contents. Fill the wells with Wash solution and then completely
aspirate or discard the contents. Wash the wells 4 times with Wash solution using washing
bottle. When autowasher is used, wash 4 times.

*Each laboratory is recommended to confirm its own appropriate washing times and set-up.

*Washing buffer should be used at room temperature (20-25°C).
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STEP 3. (Conjugate incubation)

1) Pour Conjugate solution into the vessel. After removing Wash solution remained
completely, pipette 100 uL. of Conjugate solution to each well with multichannel pipette.
*To avoid dry up microwells, the Conjugate solution must be dispensed into the microwells as

soon as remove the Wash solution

2) Cover the plate and incubate for 60 minutes at room temperature (20-25°C).

STEP 4. (Washing)
Wash the wells again following the STEP 2. procedure.

STEP 5. (Substrate incubation)

1) Pour Substrate reagent into the vessel. Add 100 uL of Substrate reagent (ready-for-use)
to each well.

*Substrate reagent should be used at room temperature (20-25°C).

*This vessel should be different from the one which was used for pouring Conjugate solution.

*Use disposable new pipette and vessel, as Substrate reagent is easy to be oxidized by metal
ions and be contaminated by microbes.

*If Substrate reagent is poured into the vessel from the bottle, do not return to the bottle.

*To avoid dry up microwells, the Substrate reagent must be dispensed into the microwells as

soon as remove the Wash solution.
2) Cover the plate and incubate for 30 minutes at room temperature (20-25°C).

STEP 6. (Stopping reaction)
Pour Stop solution (ready-for-use) into the vessel. Add 100 uL of Stop solution to each well

with a multichannel pipette.

¢ Reading
Read the absorbance of each well at 450 nm using a plate reader. If a dual wavelength
plate reader is available, set the test wavelength at 450 nm and the reference at 620 nm.
* Reading should be done within 30 minutes after stopping the reaction.
* Ensure that the back of the plate is clean and dry, and that no air bubbles are present on the surface of

the liquid in the wells before reading.
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¢ Calculation of results
1) Calculate the mean absorbance value of each IL-18 standard.

2) Plot on the semi-log graph paper and construct a calibration curve.
[Absorbance on the vertical axis, concentration (pg/mL) on the horizontal axis]
3) Read the pg/mL corresponding to the absorbance of sample from the standard curve.
Report the IL.-18 concentration of samples by multiplying dilution factor. (e.g., Mouse sera;

)

* If absorbance of sample exceeds the one of the 1,000 pg/mL standard, dilute the sample and

measure again.

¢ Example of standard curve
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Performance Characteristics
¢ Sensitivity

The sensitivity of the assay is 25.0 pg/mL.
The minimum detection limit estimated by serial dilution was 25.0 pg/mL since the mean +

2SD of the 12.5 pg/mL was lower than the mean - 2SD of the 25.0 pg/mL.
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¢ Reproducibility

1. Intra-assay

Intra-assay reproducibility was determined by assaying the sera 8 times.

IL-18 concentrations of the serum samples were calculated as described in calculation of

results in assay procedure.

Sample serum 1| serum 2| serum 3 | serum 4 | serum 5 | serum 6

Number of replicates

8 8 8 8

8

Mean (pg/ml) 3554.4 ] 3285.9 | 2791.7 | 2212.8 | 992.3 | 6253

CV. (%)

2.5 2.0 5.8 5.3

3.8

2. Inter-assay

Inter-assay reproducibility was determined by 5 independent assays.

IL-18 concentrations of the serum samples were calculated as described in “# Calculation

of results”.
Sample serum 1| serum 2 | serum 3 | serum 4 | serum 5
Number of determinations 5 5 5 5 5
Mean (pg/ml)* 3500.2 | 3241.7 | 2557.9 | 2066.8 | 842.6
C.V. (%) 7.4 44 3.8 54 8.5

* From six replicates of each serum sample in five separate assays.

¢ Dilution test

Serum samples were diluted with Assay diluent.

IL-18 concentrations of the serum samples were calculated as described in calculation of

results in assay procedure.
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4 Recovery test
Recombinant mouse IL-18 was added to samples at different concentrations.
IL-18 concentrations of the serum samples were calculated as described in calculation of

results in assay procedure.

serum 1
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 956.0 - -
536.0 1497.3 5413 101.0
960.5 1873.3 917.3 95.5
serum 2
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 742.0 - -
536.0 1279.0 537.0 100.2
960.5 1594.0 852.0 88.7
serum 3
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 1397.3 - -
536.0 1921.8 524.5 97.9
960.5 2213.0 815.8 84.9
serum 4
(A) IL-18 concentration B) (B/A)
Additional rmIL-18* (pg/mL.) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 340.8 - -
536.0 884.5 543.8 101.4
960.5 1278.8 938.0 97.7
* rmIL-18 is abbreviation of recombinant mouse IL-18.
References

1) Okamura H., et al. Nature 378, 88-91 (1995)

2) Ushio S., et al. J. Immunol. 156, 4274-4279 (1996)
3) Micallef M., et al. Eur. J. Immunol. 26, 1647-1651 (1996)

4) Tao D., et al. Cell Immunol. 173, 230-235 (1998)

5) Taniguchi M., et al. J. Immunol. methods 206, 197-113 (1997)
As this product has been used in many researches, these references are a part of such reports.

Please visit our website at https://ruo.mbl.co.jp/.
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LI

A B =A% 18 (IL-18) X, TV R hXT v g v Z7IZBWVWTA ¥ —7 =1y (IFN-y)
PEEZRT IR & LTRSS, & 18kDaD X L /37 ETHY | IL-12 LiREN 7
WA FFo CTWETLIL-18 (X 7T AT F RERTZ 720 24 kDa ORIBEAE & L THE S 1L,
TEMHEARNZ 2 D I3 S D BN & W £ 77, IL-1BEHE%ZR (ICE; IL-1B converting enzyme,
caspase-1) 23 P1 RV a DT AT X T pro-IL-18 Z BT L TIGMED & 5 A 1L-18
ZIED, ZRSMIREA S S E -, IL-18 Z AT HMla s LT, BRI, Sk~ 2
n7y—, 7yNX—flld, F7F YA b MENEMRE, IR, RBIBREMRE, £ L
T U AMMAHE STV ET, IFN-pIXIEHEL T AR, T5HE(E NK Ml X - CTEE S,
MAEMNIRR T E 2 SN DEBOBEICERRERZ R LET IFNylE~ o rn 77—
ZIEPEE U, NKIEPESS B MO L BER L OV g D ERE L, 7 7 A TBLRZ 7 A1
MHC HURAFFE L, BE Motz sl L E 9,

IL-18 (X IL-12 & AHIRAYIC 1 B~ L S—T A8 (Thl) (213725 & | IFN«yPEA 2758 L £, IL-18
WIEZ R 2 WmEN SN TWET, 72E 23, SHREMEZEKIZS 2 IFN-yd L U° GM-CSF 7E
AR B, T MIfRIZKI 95 IL-2, GM-CSF, IFN-y& o> 7= Thl A Ao »PEAFEIER,
Thl MUKIZ%4 5 Fas U B > ROREIBFHEEH 72 & T,

Mouse IL-18 ELISAKit (3 #7252 =t N =7 25T 2 2 DE /) 7 v —F ik E H T~ v
A IL-18 Z#HIET 2RI TT, F7o, AR T, 1 ngmL OREDOMDOYA NI A (TR
IFN-a., IFN-y, IFN-B, IL-4, IL-5, IL-6, IL-10, IL-12, GM-CSF B XUt bk IL-18) (. it
ENFEHA,

HIE SR

Mouse IL-18 ELISAKit (%, #2725t h—T7 %2k T 5 2 D€/ 7 v —F VHik % H -
Y RA v F ELISAIEIC L5 T v U RAIL- B ZMET L% v M TI AT v M OMHIEEL 25.0
pg/mL T,

L~ A IL-18 & 7 u—F APk EBIELTZ~A 2 a vy 712, B FAzFEmML, HiE-
ARG E SEET, Wik, N AX ¥ —BE#RI~ U X IL-18 £/ 7 v —F AHKE IR
ML CROS &, PUR-FURASR AR OEEME TR S E T, BiEtE. 7 h T ATF AU F
Vv LBERLKTE OIRMRR A BRI E LCHINL, BEE (LA S o4 —8) 12X A s
B, RONMEIRE, BOLE (A450) ZRIELT v U A IL-18 M LE T,
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X v MERK
Name Materials Quantity (for 1 kit)
Microwells ml(?rowell strips coated with anti-Mouse IL-18 8-well strip x 12 strips
antibody
Mouse IL-18 calibrator Mouse IL-18 (lyophilized powder) 2 vials

Conjugate reagent

Peroxidase conjugated anti-Mouse IL-18
antibody (x 101)

0.2 mL x 1 vial

Conjugate diluent

Buffer for diluting Conjugate reagent
(ready-for-use)

24 mL x 1 bottle

Assay diluent

Buffer for diluting samples* (ready-for-use)

30 mL x 1 bottle

Wash concentrate

Buffer for washing microwells (x 10)

100 mL x 1 bottle

Substrate reagent

TMB/H,0: solution (ready-for-use)

20 mL x 1 bottle

Stop solution

0.5 M HSO4 (ready-for-use)

20 mL x 1 bottle

* Assay diluent % 0 pg/mL @ IL-18 standard & L CTHHEVT XU,

RIFELED

2-8°CICTRAFL TR &V, AMRITRER 12 7 A TF,
Fv MG TND TSR TS,

BEISb0

~Af 7Tl —hKY—F—
T—bUx v vy —F IR

~ A7 EERyY b

VNVTFTFr v 7a ey b
| KBS~ 27 a7 L—h (K) E=18196 7 =L 7 L— K72 L)
~ Ak FEHMARLE—

FI—D~xA 7l 7 (BEVEHEEE )

U HP—s—
N—N—H F)V
FEHLK
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1.

v N ORERSIEER (20-25°C) IR LTOLBHAL TRV,

2. PURBAE~A 7 0y FIFRREEOVETOT, +HRRICRKLTOLHRELTTIFS,
Fio. HERIIT AV IROTF v v 7 ZHEFEITHO TIRIFL T RS,

3. BIKIZHEE R b OZ VT T &0, RIEERFT 25813, /3T LT-20°C LUF THiE
FLTEEV, £/, HRERAROMED K LITEET TR S0,

4. Wash concentrate |, 2-8°C |[ZfRfF L7 L &, AWEARDOLNLLENH Y T3, HIE
PEREICH I H W £ A, Wash concentrate FiHURE, /0 IR, BB L T BEEH LT
Ty,

5. ARIROMRS O 9 B Assay diluent (21E 0.09%7 PfbF R Y 7 A (NaN)ZFRMLTH Y
F9. B 0.09% TTOTHEDICITZEY LERAN, BRo TARHICASTY | FHIZ
75 L2 B 13K THOIZHEWIR T 72 EDISBRLE LTV, LEPRHIX, EROTFH T
EZITTCFEW, 72, 7T MU v A, EEF CTERIEOT AT Dbz E
T 5 ZERMEINTHET, INUOLOWMEOEKE T2, 7TV M U LEE
A TEBERIE A3 DK THRDNIE L TF S0,

6. ARIEDOHERGHD 95 Stop solution 21, 0.5 M il (H,SOs) ZHWTWET, HEHO
BRCIX 0 EE L TR > TR,

7. ARFREIMEHRIETT, b FOENIZHWEY . ZEOBRICHER LRV TE W,

BRAEE

o RIEDFH

1. Wash solution [¥EK)

Wash concentrate 100 mL Kﬁ?@* 900 mL # 12 TAMN L, “Wash solution” & L E7,
“Wash solution”/% 4°C TIRTE L7256, BLZ 2L ETT,
2. Conjugate solution [fZFRHTIATAMK]
Conjugate diluent 1,000 pL |~ Conjugate reagent 10 pL % /1 2 TR L. “Conjugate solution”
ELET,
“Conjugate solution”| I RZETT DT, LEEOAHFFHMUT L 2ICLTFEN,
*AEMOa L Ix—2a RSO, “Conjugate solution” DFAHLIZILT 4 AR —F 7 LDH L
WER B AL TT IV,
3. Standards

Mouse IL-18 calibrator % Assay diluent CY&fi# L C“Standards” % {EH L %9,

“Standards” DFR VLT v MO IGE [Standards OFHRLGE ] 1IZHE> TRV,

*OIERE 2R E 2 MY 5 72D, “Standards”( IEREELRTICHEAE L TR L TR SV, B#%Z D Mouse
IL-18 calibrator % {R179 2 B%E, /Myt L T-20°C LAF CHBAERIF L TR IV, £/, HERAED
IR LI TR &0,
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4. F DK
FOMORIEKIIETEOEFETHHT I,

* BB

1. KR DY

1) > 7L, Assay diluent ZH W THIRL TF IV,
() Mg ZRET HEECIE. SHEARLUTHEL TR,

(Assay diluent 200 puL (Zxf L, #R{K 50 uL 2002 S AR L ET, )

KB EAREEIIA DY T Lo TR £9, KRR AR RGN RERIHELTFS W,

SMREIIHHE R B OEANTF I, RIEEREFET 25 AL, /3T LT20°C UF THIEREFEL TR E W, F/z,
AR OV 3B LIRS T T &0,

¢Mouse IL-18 calibrator (213 FCS A& ENTWE T, it > T FCS FOMIFMD & & EW 7V, MiEky &8
YT (BliE~ A0, v U AME, FCS B Tofliflaiis LR L) LB o REE R LET, 1o
T, R¥ v MIMERD % & E20Y 0 7V OREICIT LEEA, MiERSEEERV T VEE LS E
DERMITBEME LTHR->TESU,

2) ZBRFHEL L 7= Standards & iK% 150 L o, | IRESHEH~ A 7 0 7 L— MCEBEO T
v A LR UESITHRIML £,

2. BEDFIE

Duplicate TOHIE 2 BHE) ZHEL 3, REBIIPEDTZRIZBWVTTFIN,

STEP 1. (1 RK)

D) 1 RS HE -~ A 7 17" L — NI L7z Standards & ZRFAE L7k %z, ~ L FF ¥
VRV E sy N & W T 100 pL 92 Microwells (25 L £ 57,
* A 7 ady FITREE TN LIRS O RIS E Y 50T, BETEREO 5 517> TF

S,
2) FL— MTHN—=Z0F, =iE (20-25°C) T 1 BEREIFRE G S &£,
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STEP2. (&%)

HFE: SR EE oL, e v 2T, Wash solution 457 = /LIZH7= L, B LD
WHTET, ThE 4EITWET, 20%, TL— FEaR_X— = F e BT R bz
e EDT THRAICHEHRKRAREL TTFEN,

HENE (A7 a7 L — hEHEE) . Wash solution T 4 [7] ¥ES TS\, ZD%k, 7L— b
TR R—=H NI NIRRTl & O CREICE R ZBREL TR I,
XEBVEREE AV A . AT D BB X o CRIETR RN B2 D GARH Y £,

HHNCORMEHR THW D BEEERORBEEH R 2R T o2 L2 B L ET,
* Wash solution (343 (20-25°C) IZE L THEMALTFEL,

STEP3. (2 RK%)

1) ~A 7 v diy 7125572 Wash solution % 52212 FrE L7214, U ' —3—{ZF L 7= Conjugate
solution %~ /L FF ¥ L R/ E~y T 100 L 2% U = /LIZIRIM L E 7,

2) Fb— MTHN=Z0F, =|iE (20-25°C) T 1 FEEFHERG ST £,

STEP 4. (¥&¥)
STEP2.LFIERIC~A 7 ah v &Pt LET,

STEP 5. (BERKR)

1) ~A 7 v Jiy 725> 72 Wash solution % 5242 (CFRZ L 72, Substrate reagent % U #— /3
—ZB L, AT TF ¥ RN ERy T 100 uL 72K 7 = /LIZEIN L 7,

2) T L— MIHR—=EnT, Rl (20-25°C) T30 oMFFEMIG ST E T,
*  Substrate reagent |3 20R (20-25°C) ICEL72#%. HHLTFEW,
* Conjugate & AF17z U H—,3— L Substrate reagent % A712 VI — "—F, LT BIOLOEMAHL

TR&W,
* Substrate reagent [ X% EA A LV BILINCT VO TEY FWIET 4 AR —F T L OHF L
WEEZFBEHL TSN,

FERA A RMAEW IR LI LD FIx—va v ESTED, BERIAND Y P -
Substrate reagent Z %4 EICHT 4 AR—P T LOERy hEFEALTCREN, £/, —FU¥P—
/N—|ZF L7= Substrate reagent |F5IER N ~FEI RN TTF 0,

* A 7l T OMERERET 5729, Substrate reagent D~ A 7 B v T ~OFEIITEER R ER
EHIAT>TF SV,

STEP6. (IGEIL)

Y —_"—{ZF L7z Stop solution % ~/LFF ¥ R/~ T 100 pL §2% 7 = /LITHR
mu. S EELELET,
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¢ BSLEDORIE
HEI LR (A 7 v L— MM mEZEE) I~A 7y Ta22y LT,
450 nm OYOLE (Rl E 620 nm) ZHIE L £,
*IRSCEE DRIEIRSOGE R 30 S LI T2 TRV,
* T L= FOEMITIFNAD RO NTREBEZ RO L IZLTTIV, £7o, WRELZRET AN Y
cVNICRIER N E 2R LTS,

¢ REET M

1) Standards %z % EHIE L TV AHAIITZENENCE O FHEER B LE T,

2) Fxt¥o 77 7 Ak ERE R & Rk L £ 3,
(R IL-18 2 > /"7 B ORRE (pg/mL) . #tHhZWOtEZ L £77, ]

3) Z O A VT BIROWROEEE DOIED DR E 25t B0 | RIED ARG R 2 5 U
IEZRERRE LET,
* RO, B E O 1,000 pg/mL Standard OB 2 12856, HDWVIE, e ER o
B 2 2 7256 12iE, BRIEE S DIEHIRL THIEL TTF IV,

* EHEHIROH]

e o b
= Lh =
T T T

absorbance at 450 nm

=
o
T

1 —

100 1000

S
(=)
=

IL-18 conc. (pg/ml)
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CODE No. 7625

TERE

o RE

Fo/MRIIR L, 25.0 pg/ml T,

Uz ek Mouse IL-18 Z AR L CHIE L7 & X 12.5 pg/mL HIEE D) +2SD 73, 25.0
pg/mL JIEME DY) -2SD I /hs< 720 F LTz,

o BEH

1. [FREERMRER
Mm% 5 B &2 HNT, R S EHELZE 25, FTROBENGONE LT, (BEOHEH
FICEL T, ¢« BEREHOHAZZRLTEIW,)

Sample serum 1] serum 2| serum 3 | serum 4 | serum 5 | serum 6
Number of replicates 8 8 8 8 8 8
Mean (pg/ml) 3554.4 |1 3285.9 | 2791.7 | 2212.8 | 992.3 | 625.3
C.V. (%) 2.5 2.0 5.8 5.3 3.1 3.8
2. HZEHEBMERR

myE 5 #il%z 6 EHIE L-FEHEZ RS, CNEZRERZ2LE2TCSHEMIELZEZA, TED
WEMNMEONE L7, (BEOEHEICELTIL. ¢ BEEHOEAZBBLTTFEW,)
* ZMyEY 7T e ERELE L,

Sample serum 1| serum 2| serum 3 | serum 4 | serum 5
Number of determinations| 5 5 5 5 5
Mean (pg/ml)* 3500.2 | 3241.7 | 2557.9 | 2066.8 | 842.6
CV. (%) 7.4 4.4 3.8 5.4 8.5
¢ ARAR

My% % Assay diluent T 1/1~1/32 IZHRLHAE L7 & 2 A, TEROERNPELNE LT,
(HIERE RIS, BRI BUYE A Fe Uitz DfE T )

5000 ~ |=—%—serum 1
"E'“ _—I—'serumE
E 4000 F | ——serum 3
j —¥—serum 4 |
£ 3000 5
]
e
v 2000
=
x
é 1000
- .
0; | 1 !
1/16 112 1/1
Dilution




CODE No. 7625

o FRANEIERER

1M 4 1% FHV T, BMEIGRER 21T o7& 24, TROFMRMGONE L, (REORHIE

B LTI, ¢« BEEHOEAZZHRLTFE,)

serum 1
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 956.0 - -
536.0 1497.3 5413 101.0
960.5 1873.3 917.3 95.5
serum 2
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 742.0 - -
536.0 1279.0 537.0 100.2
960.5 1594.0 852.0 88.7
serum 3
(A) IL-18 concentration (B) (B/A)
Additional rmIL-18* (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 1397.3 - -
536.0 1921.8 524.5 97.9
960.5 2213.0 815.8 84.9
serum 4
(A) IL-18 concentration B) (B/A)
Additional rmIL-18* (pg/mL.) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 340.8 - -
536.0 884.5 543.8 101.4
960.5 1278.8 938.0 97.7
* thIL-18 & 1%, recombinant Mouse IL-18DHEEET9,
B R

1) Okamura H., et al. Nature 378, 88-91 (1995)

2) Ushio S., et al. J. Immunol. 156, 4274-4279 (1996)
3) Micallef M., et al. Eur. J. Immunol. 26, 1647-1651 (1996)

4) Tao D., et al. Cell Immunol. 173, 230-235 (1998)

5) Taniguchi M., et al. J. Immunol. methods 206, 197-113 (1997)
Z TR D LSMT b ZE O SCHRN T SVET,

TR Web A R A ZET &Y,

B 5T
MBL
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RSt &AW P
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