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CODE No. 7620

Before use, thoroughly read these Instructions.

Intended Use
The Human IL-18 ELISA Kit is based on sandwich ELISA and is capable of
measuring human 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-1f3
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 dendritic cells, activated macrophages,
Kupffer cells, 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 II 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 Thl cytokines, IL-2, GM-CSF and IFN-y in T cells,
enhancement of Fas ligand expression by Th1 cells.

The “Human IL-18 ELISA Kit” is a useful reagent for specifically measuring human
IL-18 with high sensitivity by ELISA.

This Kit does not detect 1 ng/mL of various cytokines, such as human IFN-a, IFN-y,
IL-1B, IL-4, IL-5, IL-6, IL-10, IL-12, GM-CSF and murine IL-18. The results were all
bellow the detection limit of 12.5 pg/mL.
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Principle
The Human IL-18 ELISA Kit measures human IL-18 by sandwich ELISA. This assay

uses two monoclonal antibodies against two different epitopes of human IL-18. Samples
to be measured or standards are incubated in the microwells coated with anti-human
IL-18 monoclonal antibody. After washing, the peroxidase conjugated anti-human
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 human 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 m1qrowell strips coated with anti-human IL-18 8-well strip * 12 strips
antibody
Human IL-18 calibrator | human IL-18 (lyophilized powder) 2 vials

Peroxidase conjugated anti-human IL-18

antibody (x 101) 0.2 mL x 1 vial

Conjugate reagent

Buffer for diluting Conjugate reagent

(ready-for-use) 24 mL x 1 bottle

Conjugate diluent

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 % 1 bottle
Stop solution 0.5 M H,SOy4 (ready-for-use) 20 mL % 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.
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Species cross reactivity

Species Human Mouse Rat Monkey

serum, plasma, cell

. | recombinant Not Tested Not Tested™
culture supernatant, urine

Samples

Reactivity + -

* This kit was used in reference 5). (Not tested by MBL)

** This kit was used in reference 9). (Not tested by MBL)

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

l.
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 uL 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 Human 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.

¢ Preparation of samples

1. Sampling
Each laboratory is recommended to establish its own sampling procedure. The
following sampling procedures have been reported.

1) Serum
Blood for measurement of IL-18 was collected in Venoject®-II1 Tube AUTOSEP tube (TERUMO,
Japan; cat# VP-AS109K). The blood was allowed to clot at room temperature for exactly 6010
minutes. Thereafter, the serum was separated by centrifugation twice for 10 minutes at 3,000 rpm

at 4°C, and then transferred to a new plastic test tube.
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2) EDTA Plasma
Blood for measurement of IL-18 was collected in Venoject®-II Tube (TERUMO, Japan; cat#
VP-DKO050K). Within 30 minutes of blood collection, the plasma was separated by centrifugation
twice for 10 minutes at 3,000 rpm at 4°C, and then transferred to a new plastic test tube.

2. Dilution
1) Dilute samples
Dilute each sample 1:5 with Assay diluent.
Example: human serum or EDTA plasma
Adding 50 pL of sample to 200 puL of Assay diluent.
2) Add 150 pL of prepared samples and Standards to 96-well polyvinyl plate as the

same order of assay run.

3. 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) Add 150 pL of prepared samples and Standard to a transient 96-well polyvinyl
plate as the same order of actual assay run. Then, transfer 100 uL of each sample to
Microwells simultaneously using multichannel pipette.

Because the reaction starts on the transfer to the well, this transfer 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)

Manual wash: Aspirate or discard the well contents, then fill each well with Wash
solution using wash bottle. Aspirate or discard the Wash solution in the wells.
Repeat this step another 3 times. Tap the plate on a paper towel to remove any
remaining Wash solution.

Autowasher: Wash 4 times with Wash solution. Tap the plate on a paper towel to
remove any remaining Wash solution.

* Each laboratory is recommended to confirm its own appropriate washing condition.

* Wash solution should be used at room temperature.



CODE No. 7620

STEP 3. (Conjugate incubation)
1) Pour Conjugate solution into the vessel. After removing wash solution completely,
pipette 100 uL of Conjugate solution to each well with a multichannel pipette.

2) Cover the plate and incubate for 60 minutes at room temperature.

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

STEP 5. (Substrate incubation)

1) After the washing, pour Substrate reagent (ready-for-use) into vessel. Add 100 uL
of Substrate reagent to each well.
Because the enzyme reaction starts on the transfer to the well, this transfer should be
completed as quickly as possible. For testing many samples, prepare the Substrate
in a reagent vessel, then pour it into each well using multichannel pipette. This
vessel should be different from the one that was used for pouring Conjugate.
* Substrate reagent should be used at room temperature.
* Use disposable new pipette and vessel, as Substrate reagent is easily oxidized by metal ions

and can be contaminated by microbes.

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

2) Cover the plate and incubate for 30 minutes at room temperature.

STEP 6. (Stopping reaction)
Pour Stop solution (ready-for-use) into the vessel. Add 100 pL 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..

human serum: x5)

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

measure again.

¢ Example of standard curve

¢ Concentration of Human IL-18 in normal human sample
Serum samples from 46 healthy donors were measured with the Human IL-18 ELISA

Kit. The results were as follows. (Calculated as described in “e Calculation of

results”.)
Maximum = 257.8 pg/mL
Minimum = 36.1 pg/mL
Mean = 126.0 pg/mL
SD = 44.5 pg/mL

Mean +3 SD = 259.4 pg/mL
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Performance Characteristics

¢ Sensitivity

The sensitivity of the assay is 12.5 pg/mL.

The minimum detection limit estimated by serial dilution was 12.5 pg/mL since the

mean + 2SD of the 6.25 pg/mL was lower than the mean - 2SD of the 12.5 pg/mL.

¢ 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

“e Calculation of results”.

Sample serum 1 serum?2 | serum3 | serum4 | serumS5
Number of determinations 8 8 8 8 8
Mean (pg/mL) 2765.5 600.7 345.5 136.1 69.7
C.V. (%) 5.03 4.93 10.80 5.61 9.92

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) 2621.1 773.2 615.1 236.4 160.1
C.V. (%) 10.07 8.54 5.21 7.60 6.25

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

Recombinant human IL-18 was added to samples at different concentrations.

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

“# Calculation of results”.

serum 1
(A) IL-18 concentration B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 940.8 - -
684.9 1583.0 642.2 94
1346.9 2179.0 1238.2 92
2354.1 3528.7 2587.9 110
serum 2
(A) IL-18 concentration (B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 868.9 - -
684.9 1418.6 549.8 80
1346.9 2035.9 1167.0 87
2354.1 3431.3 2564.2 109
serum 3
(A) IL-18 concentration (B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 629.3 - -
684.9 1334.7 705.4 103
1346.9 1913.4 1284.1 95
2354.1 3282.3 2653.1 113

* rhIL-18 is abbreviation of recombinant human IL-18.
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¢ Dilution test
Serum samples were diluted with Assay diluent.
Each serum was serially diluted from 1/1 to 1/32 with Assay diluent, then IL-18

concentrations of the serum samples were calculated as described in “# Calculation of
results”.

Related products
7625 Mouse IL-18 ELISA Kit

For more information, please visit our web site https://ruo.mbl.co.jp/.
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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/.

Manufacturer

MEDICAL & BIOLOGICAL LABORATORIES CO., LTD.

URL https://ruo.mbl.co.jp
e-mail support@mbl.co.ip
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X LI
A =A% 18 (IL-18) X, =V RhF T o va v ZilBNWTA ¥ —Txzry
(IFN-y) EEAEZ T 2K 1 & L THRASNT, DT & 18kDa DX L /X7 ETHY | 1L-12
EREREM 7@t A2 FF > TV ET, IL-18 (X3 7T F R A& FR- 72\ 24 kDa DO RIEEA
ELTHMBII, EHAERIC R A IIT0Mr S A2 ERNH Y £3, IL-1pEHEESE (ICE;
IL-1P converting enzyme, caspase-1) 23 Pl AR T a > DT AT F U EETC pro-1L-18 % Y)Wt
L THEMED & 5 AV IL-18 24V | it SvE 3, 1IL-18 ZPEAT L fifin
L LT, ﬁ%%m b~ a7y —U 7o —Hifld, 7 7F /%A b, &N
Fao, BEEMA, BB EMI, £ LT~ w7 ABMARE SN TOWET, IEN«yZiEM T
GURR ﬁﬁmNKm% Lo TREA S, MAEMPFERTH & Z Sh D REEDOEIZE
KipE 2Rl UET, IFNylid~ 7 a7 7 — U 2EME L, NKIEMES B ld o pi#h b 1
TR LW Ig W EMREL, 7 7 AT LY 7 A1 MHC MR8 L, e iR 51k
P L E T,
IL-18 |E IL-12 & AHEAVIZ | B~ L X —T flifd (Th1) (2I%72 6 &  IFNyFEAEZFE L 7,
IL-18 IZIZZHMAHMEN SN THET, 7= 2, HEMEZERIZH T2 IFNyB IO
(»HBFEEW%@% T #2645 IL-2, GM-CSF, IFN-y& W o 72 Thl Y1 b A >
AFHEIER. Thl FIRRIZ K95 Fas U 72 RORBEFEER R LT,
}MmMLMEuwxniﬁﬁéitb THRES D 2MOE ) 7 v —F bR E W T
t M IL-18 ZHIET 2RI T, 7o, ARFETIE, 1 ng/mL DIRE DDA M A > (E
k IFN-a., IFN-y, IFN-B, IL-4, IL-5, IL-6, IL-10, IL-12, GM-CSF 5L U~ 7 A IL-18)
%, RS hvEE A,

AE R

Human IL-18 ELISA Kit (%, B 5=t b =723 2 2fDE /7 v —F L FiikE H
Wizt R4 »F ELISAEIZ L > T, B MIL-1I8 ZW|ET HF v b TT, AF > hOKH
JRFEI 12.5 pg/mL T,

Pt B b IL-18 B/ /7 m—F B EZBAELIc~ A 7 a2, o7 vziinL, #i
JR-PURROGZ S E 3, Pifth, VLA 2 —VE#p e b IL-18 £/ 7 n—F Pk
IR LTRSS, FUR-PUR-ERTUADEEWZ TR ST E T, hidik. 7 FT7AF
N F D LR KE DEIRIR 2 B IR E LTIRINL, BE (A x4 —1E)
IC XIS, ROSEIRE, WL (A450) ZHE LT & MIL-18 2R L £,
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% v hHERR
Name Materials Quantity (for 1 kit)
Microwells mlqrowell strips coated with anti-human IL-18 8-well strip x 12 strips
antibody
Human IL-18 calibrator | human IL-18 (lyophilized powder) 2 vials

Conjugate reagent

Peroxidase conjugated anti-human IL-18

antibody (x 101) 0.2 mL x I 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 % 1 bottle
Substrate reagent TMB/H,O: solution (ready-for-use) 20 mL x 1 bottle
Stop solution 0.5 M H,SOq4 (ready-for-use) 20 mL x 1 bottle

* Assay diluent % 0 pg/mL @ IL-18 standard & L CHHEWV 72X,

RIEL B

2-8°C IZTHRIF L TL 2 &V, A2hEif3 &% 12 » A T,

BiETDHHD

~Af /a7 L—hJ—F—
T — R Uy —FE IR E

~A 7 ey b

YNWVFTF XA TR ERy b

| KGN EEH~ A 7 a7 L— |k (R E=1896 U=/l L— L k)
~A 7wk y THARNVE—

R —=O=A a7 (HEPEEE )

Y i
R—=/)X—HF F )L
R K
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R
fi = <A AR F L
I Mg, M, 8 g, K| VareF o b ENT RIEF
AR 7N +

*

BEHR 5) TARF Y A SN THET, (MBL TIIRRF

O BEBLMR9) TAF y FMEH SN TWET, (MBL TIEARMR

BEEOBEER

1.
2.

X v b OMAAIE IR (20-25°C) IZRLTHBEM L TR,

VR E~A 70ty I3 REZELVWETOT, +RRIZE L TPLOHELTE
SV, F BAERIIT A IROF v v 7 ZHEEICKHO TRIFLTFE,
BARITHE R S O Z W T RS0V, BIEZRGFET 25813, /T LT-200C LLUF Tl
FERFEL T RSV, Eio, HREAIREORR D K LITEET TR S,

Wash concentrate (%, 2-8°C [ZfRfFL7- & &, HEBBOONLILGERH D £33, 3
HPEREIZ AT H W A, Wash concentrate FiHLRF, /0 ICIEfR, &L THrHE
MLTFSV,

AFRIORER L D H B Assay diluent (21F 0.09%7 P{bF U 7 A (NaN3)ZHshI LT
HUET,IREIL0.09% TT DO TEHEMITITZL LETFAN, BRo THRAICASTZY |
FRAE LTSGR THAIZHRWIR T 72 EDIRERAE Z1TV ., RER BT, E
IOFYTEZITTREN, o, 7T MU oL, B CTREEMED T L
T M ERT D ENME SN TVWET, ZNLOWEDOEKRE 2D, 7
T R U LA EEATERRII 0 EOKTHEODIR L TR SV,

AFRIEDOHER AL D 9 B Stop solution (21X, 0.5 M FifiE (H,SO4) ZHWTWET, fif
HOBIEHMEE L TR > TFEW,

ARSI R T, B FOENICHWEZY ZBO BENIZEH L 22V T T W,
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BEE
¢ REDOHRR
1. Wash solution [FEi§E]
Wash concentrate 100 mL (ZF5HIK 900 mL Z 1 2 TAAR L . “Wash solution” & L E 7,
“Wash solution”(% 4°C TIRIFT 2 &, BLZ 2 HRHZETT,

2. Conjugate solution [{ZFRHLIAIEIK]
Conjugate diluent 1,000 uL (Z Conjugate reagent 10 uL Z /1% CT# IR L. “Conjugate
solution” & L ¥,
“Conjugate solution”|XI~NZETT DT, LEEOLERFHUST LI IICLTFIN,
* AEO a2 I x—a &0, “Conjugate solution” DFRFEIZ 1T 4 AKR—H T
NOF L WEGERZHH LTI ZE0,

3. Standards (FHEfEREFZM)
Human IL-18 calibrator % Assay diluent Ti&f# L T “Standards” z /Ef L & 9,
“Standards” D FHHE J71E1LF v MRS OSCE Standards OFFRLTEE ] 126> T2 E W,
* OEREZRE & FEfE Y S 72, “Standards” | XEAFERATIZEM L THEH L T 72V, BfE%
? Human IL-18 calibrator % fR{79 5B, /oif LC-20 °C LUT THGfifRF L TS 72 E
W, ETo, BHERUEOME D IR UITEET T2 a0,

4. Z DRI
FOMORIKIIETEFOEEIMHLIZTE N,

* HREE D BEfH

1. BRI
Mgk Z LN T DFEENL SN D EBEIO LET, BB L LT, Ik
TICHEEIN TV LY TV T OFEELFICHELET,

1) 1fig
T ILEHED Venoject®II Tube AUTOSEP (TERUMO, Japan; cat# VP-AS109K) £RIfL%& % H
W CERRIM 2B L E 97, MR 2 SRIR T 60 43 =10 A [FIEfE L, R S E 9, BRI
TS LT 2 &V, ZD 4°C, 3,000 rpm T 10 23 O30 2 A3 2 AW i & 4 B
LET, MGIFHLWT T AT v VBB L TRIEL T IEE W,

2) EDTA I
7 JLE4ED Venoject®I1 Tube (TERUMO, Japan; cat# VP-DKOSO0K) 1ML % F\ C#Rfik i
AERELET, BRIME. 30 53 LANIZ 4°C, 3,000 rpm T 10 Sy im0 % 2 [B15 2 72\ i
SEASEELE T, MIEITH LW I 2AF v 7 RBBICB L TIREL T &0,
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2. U NVDFHER
1) BRIEDO 7R
7L, Assay diluent & W THARL TR S0,
Bil: & b/
200 puL @ Assay diluent |2 50 uL DA Z N Z ., S{EHRL £,
2) ZBGEHEL L 7= Standards & iK% 150 pL 372 1 IRGHER A~ A 7 0 7 L— MM ERE
DT A LFE LRSI TEHERMLET,

3. RIEDRTF
BARITFRE R L OZ O TTF W, BIEERGFT 2856813, /My LT-200C LLF T
FERF L TRV, F7o, WSRO K LITHRET TR IV,

¢ JIEDFIE
Duplicate TOHE 2 EHE) ZHRLE T, REBIIPEDLZRITBNTIEE W,
STEP 1. (1 RIKXS)
) 1 ST~ A 7 17 L— NMZUEfR L 7= Standards & A RFARL L 7=k %z, ~ 15
F ¥ U FEy k& HWT 100 uL 372 Microwells (2% L £,
oA 7 ady IR ETRIN LR R ORISR E D £ O THREIXEREM O 9 HiZ
fTo TR,
2) FL— MZHNN—ZnF, KL (20-25°C) T 1 BEMFHERGC ST E T,

STEP2. (%)

ML KGRZETE0L, e 2T, Wash solution 2 %7 = /L7 L, [A T
EOICHETEST, ZhE4EITVWET, Z2D%, L — FaRX— /=X L7 BTy
N LTl E O TREAICTERZFREL T 7EI 0,

HEhE (v A4 7 7L — NEHEE) : Wash solution T 4 1] ¥EiF F &V, Tk, 7L
— ha X=X F F e BTN R LT le & D CRRICIHEEFR A RE L T E
W,

* BBV A WSS T 2 BEIESHEIC X o TRETER RIS R D550 H Y
S
& BN COBMEE THWD HEWERRE O RERG R AR T 52 L 2 BEID LET,

* Wash solution (I FTEEICE L THEHAL TRFIW,
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STEP3. (2 R

1) ~A 27 vkl v 728 ->7 Wash solution Z5E&ICfRELEL, VF—"—ZBLE
Conjugate solution =~ /L FF ¥ /Ly T 100 uL 2% 7 = /VITIHIITL £ 7,

2) FL— MCZHNN—ZF, FIRT I REFEKOSSEET,

STEP 4. (PEi%)
STEP2.L AR~ A 7 ah v T2 LET,

STEPS. (BERE)
1) ~A 7 v 7125 > 7= Wash solution % 522k Z: L 7-7%. Substrate reagent % U /' —
N=IZB L, vVTFF ¥ Xy T 100 uL T2/ T = /VITIRIIL £,
2) FL— NMTH/N—Z T, EIR T30 oEES S E T,
* Substrate reagent [XX/ T FHEIRIZRE L2k, FHHLTFSW,
* Conjugate & A{1L72 U ¥ —/N— & Substrate reagent = AL 5 U ¥ — S—{T LT HIOH D
EEALTRFEW,
* Substrate reagent |I&JE A 4N KV EBILINLCT VO T FWIET 4 AR —HF 71
DFLWEREZFEH L TFI W,
*EA A MR LI L o2 I I x = a v ESTED, RER FAnE Y =
—~~ Substrate reagent ZZ T FEIHT 4 AR—F T LOERy hEEHLTFIW, 72,
—J£ Y —/3—|ZF L7z Substrate reagent [TilIEAR N ~RI 2N T RS,

STEP6. (RMZIL)
U H— =2 L7z Stop solution Z~/LFF v R/ EXy T 100l § 2K 7 = /LT
WML, BOGEEILE LET,

& WIEEE DRIE
HEYV DR (v A 7 v 7 b— FEAK: BESERA) [~/ hyTEEy FLT,
R 450 nm OO (AR 620 nm) ZHIE L £,
* ROEEEORIE I SOSME LR 30 2 LANIC T TS IZE 0,
* ZL— hOEMITIHEND RN REEZ RO L D IC LT EI N, £, BOLEAZNE
T HANZ Y = LNICKIER 2N & 2R LT 7S 0,
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CODE No. 7620

¢ BERH

1) Standards % Z HHllE L TV A5 EITIZENENVRIEOEEEEZFH L7,

2) it 77 7 IR R 2 fER L £ 77,
(B IL-18 & > /X7 B ORLE (pg/mL) . HEMICRILEZ &0 £, ]

3) T OEHEAE A T BRIROWROE OSEEIED DR &2 HA Y | IO A IREE R 2
Fe Lo (iE0Y%E 565 ZRERMRE LES,
* IR DU SEEE DS IR O 1,000 pg/mL Standard DWW Z B 2 728546, HDHWVIE, 4

LR OEEEH 2B 2581213, Az SSICHRLUTHAE LTI ZE W,

¢ EIEHBROB]

¢ EF¥AMBORE
I AD LI 46§12 WE L8, FRORRICA Y % Uiz, BEOFHHBNZH LT,
¢ BEBHORESELTEE)

Maximum = 257.8 pg/mL
Minimum = 36.1 pg/mL
Mean = 126.0 pg/mL
SD = 44.5pg/mL
Mean+3 SD = 2594 pg/mL
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PEEE
* RE

MR X, 12.5 pg/mL T,
Uz b human IL-18 Z AR L THIE L7 & &.6.25 pg/mL HIEME DY) +2SD 23,

12.5 pg/mL JIEE DY) -2SD LW /h&s< 72y F LT,

* B
1. [FIRFEEMRER

MyE 5 W& AWT, [ SEREEL- & A, FTEOEENELNE L, (BED
HIEIZBE LT, s BEEHOEAZZRL T ZEW,)

Sample serum 1 serum?2 | serum3 | serum4 | serum5

Number of determinations 8 8 8 8 8

Mean (pg/mL) 2765.5 600.7 345.5 136.1 69.7

C.V. (%) 5.03 4.93 10.80 5.61 9.92
2. AZEHBMRER

iM% 5 Bz 6 EHIE LIz FIMEZ KD,

IHERERZE 2 CSEBEIELZEZA, T
FOFERENEONE LT, (BEOHEHEICEL T, ¢ BEEHOHEAZZRL T EE

V)
Sample serum 1 serum 2 serum 3 serum 4 | serum 5
Number of determinations 5 5 5 5 5
Mean (pg/mL) 2621.1 773.2 615.1 236.4 160.1
C.V. (%) 10.07 8.54 5.21 7.60 6.25

* L MEY T 6 BEHIELE L,
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& BnEIUGRER
M 3 2T, INEINERBR A To7- L 2 A, TROMEENEONE L, (BEOHE
HIEIZBE LT, s BEEHOEAZZRL T ZEW,)

serum 1
(A) IL-18 concentration B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 940.8 - -
684.9 1583.0 642.2 94
1346.9 2179.0 1238.2 92
2354.1 3528.7 2587.9 110
serum 2
(A) IL-18 concentration B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 868.9 - -
684.9 1418.6 549.8 80
1346.9 2035.9 1167.0 87
2354.1 3431.3 2564.2 109
serum 3
(A) IL-18 concentration (B) (B/A)
additional rhIL-18 (pg/mL) observed (pg/mL) recovery (pg/mL) recovery (%)
0.0 629.3 - -
684.9 1334.7 705.4 103
1346.9 1913.4 1284.1 95
2354.1 3282.3 2653.1 113

* rthIL-18 & 1. recombinant human IL-18DI&EL T,
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CODE No. 7620

& HIREER
f.{% % Assay diluent T 1/1~1/32 IZHR LAE L7ZE 2 A, FROBEEIELNE LT,
GRERE BT, MR RS E - U DETYL)

S
7625 Mouse IL-18 ELISA Kit
Z O FEAN TIRAEWeb YA &2 T < &V, https:/rue.mbl.co.jp/
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