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PRI IL-1B, BESRE, BIIANEMSERIECAENTINHTINERIER, H
RINA-TUR-ENTR REE Y, BEEIIASEFARBIRRIBRS S BT
B, FESERERER EEIA TMB E&fF, EFATEFUINEES, IMAL
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4. RBERARER BZNTA—XMEERYEHEMNZEETRD, NECHA. &
FRBBRNRRTE, BE2EIRINERS;

5. UHASRMULILRDEHRERRR, RE—ERMmE, RMEREE. WRRAMG
LEIRZRR L, EMEMEE, FHEEKRGE;

6. EFSIRIRIREEEITIR(E, MBARHE, BF—ESHRALREIRHAGEHITIRE,
Gt A FIRdE LATREE;

7. AEMSHFITENER, B2ERARbmEKIRANR;
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RN ERRPHRA A
X IR LERE
&R 96T EoE 48T BeE FERM
TR 8 F,x6 % 8 FLx12 £
IO 1 32x100uL 1 37x200uL
100xEEMZEWHAR 1 37 x50uL 13Zx100puL
100xSA-HRP 1 37x50uL 1 3%x100uL
20 RIEMETER 1 #F*15mL 1 #Ex25mL 2-8C
RBEKA 1 #Bx3mL 1 #Ex6mL
TE®KB 1 #R*x3mL 1 #Ex6mL
KIEK 1 #E*x3mL 1 #Ex6mL
20X RABFERIK 1 #E*15mL 1 #E*x25mL
FIHRAR 4 5K 43 -
FEEREAR 1% 119
X BEmRREHYE:
IR s HE
& 450nm 1EERAKAIBSIRY IR 7K 4Rk & fh e
BMEERIRE KB EEFIK
AJiEf 37°C IRV EIRfE IS AE BIRNSIRLFAI EP &

X HPLEREX:

1. MiE: BRETOESBENSMIFAATEEEFHRE 30min LALE, ANEIE 2 /M3, &
& 2-8°C, 2500-3500xg =/ 20min, {FHWE EIE;

2, MIK: NIREIRARIERIGEE EDTA @SBRI E TS, HRERRER 30min H
f£2-8°C, 3000xg B> 15min, {FHAWE LE. FREIEFWNEITNERMK, MEX
B

3. RilR: BELEEWSE, 2-8°C, 2500-3500xg B/(» 10min, {FHKE LB, (RFIIE
RINETUER R, MEXED. BIEXK, NERSEREL T,

4, HpELEFER: WERIAET 2-8°C, 2500-3500xg B/ 20min, FREZENHE
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R, BB,

5. YMBAZMRIR: NLEERRRFEFULSAY PBS(0.01M,pH=7 4)iZ12iE1k, RiSHFEEHESE
£, 2-8°C, 1000xg B 5min [FYIEME,; SFMEETEREEOKE. WERHIE
FIi&RY PBS %% 3R, & 1x10°/MEiEHIAAN 150-200uL PBS R, HEZRE
IRRIEGE A (R T PBS HINAEREEDHR; SSEREEL PBS
HYARR), BHREURT 2-8°C, 10000xg B 10min, HX EiEHGH;

6. (HOHER: ATRSHI PBS(0.01M,pH=7.4)Hi%AER, EREBIK, REFTEER
BIRE, SEIRERVBR SIS RRAY PBS(—RRIR 1:9 FIEEMMALL, than 19 BER
FEERXIAL 9 mL B9 PBS, EAAIRIELINEEESEAE, FHFicR. =T
PBS FINANEBEBIISFNIIANSKEEF, Kk LERDAE, AT H—SRERELRM
i, ILSRRRITREFRIEERRR. REES%RKRT 2- 8°C, 10000xg B
1> 5-10min, BY_EiSHEml;

7. HEEWiRd: 2-8°C, 2500-3500xg B/ 20min, {FHKE L5,

HmIMNR: HRALSER, RN OXR.
HmRTF: FmlERERRICN, ERERITEN, BR—XEREDR, HFT-20T
(1 ™BRE), -80°C(6 MHWIN), ERREFRR.

X RFESTITE

FRRHEFERFIET=REFE 30 DHAA.

RFREEREE: NREFRFRER (20x) BRMAMTH, FE 37CTINAZEERMR
SEGAMR, FIEIEK 120 BB (B0 1mL iREESEEEINN 19mL BIZRIEK).
tNEREE: KFEPNEIVER, ER 7 NRAE, 5 20ng/mL fRER (200uL) 3%
TR —EER 1 xR EEZE 1000pg/mL (fll: 50uL RUFRERE&+950ul RY 1x7%
e, HIE&15%! 1000uL A9 1000pg/mL iRERER) , BEETE 6 M EF2BIIIA 500uL
B9 1xFERER, 1EIX 6 NERIRANHE 1 1000pg/mL TRERMKIR 2 (BELUHEREE 6 ME
&, HECH 7 MNRERTRER, HORJ9: 1000pg/mL. 500pg/mL. 250pg/mL. 125pg/mL .
62.5pg/mL, 31.25pg/mL. 15.625pg/mL, MEREiRERERARHIRE 500uL FrEmR
BT—NAES, BREWITRES, MUIESSERTINERIMEERE (NEFR), 1%
BRI EERRENRER(Opg/mL),
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j B
-y @y @ AW A )
e EPINERKREN T (BRI pg/mL)
STD STD1 STD2 STD3 STD4 STD4 STD6 STD7
20ng/mL 1000 500 250 125 62.5 31.25 15.625

S TIERRBLE: £/ 10 08, 15 100xEWERMUTRT 1000xg O 1 28, BEfE
R 1<FRERE 100xEEMRUTARRR 1 xEMRUATIER, RIEFTEAESA
ECESAER,

FESYITIERECE: (£/3R0 10 0%, 1§ 100xSA-HRP &R T 1000xg B/ 1 5%,
BMEFEFE 1R 100xSA-HRP #&RERL 1xSA-HRP TER, HRiBFIRAEXSHESE
SAEA.

&it: WENERS LB RESTINERRSE, BRELIRENIEREIRIHRRERE

Fratrtm. HFmENSFN
1. BfRER: MAESCIORTREAIFLEL, IR EANERRIRZREERE TIERIRE

L,

2. HAWES: 23000 100uL AEIRENIRERURTNEIRIFIER (BIER
FBRHERROERE 1 S0, BRNERDERN, ZBFAM 1<EF#K), =39
AR, 37°CEERREL1 h, WEELERE, BFLIIA 300uL 1x5RETR, BEESRD 30
0, BFHAERKE LT, LIXfARIER 3X;

3. MAES: SFLIOA 100uL MR TIER, BRERS, = LEEMREE, 37 CHt
KRN 1h, EEERE, EELE 2 PRIBERAINET 4K,

4. BEFRIFE - BFLANA 100uL 1xSA-HRP T/EHR, 2 EEHRARLR, 37 CRBE S/ M 30min,
BEELRE 2 PRELEANEE 4R, EFRAONKE BT,
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5. MBS BREKAMBERK B EE 1 1 WIRIRREISER (RBRE,

FRALLR RO EIERR), BFLIOA 100uL ERFB K, = EEREE, 37 CEt/RiL
15 o§;

6. &IERN: FROBRMNERE, SFUI0A 50uL KIER, BRERMEBIFMGES, 55
£ P FFIASTS R AYBBIRYAE 450nm AbTIIREE.,

X GERANTE

I EINEMIIE RS FLATFY OD [EF AT B LAY OD EFAKRIEE. LURE s
fx, OD [EAMBIR, EMIRE RIS EZ BRI ERZ((FEII AR H AR
{8). BEEARBEMTNSEEE (4-P) MEIGRITENIGREIE R ERL.
£ OD B TivEME LR, NESHERENHA B NRERSRLAEN AR
FREEL

X RBIEE
LITEIRMMZNMEE, LEFRIER RIS HSIREE I IVERZE.

> o N
TR E 1000 500 250 125 625 | 31.25 | 15.625 0
(pg/mL)

OD & 2706 | 1.532 | 0.793 | 0.422 | 0.229 | 0.133 | 0.088 0.04

KRIEOD{HE | 2.666 | 1.492 | 0.753 | 0.382 | 0.189 | 0.093 | 0.048 0

OD Value

0.1

10 100 1000
Standard Conc. (pg/mL)
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BEE

WA, REZRREY<10%,

WRBEE: ER—HiR EESRN=1CAKERIFmR 20 )R, ITHERERZRRE
(CV).

WEBEE: E=RIRF L= CARERIFRD BT 20 XESWN, HERE
RZEFEE (CV).

R E WEEEE
REA 1 2 3 1 2 3
HE 20 20 20 20 20 20
EE (pg/mL) | 31.15 | 62.56 | 124.94 | 31.16 62.57 125
TEE 06 | 151 | 4.11 0.76 1.66 4.1
TWREE (%) 1.93 | 242 | 3.29 2.44 2.66 3.28

Bl
SEMERREARFNEAREN/NG, IL-18, MEKER, SHEKEEEMTSE
e

AR SEE (%) B (%)

[M;&(n=8) 90-103 96

I3 (n=8) 93-102 96
pELEFE Eid(n=8) 99-120 104

R
SHRAIT, ARABIRUREEN 7.81pgimL.
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BERE/NBIL-1BIINERS, EiREHZSEERS

KrsEie, S ENEER FAEIER,

TRIRRTRR2(E, A, 85, 16f3HE]

MiE (n=4) MpEEFAE(n=4)

EWESEE (%) 93-111 95-109
1: 2

FHERER (%) 98 99

EWESEE (%) 99-114 97-111
1: 4

AR (%) 102 105

BT (%) 103-118 101-115
1: 8

AR (%) 109 111

EWESEE (%) 108-120 106-121
1: 16

FHERE (%) 111 120

Sl

ZRFIENERRBIEAR/N IL-18,

HtiBXEBEREE R HIE/ 50ng/mL, FTE

XX R,

R, i REMRERIEEZRY
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Mouse Interleukin 18 (IL-1B) ELISA Kit

Manual
Cat. No.: JYMO0531Mo-T Detection Range: 15.625pg/mL-1000pg/mL
Species: Mouse Storage Temp.: 2-8°C
Format: 96T/48T Shelf Life: 6 months

Intended Use:For the in vitro quantitative detection of Mouse IL-1p in cell culture
supernates, serum, and plasma.

Assay Principle

This kit employs double antibody sandwich ELISA technology: capture antibody is coated on the
microplate to capture IL-1B from samples and standards. After washing, biotin-labeled detection
antibody is added and incubated, followed by washing to form a "capture antibody-antigen-
detection antibody" immune-complex. Subsequently, Streptavidin-Horseradish Peroxidase (SA-
HRP) is added and incubated. After incubation and washing, TMB substrate is added for color
development. If the target analyte is present in the sample, a blue color develops. Stop solution is
then added to terminate the reaction. During the assay, unbound components are washed away. The
Optical Density (OD) is measured at 450 nm using a microplate reader. The intensity of the color
is proportional to the IL-1p concentration in the sample, and the concentration is calculated by plotting a
standard curve.

Precautions

1. This Kit is for research use only. Not for use in diagnostic procedures.

2. After opening the sealed bag containing the pre-coated strips, any unused strips should
be immediately resealed in a ziplock bag with desiccant. To minimize inter-assay
variation, strips can be stored at 2-8<C if the next assay is within 48 hours. For longer
intervals, store at -20<C and re-run the standard curve in the next assay.

3. The Concentrated Wash Buffer, Concentrated Biotinylated Antibody, and Concentrated
HRP Conjugate must be diluted as instructed before use. Prepare these solutions as
needed on the day of use.

4. Itis recommended to mix Substrate Solution A and Substrate Solution B in a disposable
tube first before adding to the wells. Prepare the mixed substrate solution immediately

Mtk RSt X EHTKIE 666 SO LY Bi%: 027-88411411
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before use. The prepared substrate solution should remain colorless until added to the
plate.

5. The Stop Solution provided in this kit is a dilute sulfuric acid solution, which is
corrosive. Handle with care. If contact with skin occurs, wipe off immediately and
rinse thoroughly with water.

6. Operate strictly according to the instructions. If in doubt, please confirm with
technical support before proceeding to avoid waste of samples and time.

7. Do not mix reagents from different lot numbers. Do not use reagents from other sources
or manufacturers.

8. Seal plates, absorbent paper, EP tubes, and pipette tips used during sample addition are
for single use only. Do not reuse.

Kit Components

Component 96T Config 48T Config Csotr?(;?t?gn
Pre-coated Plate 8 wells =6 strips 8 wells <12 strips
Standard 1 vial x 100puL 1 vial x 200uL
100xBiotinylated Ab 1 vial x 50uL 1 vial x 100puL
100x<SA-HRP 1 vial x 50pL 1 vial x 100uL
20xDiluent 1 bottle x15mL 1 bottle x25mL 2-8°C
Substrate A 1 bottle x3mL 1 bottle x6mL
Substrate B 1 bottle x3mL 1 bottle x6mL
Stop Solution 1 bottle x3mL 1 bottle x6mL
20><Wash Buffer 1 bottle x15mL 1 bottle x25mL
Plate Sealer 4 sheets 4 sheets
Instruction 1 copy 1 copy R
Materials Required but Not Provided:
Equipment & Instruments Other Materials
Microplate reader with 450 nm filter Absorbent paper or lab wipes
Pipettes of various volumes Distilled or deionized water
Incubator capable of maintaining 37<C Various pipette tips and EP tubes
bt BRI BtL X EHTKE 666 SOLA MR HiE: 027-88411411
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Sample Collection and Handling:

1. Serum: Collect whole blood into serum separation tubes. Allow clotting at room
temperature for 30 minutes to 2 hours. Centrifuge at 2-8 <C, 2500-3500 xg for 20 minutes.
Carefully collect the supernatant.

2. Plasma: Use EDTA or citrate as anticoagulant as required. Centrifuge samples within 30
minutes of collection at 2-8<C, 3000 =g for 15 minutes. Carefully collect the supernatant.
If precipitation occurs during storage, re-centrifuge.

3. Urine: Collect using sterile tubes. Centrifuge at 2-8 <C, 2500-3500 % g for 10 minutes.
Carefully collect the supernatant. If precipitation occurs during storage, re-centrifuge.
Handle pleural fluid, ascitic fluid, and cerebrospinal fluid similarly.

4. Cell Culture Supernate: Collect the fluid and centrifuge at 2-8<C, 2500-3500 = g for
20 minutes to remove impurities and cell debris. Collect the supernatant for assay.

5. Cell Lysate: Wash adherent cells gently with ice-cold PBS (0.01M, pH=7.4), then digest
with trypsin. Collect cells by centrifugation at 2-8 <C, 1000 =g for 5 minutes. Suspension
cells can be collected directly by centrifugation. Wash collected cells 3 times with cold
PBS. Resuspend 1x10° cells in 150-200uL PBS. Lyse cells by repeated freeze-thaw
cycles or ultrasonication (it is recommended to add protease inhibitors to PBS; if the
target concentration is expected to be low, reduce the PBS volume). Centrifuge the lysate
at 2-8<C, 10000 g for 10 minutes. Collect the supernatant for assay.

6. Tissue Samples: Rinse the tissue with ice-cold PBS (0.01M, pH=7.4) to remove residual
blood. Weigh and mince the tissue. Add the minced tissue to an appropriate volume of
PBS (generally a 1:9 weight/volume ratio, e.g., 1g tissue to 9mL PBS; the volume can be
adjusted according to experimental needs and should be recorded. It is recommended to
add protease inhibitors to PBS) in a homogenizer. Grind thoroughly on ice. To further
lyse cells, subject the homogenate to repeated freeze-thaw cycles or ultrasonication.
Finally, centrifuge the homogenate at 2-8<C, 10000 < g for 5-10 minutes. Collect the
supernatant for assay.

7. Other Biological Samples: Centrifuge at 2-8<C, 2500-3500 > g for 20 minutes.
Carefully collect the supernatant.

Sample Appearance: Samples should be clear and transparent. Suspended matter should be
removed by centrifugation.

Sample Storage: Assay samples as soon as possible after collection. If testing cannot be
performed immediately, aliquot the samples and store at -20<C (test within 1 month) or -80<C
(test within 6 months). Avoid repeated freeze-thaw cycles.
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Reagent Preparation

Allow all reagents to equilibrate to room temperature for about 30 minutes before use.

Wash Buffer/Diluent Preparation: If crystals have formed in the concentrated (20%) Wash
Buffer/Diluent, warm it at 37<C until all crystals are completely dissolved. Dilute 1:20 with
distilled water (e.g., add 1 mL of concentrated Wash Buffer to 19 mL of distilled water).

Standard Preparation: Take out the standard from the kit. Prepare 7 tubes. First, dilute the
20ng/mL standard (200uL) as needed with 1> Diluent to a concentration of 1000pg/mL (e.g.,
50uL of standard stock + 950uL of 1x Diluent to prepare 1000uL of 1000pg/mL standard). Then,
add 500uL of 1x Diluent to each of 6 separate tubes. Perform a serial 2-fold dilution of the
1000pg/mL standard in these 6 tubes to create 6 gradients, resulting in a total of 7 standard
concentrations: 1000pg/mL, 500pg/mL, 250pg/mL, 125pg/mL, 62.5pg/mL, 31.25pg/mL, and
15.625pg/mL. Transfer 500ulL from the highest concentration standard to the next tube, mix
gently by pipetting, and so on for the serial dilution. Use 1x Diluent as the zero standard
(Opg/mL).

50uL 500uL 500pL 500uL 500pL 500uL 500puL
v Y Y Ve "V
— p— — — — — [ —

STDI
STD? STD3 STD4 STD3 STD6 STD7

s '
- Wy W @ A )

Concentrations after dilution are as follows (Unit: pg/mL)

STD (Stock) STD1 STD2 STD3 STD4 STD5 STD6 STD7

20ng/mL 1000 500 250 125 62.5 31.25 15.625

Antibody Working Solution Preparation: 10 minutes before use, centrifuge the 100x
Biotinylated Antibody at 1000 =< g for 1 minute. Then dilute the 100> Biotinylated Antibody
with 1xDiluent to prepare the 1x<Biotinylated Antibody working solution. Prepare this working
solution on the day of use according to the required volume.

Enzyme Conjugate Working Solution Preparation: 10 minutes before use, centrifuge the
100><SA-HRP solution at 1000 xg for 1 minute. Then dilute the 100 SA-HRP with 1= Diluent

Huhk: R BtL X FHTKIE 666 SOLA LY Hi%: 027-88411411
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to prepare the 1< SA-HRP working solution. Prepare this working solution on the day of use
according to the required volume.

Note: If the IL-1pB concentration in the sample is higher than the highest standard point, dilute
the sample with an appropriate dilution factor as needed and re-assay. Multiply the result by the
dilution factor.

Assay Procedure

All standards and samples are recommended to be assayed in duplicate.

1.

Microplate Preparation: Determine the number of strips required for the assay.
Remove other unused strips and immediately return them to the sealed bag containing
desiccant.

Sample Incubation: Add 100uL of different concentration standards and pre-treated
samples to the appropriate wells (it is recommended to dilute samples at least 1-fold with
the general diluent before adding to reduce matrix effects,and add 1< Diluent buffer to
the blank well.). Cover with the plate sealer. Incubate at 37 <C protected from light for 1
hour. After incubation, aspirate or decant the liquid from each well. Add 300uL of 1x
Wash Buffer to each well, gently swirl for 30 seconds, then discard the contents. Blot the
plate dry by tapping it firmly onto absorbent paper. Repeat this wash step 3 times.
Antibody Incubation: Add 100uL of Biotinylated Antibody working solution to each
well. Mix gently. Cover with a new plate sealer. Incubate at 37 <C protected from light
for 1 hour. After incubation, repeat the wash procedure as in step 2, 4 times.

Enzyme Conjugate Incubation: Add 100uL of 1x SA-HRP working solution to each
well. Cover with a new plate sealer. Incubate at 37 <C protected from light for 30 minutes.
After incubation, repeat the wash procedure as in step 2, 4 times. Blot the plate dry on
fresh absorbent paper.

Substrate Development: Mix Substrate Solution A and Substrate Solution B in a 1:1
ratio to prepare the substrate working solution (prepare as needed; it should be colorless
and transparent). Add 100uL of the prepared substrate working solution to each well.
Cover with a new plate sealer. Incubate at 37 <C protected from light for 15 minutes.
Stop Reaction: After the color development, add 50uL of Stop Solution to each well.
Gently tap the plate to mix. Measure the Optical Density (OD) at 450 nm using a pre-
warmed microplate reader within 5 minutes.

Calculation of Results

Calculate the average OD value for each standard and sample duplicate, then subtract the average
OD value of the zero standard (blank) well to obtain the corrected OD value. Plot the corrected
OD values (y-axis) against the corresponding standard concentrations (x-axis) on graph paper
using a four-parameter logistic (4-PL) curve fit (omit the zero standard value when plotting).

Mtk RSt X EHTKIE 666 SO LY Bi%: 027-88411411
Whk: http://www.jymbio.com E-mail: jiyinmei027@163.com



http://www.jymbio.com/

W

REFRP A R AT

Alternatively, use computer software capable of generating a four-parameter logistic (4-PL)
curve fit to create the standard curve.

If the OD value of a sample is higher than the highest standard point, the sample should be
appropriately diluted and re-assayed. Multiply the concentration obtained from the standard
curve by the dilution factor.

Typical Data

The following data and curve are for reference only. The experimenter must establish a standard
curve based on their own experimental data.

Standard Conc.
andardonc. -\ 1000 | 500 250 125 625 | 3125 | 15.625 0
(pg/mL)
OD Value 2706 | 1532 | 0793 | 0422 | 0229 | 0133 | 0088 | 004
Corrected OD
orrecte 2666 | 1.492 | 0753 | 0382 | 0189 | 0093 | 0048 0
Value
14
2
©
>
[a)
(@]
0.1
[ ]
10 1(‘)0 lOIOO

Standard Conc. (pg/mL)

The standard curve shown in this figure is for example purposes only. Use the standard curve
generated from the standards in the same assay to calculate sample results.
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Precision

Intra-assay and inter-assay Coefficients of Variation (CV) are both <10%.
e Intra-assay Precision: Three known concentration samples were assayed 20 times on
one plate. The CV of the concentrations was calculated.
e Inter-assay Precision: Three known concentration samples were assayed in 20
replicates across three different plates. The CV of the concentrations was calculated.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean (pg/mL) 31.15 62.56 124.94 31.16 62.57 125
Standard Deviation 0.6 151 411 0.76 1.66 4.1
CV (%) 1.93 242 3.29 244 2.66 3.28

Recovery

Recovery was tested by spiking known concentrations of Mouse IL-1p into different sample
matrices. The recovery range and average recovery are shown below.

Sample Type Range (%) Average Recovery (%)
Serum (n=8) 90-103 96
Plasma (n=8) 93-102 98
Cell Culture Supernate 99-120 104
(n=8)
Sensitivity

The minimum detectable concentration (sensitivity) of Mouse IL-1p, determined by testing
samples, is 7.81pg/mL.
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Linearity

High concentration Mouse IL-1p was spiked into samples and then serially diluted 2-fold, 4-fold,
8-fold, and 16-fold within the range of the standard curve to assess linearity. Recovery rates and
average recovery are shown below.

Dilution Serum (n=4) Cell Culture Supernate (n=4)
. Recovery Range (%) 93-111 95-109
b Avg. Recovery (%) 98 99
. Recovery Range (%) 99-114 97-111
b Avg. Recovery (%) 102 105
18 Recovery Range (%) 103-118 101-115
Avg. Recovery (%) 109 111
116 Recovery Range (%) 108-120 106-121
Avg. Recovery (%) 111 120
Specificity

This kit specifically detects recombinant Mouse IL-1. Other related proteins were prepared at
50 ng/mL in the dilution buffer and tested for cross-reactivity. No significant cross-reactivity
was observed.
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