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20} RIEMREIR 1 #Ex25mL 1 #5x15mL 2-8C
FEERA 1 fiEx6mL 1 #Rx3mL
E&E®KB 1 $Ex6mL 1 #fE=3mL
gIFR 1 $Ex6mL 1 #fE=3mL
20X REEFEHIR 1 #Ex25mL 1 #Ex15mL
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F=ERisBEP 119 115
X REmAheHYm:
EERE HE
2 450nm 1&GRAHIBSIRY IR 7K 4REkE LR
BHEERRES IR EEFK
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i5: BETMESBEENESMIFAERRERE 30min LIE, AREEIT 2 /i, A
5 2-8°C, 2500-3500%g B3> 20min, {FLRIIEE L5,

. 3R MARIEARARIEEKIEEE EDTA SiTRERINME LR, BEMREESS 30min i
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R, BB,

5. YMBRZMRR: NLEERREFEFLSAY PBS(0.01M,pH=7 4)R12iEk, ASHFEEHEHE

£, 2-8°C, 1000xg B/l 5min G, SFMEETEER OIS, WM

289 PBS &% 3R, & 1x10°MAEHINAN 150-200uL PBS EE, HBEIRE
IRRIEE A (R PBS RINANEREEDHR; &SEREEL PBS
HYARR), HREURT 2-8°C, 10000xg &L 10min, HY EiEHG;

6. (HEEEAR: FTLHI PBS(0.01M,pH=7.4)dikH4, KR EBINRKR, FRESEER
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tREmEE : HRIEPIERER, ES 7 NRAE, 5N 10 ng/mL iRER (200ul)
RERN—EER 1xERRMHIEE 500pg/mL (f5: 50uL BFIFRAEREKR+950uL B9 1x
WRER, HIsE15% 1000uL BY 500pg/mL iREfNER), BEEE 6 MAEF DI
500uL B9 1xFERER, 7EX 6 MERMANAE SIS 500pg/mL FRERRIR 2 BIELLFERE
6 PMMEE, HEcHl 7 MNRERRER, XJ9: 500pg/mL, 250pg/mL. 125pg/mL,
62.5pg/mL, 31.25pg/mL, 15.625pg/mL. 7.813pg/mL, MEEIKEINERARFIRE
500uL FREREI T —NMAEF, BEITRS, LUSRHEEHITIRERIYEICRRE (NE
FiR), 1< ERRAFRIRENER(Opg/mL),
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STDI
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( -y @ @ AW A U
rrERE P INERREN T (BRI pg/mL)
STD STD1 STD2 STD3 STD4 STD4 STD6 STD7
10 ng/mL 500 250 125 62.5 31.25 15.625 | 7.813

S TIERRBEE: £/ 10 080, 1§ 100xEWZHEMHRT 1000xg B0 1 98, BEfE
A 1<HREERIG 100 EMSEWVAHRRER 1-EMEUVETIER, RIERERESH
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L,
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FBRmRERSOERE 1 B8, BRNEROERN, SaFM 1<E8K), =39
RAE, 37°CEERREL 1 h, WEBLERE, BFLIOA 300uL 1xP0RE MR, FIER5E) 30
0, BFHAERKELLRT, LAXFAIESE 3 IX;
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5. EYRE: BEEEK ANSERK BIRR 1: 1 WHRSIEKRENEEK (RHESE,
HRALLRT R AT EIERE) , BFLI0A 100uL EFBER, =LERE, 37 CEbtRi
15 o§h;

6. &IERN: FREBRMEFRE, SFUINA 50uL RIER, BRERIMEBIFMGES, 59
£ P FEFRIASTS AR AVBBIRAE 450nm AbTIIRFEE.

X GERANTE

I ERERMFEAE SRS OD (EFEEZHFA OD EFNIRIEE. LUIKEmLE
fx, OD [EAMAIR, TR s H IS E0Z I RERITERZ(FEIRS X iE= EERY
18). BEERREBEMISHEE (4-P) HMEHISRIT BN REIEITERLE
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X RBIEE
USRI N MSE, SLI0EFRIER CRISCIEURE I ERL.

—ME o EF
IR 500 250 125 625 | 31.25 | 15.625 | 7.813 0
(pg/mL)

OD & 2702 | 1534 | 0.795 | 0422 | 0.226 | 0.133 | 0.085 0.04

KRIEOD{H | 2662 | 1.494 | 0.755 | 0.382 | 0.186 | 0.093 | 0.045 0

10—:

OD Value

0.1

0.01 ————rr ————rry ————rr
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BEE

RA, WEZFZREEI<10%,

IRBEE: ER—HiR EESEN=1"EMKRERER 20 R, ITERENTRRE
(CV).

WEREEE: =R F LU= EFKRENFRDBIFHT 20 )XESRN, HHEKRE
HNEZREE (CV).

IRAEEE REEEE
=N 1 2 3 1 2 3
HE 20 20 20 20 20 20
98 (pg/mL) 15.7 | 3125 | 625 | 15.56 31.24 62.57
= 0.28 0.67 | 1.69 0.34 1.07 2.16
BEEE (%) 1.78 215 | 2.71 2.19 3.43 3.46

ElES

DAEREEATRRINERRERS IL1b, EIEELR , 15 HEERSE BRI R,

FEANZEEY SEE (%) IEMER (%)

M;i&(n=8) 90-99 95

M3 (n=8) 93-103 95
MEELEFYI(n=8) 99-120 105

REE
ZRANE, ANEFIERENREES 3.9pg/mL.,
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BN EEEMEERA A
ZEXF

BEREFILbIAEART, EiREHESSEERND BRI, 48, 85, 16/EEMEII
LI, BHEMCER YRR,

MiE (n=4) MEEFYI (n=4)

EWESERE (%) 94-114 96-110
1. 2

SEHERER (%) 96 101

EIKESERE (%) 99-116 97-114
1: 4

SRR (%) 101 105

EYZSEE (%) 102-119 102-114
1: 8

SRR (%) 108 112

EIKESERE (%) 107-121 105-120
1: 16

SEAEER (%) 113 120

S5

ZIRFENETIRBIEARS IL1b,
HE X EEERRERE MRPHIE A 50ng/mL, FNERN MM, i2ENEREBEL
R R,
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Bovine Interleukin 1 Beta (IL1b) ELISA Kit

Manual

Cat. No.: JYMO0006Bo-T Detection Range: 7.813pg/mL-500pg/mL
Species: Bovine Storage Temp.: 2-8°C
Format: 96T/48T Shelf Life: 6 months

Intended Use:For quantitative in vitro detection of Bovine IL1b in cultured cells, serum,
plasma and other samples.

Assay Principle

This kit employs double antibody sandwich ELISA technology: Capture Antibody is coated on the
microplate to capture IL1b 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 IL1b 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. It is 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
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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 CS()tr?;?t?En
Pre-coated Plate 8 wells x 12 strips 8 wells x 6 strips
Standard 1 vial x 200uL 1 vial x 100uL
100x Biotinylated Ab 1 vial x 100puL 1 vial x 50uL
100x SA-HRP 1 vial x 100uL 1 vial x 50uL
20x% Diluent 1 bottle x 25mL 1 bottle x 15mL 2-8°C
Substrate A 1 bottle x 6mL 1 bottle X 3mL
Substrate B 1 bottle x 6mL 1 bottle x 3mL
Stop Solution 1 bottle x 6mL 1 bottle X 3mL
20x Wash Buffer 1 bottle x 25mL 1 bottle x 15mL
Plate Sealer 4 sheets 4 sheets
RT
Instruction 1 copy 1 copy
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
Huhk: EHTHL X FHTRE 666 SO AR EBLiE: 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 x g for 20 minutes.
Carefully collect the supernatant.

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

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

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

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 x 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 x g for 10 minutes. Collect the supernatant for assay.

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 x g for 5-10 minutes. Collect the
supernatant for assay.

Other Biological Samples: Centrifuge at 2-8°C, 2500-3500 x 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 Working Solution Preparation: If crystals have formed in the
concentrated (20x) 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 10
ng/mL standard (200uL) as needed with 1x Diluent to a concentration of 500pg/mL (e.g., S0ul
of standard stock + 950uL of 1x Diluent to prepare 1000uL of 500pg/mL standard). Then, add
500puL of 1x Diluent to each of 6 separate tubes. Perform a serial 2-fold dilution of the 500pg/mL
standard in these 6 tubes to create 6 gradients, resulting in a total of 7 standard concentrations:
500pg/mL, 250pg/mL, 125pg/mL, 62.5pg/mL, 31.25pg/mL, 15.625pg/mL, and 7.813pg/mL.
Transfer 5S00uL 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 500uL 500uL 500uL 500uL 500uL
— (C— S— — — —— [(C—
STDI
STD? STD3 STD4 STDS MII STD7
N4 4 N4 N & 4 N4 N
Concentrations after dilution are as follows (Unit: pg/mL)
STD (Stock) STD1 STD2 STD3 STD4 STDS STD6 STD7
15.62
10 ng/mL 500 250 125 62.5 31.25 5 7.813

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

SA-HRP Working Solution Preparation: 10 minutes before use, centrifuge the 100x SA-HRP
solution at 1000 x g for 1 minute. Then dilute the 100x SA-HRP with 1x Diluent to prepare the
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1x SA-HRP working solution. Prepare this working solution on the day of use according to the
required volume.

Note: If the IL1b 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 1x 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).
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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.
500 250 125 62.5 31.25 15.625 7.813 0
(pg/mL)
OD Value 2.702 1.534 0.795 0.422 0.226 0.133 0.085 0.04
Corrected OD
2.662 1.494 0.755 0.382 0.186 0.093 0.045 0
Value
10—:
13
o
=
<
>
a
o
0.1—:
0.01 ———r — ——r

Standard Concentrations

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.
o 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) 15.7 31.25 62.5 15.56 31.24 62.57
Standard Deviation 0.28 0.67 1.69 0.34 1.07 2.16
CV (%) 1.78 2.15 2.71 2.19 3.43 3.46

Recovery

Recovery was tested by spiking known concentrations of Bovine IL1b into different sample
matrices. The recovery range and average recovery are shown below.

Sample Type Range (%) Average Recovery (%)
Serum (n=8) 90-99 95
Plasma (n=8) 93-103 97
Cultured Cells (n=8) 99-120 105
Sensitivity

The minimum detectable concentration (sensitivity) of Bovine IL1b, determined by testing
samples, is 3.9pg/mL.
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Linearity

High concentration Bovine IL1b 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) Cultured Cells (n=4)

Recovery Range (%) 94-114 96-110

h2 Avg. Recovery (%) 96 101
Recovery Range (%) 99-116 97-114

b Avg. Recovery (%) 101 105
Recovery Range (%) 102-119 102-114

IS Avg. Recovery (%) 108 112
Recovery Range (%) 107-121 105-120

116 Avg. Recovery (%) 113 120

Specificity

This kit specifically detects recombinant Bovine IL1b. 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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