MBL

3 A JSR Life Sciences
HEENTORFERL, ZHHAETIRFERLRNTLEE Y, Company

Anti-Integrin av S 6 ELISA Kit

CODE 5288

HX

[k A EE] pl
Byl pl
[ixroic] p2
Rilaasesd p2
[¥ v PRI p2
[T p3
[fEF SR EoERE] p7
[#ERE] p9
[Z%&>CHR] pll
[Fv&bedk] pll
[ 7 R ]

LA, IEFOPA v 77 vavp6 ik zHIET 23T,

2.Standard material 3 X OF Reaction buffer IZ (Z£-FH & LT 0.09% D7 JfLF + U v L
AmEhTngEs, HPHIC A7 Y, BICHE L 5E1E. KThaicviits 7z
COICARBEZITO., BEXPDNIFEMOFH TEZIFTLEI N,

3. Stop solution 1% 0.25 mol/L iz & A T 3, K. H. iR S iTanwi 5 E
BELTHOWfoTEE v, BERECrP o728 BRI REDOKTHEVIL, LELED
NIFERIOF YU CTEZIFTL LI,

MRAEE ofASHEL L(HRATRrOFERLTIEI Y,

[T ]
2~8°CTHRTF
EHMIRIEAMECR R ISR T E T,

CODE 5288 1 2022 4 3 HekEl (35 1 /D)



MBL

- A JSR Life Sciences
WHRENTORER L, WA TIIHERAL RN TL T, Company

[ixC®wic]

WA Vs 27 vavB6ditkiz. A V72V v avB6 ikt 2 AEHiETT, 4 v 52
Yidal D 2 00Ty b LS ~T r _BAOHIKREZAMAR T, Migs~< b
Y 7 2 EMRER, B X oMl oEEcES L CwE T, £, A v T 2) vidEBO Y
rFnizig, Midofd, BE), A, HEGRE, o BARE R DL Rk iEREIC
B5 L %9, WILEMEciR, 1ISEED ey 72y b SHBEOLH 7T2=y F 2RO
oTHEN, ZNOLDOHAEDLEICL VDR LS 24HHDOA v 7 7Y VAREI LT
$9, AVTZ IV avfoe i Z FEMIATRENICHERLCTHY, 74 7ur20FvindD
st~ b 2 R2 v N BOZEEE L CTHRELE T, BE LRICKEHT 2477
v avB6 i, KIEMHF X ORERER E FEROBRETFHICEb > TwET[1], 477
Vv avB6 FukITEEERIBREFORLSE I S, 72, Pk Jiffi i35 EE B
EMEET B e ME I T wET(2],

(€ R 2]

Az, ELISA JBic X W IfiEHhofitA v 7 7Y vavBe HitkzHlE T 23 3, av-
B6EH~ A 7 mhy ATk RmmL., FURE - FUARIG (—RE) % 2 F 7, i,
BB UAR 2 A5 L <G (SRBOG) 2, PUR - ifk - BERERT ko EEY 2 E
BREEEd, Ok, BELEWEZRNL, BE (At Fo2—¥) Chh R
i (BERG) o JOGEIEE, BOERE (A450) ZHIE LT, Mmihofifi v 7270 v
avB 6 PifkEHlEL X3,

[ v bi#ERK]

HBRN I (ZE HE
avp6 coated microplate 8iE 12 K 1%
Standard material 50 pL 1R
Reaction buffer 50 mL 1R
Wash concentrate (10x) 100 mL 1R
Conjugate diluent 20 mL 1K
HRP conjugated antibody 50 pL 1K
Substrate reagent 20 mL 1K
Stop solution 20 mL 1K
Plate seal - 31
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E
¥R RIGAEER | RE (U/mL)
Cal. 7 | #2484 (101 {=2#E&) 5 pL 500 pL 200.0
Cal. 6 Cal. 7 75 250 pL 250 pL 100.0
Cal. 5 Cal. 6 15 250 pL 250 pL 50.0
Cal. 4 Cal. 575 250 pL 250 pL 25.0
Cal. 3 Cal. 4 5 250 pL 250 pL 12.5
Cal. 2 Cal. 35 250 pL 250 pL 6.3
Cal. 1 Cal. 2 5 250 pL 250 pL 3.1
Blank — 250 pL 0.0
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BHNFEMOFY TR EEZZITTLZI
(3) Reaction bufferiC IZ{RFEHRIE LT0.09% D7 JAbF + UV v LARGHEMI N TwES,
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(12) avpf 6 coated microplate |35 ZHEVF 3T DT, FHEHRIEITLIROF Yy v 7 %
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BEHIE RS o kol 2 2 L F N3EBEIE L= & 2 A, HIEMEITVTN S HEED £20%
INTL 72,

1EH 2[EH 3E8
FFE FAfFE AIEmE/ HAFE e
EAE,/ RARHE HTENE,HFHE

(U/mL) (U/mL) FAFE (U/mL) (U/mL)
%1 115.4 125.5 108.7% 118.7 102.8% 114.5 99.2%
R4E 2 89.8 99.2 110.5% 91.6 102.0% 90.8 101.1%
%443 75.4 79.0 104.8% 74.8 99.2% 74.6 98.9%
Rk 4 42.6 47.5 111.3% 44.0 103.1% 42.9 100.7%
R4 5 354 38.2 107.8% 36.4 102.5% 36.8 103.7%
R4k 6 22.6 25.2 111.4% 23.7 105.1% 20.5 91.0%
®’iE7 4.9 5.1 102.8% 5.0 100.6% 5.3 107.2%
%448 4.6 4.9 107.8% 4.4 96.0% 4.6 100.9%
1®F9 4.4 4.7 107.3% 4.2 95.5% 4.8 108.6%

B FEEREYE
EEHIERE D A9 % = -z n8RI[EIFFICHIE L7- & 2 A, HIEHOZERE (CV) 1
WENH10% AT TL 7=,

Bk 1 BiE2 B3 B’ik4 k5 ke &7 A8 B9

1 134.4 104.1 86.6 48.3 40.0 26.5 5.3 5.3 5.4
2 123.1 101.6 83.9 47.9 40.3 25.3 5.2 51 4.9
3 126.9 98.1 78.5 48.0 38.1 25.5 5.0 4.5 4.5
4 123.4 96.8 79.4 45.7 38.3 25.0 5.0 4.8 4.6
5 123.5 95.1 77.9 48.0 38.1 24.5 5.0 4.8 4.5
6 122.4 100.2 78.1 47.6 35.9 24.3 5.1 4.9 4.6
7 121.2 96.5 78.6 46.9 36.5 24.6 5.0 4.9 4.6
8 (U/mL) 129.5 101.9 70.1 47.3 38.8 25.5 5.1 5.1 4.7
mean (U/mL) 125.5 99.3 79.1 47.5 38.2 25.2 5.1 4.9 4.7
SD 4.5 3.1 4.8 0.8 1.5 0.7 0.1 0.2 0.3
CV (%) 3.6 3.2 6.1 1.7 4.0 2.9 2.3 4.8 6.1
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Anti-Integrin avp6 ELISA Kit “ BI

User’s Manual
For Research Use Only, Not for use in diagnostic procedures

Enzyme immunoassay for the detection of anti-Integrin avp6 antibody in serum

Anti-Integrin avpf6 ELISA Kit

Intended USE.......cccovverieiienieniee e 1
SEOragE....evve e 1
INtrodUCHION......ccvveeiiicee e, 2
Principle of the Assay.........ccccccevviviervennenne. 2
Materials Provided...........ccccccovvniiiinnnnnnnne. 2
Detailed Protocol..........c.ccocevveveiieiveiiecnnne, 3
Warnings and Precautions............ccccveeneens 5
Assay Characteristics..........ccccovvevveevieeennnn, 7
RETEreNnCeS......ocveieeiee e 9

Intended Use

The MBL Research Product Anti-Integrin avé ELISA Kit is intended to be used for quantitative
measurement of anti-integrin avf6 antibody in serum samples.

The Standard material and Reaction buffer contains 0.09% sodium azide as a preservative. If these
reagents get into the eyes or mouth, or on the skin, first-aid measures should be taken, such as
flushing with water, in addition to seeking medical attention if deemed necessary.

Carefully handle the Stop solution and avoid any contact with the eyes, mouth, or skin because this
reagent contains sulfuric acid. If contact occurs, immediately flush the affected area with copious
amounts of water and seek medical attention if deemed necessary.

This assay kit is for research use only and is not intended for diagnostic or therapeutic
procedures.

Storage
« Upon receipt, store all components at 2-8°C.
* The expiration date of the reagents is indicated on the outer packaging.
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Introduction

Integrins are heterodimeric cell surface receptors involved in cell-extracellular matrix and cell-cell
adhesion. In addition, integrins convey two-way signaling between cells and their surroundings and
participate in the regulation of a variety of cellular processes, including cell proliferation, migration,
survival, tissue invasion, and innate immunity. Mammalian cells have 18 distinct integrin o subunits
and 8 P subunits, which can combine in various ways to form 24 different receptor heterodimers.
Integrin avf36 is expressed exclusively by epithelial cells and functions as a receptor for extracellular
matrix proteins such as fibronectin. Furthermore, integrin avp6 expressed in the intestinal epithelium
is involved in suppression of inflammation and prevention of pathogen and parasite infection [1].
Anti-integrin ovp6 antibodies have been detected in the vast majority of the patients with ulcerative
colitis, and its titers have been reported to correlate with disease activity [2].

Principle of the Assay

The Anti-Integrin av6 ELISA Kit readily allows measurement of anti-integrin avp6 antibody levels
in human serum. Calibration controls and diluted serum samples are added to ELISA plates coated
with integrin avB6. After washing away unbound serum proteins, anti-human 1gG conjugated with
horseradish peroxidase is added and the plate is incubated (Conjugate incubation). After a wash step,
the chromogenic substrate for peroxidase is added and the plate is incubated (Substrate incubation).
Finally, an acidic solution is added to stop the enzyme reaction and consequent color development.
Anti-integrin avp6 1gG concentrations can then be determined by comparing the absorbance at 450
nm of samples relative to those of calibration controls.

Materials Provided

Components Package Quantity
avf36 coated microplate 8-well x 12 strips 1 pack
Standard material 50 pL 1 vial
Reaction buffer 50 mL 1 bottle
Wash concentrate (10x) 100 mL 1 bottle
Conjugate diluent 20 mL 1 bottle
HRP conjugated antibody 50 pL 1 vial
Substrate reagent 20 mL 1 bottle
Stop solution 20 mL 1 bottle
Plate seal - 3 sheets

* Reagents from different lot numbers should not be combined.

* All components should be stored at 2—-8°C.

* A plate seal is provided to prevent dust and evaporation of the reaction solution during the first and
second reactions.
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Detailed Protocol

Preparatlon of required items
Microplate reader
Plate washer or wash bottle
Micropipette
Multichannel micropipette
Reagent reservoir
ddH-,0
15 mL centrifuge tube

Preparation of Working Solutions

Allow all the reagents to reach room temperature (approx. 20—-25°C) before use.
1. Prepare the wash solution by adding 100 mL of the Wash concentrate (10x) to 900 mL of
deionized (distilled) water (ddH.0O). The wash solution should be at approximately 25°C when
used. The 1X-diluted wash solution is stable for 2 weeks at 2-8°C.
2. Dilute the HRP conjugated antibody with the Conjugate diluent. Dispense 12 mL of the
Conjugate diluent into a 15 mL centrifuge tube. Add 30 pL of HRP conjugated antibody and
mix well. Use the prepared enzyme-labeled antibody solution at room temperature (approx.

20-25°C).

Assay Procedure

(1) Standard solution and sample preparation
Use the Standard material to produce a dilution series (below). Mix each tube thoroughly before
the next transfer. The 200.0 U/mL standard (Cal. 7) serves as the highest standard. The Reaction
buffer serves as the zero standard (Blank).

Volume of Sandard Assazgs;uent Concentration (U/mL)
Cal. 7 5 pL of 101X Standard solution 500 pL 200.0
Cal. 6 250 pL of Cal. 7 250 pL 100.0
Cal. 5 250 pL of Cal. 6 250 pL 50.0
Cal. 4 250 pL of Cal. 5 250 pL 25.0
Cal. 3 250 plL of Cal. 4 250 pL 12.5
Cal. 2 250 pL of Cal. 3 250 pL 6.3
Cal. 1 250 pL of Cal. 2 250 pL 3.1
Blank 250 pL 0.0

Dilute each serum sample 1:101 by adding 5 pL of serum to 500 pL of Reaction buffer.

(2) 1%t Reaction
1) Remove the appropriate number of microtiter wells from the avp6 coated microplate and
place them into the well holder. Return any unused wells to the foil pouch, refold, seal with tape,
and store at 4°C.
3) Pipette 100 pL of Calibrators (Blank and Cal. 1-7) and diluted samples into the appropriate
wells.

Note: The reaction starts as soon as the sample is added to the avp6 coated microplate, so the
pipetting into the plate needs to be performed quickly and without interruptions at every step of
the test procedure.

4) Cover the wells with a plate seal and incubate the plate for 60 minutes at room temperature
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(approx. 20-25°C).

(3) Washing
1) Remove the solution in the wells.
2) Wash four times by filling each well with 1X wash solution (> 350 pL) using a squirt bottle,
multichannel micropipette, manifold dispenser, or microplate washer.

Note-1: The wash solution should be used at room temperature (approx. 20-25°C).
Note-2: When using an automatic washer, the appropriate washing conditions should be
established by the individual user.

(4) 2" Reaction
1) Remove all of the wash buffer from the wells.
2) Add 100 pL of the 1X HRP conjugated antibody to each well using a multichannel
micropipette.

Note: The HRP conjugated antibody should not be returned to the reagent bottle in order to
avoid contamination between reagents.

3) Cover the wells with the plate seal and incubate the plate for 60 minutes at room temperature
(approx. 20-25°C).

(5) Washing
1) Remove the solution in the wells.
2) Wash four times, as in step (3)-2).

(6) Enzyme reaction
1) Fully remove the wash buffer in the wells.
2) Add 100 pL of Substrate reagent to each well using a multichannel micropipette.

Note-1: Avoid exposing the microtiter plate to direct sunlight.
Note-2: Use a fresh reservoir for the Substrate reagent to avoid contamination of the reagents.
Note-3: The Substrate reagent should not be returned to the bottle after using it.

3) Incubate for 20 minutes at room temperature (approx. 20-25°C).

(7) Stop Reaction
Add 100 pL of Stop solution to each well using a multichannel micropipette in the same order as
in step (6).

(8) Reading
Measure the absorbance in each well using a spectrophotometric microplate reader at dual
wavelengths of 450 and 620 nm. Read the microplate at 450 nm if only a single wavelength can
be used. Wells must be read within 30 minutes of adding the Stop solution.

Note: Complete removal of the liquid at each step is essential for good performance. After the last
wash, remove any remaining wash solution by aspiration or decanting. Invert and tap the plate on
clean paper towels to remove any residual traces of fluid.

(9) Calculation
Generate a calibration curve using the OD value of Cal. 1-7 and Blank at 450 nm (y-axis) and the
antibody concentration (x-axis). The calibration curve fits best to a sigmoidal four-parameter
logistic equation. If an OD value of a sample is higher than that of the highest concentration
calibrator (Cal. 7), re-testing with further diluted samples is recommended.
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Each assay result should meet the following criteria.
OD value (450nm) of Blank: < 0.100
OD value (450nm) of Cal. 7: > 1.0000

Warnings and Precautions

1. All patient samples should be treated as if they pose a risk of infection, such as HIV, HBV, HCV,
etc.

2. If these reagents get into the eyes or mouth, or on the skin, first-aid measures should be taken,
such as flushing with water, in addition to seeking medical attention if deemed necessary.

3. Carefully handle the Stop solution and avoid any contact with the eyes, mouth, or skin because
this reagent contains sulfuric acid. If contact occurs, immediately flush the affected area with
copious amounts of water and seek medical attention if deemed necessary.

4. This assay kit is for research use only and is not intended for use in diagnostic or therapeutic
procedures.

5. Do not use any of the kit components beyond the stated expiration dates.
6. Do not mix reagents from different lot numbers.
7. All reagents must be brought to room temperature (approx. 20-25°C) before starting the assay.

8. Do not expose the kit components to direct sunlight during storage or when in use during the
assay.

9. Avoid microbial contamination of all reagents and samples.

10. Strict adherence to the specified assay instructions (incubation temperature, incubation time, and
sample dilution) is essential.

11. The wells must be properly rinsed with 1X wash solution to avoid false-positive or false-negative
results.

12. Do not allow the microplate to dry out during the assay.

13. Avoid cross-contamination of microtiter wells. Mix reagents gently so as not to form bubbles in
the liquid or allow droplets to splash out.

14. Use disposable pipettes when transferring the Substrate reagent from the reagent bottle to the
reservoir because the Substrate is readily oxidized by metal ions.
Do not return the Substrate transferred to the reservoir back to the reagent bottle.

15. All breakaway microtiter wells that are not immediately required should be returned to the pouch
with desiccant and must be carefully resealed to avoid moisture from being absorbed.

16. The Reaction buffer may form a precipitate. Before use in the test, bring the buffer to room
temperature (approx. 20-25°C) and thoroughly mix it to dissolve any precipitate. This will not affect
the test results.

17. The Wash concentrate (10x) may look turbid owing to crystal formation at 2-8°C, but this does
not cause inconsistent results. Prior to preparation of the 1X wash buffer working solution, bring it to
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25°C and mix it thoroughly to dissolve any material that has formed a precipitate.

18. In accordance with the principles of good laboratory practice, it is strongly recommended that all
clinical specimens and assay materials, including the antigen microtiter wells, should be considered
potentially infectious and handled and disposed of with all necessary precautions. Disposable
implements (pipettes, tips, tubes, etc.) used in the test should be soaked in a final concentration of
2% glutaraldehyde solution or 0.1% sodium hypochlorite solution for at least one hour or autoclaved
at 121°C for 20 minutes prior to being discarded.

19. If the serum samples etc. splatter, wear gloves and wipe the contaminated surfaces with a paper
towel and sodium hypochlorite.

20. Some of the reagents contain sodium azide as a preservative. Azide reacts with copper or lead in
the plumbing system to form explosive metal azides. Therefore, always flush with ample amounts of
water when draining materials containing azide. Sodium azide is is toxic if ingested.
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Assay Characteristics

Accuracy
The ratio of the measured value to the expected value for 9 samples with known concentrations were
within 0.80-1.20.

1st 2nd 3rd
Ex‘zel::lteed Mc‘e’:s;::ed Measured/ Mc‘e;s;:;ed Measured/ Mi:?:;ed Measured/
(U/mL) (U/mL) Expected (U/mL) Expected (U/mL) Expected
Sample 1 1154 125.5 1.09 118.7 1.03 1145 0.99
Sample 2 89.8 99.2 1.1 91.6 1.02 90.8 1.01
Sample 3 754 79.0 1.05 74.8 0.99 74.6 0.99
Sample 4 42.6 47.5 1.11 44.0 1.03 429 1.01
Sample 5 354 38.2 1.08 364 1.03 36.8 1.04
Sample 6 22.6 25.2 1.1 23.7 1.05 20.5 0.91
Sample 7 49 5.1 1.03 5.0 1.01 53 1.07
Sample 8 4.6 49 1.08 44 0.96 46 1.01
Sample 9 44 47 1.07 42 0.95 48 1.09

Reproducibility
Intra-assay reproducibility was determined by testing 9 samples 8 times. The coefficient of variation
(CV) (%) values for the reproducibility and repeatability were below 10% for each sample.

Sample No.

1 2 3 4 5 6 7 8 9
1 1344 1041 86.6 48.3 40.0 26.5 5.3 5.3 54
2 123.1 101.6 83.9 479 40.3 253 5.2 5.1 49
3 1269  98.1 78.5 48.0 38.1 255 5.0 45 4.5
4 1234 96.8 794 457 383 25.0 5.0 4.8 4.6
5 123.5 95.1 77.9 48.0 38.1 24.5 5.0 4.8 4.5
6 1224 100.2 78.1 47.6 359 24.3 5.1 4.9 4.6
7 121.2 96.5 78.6 46.9 36.5 24.6 5.0 49 4.6
8 (U/mL) 1295 1019 70.1 47.3 38.8 255 5.1 5.1 47
mean (U/mL) 125.5 99.3 79.1 47.5 38.2 25.2 5.1 49 47
SD 45 3.1 438 0.8 15 0.7 0.1 0.2 0.3
CV (%) 3.6 3.2 6.1 1.7 4.0 2.9 2.3 4.8 6.1
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Sensitivity

The limit of quantitation (LOQ) of anti-integrin avf6 antibodies was 0.4 U/mL.

A regression equation was developed from the mean value of the measurements and the CV of the
dilution series of a low level of anti-integrin avp6 antibodies in octuplicate. The LOQ was calculated
as the value at CV of 10%.

LoQ
50.0

40.0

30.0

cV (%)

20.0

y = 4.887x08
R =0.96

10.0

0.0
0.0 0.5 1.0 1.5 2.0 2.5 3.0

anti-integrin avp6 antibody concentration (U/mL)
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Typical Calibration Curve

Calibration Curve
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