FUJIFILM

Code No. 296-85401

Human s-IgA ELISA Kit Wako
«For Research Use Only>»

[1. Introduction]

Secretory IgA (s-IgA) is a type of immunoglobulin that is most
abundant in exocrine secretions. It plays a major role in mucosal
immunity and functions as the front line of immune response in
the gastrointestinal and respiratory tracts. s-IgA levels in saliva are
useful as a biomarker in various mental stress and psychological
studies.

This ELISA Kkit is designed for specific and simple measurement
of s-IgA in human saliva.

[2. Kit Performance]

Calibration curve range 0.082-20 ug/mL
Sample Human saliva
Sample amount required 5ul

Assay time About 2.5 hours
Intra-assay CV (%) CV < 6%
Inter-assay CV (%) CV < 12%

[3. Materials supplied]

Components State Amount
Antibody-coated Plate Use after washing (8 361;)7 e;llﬁate
s-IgA Standard Lyophilized p rqd uct, 1 vial

use after reconstitution
QEES) gr;?ll}s;-%fnjugate d Ready-to-use 12 mL X 1 vial
TMB Solution Ready-to-use 12 mL x 1 vial
Stop Solution Ready-to-use 12 mL x 1 vial
Buffer (2x) Use after preparation |25 mL X1 vial
Wash Solution (20x) Use after preparation |50 mL X1 vial
Plate Seal Ready-to-use 3 sheets
Instruction Manual - 1 copy

[4. Assay Principle]

Mouse anti-human s-IgA antibody is immobilized in each well
of the assay plate. The standard solutions or samples are added
to these wells and allowed to react with the antibody. Next,
Anti-Human s-IgA Antibody, HRP-conjugated is added to the
wells. Finally, the concentrations of s-IgA in the samples can be
determined by measuring the peroxidase activity in the wells.

[5. Supplies and Equipment]

- Micropipettes and disposable tips (5 to 1,000 uL) (8- or 12-
channel pipettes are recommended.)

+ Microplate reader which can read extinction 3.0 at 450 nm
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+ Microplate shaker or conventional shaker

- Test tubes for dilution of standard solutions and samples (glass
or polypropylene)

- Microplate washer (For manual operation, a continuous
dispenser, needle dispenser, and an aspirator or vacuum
pump are recommended.)

- Graduated cylinder (1,000 mL)

+ Distilled or deionized water

[6. Reagent preparation]
The reagents in the kit must be brought to room temperature
(20-30C) before use (about 2 hours).

6.1 Preparation of Standard Solution

To prepare a 20 ug/mL (0.5 mL) standard solution, add 0.5 mL
of the Buffer to the vial containing the standard, allow to stand
for about 10 minutes to dissolve, and mix thoroughly. Take 0.1
mL of the standard stock solution and dilute with 0.2 mL of the
Buffer to make a 6.67 ug/mL standard solution. Repeat the
same dilution procedure to prepare standard solutions of 2.22,
0.74, 0.25, and 0.082 ug/mL. For 0 ug/mL standard solution, use
the Buffer.

Co(n centration Volume of standard solution Buffer
ug/mL)

6.67 Standard stock solution : 0.1 mL 0.2 mL

222 6.67 ug/mL standard solution : 0.1 mL [0.2 mL

0.74 2.22 ug/mL standard solution : 0.1 mL [0.2 mL

0.25 0.74 ug/mL/standard solution : 0.1 mL |0.2 mL

0.082 0.25 ug/mL standard solution : 0.1 mL 0.2 mL

0 (Blank) - 0.2 mL

6.2 Buffer (2%)
Dilute necessary amount of the Buffer (2x) 2-fold with distilled
water.

6.3 Wash Solution (20x%)

Dilute 50 mL (the whole amount) of the Wash Solution (20%)
with 950 mL of distilled water.

If diluted wash solution is stored in a refrigerator, bring it to
room temperature before use.

O Other reagents are ready to use.

[7. Sample Preparation]

Frozen saliva samples should be thawed at room temperature

and stirred well. Dilute saliva samples 80-fold with the Buffer

prepared in 6.2, “Buffer (2x).”

1. Prepare 1 test tube for each saliva sample and dispense 395
uL of the Buffer into each test tube.

2. Add 5 uL of saliva sample to each tube and mix well.

[8. Assay Procedure)
1. Bring the kit components to room temperature (20-30C).
Prepare Standard Solutions, Buffer (2% ), Wash Solution
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6.

7.
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9.

10.
11.

12.

[9.

(20%), and diluted samples as described above.

. Add 350 uL of the Wash Solution into each well and aspirate

the solution. Alternatively, invert the plate, discard the
buffer, and then remove the remaining solution by blotting
on a paper towel. Repeat this washing procedure further
twice (total 3 times).

. Add 100 4L of the Buffer into each well, then add 50 uL of

standard solutions (0, 0.082, 0.25, 0.74, 2.22, 6.67, and 20 ug/
mL) or diluted samples.

. Agitate the plate on a microplate shaker for 1 minute (500

rpm). Cover with the plate seal, and incubate for 1 hour at
room temperature with shaking (approximately 100 rpm).

. After the reaction is complete, discard the solution from

each well and wash as in step 2, 6 times in total.

Add 100 uL of Anti-Human s-IgA Antibody, HRP-conjugated
into each well.

Cover with the plate seal and incubate for 1 hour at room
temperature with shaking (approximately 100 rpm).
Discard the solution from each well and wash as in step 2, 6
times in total.

Add 100 uL of TMB Solution into each well and allow to
stand in a dark place for 30 minutes at room temperature.
Add 100 uL of the Stop Solution to each well.

Measure the absorbance at 450 nm (sub-wavelength : 620
nm) using a microplate reader.

Using commercially available software, create a standard
curve from the measured values of each s-IgA standard
solution using a 5 (or 4)-parameter regression equation and
determine s-IgA concentrations of the diluted samples.
Multiply the obtained concentrations by 80 to calculate the
s-IgA concentrations of the original saliva samples.

When using semi-log graph paper, plot the concentration of
the standard solution on the x axis (log scale) and the
absorbance of the standard solution at each concentration
on the y axis (linear scale) to create a standard curve.
Determine the s-IgA concentration that corresponds to the
absorbance of each sample using the standard curve.

Typical Standard Curve]

Typical standard curve
250

2.00
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1.00 /
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0.00 :
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0.D. (450/620 nm)

sIgA (ug/mL)

[10. Precautions]

1.

Saliva samples should be stored frozen at -30C or below.
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Avoid repeated freezing and thawing of samples.

2. In general, reagents should be freshly prepared. In particular,

the standard solutions should be used immediately after
preparation. If the kit is used in portions, the prepared
standard solutions should be divided into small portions and
stored frozen at -30C or below.

3. Precipitates may form in the Wash Solution (20x) during

storage. The precipitates will dissolve with dilution, and the
quality will not be affected.

4. When diluting standard solution, be sure to use a new tip

for each dilution step. Dispensing to each well should be
performed accurately, as it affects the accuracy of the assay.
When adding samples into wells, use a new tip for each
sample and take care to avoid cross-contamination.

5. If the concentration of a diluted sample exceeds 20 ug/mL,

dilute the 80-fold diluted sample further with the Buffer and
use for the assay.

6. For incubation at room temperature, always use a microplate

shaker to shake the assay plate (except for the chromogenic
reaction). Shaking should be done slowly (about 100 rpm)
to prevent splashing of the reaction solution on the plate
seal.

. All measurements should be performed in duplicate.

8. Absorbance should be taken immediately after the reaction

is stopped.

9. The coloration level of the substrate may be slightly affected

by the reaction temperature, time, degree of shaking of the
assay plate, etc. Therefore, the standard curve must be
prepared for each assay.

10. Avoid exposure to strong light during storage or use of

each reagent.

11. Do not combine kits from different lots.
12. TMB Solution should be brought to room temperature in

dark place before use.

13. Some of the reagents contain biological materials of human

origin and should be handled accordingly.

[11. Measurement Examples]
11.1 Spiked Recovery Test

Spiked s-IgA | Assay value | Recovery

(ug/mL) | (ug/mL) (%)

0 64.8 —
Saliva sample 1 40 1088 1038
160 2208 082
400 404.8 87.1

0 46.4 -
~ 40 96.0 1111
Saliva sample 2 160 1960 50
400 4320 96.8

0 120.8 -
Saliva sample 3 40 189.6 117.9
160 2744 977
400 4760 914
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Spiked s-IgA | Assay value Recovery Preparation of Standard Solutions (example) :
(ug/mL) (ug/mL) (%) To prepare a 20 ug/mL Standard Stock Solution, add
0 112.0 - 0.5 mL of the Buffer to the vial of s-IgA standard, allow
to stand for about minutes to dissolve thoroughly,
40 157.6 1037 O d f b 10 mi dissol hi ol
Saliva sample 4 160 24 4'8 906 and mix. Dilute with the Buffer as below to prepare
400 441.6 86‘3 standard solutions of 6.67, 2.22, 0.74, 0.25, and 0.082 ug/
: - mL.
0 105.6 -
oncentration /mL) 67 2. .7: ¥ .08
Saliva Sample 5 40 1520 1044 Dilution (S:tandartd goluti(o‘;g(m; Original :621 é?f glj sz Z(l)iz 0*
160 2504 943 eXample Buffer (mL) 02 }/‘ 0.2 }/’ 0.2 T 02 02 02
400 6008 1188 % : Standard solution at 1 step higher concentration
11.2 Dilution Linearity Test
Measured value [ ]iAssay plate with immobilized antibody
Dilution ;
(ug/mL) [] | Wash 3 times.
1/1 363.5 []iBuffer 100 L
Saliva sample 1 1/2 201.7 []iSamples or Standard Solutions 50 uLL
1/4 107.7 0 | Agitate the plate in on a microplate shaker for 1 minute
1/8 53.6 (approximately 500 rpm).
/1 2374 | Cover with the plate seal and incubate for 1 hour at
Saliva sample 2 1/2 1239 [Ji  room temperature with shaking (approximately 100
1/4 65.3 rpm).
1/8 32.5 []i ] Wash 6 times.
1/1 3100 [J Anti-Human s-IgA Antibody, HRP-conjugated 100 uL
Saliva sample 3 1/2 167.3 { Cover with the plate seal and incubate for 1 hour at
1/4 395 O room temperature with shaking (approximately 100
1/8 427 rpm).
/1 2933 [Ji 4 Wash 6 times.
Saliva sample 4 1/2 145.3 [1'TMB Solution 100 u L
174 747 } Allowed to stand for 30 minutes at room temperature in
1/8 383 O dark.
1/1 1832 []iStop Solution 100 L
: 1/2 97.5 Absorbance measurement (pri length at 450
Sal le 5 primary wavelength a nm,
alva sampe 1/4 474 0 secondary wavelength at 620 nm)
1/8 26.8
[Storage]
11.3 Cross-reactivity Store at 2-10C
Related antibody Cross-reactivity (%) L
Serum IgG (Human) <01 [Expiration date]
Serum IgA (Human) 03 Indicated on the label
Serum IgM (Human) 0.0 [Package]
Serum IgE (Human) 0.0 ackage

[12. Assay Procedure Summary]

Ensure that you read the instruction manual and check the
sample conditions, assay conditions, and assay procedure before
beginning the assay.

Thoroughly equilibrate the plates and reagents to
1 iroom temperature (20C to 30C) before use (approx.
2 hours)

Dilution of Buffer (2x) and Wash Solution (20X ) :
[  Dilute the Buffer (2x) 2-fold and Wash Solution (20
x ) 20-fold with distilled water.
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For 96 assays

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://fwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12
D-41468 Neuss

U.S.A. Germany
Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile  : + 1-804-271-7791 Facsimile : +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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kb s-lgA ELISA v b7 O—

31— KFNo. 296-85401

[1. ko]

SRl IgA (Secretory IgA, s-IgA) g ra 7)) v O—F T,
WD EBEEICETENE T MBEREOEEZTH Y,
THALAE IR 2 330 T 2 Se b D el & L CHERES 2 134
M b @ s-IgA JEFEX, it DA ML A, LFSEGRFZEIZ B W
THEMBREREEE LTHeORTWE T,

Ak, & MEGE T O sIgA RS OMEICHMETE S
ELISA ¥ v b T,

[2. % v MERE]

A s R i P 0.082 ~ 20 ug/mL
5 SRR t b

DALY GUNY 5ul

0 7 PR [ #J 2.5 IREH]

[F) RE P LM CV<6%

H 2 3 CV<12%

[3. % v FFH]

R N it
Antibody-coated Plate/ JifK | 1. 2o 96wells (8x12)/
EHI{ET L — PRI TSy

P AR =
s-IgA Standard/s-IgA FE#E k), %ggg?;%% 1A
Anti-Human s-IgA Antibody,
HRP-conjugated/HRP BEakbt | 2D F FHEH 12mLx 1 4
v b sIgA Pk
TMB Solution/TMB ¥ TOFE T 12mL x 1 A
Stop Solution/ Kt 11 ifi 2 & il 12mL x 1 A&
Buffer (2 x ) /IAiARE R (2 x ) | FREZMHH 25mL x 1 A&
Jrash Solution (20%)/ WEHEHT | 50mLx 1%
Plate Seal/ 7L — b ¥ — | 2D F I 3
eI e - 13

(4. 52 5]

WEZFL—1bF (96 7)) OF%T IV, 7 APE b sIgA
PUADFEAIL SN TV E$. 207 T )V IR 7213 Hk
ZANTHARIC s-IgA Z A S E T, D% HRP fE#ie b
sIgA ik Z S S F 3, mEZICTZ VPOV F T 5 —E¥
HEEEZMET S EICED, Mikh o sIgAEEZRDL &
NTEFET,

[5. M2 I &k O%iE]

(x4 70Xy b BIOF Y7 5~1000uLl) (8 F 7
2O VFF v v RNV ERy ML)

O~xA4z7u7Lb—F)—%— (EMNE 450nm THIBE 30 F
THIETE HEE)

O=xA47u7L—MNRE T ZZ T = —H—
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CIBREEVS I / AR BN SBRE (79 2ARE 213K ) 7uE L
L)

O~ A 707 L— MIREEE Tk 086138550 5.
S FVFA ARV =, TAEL =5 —FRHERY T
HE3%)

Ox A3 & — (1,000mL)

CIZEROK £ 7213 A F+ >k

(6. SAEHOMRL]
F v b OREFMHMACLT R (20 ~30C) ICRLTFEW
(2 WFHIARED) o

6.1 FRIE

FRAE T DA B ISR 05mL 2 A, # 10 7> F#HE L CTAEY
TR, O, 20 ug/mL (0.5mL) OFEHE I & AR
L9,

C ORI S 01lmL & & D, TN EREBE 02mL TAHML .
6.67 ug/mL DFFHEFHZWE L £ 9o LT RO A HERLEZ
DL, 222, 074, 025, 0.082ug/mL D KA 2 FHE L
T9o Oug/mL OREAEGERIL, REHZZOXIHML T

WE (ug/mlL) TSI O R
6.67 REHE T EGE - 0.1mL 0.2mL

2.22 6.67 ug/mL & ¢ 0.1mL 0.2mL

0.74 222 pg/mL ¥ ¢ 0.1mL 0.2mL

0.25 0.74 pg/mL/ % : 0.1mL 0.2mL
0.082 0.25 ug/mL ¥ - 0.1mL 0.2mL

0 (Blank) - 0.2mL

6.2 FRAHr
AR (2x) R ZAHAKT2HICHML AL,

6.3 P

BERR DRI (20%) 50mL (4rim) % 2R 7K 950mL 12 CTAML
THMLET,

AL 720l 2 AR L2613, ZallSEmRL T
LML,

OFDMOFRFEIZZOFTFMHL T3,

(7. B SHETs %]

HAERAE L TV AR IE, S TR R X L TR S

Vo MR Z (6.2 $RMHH ] TR L 78R T 80 AR L

E35 I

L. MR PR KL 00 SRS & A L. 25 BRBRAS | SRR % 395wl ¥
OELE T

2. BWERRAEZ 5 ul $oMA. XKL T

(8. s 0]

1. ¥ v bOEMZEE (20 ~30C) 2BV T HPHL 3,
A TR PEIFI B X O BURA 2 FRE o s hE o
THEL T,

2% TVIC, R 350l iEL. TAEL—% =12k
DIRBIT 22N HHVIETL— M2 RELEEZETH L,
ME AN LI 7272& 205X ICLTiieBRE TS,
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COFEE S HIZ 2N R L. AFF 3 BOMWEEEEZ TV
9,

3K TOVICHRAN 100 uL = /37 E L. 2 W TR (0.
0.082, 0.25. 0.74. 222, 667, 20ug/mL) F 7213 7 FRAR K
50ul ZMZ F T,

4. MWET L= 2TV —bF3IFH—T10MEE G00rpm) L
72, FL—1FY—TY—LL, HiRT1IHMEES LE
3 (# 100rpm) o

5. 8 TV O ERRE, 2. L RO BEEIRIEE A5 6 [TV
ESe I

6. %7 V|2 HRP E#kbi e b s-IgA Pk 100 uL 259 L 95

7HES L= &2 T L — by =Ty —IV L, ST RHIR
L9 LEYT (H100rpm),

8 £ TVHOW R E, 2. L FROTLERMEZ &5 6 ATV
7,

9. % T)UIZ TMB & 100 uL 2 757% L. ESBIRE CEfE L.
FHIRT 30 FHOESEE T,

10. %7 TV BUSFEEIRTE 100 uL 2z E 9

11.v4 2707 — kY —%—I12T 450nm/620nm D WG % )
ELET,

12. 1OV 7 v 27 ZJHWT, 5 (or 4)-Parameter O a7

B L. s-IgA BEHEEEH O K0 R O HE A 5 FL il %
TER L. AHURIRD s IgA WRIEZ KD F 3, ROZREE 80
L JLOMERMART O s IgA BEXH B L9,
FRHEOT IR 2 W B850, il (Log ) (CREEHEE
JEx . #tdh (Linear M) (CEEMEEAWEEE OWOLE 2 71 v b
L CREAE AR 2 PRI L MR oWt RE & BEHE i 24 TiE o,
s-IgA OWREEHAIY T,

(9. B i

250
2.00

1.50 /./
1.00 /

0.50 //

0.00 :
0.01 0.10 1.00 10.00 100.00

Typical standard curve

/

0.D. (450/620 nm)

sIgA (ug/mL)

[10. iR L]

1. MERMARIE — 30C AT CHUSEALE L CF v Mk o Sk
AR YREHZNVEHIIZLTFEN,

2. AREIT MR A B & LCF S v, JFR1C, Fe i3,
BEHICHALTT S, 2B, Fv bE5EMHT 5854,
AL DR SEE N LT — 30T DUT TSR L
TF3wv,

3. IEAHIEE (20%) PR EPICIEEEE LA ENH D T
P ORI APE R CHEM L 3o I
TEVWER A

4, BERERW A AT 5 & 23, MBI LIS LwF
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TEMBHLTTE W, 2 &7 ZIUAO SRR R
R 5.2 33O TIEMICIT> TFEv, Bikz v v
WEAT B8R, MIEZEIZH LTy 72 H v, BEH
HEOHRDR WL I IEZRLTT & v,

5. ZHARDT 20 ug/mL % #B A B @R 0S4, 80 1A
Wtk & S ITREEIC THM L THRZE L TTF & v,

6. FIMTOGICRLT A 707 L — PHIEE S B2 W,
WEFL—F2HEEILTTE (BROUSOBEEZEL).
LB, WEIETL— =N IBEAS IRV E I W o
LY EfFoTFEW (#100rpm) o

7. MEIETRT 2 HMETIT-> TF S,

BSOS EIRER I T ARRPICWOEEORE 24T > TTF &,
9. BERIH O FA L ~NOVIF SUSTEE. B, WE 7L — h iR
EI)DORERETHOT P TTPREEZITLILNHY T
DT, BEEMABIELTRE T LIER L TF S v,

10. FREORGEH D L ATBHAFIHRWIEA S 725w X 512
EELTFE W,

1L 82220y bOFy bZHAEGDETHEHLEZWTTF S W,

12. TMB B IESIRETERICE L T2 OMH L TTF S v,

13. —ORIEICIZ,  FEREWFEHMEEZEAILTCOITO
T FENITERE L TTF S,

o)

(11, ]
@ bR EpES
(ug/mL) (ug/mL) (%)
0 643 -
- 10 1088 1038
MR B 1 160 2208 932
400 40438 87.1
0 464 -
_ 40 96.0 1111
R AR 2 160 196.0 95.0
400 4320 968
0 1208 -
. 40 1896 117.9
MEHRRAE 3 160 2744 977
400 4760 914
0 1120 -
‘ 40 1576 1037
ML 4 160 2448 90.0
400 4416 86.3
0 1056 -
. 40 1520 1044
JIfE: ¥ A
AL 5 160 2504 943
400 6008 1188
11.2 Ay B AR 5%
i B WM (ug/mL)
/1 3635
o 12 2017
M AR 1 14 077
1/8 536
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N et (ug/mL) () HRP Eiitbie b s-IgA Hitk 100 «L
1/1 2374 0 ! (7”1/~}%)7"1/—]~“/~)I/’C~‘%o“(§‘iﬁ“(“lﬂ$%ﬁl§k’)
. 1/2 123.9 # 100rpm
Pk 2 1/4 653 O 1 % 6 Il
1/8 325 (] TMB %k 100 4L
1/1 3100 0 4 STl L C 30 45 i
R T 3 }ji 18697 -53 ) R i 100 1.
18 42'7 O Edig (I E 450nm. HIE 5 620nm)
/1 2933 -
. 1/2 1453 O ix]
WA 4 14 77 2~10C 47
1/8 383
R
- 1/2 975
WEERAR A 5 14 a74 o
/8 268 96 [l fif
11.3 s
BAPUAR Y X7 RO (%)
Serum IgG (Human) <01
Serum IgA (Human) 0.3
Serum IgM (Human) 0.0
Serum IgE (Human) 0.0
[12. BRVET ]
VoS BRI E 2 — 5t L CHR S, e Stk 5 77 i %
Bt MEBEZIT> T3,
0 IV L— b, REEE FICER (20 ~30C)
CRLTTF &,
AT AR (2% ). JEMIPEEHE (20x) OFH# @ 29
O KT, RRE (2x) & 2%, EmotEm (20x)
1320 fFICAHML TP E v,
A OTEL (B) @ sIgA BEHES DN A T OV IR
W 05mL 2 ANTH 10 0 MFHE L. T IcEiL<Tr
] S, BIEL. 20 ug/mL ORBEHEFFEHEZ B L 9,
ZDOHBTREO L ) IR CTAML T 667, 2.22, 0.74,
0.25, 0.082 ug/mL DOIEHEFM 2 VEE L TF v,
W% (ug/mL) 6.67 222 074 025 0082 0
PELUF) | e (mL) B 0197 01501701501 -
PR (mL) 0.2 0.2 0.2 0.2 0.2 0.2
¥ 0 ONE DR E ORI
L PiAREHIE 7L — b
L) ok 3 Inl B ST
U i 100 1L Sy Ly Gt e bt
U] R E R 50 4L ST 70IVAL D EKE ST
) FL—r&7L— k3 %49—C1 5 MAEE (5 500rpm) KRR AREER=TE 1 &2
b ZV— P ET L= b YT TRET LIRS ) Tel : 06-6203-3741
(#7 100rpm)
LIy Pk 6 |

2307KA3
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