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«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 3615;7 (;l;i?a te
sIgA Standard Lyophilized product, 1 vial

use after reconstitution
ﬁggb% l(lir;aIEIIRSPI»%oAnjugate 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 x 1 vial
Wash Solution (20%) | 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
1g/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 (2x)
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 (2x), Wash Solution
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2.

3.

4.

5.

6.

7.

8.

9.

10.
11.

12.

(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 uL 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

200 ad

~

/

/
../'/ .

0.00
0.01 0.10 1.00

0.D. (450/620 nm)

10.00 100.00

s-IgA (ug/mL)

[10. Precautions]

1.

Saliva samples should be stored frozen at -30C or below.
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10.

11.
12.

13.

Avoid repeated freezing and thawing of samples.

. 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.

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

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

. 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.

. 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.

. 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.
. Absorbance should be taken immediately after the reaction

is stopped.

. 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.

Avoid exposure to strong light during storage or use of
each reagent.

Do not combine kits from different lots.

TMB Solution should be brought to room temperature in
dark place before use.

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 40 108.8 103.8
160 220.8 982
400 404.8 871

0 46.4 -
i 40 96.0 1111
Saliva sample 2 160 1950 o
400 4320 068

0 120.8 -
Saliva sample 3 40 189.6 1179
160 2744 077
400 4760 o014
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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
40 1576 1037 ] to stand for about 10 minutes to dissolve thoroughly,
Saliva sample 4 160 244.8 906 and mix. Dilute with the Buffer as below to prepare
200 441.6 86.3 standard solutions of 6.67, 2.22, 0.74, 0.25, and 0.082 u g/
: - mL.
fo 1222 10:1 4 Dil t Concentration (ug/mL) 6.67 222 0.74 0.25 0.082 0
ilution
Saliva sample 5 : : Standard Solution (mL) Original : 0.1 7/ 01 3/ 0.1* 7> 01* 3> 0.1* -
41160 2504 1914-3 example Buffer (mL) 02 T 02 }/'o.z 02 To.z 02
0 6008 88 * : Standard solution at 1 step higher concentration
11.2 Dilution Linearity Test
- Measured value []iAssay plate with immobilized antibody
Dilution (ug/mL) [Ji} Wash 3 times.
1/1 3635 [ i Buffer 100 L
Saliva sample 1 1/2 201.7 []iSamples or Standard Solutions 50 uL
1/4 107.7 0 } Agitate the plate in on a microplate shaker for 1 minute
1/8 53.6 (approximately 500 rpm).
}/é ?g;g } Cover with the plate seal and incubate for 1 hour at
. / . [Ji  room temperature with shaking (approximately 100
Saliva sample 2
1/4 65.3 rpm).
1/8 325 [Ji} Wash 6 times.
1/1 3100 [J'Anti-Human s-IgA Antibody, HRP-conjugated 100 «L
Saliva sample 3 1/2 167.3 } Cover with the plate seal and incubate for 1 hour at
1/4 89.5 O room temperature with shaking (approximately 100
1/8 427 rpm).
171 2933 [l I Wash 6 times.
Saliva sample 4 1/2 1453 L] TMB Solution 100 «L
}/ g ;g; 0 } Allowed to stand for 30 minutes at room temperature in
/i . dark.
/1 1332 []iStop Solution 100 «L
: 1/2 975 Absorbance measurement (pri 1 h at 450
I 1 primary wavelength a nm,
Saliva sample 5 1/4 474 o secondary wavelength at 620 nm)
1/8 26.8
[Storage]
11.3 Cross-reactivity Store at 2-10C
Related antibody Cross-reactivity (%) o
Serum IgG (Human) <01 [Ex.plratlon 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
O room temperature (20C to 30C) before use (approx.
2 hours)

Dilution of Buffer (2x) and Wash Solution (20 ) :
[ 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://www.wako-chem.co.jp

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

1600 Bellwood Road Fuggerstrasse 12
Richmond, VA 23237 D-41468 Neuss

USA. 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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iEA:EE 31— KFNo. 296-85401

kb s-lgA ELISA ¥y b7 O—

[1. Ztoic]

S IgA (Secretory IgA, s-IgA) EHREr a7 v O—FT,
SRk b EEICEIN T T, MEREO LR TH Y,
THALE LIRS BT B SRR O i & L CHERET 5 132
WEE O s TgA ML, flie DR ML A, LHEFWIZEICE W
THMZERREE LTHwsRTuET,

Afiid, & MER T O sIgA ZAFRMPOFMEICHETE S
ELISA ¥ v FT9,

[2. & » FTERE]

ok s A A 0.082 ~ 20 ug/mL
W 5 GeA AR b b I
DS LNy 5ul
T 7 IR ] #7 2.5 ]
[ I I L CV < 6%
H 23 CV<12%
[3. ¥ v FE]

B i IRAE A

= jin s 20 X

I}E?ﬁgylfi)ftﬁd Plate/ PUfk S ¥ 96V\ieg§l/(ii ]}2)/
s-IgA Standard/s-IgA HEie i, %:g;%b&% 1A
Anti-Human s-IgA Antibody,
HRP-conjugated/HRP BLikbt | 20 F T 12mL x 1 &
v b sIgA Hifk
TMB Solution/TMB ¥ TOFEFMH 12mL x 1 &
Stop Solution/ Bt 5t 11 ik L2F i il 12mL x 1 Z
Buffer (2% ) /AL E R (2% ) | ARBMAMEH 25mL x 1 A&
NS @ | e | s
Plate Seal/ 7L — b ¥ —)v | ZOF M 3
I A — 1#k

(4. 3052 5]

WEZL—1F (96 7T) OFK7 TV, ¥T7Afik b sIgA
PuEAEMILENTVE T, T TV IHEERE E 72 130G
ZANTHARIC s IgA 2R3 3. 0% HRP fkbie b
sIgA Pk B S F 3. RBEICTZIVHORV I F T 57—
WHEZMET LI EICED, Mk o sIghiREEZRDL I &
NTEFET,

[5. MR X O]

(x4 70Xy b BXOFvy 7 5~1000ul) (83 F /-1
12O IVFF v v Ry ML)

OxA427u7L—1Y—%— (g 450nm THOLE 30 F
TlllE T X % %iH)

O~A427u7L—MREIETE Y =— D —
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RS AR / BR A RUH RBRE (M9 A-E 213K Yo L
e

(=4 7ua7L— MIvkEzE (FEoN Sk o TER.
Z—=FVF4 ARVY—, TAEL—=F —F 7 3HERY T
He3E)

Ox2Z2¥Y »%— (1,000mL)

CIZERK F 720384 o+ vk

(6. SAF D MR L]
F o b ORI FENFN LT =R (20 ~30C) WRLTTFSW
(2 BEHIAREE)

6.1 FLE

BRUE S OFF G\ AR 05mL Zh R, #9 10 2 FIfHE L CTNEY
B, TICHE L. 20 ug/mL (0.5mL) OFEHE T A FH G
L9,

C OBHERE S 01mL & & ) TN A 0.2mL TAML .
6.67 ug/mL OFEEREZ B L T3 UF IO PURIE 2 #
DR L. 222, 074, 025, 0.082 ug/mL O & AR &2 A B L
T9o Oug/mL OREAEEHIE, HEEzZOT /ML I,

W (ug/mL) PEHE R D7t TR AT
6.67 HE O 0.1mL 0.2mL

222 6.67 ug/mL % - 0.1mL 0.2mL

0.74 222 ng/mL ¥R - 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 Ak
BRI (2x) JEiE 2 2K T2 AN THEAL .

6.3 P

PR (20x) 50mL (4ri) % ZFK 950mL 12 TATM L
THEHL I,

AL 720 & BT L7213, BeICEmICRE L Tr
LREMLET.

OFDMORIEIZTZOFEFMHL F 3,

(7. By R )

HAREPRAE L QORI S TRl & CBFRLCT &

Vo WEEMARZ (6.2 #R MW ] CHE L 724 < 80 5 L

SRS

L. WG R KL 0 BUBRAE & A Ly 25 SRBRAS | SRR 2 395 uL ¥
OHELET,

2. BWEAEZ S ul $oMA. XKL T

[8. & #PE]

1. ¥ v bOEMZER (20 ~30C) 2BV TSP L3,
PR RRIEE . PRI B X O A % Eit o likicht -
THELEI,

2.4 TVIT, PR 350 uL B EL. TAEL—% —I2 X
DIRGIST B2, HHWIETL— b2 RELEZETED L,
MYF NI 727252002 kI L Ciid 29,
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COEER S S22 KL

iﬂ_o

% TOVIZHREAE 100 ul & 07E L. 2w TR (0,

0.082. 0.25. 074 222, 667, 20ug/mL) F 7213 M KR

S50ul Mz E9,

WEFL— 27— 3IFH—7T145MHHE 500rpm) L

72, FL—hFYy—LTY—JVL, BiRTIHMEE) LT

3 (# 100rpm) o

5. % TIVHO A &, 2. L RO HERIERY AFF 6 ATV

9,

#7 L)V HRP Bk b sIgA Ptk IOOuL % MELE T,

WEFL—1 27T L— b —NTy— L, ET1HRE

L9 LEF (B 100rpm).

HF IR O AR E, 2. L FEOTRERES G5 6 BTV

9,

& VI TMB % 100 uL 2 07FE L. ERIREECFbE L,

FHR T30 MK SEET,

10. %7 VA BORE IR 100 u L ZMZ F o

11. ¥4 27a7L— Y —%—I12T 450nm/620nm D WG % )
ELET,

12.1HEOY 7 v =7 2T, 5 (or 4)-Parameter O a3
2R L. s-IgA BLHERIR O 45 30 B O il A O B i &
TERL L. MR D sTgA IREZ RO F 5, RDOBREE 80
L. JTEOMEEHRAT O sIgA BEEFH LT3,
FoR O IR A T 2 3556, Al (Log ) (SRR HE M O
BEa . #til (Linear fll) (ZEEHERAREOWOLEL 71 v b
L CREHE MR & VERL L ﬁi%@ﬂ&)‘nf‘p%’f“@ﬂﬂﬁ E =N
s-IgA OPEEZ A T,

. ERE ]

250

2.00

/
1.00 /

0.50 .//

0.00 :
0.01 0.10 1.00 10.00 100.00

v BEF 3 MO PR E T

w

>

N o

0

.©

—
<)

Typical standard curve

e

0.D. (450/620 nm)

s-IgA (ug/mL)

[10. BRI Lo i)

1. BERARIE — 30°C LT CHUSEATE LT T & v, Bk o S
REBRDBEE LWL HIITL TRV,

zﬁﬁum%%ﬂ%ﬁmaufTéw Hiz WE&@%%%\

WHEHALTFE W, B, ¥ b %/‘iﬂﬁ)ﬂﬁ‘é
ﬁ%&@ﬂEm@ﬁﬂ¢\ULT‘—%CUTTﬁ#%TL
TFEW,

3 EMITEERE (20%) XPRAFHRICIEER EL LB T
B CORBAI A BRI AL 3o T mEICIEME
TEWE A

4 R BT 5 & 21, R &
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ZTH LTy

TEMEHLTTFE v, F20 K7 TUAOSERIETHIER
L %@%&Ki?@fi% ATo T P&V, MfkzE )L
WCEATAEAIL. AT EISH LTy 7% Hv, BRI

E%®%%ﬁ&m;5K&%LfTéwo

5. A RBARDS 20 ug/mL % H 2 % B EHAEO Y A1, 80 A
etk Z & SITRERICCARL THEL TF S,

6. R TOISIZIEZLT A 707 L — PHIRE I HW,
WEZFL—=F2RE)LTTEW (BEKSOHEGZKHL),
B, WEIRFTL— MY = VIZHBEDSIZREVWE @5
<D EFTH>TFEW (#100rpm)s

7 WEIETRT2HMETIT> TFE W,

&ﬁﬁ%t%u\?&%#u%%&@%i%ﬁofTéw
9. BERILH DI L ~NOVITSUSILE. BER, E 7L — h o
E)DORELRETOTNTINWELZZTLIELDHY TT
OT, BRI TIE T LR L TFE v,

10%ﬂ$®ﬁﬁ¢ét<uﬁm¢mﬁw%ﬁ%t%&m;5u
EELTFEW,

1. 8% 20y FoFy baflAaGbETHHALZVWTT SV,

12. TMB & HI3EGIRECTERIE L T2 AL TTF X v,

13 —HoREEITIX. v MHREDFENM R Z AL T T o
THYFNTTERE L TF S v,

[11. 305 BI)
111 Zhn Rk
i 52 il [ERES
(ug/mL) (ug/mL) (%)
0 64.8 -
. 40 1088 1038
MR B 1 160 2208 982
400 4043 87.1
0 464 -
. 40 96.0 1111
WE B 2 160 196.0 95.0
400 4320 968
0 1208 -
. 10 1896 1179
MEHL AR 3 160 2744 977
400 4760 914
0 1120 -
o 40 1576 1037
ML 4 160 2448 90.0
400 4416 86.3
0 1056 -
. 40 1520 1044
WEABRAE 5 160 2504 943
400 6008 1188
11.2 Z R AR 3R s
FY N MEM (ug/mL)
/1 3635
o 12 2017
WL 1 /4 107.7
13 536
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} V=127V =1 3IFH—T100HEE B 500rpm)

| 7= 2T L= Y=V THoTERTIHBHIEE S
(%) 100rpm)

O O OO

| Pk 6 I
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Ci NS WEft (ug/mL) (] HRP &b + s-IgA Hifk 100 «L
/1 2374 Ot TV b ET L= b Y- N TH o TRET LR
. 1/2 1239 (#5 100rpm)
Wi R A 2 14 53 YT
1/8 325 (] TMB % 100 uL
}/ ; 11’)10-0 [ 4 STl L C 30 45 i
W1 3 1; 2 8%753 ORISR 100 41,
18 42'7 ChmerEdle (PR 450nm. #IP% 5 620nm)
/1 2933 -
WA 4 12 1453 zmjwzé }%ﬁ
1/4 747
/8 383
/1 1882 L,ﬁ,\ﬂffﬁfgéﬁ
1/2 975
MR A 5 14 474 .
1/8 26.8 96 [l i
11.3 &7 Rn
BEEYUA Y N2 RIS E (%)
Serum IgG (Human) <0.1
Serum IgA (Human) 0.3
Serum IgM (Human) 0.0
Serum IgE (Human) 0.0
[12. Ve mE ]
DS ARSI 2 — e L TR S E Stk M )7 % ik
Ptk MEBEZIT> TTF &V,
[ PENVT L= b RS R A E (20 ~ 30T)
CRELTF X,
WA AR (2% ). BEMIPEEHE (20x) oOFH L @ 2%
O kT, BkmfREm (2x) 2%, Bmtidm (20x)
1320 fEICAHMLTF S v,
EHES I O (B) @ sTgA BEHES DN A 7OV HE M
i 05mL & AN TH 10 Rl L. Ho0iCiEm L CF
O dv, BIEL. 20ug/mL OF#EREREZFEL 7,
ZOHTLO LI IREEHRCTHHL T 667, 222, 0.74,
0.25, 0.082 ug/mL OREMEFHEZER L TF S,
W (ug/mL) 6.67 222 074 025 0.082 0
DB | e (mL) B 01 }/’ 0.1y~ 01* > 01%y*01* -
M (mL) 0.2 0.2 02 0.2 0.2 0.2
* 0 ONE DR OB
YiRBERIE T L —
b PR3 1Al B T
L 100 4L = Ly Gt o bt
Wbk 3 7 B 50 41, BTV A M ER ST

AERTHRRXEEBII=TBE1&25
Tel : 06-6203-3741
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