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Code No. 292-84401

Oxytocin ELISA Kit Wako

[1. Introduction]

This item is an ELISA kit designed for the quantitative detection
and measurement of oxytocin in biological fluids such as saliva,
urine, serum and plasma. The kit can be measured by a simple
pretreatment, and does not require purification using a C18
column and organic solvent, which was conventionally performed
as a pretreatment method. For Research Use Only. Not for use
in diagnostic procedures.

Oxytocin is called as a love or happy hormone consisting of 9
amino acids. It also has stress relief, learning ability improvement,
anxiolytic, and anti-fear effects, and is expected to have therapeutic
effects on mental illness (autism, depression, etc.).

[2. Performance]

12 mL/
Sample Buffer 2 Ready-to-use 1 bottle
Plate Seal - 4 sheets
Instruction manual - 1 book

Standard curve range | 4.00-1,024 pg/mL

Measuring object Oxytocin

Human saliva, urine, serum, plasma
Mouse serum, plasma
Rat serum, plasma

Sample

50 #L(n=1, minimum volume)

Sample volume 200 uL (n =2, recommended volume)

Assay time Approx. 2.5 hours

Detection method Luminescent detection *

* Requires luminescence plate reader for measurement.

[3. Material supplied]

Components State Volumg or
quantity
1 plate
Antibody-coated Plate Use after washing 96 wells
(8x12)
. - 100 uL/
Oxytocin Standard Use after dilution 1 bottle
60 mL/
Buffer Ready-to-use 1 bottle
. . .| Use after reconsti-
Biotin-conjugated Oxytocin tution and dilution 1 bottle
Peroxidase-conjugated Concentrated Use 100 uL/
Streptavidin Solution after dilution 1 bottle
Luminescent Reagent 1 Ready-to-use 6 mL/1 bottle
Luminescent Reagent 2 Ready-to-use 6 mL/1 bottle
. Concentrated Use 100 mL/
Wash Solution (10) after dilution 1 bottle
Sample Buffer 1 Ready-to-use 5 mL/1 bottle
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[4. Measurement principle]

The microplate is coated with anti-oxytocin antibody. In each
well, the standard solution or sample and biotin-conjugated
oxytocin are incubated to proceed with the antigen-antibody
reaction. Furthermore, peroxidase-conjugated streptavidin is
added to proceed with the biotin-streptavidin binding. Finally,
peroxidase activity in each well is measured to determine oxytocin
in the sample.

[5. Equipment or materials required but not supplied]

(] Purified water (distilled water)

[] Test tube for dilution of a standard solution and samples

[J Glass utensils for dilution of Wash Buffer (e.g. Graduated
cylinders and beakers)

[] Pipettes with disposable tips (one capable of pipetting 10 zL
of liquid accurately and one capable of pipetting 200 to 500
uL)

[ ] Dispenser capable of dispensing

[] Water-absorbable material such as paper towel (to remove
liquid remaining on a plate after washing)

[]Mixer (Vortex type)

[] Shaker for 96-well plate (approximately 600 to 800 rpm)

[J Automatic washer for 96-well plate (If available) or washing
bottle

[] Microplate reader for luminescence detection

[ Software for data analysis

[6. Reagent preparation]
Bring the reagents to room temperature about 2 hours prior to
use.

6.1. Standard Solution
Standard solutions are prepared using Standard solution
(1024 ng/mL) and Buffer as shown below.

Concentration of Volum
the standard Volume of the standard solution oume
: of Buffer

solution (pg/mL)

1024 Standard solution (1024 ng/mL) : 30 uL |2970 uL

512 Standard solution (1024 pg/mL) : 150 uL | 150 uL

256 Standard solution (512 pg/mL) : 150 uL | 150 uL

64.0 Standard solution (256 pg/mL) : 50 uL 150 uL

16.0 Standard solution (64 pg/mL) : 50 uL 150 uL

4.00 Standard solution (16 pg/mL) : 50 uL 150 uL

0 (B0) - 150 uL

6.2. Biotin-conjugated Oxytocin

Reconstitute Biotin-conjugated Oxytocin with 100 4L of distilled
water and completely dissolved. Dilute the solution 100-fold
with Buffer.
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6.3. Peroxidase-conjugated Streptavidin Solution
Peroxidase-conjugated Streptavidin Solution is diluted 100-fold
with Buffer.

6.4. Luminescent Reagent 1/2

Mix Luminescent Reagent 1 and Luminescent Reagent 2 in 1:1
(vol./vol.) and incubate for 30 minutes before use. Keep in the
dark.

6.5 Wash Solution (10x)

Wash Solution (10x) is diluted 10-fold with purified water
(distilled water).

(e.g.) When solution for 96-wel reaction is prepared.

Add 100 mL of Wash Solution (10X ) to 900 mL of purified water
(distilled water) to prepare 1,000 mL of Wash Solution (1X).
Other reagents are ready-to-use.

[7. Stability and storage method of each reagent]

7.1. Antibody-coated Plate

Unused antibody-immobilized strips (kept refrigerated and
sealed) should be returned into the zip-seal bag provided in the
kit and stored at 2-10C. These are stable until the expiration
date.

7.2. Oxytocin Standard
Store at 2-10C. It is stable until the expiration date. Discard the
remaining diluted standard solution after use.

7.3. Buffer

If a part of Buffer is used, transfer the volume slightly greater
than needed to another container, immediately close cap lid
tightly without bringing the remaining Buffer to room temperature,
and store at 2-10C. It is stable until the expiration date.

7.4. Biotin-conjugated Oxytocin

Store at 2-10C. It is stable until the expiration date.
Reconstituted standard solution should be stored at 2-10C and
should be used up within 2 weeks. Discard the remaining diluted
solution after use.

7.5. Peroxidase-conjugated Streptavidin Solution

If the kit is divided for multiple assays, prepare these solutions
by dilution just after taking out of the refrigerator, immediately
close the cap tightly without bringing the remained stock solution
to room temperature, and store at 2-10C. It is stable until the
expiration date. Discard the remaining diluted solution after
use.

7.6. Luminescent Reagent 1, Luminescent Reagent 2

If the kit is divided for multiple assays, prepare these solutions
just after taking out of the refrigerator, immediately close the
cap tightly, and store at 2-10C. It is stable until the expiration
date. Discard the remaining mixed Luminescent Reagent.

7.7. Wash Buffer (10x)
Store the Wash Buffer (10x) with the cap tightly closed at
2-10C if applicable.
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It is stable until the expiration date. Discard the remaining
diluted washing solution.

7.8. Sample Buffer 1, Sample Buffer 2
Store with the cap tightly closed at 2-10C. It is stable until the
expiration date.

[8. Sample preparation)

8-1. Add Sample Buffer 1 to sample in the table below. Shake it
and incubate 5 minutes. Shake it again and incubate 5 minutes.

8-2. Add Sample Buffer 2 which gel is mixed evenly to sample
in the table below. Shake it and incubate 5 minutes. Shake
it again and incubate 5 minutes.

8-3. After shake it, centrifuge (5000-6000 g, 10 minutes, 4C)
and use the supernatant as a sample for measurement.
Don't suck the gel in the buffer when collecting it.

Urine Saliva/Serum/plasma
Sample volume | 50 uL | 100 uL | 200 uL | 50 uL | 100 uL | 200 uL
Sample Buffer 1 | 5uL | 10uL | 20uL | 5uL | 10uL | 20uL
Sample Buffer 2 |275uL| 55ul | 110 uL [275uL | 75uL | 150 uL
Dilution factor 1.375 1475

(Precaution for sample)

+ Add 100 KIU/mL aprotinin and 1/750 amount (v/v) Proclin950
to sample at the time of the sample collection.

- It is recommended to store the sample with 100 KIU/mL
aprotinin and 1/750 amount (v/v) Proclin950 at -80C or lower
for long-term storage. Avoid repeated freezing and thawing.
Thaw the frozen sample just before assay and thoroughly
agitate. Prepare the sample before use.

- If presence of interfering substances is suspected for the
sample, dilute the concerned one at multiple dilution ratios to
check the dilution linearity. Dilute the prepared sample with
the Buffer.

- Samples with turbidity and insoluble matter should be used
for measurement after removal by centrifugation.

+ When diluting a sample, dilute it with physiological saline or
Buffer in this kit in advance using a test tube (PP, PE), and
dispense it into the measurement well after the preparation
process.

- For assay values below the detection limit, try concentrating
the sample using the following method.

Note, however, that the amount of sample required will be
greater than that used for a normal assay.

For human saliva, human serum and human urine samples,
we confirmed concentrating samples up to 3-fold.

[Reference]

Sample Concentration Method

Example of concentration protocol (3-fold concentration, duplicate

assay)

(1) Collect samples of 300 L (3 times the amount of sample
required for a normal duplicate assay).

(2) Add 30 uL of Sample Buffer 1. Stir, then allow to stand for
5 minutes. Stir again, and allow to stand for further 5 minutes.
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(3) Add 225 uL (for saliva/serum samples) or 165 uL (for
urine samples) of Sample Buffer 2. Stir, then allow to stand
for 5 minutes. Stir again, and allow to stand for further 5
minutes.

(4) Stir, then centrifuge the sample (5000-6000 g, 10 min, 4C)
and separate 360 uL of the supernatant.

(5) Concentrate and dry the separated supernatant in accordance
with the following conditions.

Equipment : miVac Duo LV (Cat. No. DPP-10000-G00, SP
Scientific)

Concentration conditions : 30C, 3 hours

Note : Store dried samples at 4C.

(6) Add 120 uL of the Buffer supplied with the kit to the dried
sample (3-fold concentrated by volume).

[9. Assay Procedure]

1. Wash 4 times the plate with Wash Buffer (1% ). Invert the
plate and gently blot it against clean paper towels.

2. Add 50 4L of biotin-conjugated oxytocin solution to each
well.

3. Agitate the plate on a microplate shaker.

4. Add 50 uL of standard solution to each well.

5. Add 50 uL of samples after preparation (shown as 8. Sample
preparation) to each well.

6. Agitate the plate on a microplate shaker.

7. Cover with a Plate Seal. Incubate for 2 hour at room tem-
perature (20-25C).

8. Discard the solution and wash 4 times with Wash Buffer (1
x ). Invert the plate and gently blot it against clean paper
towels.

9. Add 100 uL of diluted peroxidase-conjugated streptavidin
solution to each well.

10. Agitate the plate on a microplate shaker.

11. Cover with a new Plate Seal. Incubate for 30 minutes room
temperature (20-25C).

12. Repeat the wash as in step 8.

13. Add 100 4L of mixed luminescent reagent 1 and 2 (1:1) to
each well.

14. Shake the plate for 1 minute using the microplate shaker.

15. After agitation, determine the luminescent intensity (RLU)
using the 96-well microplate reader (for luminescence
measurement). It is recommended to perform the measurement
10 to 20 minutes after addition of the luminescent reagent.

(Calculation)

Create a standard curve by plotting the concentrations (pg/

mL) of the standard solutions along the X axis and the RLU
(B/B, (%) along the Y axis. Read the concentration (pg/mL)

corresponding to the RLU (B/B, (%)) of the diluted sample.

Multiply the concentration read with the sample dilution factor

to obtain a measured value.

*Use of a tertiary polynomial equation with 4 or 5 parameters is
recommended for the arithmetic processing using computer
software.

*The oxytocin concentration using this kit is determined with
reference to the WHO International Standard (Oxytocin 4th
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International Standard ; NIBSC code : 76/575).

Examples
Oxytocin (pg/mL) RLU B/B, (%)
1024 17269 16.4%
512 35560 33.7%
256 56127 53.2%
64.0 84849 80.4%
16.0 93648 88.8%
4.00 100273 95.1%
0 (B) 105488 100%
RLU B/B, (%) | Measured (pg/mL)
Sample 1 53147 50.4% 283
Sample 2 79755 75.6% 859

B/B,(%)=(RLU of standard or sample/RLU of 0 pg/mL(B,)) x 100

[10. Standard curve]
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[11. Precautions]

1. This kit shall be used by an operator who has completed
training for ELISA method or under appropriate supervision.

2. This kit shall be used by an operator who has a stably
reproducible pipetting skill if the measurement is manually
operated.

3. Wear protective gloves, clothing, eye, and face protection.

4. Avoid skin contact with any reagent. In case where any

reagent in this kit comes in contact with eyes, mouth, wound,

or skin by mistake, provide emergency care, for instance,
rinsing immediately with plenty of water, and seek medical
advice if necessary.

Do not drink, eat, or smoke in a place where this kit is used.

6. Handle the sample with proper care, being aware that the
sample may have an infection risk. This kit contains animal-
derived ingredients.

7. Soak any used samples or consumables in a solution containing
1% formalin and 2% glutaraldehyde or = 0.1% sodium hypo-
chlorite solution for at least 1 hour, or autoclave them before
disposition. Dispose used consumables and unused reagents in
accordance with rules of the facility and regional regulations.

o1
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8. Do not use reagents with different lot numbers together.
When allowing the plate to stand in each step, always affix
a plate sealer to protect the wells from drying, contamination
with foreign matters, uneven temperature, and evaporation
of a dispensed reagent.

9. ELISA can be affected by assay environment. Ensure that
room temperature at places for assay operation and incubation is
strictly controlled at 20 to 25C (on a bench or in an incubator).
Avoid performing assay under air flow (including air flow
from an air-conditioning equipment) or in a low-humidity
environment.

[12. Assay Procedure Summary]

Be sure to read the instruction manual to check the sample

conditions, measurement conditions, and measurement method

before performing the measurement operation.

[J Bring the plate and reagents to room temperature (20-25C)
about 2 hours before use.

(] Dilution of Wash Solution (10x) : Dilute Wash Solution (10x)
10-folds with purified water.

[ Dilution of the standard solution : prepare the standard
solutions by mixing with the Buffer as shown in a table below.

g‘ Concentration(pg/mL) 1024 512 256 64.0 16.0 4.00 0
3 Standard(ul) Original:30 150* 150* 50* 50* 50*
@ Buffer (uL) 2970 150 150 150 150 150 150

*Standard solution at a 1-step higher concentration

[] Preparation of biotin-conjugated oxytocin solution
Reconstitute Biotin-conjugated Oxytocin with 100 uL of distilled
water and completely dissolved. Dilute the solution 100-fold
with Buffer.

[] Do sample preparation (shown in 8. Sample preparation)

[] Antibody-coated Plate

[ | Washing 4 times (1)
Diluted biotin-conjugated oxytocin solution
} Agitate (%2)

[] Standard solution or sample after preparation 50 uL/well

[ | Agitate (%2) and shake at room temperature (20-25TC)

for 2 hours (500 rpm)

[J Preparation of peroxidase-conjugated streptavidin solution
(dilute 100-folds with Buffer)

[ | Washing 4 times (1)

[] Peroxidase-conjugated streptavidin solution 100 xzL/well

50 uL/well

[J | Agitate (*2) and incubate at room temperature (20-
25T ) for 30 minutes (*3)

[] Preparation of the luminescent reagent (mix Luminescent
Reagent 1 and Luminescent Reagent 2in 1:1 (vol./vol.)

[ | Washing 4 times (1)
[] Luminescent reagent 100 uL/well
[ | Agitate at room temperature (20-25C) for 1 minute.

[] Measurement of luminescence intensity (to be measured
between 10 and 20 minutes)
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(%1) In each washing operation, dispense the wash solution
(1x) into wells, gently agitate the filled plate on the palm
for about 10 seconds, and then empty the wells. After
washing the wells 4 times consecutively, reverse the
plate, and tap it against paper towel to remove the washing
solution completely. After removal of the washing solution,
immediately dispense the next solution with care not to
dry the wells. Use of a pipet set at the liquid volume of
300 uL may be appropriate for dispensing the washing
solution into each well.

(%2) Three repeats of agitation at 600 to 800 rpm for 10 seconds
may be appropriate.

(%3) After agitation, cover with a plate sealer. Remove the
liner from the plate sealer, and apply its adhesive side to
the plate for affixation. Do not re-use any plate sealer.

[Storage] Store at 2-10C
[Expiration date] Indicated on the label

[Package] 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
Richmond, VA 23237

Fuggerstrasse 12
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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U E 100 uL $oMEL E 9,

(10) ¥4 zu7L—MEE I EHEHOTEEL ¥,

(11) 7V =1t ¥—=nzlibh, ik (20 ~25C) T30 5 HEHE
LiTO

(12) BUSHT #. PUSHE % 35 CHRE 2 4 TV IZHi72 L 4 18
HHELET, TOHB, R=NRN=FF VR EDLETTL—
BHEICL, BLWEDTLIHIICLTY VI 72
EWMOBRE T,

(13) & ZVICERB L 2238638 % 100 ul $ 20 L9,

(14) ~427u7L—MREIBREHCT I HMBHRL T

(15) |, 7L — 1tV —F— GOBEM) TREmEZN
EL T FERIEZ DR 10~ 20 7O THEZ 4T -
TH &y,

GED

X il & AR AR S (pg/mL). Y #ili 2 B/B, (%) OREHE %
TER L 9. ABBko B/B, (%) Zxhind 2 (pg/mL)
ZEAID 9. FuAH o 72 i B ISR A IR & 0 Tl e il
L LET,

BHREIEZ T L — ) —F—DA—H—FEFTIVIZI Y R
DET,

¥ Ea2—% V7 bTOEBWUHTIE, 3KLENA, 47210
585 A= —Ofliflx BEOHK LT,

*AF Y FOFF Y Y VEEIR, WHO M FEEE G (OXYTOCIN
4th International Standard NIBSC code : 76/575) % MW C.
T 2475 THY 9,

R
FF Y by ViEE (pg/mL) RLU B/B, (%)
1024 17269 16.4%
512 35560 33.7%
256 56127 53.2%
64.0 84849 80.4%
16.0 93648 88.3%
400 100273 95.1%
0 (By) 105488 100%
RLU B/B, (%) W52 fiti (pg/mL)
Hefk 1 53147 50.4% 283
Mtk 2 79755 756% 85.9
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B/By (%) = (SRR T 72K O FETRE (RLU) /0 78 A e i
(By) DFEHRE (RLU)) x 100

(10. Bl

AR ()
100
) \ 100000
80 \\
7 \ 80000
g 60 N
= \ 60000 &
g 50 x ——B/BO(%)
5
—#-RLU (<100
40 \ z (100)
\ 40000
30
2 \ 20000
10
0 0
1 10 100 1000 10000

F+ho (pgimL)

[11. R EoyiE)

1. A% v MIELISA 05265 T L), $2@3FEEOT
TR T S v,

2. AFHBEBAECHNET ZBICIZE Ry 7 4 ¥ ZEBIEO B BIMEAS
BRLIZHNTHET S\,

3 ARG NI AR F v M RMERIE TS IREE, REHSERE B
DUIFTPHFE W,

4. REEF A BT RV T T v, AF v bORIENR- T,
He T B RS ICAS LA B IS KEK TS
TRV T S OISBME 2TV, LDELRSAERIEMO T4 T
I TTFE v,

5. 8%y EMHL TR CIIMAESRCREZ L2 WTTF S
Wy,

6. Mtk LB D fER MDD B b DL LTHRSITEE LTI o
TFEv, A%y MIEWHROE G % EATHE T,

TAEHFEAOBR, HHLZHEEMEX 1% R V<) v, 2%
TIVE— VT IVFe FE21301% ML EoREEREF ~1) v
AW TEMMU ER T TR v, 34—+ 27 L—=7
BHALER L CEBERE L CF &\ AT L 71 E Sl <2 A A o0 36
FUZHTE M % OB W I B Ik D4 1HE > THERELTT
‘é ‘/\O

8. Ty pEHDE)RELIZREE DLV TTFEV, HAT v
FTOHEIGEICIE, TV OEE. By oRA. HED
Ry, iEREOHKEZPIELTEH. LFTL— b =%
E[E") T—Fé l/‘o

9. ELISA 3 MIEBREIC X 0 282 20 T3, el fE
SOBYHT D% 0 20 ~ 25C (FEEBAEF /3 A v Fax—%
PHRE) ZESFLCTF S v, 72, il (7 a Yy Eb &)
IR OB T TORMEILBT TT SV,

[12. 05 T AR 2 ]

Vo3 ARG E 2 — 5t U CMR Sk, e Stk 5 77 1 % A

Btk BB EZITo TP 8V,

O7V— b REEZ EHICER (20 ~25T) ICRLTTFSWw (]
2 IREH) o

CREE (10 x) oFd# 0 KRS N2 EAK T, 10 512 R
LTF&EWw,
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CIBRHE i oM R () 4 2 b ¥ VB8R (1024ng/mL)
FERLINF Yy PRRER THRL TF 2w, Tatid—
BT,

i RE(pg mb) 1024 512 256 64.0 16.0 4.00 0
% EEAR U FR:307, 7 150% )/' 1506 50K T 50k 7t 50kt —
5 | |

AR (WD) 2970 150 < 150 - 150 - 150 - 150 - 150

* DEDBREDRERR

FEF T URELTF YNV VBRIHOME K TE A F R
EFF YTV U ERESIER L. Silkfb L 728 T 100 £
WAL TFE W,

% 8 MURFRBL G EICHE - T MIRZRBE L TT S v,

O PiFBIHIE 7 L — |

O L e 4m (@)

TR LI-EAF VR P VB 50ul/ 7TV
|

U A BUEAm % 72 R L2z 50 uL/ ¥ )b

O Vit (x@), =il (20~25C), ~4 2707 L—MEED

#C 2 WEM, #iHE (500rpm)
(] *RVIFFTF—EHEGA ML T T EY VIBHORE (2
Al U782 < 100 A ML T F 3 W)

O L 4m (%)

] RNV AF Yy —EREAI VT b TEY VB 100 uL/ & )V

O] L HtE (x@). =i (20 ~ 25T). 30 05U, #HE (%®)

O 33 ol B b3 1 ik 2=1:1 (vol/

vol.) \ZIRAIFHE)

O L #kF4mE (D)

[ FBiAsE 100 uL/ 7 TV

O V1M S\ (20 ~25C)

U s s (10 20~ 20 2 D BN lsE)

(D) PRBWEICTREGE Y TVIC5ER. FTO0LD ETI10
BIT BB BEEL 9, 4 BHEREEERR, ==
FANEZT L= 2SI LTI & Pl & 52 412k
FLFT, WIFEEERIEY TV OEBRICEE L TR
BWABEHIIHELE T, iR E EXy N TRINT %
Brooii i H %1% 300 uL/ 7 =V T9,

(%) $itHED HZ13 600 ~ 800rpm — 10 B[, 3 M,

(%x@) BERTHTL— Py —LaB)HELTTFSWw, 7L —
MY = VIEPRERZF AL T, iz 7L — MillcL
TR TTF SV, —EMHHLAZT L= ¥y —VidH
HHLEVTTF SV,

g ] 2~ 10CH44

[fERIWRR] 5 ~OVIZREHk

(@ 2] 96 mJH

[H515E]
REEHREBEIE L LTHGELTB Y 3, HRENTANR %
72 Z 3BT S O B FNE B 217 ) A 3k &tt 7 — 7

Z ¥ A (T 141-0001 HEUARSITIX AL 5-18-18) DFF
FALE L ) 5,
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OARMIZE T % EE%

7 A b SRR S 1
T 540-8605 KB ABLlih e X AT 3-1-2

BLEFTT

B1TT714)VA T EAR ST
KRR EEBEI=THI1&25
Tel : 06-6203-3741
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