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LabAssay™ Creatinine (Jaffé method)

[ For Research Use Only. Not for use in diagnostic procedures.

(Uintroduction)

Creatinine is a breakdown product of creatine phosphate in muscle. It is mainly filtered by the kidneys, though a
small amount is actively secreted. LabAssay™ Creatinine is based on an in vitro colorimetric Jaffé method for the
quantitative determination of creatinine in mouse serum or urine. It is a simultaneous multi-sample assay format
using a microplate, but measurements can also be made using a test tube.

(Kit contents)
Kit contents State Amount
(1) | Deproteinizing Reagent (Sodium Tungstate, Phosphoric Acid) liquid 150 mL/1bottle
(2) | Picric Acid Reagent (Picric Acid 22 mmol/L) liquid 50 mL/1bottle
(3) | 0.75 mol/L Sodium Hydroxide Solution liquid 50 mL/1bottle
(4) | Standard Solution (Creatinine 10 mg/dL) liquid 15 mL/1bottle

X Assay in a microplate;500 tests. Assay in a test tube; 50 tests.

(Storage and expiration)

When the complete kit is stored at 2 °C ~ 10 °C, the kit is stable until the expiration date shown on the label
on the container.

(Assay principle)
The supernatant is separated, after adding deproteinizing reagent to a sample and centrifuging. Creatinine in

the sample reacts with picric acid in alkaline solution to produce tangerine condensate (Jaffé reaction).
Quantitation of total creatinine in the sample can be made by measurement of the absorbance.

(Materials and apparatuses to be prepared)
- 96 wells microplate (transparent type) -Micropipette -Incubator maintaining at 25 C ~ 30 C*
- Plate mixer *

Microplate reader with 520 nm wavelength filter

(* if the microplate reader is not equipped.)

(For test tube method)

-Testtube -Pipette - Spectrophotometer or colorimeter with 500 nm-530 nm wavelength filter

(Preparation of reagents to be used)

®Deproteinizing Reagent : ready-to-use
(@Picric Acid Reagent : ready-to-use
30.75 mol/L Sodium Hydroxide Solution : ready-to-use
@Standard solution
Standard solution is prepared by dilution of the provided Standard

No. Provided Std. Distille.d vyater Samp.ling volume Creatinin.e
for dilution of diluted std. concentration
1 50 pL 150 pL 50 L 2.5 mg/dL
2 100 L 100 pL 50 L 5.0 mg/dL
3 150 pL 50 pL 50 pL 7.5 mg/dL
4 undiluted - 50 L 10.0 mg/dL
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(Procedure)

(1) Assay in a microplate
Perform the assay according to the following table scheme.

Test ‘ Standard Blank
First operations should be performed in the sample tubes.
Sample Standard solution Water
Sample
50 pL 50 pL 50 pL
Deproteinizing
300 pL 300 pL 300 pL
Reagent H H H
Mix well, and stand at room temperature for 10 min.
Centrifuge over 2500 rpm for 10 min.
Subsequent operations should be performed in the wells.
Supernatant 100 pL 100 L 100 pL
Stand at25 C ~ 30 C
Picric Acid Reagent 50 pL 50 pL 50 pL
0.75 mol/L Sodium
50 pL 50 pL 50 pL
Hydroxide Solution H H H

Stand at 25 °C ~ 30 °C for 20 min.
Measure the absorbance of the test sample and standard solution at 520nm
with the blank solution as the control within the next 30 min.

(2) Assay in a test tube
Perform the assay in a test tube according to the following table scheme.

Test Standard Blank

Sample Sample Standard solution Water

P 0.5 mL 0.5 mL 0.5mL

Deproteinizing 3.0mL 3.0mL 3.0mL
Reagent

Add with shaking, and stand at room temperature for 10 min.
Centrifuge over 2500 rpm for 10 min

Supernatant 2.0mL 2.0 mL 2.0 mL

Stand at25 C ~ 30 C

Picric Acid Reagent 1.0 mL 1.0 mL 1.0 mL

0.75 mol/L Sodium

Hydroxide Solution 1.0mlL 1.0 mL 1.0mL

Stand at 25 C ~ 30 °C for 20 min.

Measure the absorbance of the test sample and standard solution with the
blank solution as the control within the next 30 min.

Colorimeter with 500 nm -530 nm wavelength filter.

Spectrophotometer : 520 nm
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(Performance)

(1) Sensitivity (assay in a test tube)
+ The absorbance is 0.010 to 0.020, when measuring purified water as a sample.
+ The absorbance is 0.400 to 0.500, when measuring 10 mg/dL creatinine as a sample
(2) Specificity
The creatinine concentration is less than £ 10 %, when measuring the known concentration of a control
serum as a sample.
(Usage Notes)
(1) Sample
- Heparin, citrate, oxalate and EDTA as an anticoagulant and sodium fluoride as an antiglycolysis may not
affect the assay.
- Toluene should be used as the preservative for urine samples.
- A substance with an active methylene group causes an increase of the value.
- Ascorbic acid, bilirubin and hemolysis may not significantly affect the assay.
(2) Notes on the assay
Do not use the reagents described above in any procedures other than those described herein.
Performance cannot be guaranteed if the reagents are used in other procedures or for other purposes.
- Operate the measurement apparatuses according to operator’s manuals under appropriate conditions.
Consult the apparatus manufacturer for details.
- Keep the provided reagents under the indicated conditions before the expiration.
- The measurement should be done at an absorbance of 520 nm, although maximum absorption of the
pigment is 480 nm, because picric acid may cause a high blank.
- Reaction temperature should be constant, because the temperature affects the assay value.
- Picric Acid Reagent and 0.75 mol/L Sodium Hydroxide Solution can be mixed beforehand. However, the
mixed solution should be used within the day.
-+ 0.75 mol/L Sodium Hydroxide Solution should not be used if it is contaminated by Picric Acid Solution. Pay
especially attentions not to contaminate with pipette.
- Urine creatinine samples below 10 mg/dL should be measured without the dilution.
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- Acetone should not be used for drying of tubes, because it effects the absorbance.

- In the case of urine, if there are no opacity after addition of Deproteinizing Reagent, it is not necessary to
centrifuge.

- This kit is for research use only, but not for diagnostic use.

(3) Safety precautions

- If a reagent comes into contact with the mouth, eyes, or skin, immediately wash with a lot of water. Consult
a physician if necessary.

- A pipette should be used with a safety pipette filler.

+ Vials should be opened carefully

(4) Waste

+ The waste should be processed appropriately according to the law.

- All the devices including reagents and vials that come into contact with specimens should be considered
potentially infectious

(Reference)

1. Bonsnes, R. W. and Taussky, H. H. : J. Biol. Chem., 158, 581 (1945) .
2. Henry, R. J. : Clinical Chemistry , 287 (Harper & Row) , New York (1966) .

LabAssay™ Creatinine (Jaffé method)
[Storage condition] ~ Store the kitat 2 C~10 °C
[Cat #] 636-51011

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
https:/iwww.fujifilm.com/ffwk/en
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(BEXH)

1. Bonsnes, R. W. and Taussky, H. H. : J. Biol. Chem., 158, 581 (1945) .
2. Henry, R. J. : Clinical Chemistry , 287 (Harper & Row) , New York (1966) .
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