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For Research Use Only. Not for use in diagnostic procedure.
Code No. 293-97501 (100 tests)

LabAssay™ ALT (GPT)

1. Intended use

This product is a research reagent for measuring alanine aminotransferase (ALT/GPT).

ALT is an enzyme with a molecular weight of approximately 115,000. It catalyzes the transfer of an amino group between
specific pairs of an amino acid and a 2-0xo acid”. When liver cells are damaged, intracellular ALT leaks into the bloodstream,
leading to elevated blood ALT levels. Consequently, ALT is widely measured in blood tests to evaluate liver diseases. Additionally,
the ratio of aspartate aminotransferase (AST) to ALT is considered a useful parameter for evaluating liver damage. Thus,
measuring ALT and AST simultaneously is standard practice.

2. Storage and expiration date
Store at 2°C - 10C and do not freeze. The expiration date is indicated on the label on the outer box of the kit.

3. Kit Component Reagents

Components Use Status Amount
(1) | Substrate-Enzyme Solution Solution 12 mL/1 bottle
(2) | a-KG Solution Solution 11 mL/1 bottle
(3) | ALT Standard Freeze-dried 2 bottles
(4) | Buffer Solution 6 mL/1 bottle
(5) | Stop Solution Solution 12 mL/1 bottle

*For 100 tests

4. Principle of the method

When a sample is mixed with Substrate-Enzyme Solution and a-KG Solution, glutamate and pyruvate are formed from L-alanine
and a-ketoglutarate in a reaction catalyzed by ALT in the sample. The pyruvate thus produced is converted to lactate by
lactate dehydrogenase (LD). At the same time, NADH is oxidized to NAD, and the absorbance at 340 nm decreases. Finally,
the reaction is stopped using a reaction Stop Solution, and the absorbance is measured to determine the ALT activity value
in the sample.

5. Equipment or supplies required but not provided in the kit
- 96-well microplate (transparent type)

- Micropipette

*+ Microtube

- Pipette

- Incubator maintained at 37C

- Plate mixer

- Microplate reader with 340 nm/405 nm wavelength filter

6. Preparation of reagents

(DSubstrate-Enzyme Solution : Ready to use. After opening the bottle, store at 2TC - 10C.

@a-KG Solution : Ready to use. After opening the bottle, store at 2C - 10C.

(3 Dilution series of ALT Standard : Reconstitute ALT Standard with purified water in the amount specified in “Reconstitution
of standard”™ to prepare the original standard solution (810 U/L). Then prepare a dilution
series using the Buffer included in the kit that has been allowed to warm up to room
temperature.

* Find and check “Reconstitution of standard” on this product page. As the amount of
purified water to be added varies by lot, be sure to check it for every lot.
After preparing each concentration of the standard solution, use immediately and do
not store.

Example of preparation of dilution series of standard solution
ALT activity (U/L) 405 135 45.0 15.0 7.50 0.00
ALT Standard (L) serdva © 50 50* 50 50" 50* -
Bufler (L) 50 }/' 100 }/v 100 rmo }/‘ 50 50
*One rank higher standard solution.
—1/6 —




@Stop Solution : Ready to use. After opening the bottle, store at 2C - 10C.

7. Preparation of specimen
Serum/Plasma
- Analyze specimens immediately after collection.
- The anticoagulant heparin, EDTA and citrate does not significantly influence the assay when used in normal amounts.
- Chyle, hemolysis, ascorbic acid, and bilirubin have almost no effect on the measured values.
- If the measured value exceeds the measurable range, dilute the sample with saline solution before measurement. Multiply
the result by the dilution factor.

8. Assay procedure
Ensure that the reagents are brought up to room temperature (20C - 25C) before use.
(1) Dispense 100 L of Substrate-Enzyme Solution into each well of a 96-well microplate.
(2) Dispense 7 uL of each concentration of standard solution into the well in which the standard is to be measured.
(3) Dispense 7 uL of sample into the well in which the sample is to be measured.
(4) Shake the 96-well microplate on a plate mixer (*@).
(5) Allow to react in a incubator at 37°C for 20 minutes.
(6) Remove the 96-well microplate from the incubator and dispense 90 uL of a-KG Solution into each well.
(7) Shake the 96-well microplate on a plate mixer (*@).
(8) Allow to react in a incubator at 37C for 20 minutes.
(9) Remove the 96-well microplate from the incubator and dispense 100 #L of Stop Solution into each well.
(10) Immediately after shaking (*®@), measure the absorbance of each well at 340 nm (reference wavelength 405 nm) using
a spectrophotometer for microplates.
(*() Guideline for shaking : 600 rpm - 700 rpm for 10 seconds, repeated 3 times.
(*®) Guideline for shaking : 600 rpm - 700 rpm for 10 seconds, repeated 1 time.

9. Calculation

(1) Create a calibration curve for each measurement, with the ALT activity (U/L) on the X-axis and absorbance on the
Y-axis.

(2) From the calibration curve, read the ALT activity (U/L) corresponding to the absorbance of the sample. If a diluted
sample is used, the concentration reading is multiplied by the sample dilution ratio to obtain the measurement value.

*If the absorbance of a sample is outside the standard curve, dilute the sample with saline to an appropriate dilution ratio

and repeat the assay.
3 . .
In computer software calculations, we recommend using 4 parameters or 5 parameters.

10. Standard Curve
- Measurement range : 0 - 405 U/L
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11. Performance
- Accuracy

+ When control serum of known concentration is measured, the measured value is within = 15.0% of the known concentration.
- Simultaneous repeatability

- When the same sample is measured simultaneously 5 times, the CV (%) of measured values is 15.0% or less.

Notes

- If any reagent accidentally comes into contact with the mouth, eyes, or skin, flush immediately with a large amount of water.
Consult a physician if necessary.

- Handle samples being cognizant of the risk of infection (e.g., viruses).

- Wear disposable gloves to avoid the risk of infection when performing a test.

- Store reagents under the specified conditions and do not use expired reagents.

- Do not use reagents that have been accidentally frozen because accurate results may not be obtained.

- After opening, use the reagent as soon as possible. If it is stored, close the lid and store under the specified conditions.

- Do not top up any reagent.

- Be careful regarding contamination when collecting reagents with a pipette.

- Do not mix and use reagents with different lot numbers.

- When disposing of the reagents, dispose of them according to Waste Management and Public Cleansing Law (Waste Disposal
and Cleaning Act) and wastewater standards.

- Substrate-Enzyme Solution contains less than 0.1% sodium azide as a preservative. Sodium azide may react with copper
or lead plumbing to form explosive compounds. Even though the reagent contains minute quantities of sodium azide,
drains should be flushed well with a large amount of water, when discarding the reagents.

- Any reagent or reagent bottle that comes into contact with a specimen should be considered potentially infectious and
handled accordingly.

- Any scattering/splashes of samples or waste fluids should be removed with a disinfectant such as sodium hypochlorite or
glutaraldehyde (2%).

(Reference)
(1) Kanai, M. et al. : Kanai's Manual of Clinical Laboratory Medicine, Kanehara Shuppan : 35th edition (2020).

LabAssay™ ALT (GPT)

[Storage] Store at 2C - 10T
[Term of validity] Indicated on the label.
[Package] For 100 tests

[Cat #] 293-97501

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
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