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(For Research Use Only)  Code No. 290-63701 (1,000 Tests)

LabAssay™ Triglyceride
(GPO - DAOS method)

(Introduction)

Lipids in serum consist of triglycerides, cholesterols, phospholipids, free
fatty acids and slight amounts of fat-soluble components such as fat-
soluble vitamins and carotenes. Triglycerides, as major components of
very low density lipoprotein (VLDL) and chylomicrons, play an important
role in metabolism as energy sources and transporters of dietary fat.
LabAssay™ Triglyceride is based on an enzymatic method using N-ethyl-
N-(2-hydroxy-3-sulfopropyl)-3,5-dimethoxyaniline sodium salt (DAOS)
as a blue pigment. This kit is used for the quantitative determination of
triglycerides in mouse serum. It is a simultaneous multi-sample assay format
using a microplate, but measurements can also be made using a test tube.

(Kit contents)

Buffer 105mL | 3vials
m (50mmol/L Good's (PIPES) buffer, pH6.5)
Chromogen Substrate For  |3vials
(when reconstituted) 105mL

Lipoprotein lipase 99units/mL
Adenosine 5'-Triphosphate Disodium Salt

Trihydrate (ATP) 1.7mmol/L

Glycerolkinase 30units/mL

Glycerol-3-phosphate Oxidase (GPO)
1.0unit/mL

Peroxidase (POD) 5.5units/mL
N-Ethyl-N-(2-hydroxy-3-sulfopropyl)-3,5-
dimethoxyaniline sodium salt (DAOS)
0.54mmol/L
0.1 1mmol/L
4.5units/mL

4-Aminoantipyrine
Ascorbate Oxidase

[before reconstitute]
Contains Sodium Hydoroxide 8.01%.

Standard Solution 10mL | lvial

@) (Glycerol 31.2mg/dL
(Corresponding to 300mg/dL Triolein)

(Materials and apparatuses to be prepared)

- 96-well microplate (transparent type)

* Micropipette

+ Incubator maintained at 37°C*

+ Plate mixer*

+ Microplate reader with a 600nm wavelength filter
(3 if the microplate reader is not equipped.)

(For test tube method)

+ Test tube

* Pipette

+ Spectrophotometer or colorimeter with 600 nm wavelength filter
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(Assay principle)

Triglycerides in a sample are hydrolyzed to glycerol and free fatty acids
in a reaction catalyzed by lipoprotein lipase (LPL). Glycerol is converted
to glycerol-3-phosphate by glycerolkinase (GK) in the presence of ATP.
Glycerol-3-phosphate so formed is oxidized by glycerol-3-phosphate
oxidase (GPO) in a reaction that produces hydrogen peroxide. The hydro-
gen peroxide produced causes DAOS and 4-Aminoantipyrine to undergo
a quantitative oxidative condensation catalysed by peroxidase (POD),
producing a blue pigment. The amount of triglycerides contained in the
sample is determined by measuring the absorbance of the blue color.

LPL
Triglyceride + 3H,0 — Glycerol + 3RCOOH

GK
Glycerol + ATP  — Glycerol-3-phosphate + ADP

GPO
Glycerol-3-phosphate + O, — Dihydroxyacetone Phosphate + H,0,

POD
2H,0, + 4-Aminoantipyrine + DAOS — [Blue Pigment|OH + 3H,0

(Preparation of reagents to be used)

@ Color Reagent :
Prepare Color Reagent by Dissolving 1 vial of Chromogen substrate
(for 105mL) to 105mL of Buffer. After reconstitution, the solution
should be stored at 2-10°C and used within 10 days.
Standard solution (Microplate method)
Standard solution is prepared by dilution of the provided Standard.

®

No.| . |dconied e P 9hme | b
1| 100 pL 200 pL 24l | 100 mg/dL
2 200 pL 100 pL 2 pl 200 mg/dL
3 Undiluted — 2 pul 300 mg/dL
4 | Undiluted — 4L 596 mg/dL*'
5 | Undiluted - 6 ul 888 mg/dL*'

*k 1 The test sample volume is usually 2 p L, but4 or 6 p L are
taken in this case. The triglyceride concentration must be cor-
rected accordingly as indicated in the table above.
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(Procedure)
(1) Assay in a microplate
Perform the assay in the wells according to the following table

scheme.
Test Standard Blank
Color 300 pL 300 pL 300 pL
reagent
Sample Serum Standard solution -
p 2 pl 2 pl

Mix well and incubate at 37°C for 5 min.
Measure the absorbance at 600nm** of the test
sample and standard solution with the blank solu-
tion as the control.

*2 In two wavelength assay, measure using Main wavelength
600nm/Sub wavelength 700nm.

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

scheme.
Test Standard Blank
Color 3mL 3mL 3mL
reagent
Sample Serum Standard solution _
P 20 pL 20 pL

Mix well and incubate at 37°C for 5 min.

Measure the absorbance of the test sample and
standard solution with the blank solution as the
control.

Colorimeter with 600nm

Spectrophotometer : 600nm**

*2 In two wavelength assay, measure using Main wavelength
600nm/Sub wavelength 700nm

(Standard curve] (assay in a microplate)

0.35

03 =

0.25

0.2

0.15 /
0.1 /
7S

Absorbance

0.05
0 . . . .
0 200 400 600 800 1000
Triglyceride(mg/dL)
Microplate reader : SAFIRE (TECAN)
(Performance)

(1) Sensitivity (assay in a test tube]
+ The absorbance is below 0.10, when measuring purified water as a
sample.
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+ The absorbance is 0.09 to 0.25, when measuring 300mg/dL tri-
glycerides as a sample.

(2) Specificity
The triglycerides concentration is less than = 12%, when measur-
ing the known concentration of control serum as a sample.

(Usage Notes)
(1) Sample
+ Samples should be used immediately after collecting.
+ Hemolysis causes an increase of the triglycerides value.
+ Ascorbic acid causes a slightly negative effect on the assay.
+ Bilirubin 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.

+ Do not use reagents, which were frozen in error. Such reagents
may give false results.

+ After opening the reagents, it is recommended to use them im-
mediately. The opened vials should be capped and kept under the
specified conditions.

+ Do not use the containers and other materials in the package for
any purpose other than those described herein.

+ The vial is sealed at reduced pressure. Slowly remove the stopper
in order not to blow the powder in the vial.

+ Do not use the reagents at other reaction temperatures and reac-
tion times than described herein.

+ The reaction induced by Color Reagent is completed in about 5
min at 37°C. The reaction is also completed within 15 min at room
temperature of over 20°C.

+ When the incubation is continued at 37°C, the absorbance gradu-
ally decreases. Therefore, the incubation should be done within 20
min.

+ Color level of the reaction solution should show very little change
within 1 hour at room temperature.

+ This product calculates the concentration of triolein, which exists
most within an organism. The concentration of glycerol is 31.2mg/
dL (corresponding to 300mg/dL triolein).

+ This kit is for research use only. Not for diagnostic use.

(3) Safety precautions
« If a reagent comes into contact with the mouth, eyes, or skin, im-
mediately wash with a lot of water. Consult a physician if neces-
sary.
+ A pipette with a safety pipette filler should be used.
+ Be careful not to cut yourself with the aluminum cap when remov-
ing it from the vial.
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(4) Waste

+ The waste should be processed appropriately according to regula-
tions.

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

+ Triglyceride Standard Solution contains 0.05% sodium azide. So-
dium azide may react with lead or copper plumbing to form explo-
sive compounds. Even though the reagent contains minute quantity
of sodium azide, drains should be flushed well with a large amount
of water, when discarding the reagents.

Expiration date : 12 months after the manufacture

Storage : Store at 2 ~ 10°C
Package : 1,000 tests
(Reference)

1. Spayd, R. W., Bruschi, B. et al. : Clin Chem., 24, 1343(1978).

Wako Pure Chemical Industries, Ltd.

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

Wako Chemicals USA, Inc.
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.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

Wako Chemicals GmbH

—5/10—

i S

SRTvEL ™M P GTUESLF
(GPO - DAOS i%)

31— F No.290-63701 (1,000 [E1F)

(L&l

MEHOEER. PV TV RS F BEEK. aLx7Fa—ib, b
ANEE. EEEENSNARE (NEFA) RUBAEMEE 23>, AnF vl oM
BORBEMEN 55> TVEY, BIKLEY KEA (VLDL ; very low
density lipoprotein) ®h A T /0 YD EEEMEEITHZ M T
VeI A FEEMPOMIEOZXIVF—FL T Vv AR—2—75 8, X
A BOWTHELRHZRIELET,

A& N-TF )V -N-2- & FaF -3- 2R 7B E)L)-35- I X bF
7 =Y rF UYL (DAOS) ZFH LI HEREROMELAETY,
XA rnaTL— R MECXD, ITURMEHD ) TV LT A REDHIE
KAV LN TEXT, AFETOIEEARETH D, £z, B Ml
HHORV VT A FOREZTS LETEXT,

(v FAR)

W FRIET 105mL | 34
(50mmol/L 7 ¥ (PIPES) #&fi®, pH6.5)
Fe A 105mL | 37
TR

VR7a7A ) 8—+¥ 99units/mL
TTF/VYE-ZOABEF YT L
=IKkF¥n (ATP) 1.7mmol/L
7Y a—)FF—b 30units/mL
JUtn—)b-3- b Al F 2 X —+ (GPO)
(@) 1.0unit/mL
N)AF A —€ (POD) 5.5units/mL
N-ZF)V-N-Q2-t RaF -3- Z)LE7m)l)
35- VA FYT =) rF UL (DAOS)

0.54mmol/L
4-T7I )T VFEY Y 0.11mmol/L
T A VA F A —+E  4.5units/mL
[vafini] Kb bV Y L 801 %aA.

EEHEW 10mL | 1A
@) (7“ IEDM, 31.2mg/dL
(FUA LAY 300mg/dL #H2%4)

(Fv FUNTHELREE - 886
c 96 VTIVDBHR A 7S L—k
A ZTERY b
- HilAE (37°C)*
s FL—hIFP—+
XA 717 L—hY—&— (600nm BT 1)L &Z—)
Gk iAo 7 L— ) —=F—DOBIC K> TR AETY)

(AFEEOBE)

- e

SRy b GREHRIRF, i)

C SIHIEHERTE 7213 600nm D7 1 )L X —7 O LAt

—6/10—




(AIERE)

BAEPO Y T4 Rk, VRTBrTA )= (LPL) OfEfIC
07V VRSB RENT T, B LT ) Y Vid ATP
FAERTT Y r—LFF—€ (GK OfFfic&b 7V tr—)L-3-DA
Bicz k9, LIV En—)L-3- DAEEE, 7V ta—)L-3-D
ABEAF T Z—E (GPO) DIFFZZ TRLE N, FIRCERELkEZ
EUFT, B UISERKRE, XLt Fo X —E (POD) OFEFICK
DDAOS & 4- 73/ 7 VFEY Ve ZERMCRILHE S, HFROM
FEERETET, COEFCBEROBOLEZET 2T LIk b #kho
U TVETA FREZRDET,

LPL
M) ZVES54 R+ 3H,0 — ZUvV 4+ 35
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