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Studies on the Antigenic Stability of Hepatic Triglyceride Lipase
in Human Postheparin Plasma during Long-Term Storage
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The present study describes how to process human postheparin plasma (PHP) containing hepatic triglyceride lipase
(HTGL) that is utilized as a standard material of HTGL for the quantification of HTGL mass in human plasma. The
optimal storage conditions for PHP were established by monitoring the stability of HTGL molecules in PHP as an anti-
gen, which was stored in the liquid, frozen, or lyophilized state, using purified human PHP-HTGL as the standard
material and a commercial HTGL ELISA MARUPI kit, which is a direct sandwich enzyme-linked immunosorbent assay
(ELISA). The HTGL ELISA MARUPI kit, for which the validity was confirmed by precision and dilution tests,
showed that the immunoreactive mass of HTGL in lyophilized PHP remained stable for at least 12 months at a storage
temperature of 4°C or lower. These results indicate that lyophilized PHP stored at a temperature of less than 4°C can be
utilized as the standard material for the quantification of HTGL in human plasma using the HTGL ELISA MARUPI

kit.
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The mixed sample preparation
(2) Measurement of HTGL mass in the sample

ﬂ Microtiter plate coated with an anti HTGL antibody

l— Add 100 (£ 1 of the above mixed sample preparation

Stand for 30 min at 25°C
Discard the sample preparation
‘Wash 3 times by a washing buffer
L Add 100 41 of a HRP-Iabeled anti-HTGL antibody
Stand for 30 min at 25°C

Discard the antibody solution
Wash 3 times by the washing buffer

... Add 100 1 of a color-developing reagent (substrate)

Stand for 30 min at 25°C
Add 100 ¢ 1 of a reaction stopper solution

Measure absorbance at 492 nm

Add 100 1 of a stabilizer solution
Add 25 i1 of plasma containing HTGL
or HTGL standard solution

Fig. 1. Assay Procedure of the HTGL ELISA MARUPI Kit
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Fig. 2. Standard Curve of Human HTGL Mass with the
HTGL ELISA MARUPI Kit
A purified human PHP-HTGL preparation was used as a standard
material. Each plotted point represented the mean of three different measure-
ments.

Table 1. Precision Test for Determination of HTGL Mass by
the HTGL ELISA MARUPI Kit

Assay Mean (SD) Coefficient

Sample number of HTGL mass of variation

(n) (ng/ml) (%)
Intra- A 10 416.6( 9.1) 2.2
assay B 10 352.2( 6.4) 1.8
Inter- C 10 452.4( 9.3) 2.1
assay D 10 412.7(10.2) 2.5
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Fig. 3. Time Course of the Antigenic Stability of HTGL Im-
munoreactive Mass in Human PHP Stored in a Liquid State
at 4°C (@) or 25°C (O)

After storage for the indicated time, the HTGL immunoreactive mass
was measured with the HTGL ELISA MARUPI kit.
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Fig. 4. Time Course of the Antigenic Stability of HTGL Im-
munoreactive Mass in Human PHP Stored in a Frozen State
at —20°C (O), —80°C (@) or in Liquid Nitrogen (A)

After storage for the indicated time, HTGL immunoreactive mass was
measured with the HTGL ELISA MARUPI kit.
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Fig. 5. Time Course of the Antigenic Stability of HTGL Im-
munoreactive Mass in Human PHP Stored in a Lyophilized
State at —80°C (), —20°C (), 4°C (@), 25°C (A) or 37
‘c O

After storage for the indicated time, HTGL immunoreactive mass was
measured with the HTGL ELISA MARUPI kit.
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