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Automatic HDL-Cholesterol Test Kit without
Ultracentrifuge Procedure
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. SUMMARY

The HDL-cholesterol assay procedure includes tedious centrifugation, so it has not worked on automated analyzers.
Therefore, we have developed a new homogeneous assay kit for HDL-cholesterol; (HDL-C Reagent-KL “Kokusai”) which
does not need centrifugation.

The principle of HDL-cholesterol assays is as follows; HDL-cholesterol assay is based on Chromobacterium CE
hydrolysis cholesterol on HDL and VLDL but not on LDL.

CE converts the cholesterol esters in HDL to free cholesterol. The resulting free cholesterol is oxidized by CDH to delta-
4-cholesten-3-one, and generates NADH quantitatively. The NADH corresponds to HDL in serum. The lyophilized pooled
human serum is used as the calibrator in this homogeneous method.

This assay is performed on the Hitachi Model 7170 automated analyzer (HITACHI, Japan), under the following condition;
4uL sample, 180uL of the first reagent, 60uL of the second reagent and absorbance at 340/570 nanometers.

The performances of the new homogeneous HDL-C assay were evaluated. Among-run imprecision (n=20) CV for control
serum (52.4mg/dL) was 1.2%. Linearity was observed up to 150 mg/dL. Reducing substances such as bilirubin, ascorbate,
hemoglobin, etc did not interfere with the measurement. The correlation between the HDL-C assay (y) and the designed
comparison method (x) using fresh serum (n=53) was y=0.94x+2.50mg/dL, r=0.998.

Conclusion: This new homogeneous HDL-C method is easily applicable to automated analyzers, satisfying the
requirement for routine HDL-cholesterol analysis, it could replace the common separation method using polyethylene glycol
or polyanion-divalent cationic and current ultracentrifugation method. This new homogeneous HDL-C method could

contribute to the examinations for risk-factor of arteriosclerosis, ischemic heart disease, etc. in the clinical laboratories.

HDL-Cholesterol, CDH-UV Method, Homogeneous Method
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