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0 3-2 HoloCP/ELISAO CP/ELISAO OO

HoloCP/ELISA

HoloCP  [2 steps sandwich]

Punch a3mm disc into U-microplate
elution buffer 200

Stand over night at 4°'C

Transfer 20ul-portion to another U-microplate
elution buffer 200u

Transfer 25u-portion to antibody coated microplate
elution buffer 70

Stand for 1.5hr at 25°C
Wash

|abeled antibody 1004
Stand for 1.5hr at 25°C
Wash

ABTS coloration reagent 100l
Stand for 10min at 25°C
Stoper reagent 1004

v Measure Abs at 412/490nm

CP/ELISA

CP  [1step competition]

Punch a 3mm disc into U-microplate
elution buffer 200
Stand over night at 4'C

Transfer 50p-portion to antibody coated microplate
labeled antibody 50y

Stand for 1hr at 25°C

Wash

OPD coloration reagent 100
Stand for 30min a 25°C
Stoper reagent 100ul

V Measure Abs at 490/650nm

CP/Latex

CP/Latex [Latex coagulation method]

Punch a3mm disc into asample cup
elution buffer 400
Stand over night at 4°C

Set on hiochemical autoanayzer
[550express

Measure 45min for 30 samples

Fig. 1. Procedures for the measurements of CP in dried blood spots
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Calib-CP/Latex vs ELISA
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Newborn Screening for Wilson Disease in Sapporo City

Akihiro Yamaguchi, Emiri Nakazawa, Mariko Ishibashi, Osamu Arai, Masaru Fukushi,
Y asumasa Sato, Y uko Kikuchi and Shinichiro Arashima'

Newborn screening for Wilson disease has just started at April 95 in Sapporo city by measuring
ceruloplasmin (CP) in dried-blood spots on filter paper cards with an enzyme linked immunosorbent assay
(ELISA) . We describe the results including the preliminary pilot study from April '94 to March ’95. Newborn
babies of 24,118 were screened with cut-off value of CP 4mg/dl-blood, then 15 cases (0.06%) were requested
second cards because of successive lower CP values even with a repeat test on the same cards. The second
cards from 12 of 15 cases were obtained, however, all of them were turned to be normal showing higher CP
values than the cut-off. We also discuss here the methodological comparison of ELISA methods adopting
different antibodies of origin; oneis using monoclonal antibody for holoceruloplasmin; HoloCP/ELISA and
the other is polyclonal antibody; CP/ELISA. In addition, Latex coagulation technique designed for a
biochemical autoanalyzer using the same polyclonal antibody; CP/ Latex isaso evaluated. CP/ELISA finally
was the best method as a primary test since its ssimpler and easier procedure in comparison to that of HoloCP.
CP/Latex method which is expected to obtain more reliable results with full automation is rather suitable as a
secondary or follow-up test before request second card since the limitation of sample number processed at

once.

1 Department of Pediatrics, Hokkaido Unversity School of Medicine; Department of Child Health, Hokkaido Educational College



