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ABSTRUCT
SCREENING OF MUCOPOLYSACCHARIDOSES WITH URINE SAMPLES
COLLECTED ON A PAPER MATRIX BY DMB-TRIS ASSAY IN A 96-WELL MICROPLATE
Akemi Tanaka, Kayo Hasegawa, Akie Fujimoto, Hiroko Horie, Gen Isshiki,
Setsuko Takei and Susumu Matsumoto

Screening method for mucopolysaccharidoses with urine samples collected on a paper matrix by DMB
(dimethylmethylene blue)-Tris assay in a 96-well microplate was studied. Four pieces of 1/4 inch punch were collected
for one sample from the urine blotted filter papers and the glycosaminoglycans were extracted in 0.3 m! of 0.18M Tris-
formate buffer, pH 8.8 by sonicating at 60 Hz, 65°C for 60 min. Ten microliters of standerd solutions of chondroitin
sulfate type C (Ch-C) dissolved in a pooled urine in concentrations of 20-320 p g/mlor 50 g1 of extracts from the
filter papers were used for the assay. Each sample was applied on wells of 96-well plates and 240 1 of 26 . M DMB
in 0.18M Tris-formate buffer, pH 8.8 were added to the wells, then the absorbances of 525 nm wave length were
measured by microplate reader (Corona MTP-32). A linear increasing of the absorbance was observed in proportin to
the concentrations of Ch-C up to 200 « g/ml. Moreover, CV of the absobances measured showed satisfactorily low
values. In conclusion, this DMB-Microplate Assay method is very useful for the screening of
mucopolysaccharidoses because of the simplisity and the reliability.
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C(Ch-C)( )
96 ( ) (DVB) (Aldrich)
525nm ( MTP-32)
ch-C 20 320p g/ml cv 1 ch-C
Ch-C  0.18M pH8.8
1/4 4 0.3ml  0.18M
pH8.8 65 60 ch-C
70%
cv
DMB 26 M DMB (350p M) Ch-C



