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DEELA LN, ﬁﬁlljﬁsﬁé“sphingomyelinaseﬂ)ﬁuﬁﬁfﬁf5, SR MK
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EBE Tk Gatt 5AAM LAZN—w—trinitrophenyl amino—laurie
acid sphingomyelin (TNPAL—SM) ##RBtLshTnd, SEINS
3SEEHOEBEHAVWT, AMIK, HELERMEFMEDO sphingomyelinase
®H%E L, Niemann Pick RO HAERZEORBER LB L TR Lo

moo® H K
WA TREROEE L LTk “C—sphingomyelin VY, K1
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% 1 SPHINGOMYELINASE ASSAY SYSTEM

. Enzyme assay mixture total 0.2 ml
14C-sphingomyelin 60 nmol
Triton X-100 0.1 mg

Acetate buffer, 0.1M, pH 5.0

Enzyme source

Incubate 1 hr at 37°C

Terminate by the addition of chroloform-methanol (2/1)

Take upper phase

Loﬁer pha#e was washed twice with pure upper phase
solvent

Pooled upper phase were then washed with pure lower
phase solvent

Final upper phase was dried in the scintillation vial

Count with scintillator ( BioSolv, PPO, POPOP, in

toluene )

Eﬁ% 2 — 2-Hexadecanoylamino-4-nitrophyenylphosphrylcholine ( HNP ) —

Incubation mixture 0.105 ml
Sodium Acetate Buffer 25 pumoles, pH 5.6
HNP 1.5 ymoles
Enzyme source
Incubate at 37 C for 1 hr
Terminate the reaction with addition of 0.4 ml of‘qucine buffer
(0.1 M, pH 10.5)
Add ethanol 0.7 ml
Centrifuge , 2,000 g, 10 min.
Take supernatant
Absorbance at 410 nm
( 1 nmole; O.D. 0.0124 )

é% 3 —— N-w-trinitrophenylamino lauric acid sphingomyelin ——
( TNPAL sphingomyelin )

Incubation mixture 0.2 ml
TNPAL-sphingomyelin 60nmoles
Triton X-100 100 ng
Sodium acctate buffer{ pH 5.0, 0.1 M)
Enzyme source
Incubate at 37 C for 1 hr
Terminate the reaction with addition of Dole's rcagent* 0.75 ml

Heptane 0.45 mi
H20 0.40 m}
Centrifuge at 2,000g for 10 min.
Take upper phase
Read at 330 nm (1 mmole ; 0.0115 0.D.)
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