EY Ve EREEIC ST B ) Y U — 4 RORS

EREBECY L EVIFEGunn 7 v FHEESH
(jj) BEBR Y A U NRREREE 2RTL
PhbIWE CNS ©B17 5 € Y L € v REEE
BPO—BRLLTIDjj7 » bBEAY, €Y
NE VIEERCBITSY ¥V V- A ROKRIGKE
WTHRERIL T& 7223,

FEE i AEEEF R homogenization #
fE23 55 7y vAPREY Y V— s BXiETHECo
WTHRN, jiTy P TIEEAERTAIB LU
BoEEDY a0 Y V- & LIEGREMRED
ThHd IROBERD V2L Y vV — 2Bl E
DENDRHZPBELERF Lz, SHRjjTES
UL IEHEY T 5 B—glucuronidase i E
ADELAYZ BNV acid phosphatase i
DN T RER AR SR BB L T,

ERMHE & AE

4153 X UF20H# D Sprague—Dawley %
Gunn 9 v F w728, iz 9 Bo 0.25M
LxBEEELLEBIC0TC, $2000rpm T, FA—
- @Potter Elvehjem&E homogenizer Z iy
T5EETL Thomogenizel 72z TritonX—
100 (0.1%) TOMEIITT, 1EEBI A -7,
a—mannosidase {EMiX Zanetta b0 FkS)
X DHFEL, acid phosphatase PEH X
p—nitrophenylphospate Z v %, arylsu-
HfataseD 7R b7 3 —h ¥ v 7idPercoll
BEARGROTHE 110 £ 1050 ) VYV — 2% 45
B, Zno%01% Triton X—100 THAEL
EPLC (Pharmacia) ®Monop » 7 & &2{#/
LTBI R oo AX—b Ay 77— T25
mM Bis—Tris, pH71 28, FV Sy 7 5 —
74,,pH 40 THH U 7o, BERARFHRE Tt
Fy b7 reisAARKEBE, 01%CaCl; 24
tr4 <) VIRTERERE Lic o b/ BEREE

ZFHARLAEEE 2 m = — .
REFEEFIRR - AAFH

MR E Xk, k& & )
B ¥ £ E

BOHL, AEEK c24RBEE, Holt ®Gum
—L s R CURREIE > T b YT I b — AT
BEE15pm otk & Lics acid phosphatase
t¥naphthol AS—TR phosphate FEEE L
TpH6.0, f—glucuronidase i napthol AS
—B1 glucuronide ##E & L T pH 50 0&H
TBark—Andersen B TENFNOEREEZHE
ﬁjbfc7’8)o

ERBRE R

K1A® jj7 v b/MMhomogenate 10000
Xg, 300U g, EiFicd 2 EMEREES
(homogenate i 0.1% Triton X—100 2%
R OEE) CEDBEAGERLE, BLAKD
D j+H (AT e#ERk) 5 v b EAKCKE
105D\ Y V— A FMT 5 acid phosph-
atase, ®—mannosidase’® Tk Zh Fh518
kUM0% LBEERLES, j+7 v P oRkERHK
BELIORSHL, jj7y b oEBERZRLE
E 105 EFEET EE0HMT 3 arylsulfata-
se, B—glucuronidased TREFNFNUB LT
11% LEETH 7o M1BK §jjF » F/Bhom-
ogenate CBW T TritonX—100LEic X V&
EFECRBEELT 586 %R L %o acid phosp-
hatase, #—mannosidase i Triton X—100
BIIC & D KERBEOBL D 57, ary-
lsulfatase, 8~glucuronidase Tk EhEh
1028 X U 72% OTEHBMAERD bhic, EHK
PEEY 7V — A& Percol IEERELR LTHEIL,
HE110 L 105 DFNFNDY Y V—sad b ary-
lsulfatase ZA[#(LL, pH4~ 7 0EEATY
RePT -V I ERBIR ETD, WE
LIOKHFFET D arylsulfataseld 7 7 A RE
ShTHMUZ, UL, LE 105 BT 58
F#wx pH 6.5, 5.9, 5.7HEH E—7 BRH bhi,
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O LEHERRITBY v V- AEENE
WERLEIFEARIOERVFET BT LERL
W3 (F2), K3 RNHEIIZBY B acid

phosphatase, f—glucuronidase P47 &R
o I5HE®D j+5 » b Tidacid phosphatase
TEHEAR 7% v i, MR HBaYaE <

Hon/ke (K3, ALB ), ZRiHEART B—glu-

curonidaseid 7/ v ={lifg, JEEEMIRRCIT
EhrTHo-7(H3, DEE ), jj7v DR
HETS 7w 7 ) ¥ eE 2 bh 5/ B0
Tl acid phosphatase, f—glucuronidase
EHMNEESRED B (K3, CEF),

% £z

ii 7y b CHEMEEAOE)R acid phospha-
tase, @~mannosidase IXBWY) ¥ V— 24y
T AEETHD, T HEXER S homogen-
izationD & CHEMINHL, LBEEROIE
BIABCEETHE I EBREN —FHjj T
gy MINBECHEN ER 2 A D arylsulfatase & B
—glucuronidase HFEKEWYI V V- AKEE
NB352, £hbikhomogenization P& T
BHESNCWEERTH - T, L TritonX
—100 B+ B2 Lick - THH THL DEHER
BT B, EHREEOEBNY Y VY — 4 LBV Y
Y/ —AREENTWS arylsulfatase BEE
BRRLTEY, ER I VEBEHcEEALD
DL LR ote, MBEADY YV — s EROBLE
A5 T3 I vEERBOGERL (Golgi—
associated Endoplasmic Reticulum from
which Lysosomes arise) KEETBY vV
— LABERITBE D residual body 24 T DY Y
Y—bDB0X DB EBEAFBIENCHSZ LR
FRBEEhTBYII, X5EGERLOY ¥ V— &
REHEFBEOLOL VBN LIRESL T
51, i 1.05 TEBEADEV arylsulfatase
&%) Y /— 213 GERLAR D 0 L Bbh 5,
M1 ¢4 bh - AERFCNT 2 FEEEARR
homogenizationic K 3HEDEVIXGERL &
residual body HERDZhZTh DV / VAN
HEOBNCES 023NV,
$ARELH¥AIC acid phosphatase DEEEH
~BEjjTy MMRCHET 3 SEEYY 0z T

B Tk v =g, PNEEERCEESSHL

7e?, B—glucuronidaseld'@ & A ¥ S MR
RBLTHbhic, LERLT j5/ i+ 0EEER
H7eBE, B—glucuronidaseid j+ 7 v F TiE
LA EEER O THBEELE R BH5, acid
phosphatse TiX j+ F v b TH I v=Hilge
NSRRI SR OBRVEET DD jj T b
TSHERROBBRE X OV FH i REESMD 5 THIE
HEEZRHPFEIRELALAVWDTHES Y LEDR
®o
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SUP./MAXIMAL ACTIVITY (%)

100} | 4

MAX./BASAL ACTIVITY (%)

o MAN ACP A6l ARYL

Fig. 1. (A) Effect of homogenization on the
.release of cerebellar lysosomal enzymes in
15-day-old homozygous Gunn rats. SUP denotes
the enzymic activity in the supernatant
(10,000 x g, 30 min at 4°C) from homogenate
prepared as described in Materials and Methods.
Maximal activity is the activity in homogenate
assayed after incubation at 37°C for 60 min in
the presence of 0.1% Triton X-100 and is
designated as 100%. (B) Effect of Triton X-
100 treatment on the activities of lysosomal
enzymes in cerebellar homogenate from 15-day-
old homozygous Gunn rats. MAX indicates the
maximal activity (see above). Basal activity
is represented by the activity assayed before
the addition of Triton X-100 and is designated
as 100s. o-MaN, a-mannosidase; ACP, acid
phosphatase; f-GUL, B-glucuronidase; ARYL,
arylsulfatase, Each column is expressed by
the average + S.D. (bar) of 7 determinations.
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Fig. 2. Chromatofocusing of arylsulfatases solubil-
ized from lysosomes with densities of 1.05 and 1.10
in the Percoll density gradient centrifugation of
cerebellar postnuclear fractions (refer to Ref. 3)
from 15- and 20-day-old homozygous Gunn rats. For
details see Materials and Methods.

®——8 Enzymic activity from 1.10-density lysosomes
O——0 Enzymic activity from 1.05-density lysosomes
sacecses  pH
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Fig. 3. Enzyme-histochemical demonstration of acid phosphatase
(A, B and C) and B-glucuronidase (D, E and F) activities in the
cerebella of 15-day-old heterozygous (A, B, D and E) and homo-
zygous (C and F) Gunn rats. A and D, Purkinje cells; B and E,
cells in deep nuclei; C and F, microglia-like S cells (see Refs.
9 and 10). x 100 ’
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