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An average of 20x10% nucleated cells were obtained from lg tissue of human benign
Of these cells, 96.2 % showed acid

phosphatase activity and this was 10 times higher than the remaining stromal fraction on

prostatic hyperplasia by mechanical separation technique.

a protein base.

The total activity of Sa-reductase was 81 times higher in stroma than epithelium and the
total activity of 3 (8)-oxidoreductase was 29 times higher in stroma.

Androgen receptor amount measured in total tissue, epithelium and stroma were 100, 29
and 62 fmol R1881/mg DNA, respectively.

These results suggest that androgen metabolism takes place mainly in the stroma of
human BPH tissue, and that BPH is probably the disease of prostatic stroma.
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—EFHAWTEBL, 74 42— FeB - - 8%
BESE L (Fig. 1). thboffrk 4°C LTI
LHE U T Bs# Y5 (Eagle’s Minimal Essential Me-
dium (MEM) +10% Fetal Calf Serum (FCS))
LBWNTRZ T,

Bohic EE#Ifa% 1072 € 4 Sodium ethylene

58 1985%F

diamine tetra-acetic acid (EDTA, Merck, West
Germany) % &%, Ca‘t, Mg*t &%\ U VB
BERFCFESE, 1055, 37°C rKBEL, #5
Rl HRlasEER AR E R TR L. AR
i trypan blue % F\CHIE L7P.
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Cinote. ERERAR0. 05 A OB BB ERIC IS
BieboRFEV, HMERSIREERNC THRESE,
Micro-dismembrator = THREL (4541, Micro-
dismembrator B. Braun Melsungen Co, type 853
062), W% BEEC CILAEL (MSE 150
watt Ultrasonic Disintegrator), Zh% 25,000¢g
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By voRRYAEL, BT + A7 > 7 - AOREKLE
L7:9 (Phosphorus Auto/Stat kit, Pierce Che-
mical Co.).

DNA, RNA kLU EREOHE L, Wila%,
18D NaOH wTH®ALLI 0B, ThLh,
Giles and Myers!'®, Mijbauw!P and Lowry? o
FETHEL .

Sa-) X7 5 — AtEM

Sa-) ¥ 7 57— AWEMED JREL, ERWS L HER
BELThZhEEHFODY, pHT7 & T, NADPH

Standard separation technique

BPH *tissue

cutting

squeezing

first step sedimentation at unit gravity
for 5 min. in MEM (10% FCS)

supernatant

second step sedimentation
at unit gravity for 30 min.
in MEM (10 % FCS)
\

sediment

(EPITHELIAL CELLS)

MEM

FCS : fetal calf serum

sediment
chopping

filtration with CMFPBS
through nylor; gauze (1004)

remained tissue
(STROMA)

: Eagle's minimal essential medium

CMFPBS : calcium magnesium free phosphate buffered saline
Fig. 1
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BoEEMar B ohi. 1L T 0% 2% Mg
B + A7 7 —F —AOEEVGEH S, F okl
ROBALAIL, EHEOLEL BOHERVBL
hie.

LRl LOME L D AIEIELE, RNA,
DNA % Table 2 kiRL7c. EAXEEHHIC 3.2
%, BB 66%, RNA 3 EEHFE 53 %, [H
B 48%, *7-, DNA 3z EEEHMC16%, ME
Mo TI GRS Wi, BT » A7 » 7 — AEHEX
RIBEIR i BT 105D 1| OFEESFED
Hh, TMSOMET + A7 77— AEESLLATY
rEAREEEoSBISEI S S icbhici v
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5a-9 ¥ 7 57— AMEM

S5a-Y XF 7 F—AEER XU 8a (B) -FF T F Y&
75— REEMLL Table 8 R &F0, ERCBL
<#h*Fh 0.6nM/mg protein/hour, 0.36 nM/mg
proten/hour TH Y, HHEACKOTULLh £h 2.4
nM/mg protein/hour, 0.54 nM/mg protein/hour T

Table 1. Isolation of epithelium from tissue of human BPH
(h=15)
Nucleated cells RBC Viability of Acid_ phosphatase
(x10%/g) (x10%/) Nucle?’;? cells Posm\éeo/;):ells
average 22.56+9.0 0.62+0.41 94.5+ 4.8 96.3+ 1.7
range 7.5~34.6 0.01~1.22 18.2~98.7 92.8~98.7

Table 2. Recovery of protein, RNA and DNA in separated epithelial
cells and stroma of BPH (average of 3 experiments)

(average of 3 experiments)

total tissue

epithelium stroma

No. of cells
(10%/g of tissue)

protein
(mg/g of tissue)

RNA
(mg/g of tissue)

DNA
(mg/g of tissue)

acid phosphatase
activity. (n mole —
/ug protein/hour)

18.6=2.6 -

102+ 26 (100%) 33 =09 (3.2%) 67+ 8 (66%)

6.5+ 0.7 (100%) 0.34=0.13(5.3%) 3.1 0.3 (48%)

1.3=0.3 (100%) 0.21=0.02 (16%) 0.97+0.27 (77%)

33049 13+ 11
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BR% Table 4 KR L. SEERTOBZIRIEAES
# (To), LH (Eo), BIUTIE (So) KiX FhFh
Bk e vZ B[N 100 f mol R 1881/mg DNA,
29f mol R 1881/mg DNA, 62f mol R 1881/mg
DNA X hi. To, Eo, So iR T2 &, B

Table 3.
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1 FFE L.
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BIazig JEAHE Bi% ER s BEC BT 2RI
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Enzyme activity of two fractions of BPH

(h=3)

ba—reductase

3a (B)-
oxidoreductase
(3-hydroxy group)

Ep.

St. Ep. St.

nM/mg protein/hour

ratio of total activity
(st/Ep)

0.6+0.1

2406 036003 0.54+0.06

81+ 9 1 29+ 4

Ep. : epithelium
St. ! stroma

Separation steps for receptor assay

BPH tissue

—> To

cutting

first step sedimentation
at unit gravity for 5min.
in MEM (10% FCS)

supernatant

second step sedimentation

=> Tt

freezing
at -80°C

pulverization

at unit gravity for 30 min. —— E0
in MEM(10% FCS) 1) androgen
sediment = 2 receptor
assay
chopping =D &1 9) acid
filtration pho_s qhatase
(nylon gauze 100x) f::;::?;mem

STROMA

=> S

Fig. 2
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Table 4. Amount of androgen receptor (average of 4 experiments)

protein base DNA base acid phosphatase base

(;mol R1881 (fmol R1881 fmol R1881 )

mg protein /mg DNA /1. U. acid phosphatase
To 9+4 ( 6~16) 100 = 43 (54~ 160) 4+£3 (1~9)
Ti 172 (14~23) 889 (69~ 100) 722 (1~9)
Eo 154 (10~21) 203 (23~43) 21 (1~2)
So 166 (10~26) 62+33 (33~112) 8+3 (5~12)
S1 2815 (17~55) 170 = 110 (76 ~ 360) 139 (7~29)
Sz 2919 (17~62) 150 = 87 (94~ 300) 10+8 (7~26)
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