[wﬁﬁﬁmﬁs%
198448H

Flow cytometry (Z & %238 T E BLeE O i HlE
18 b b EAMEN DNA BAAGHIE ORBIRE

IR AEEREMBRBFFEHE (EE  BRE=0HEED
nooH# B —

DNA FLOW CYTOMETRIC EVALUATION OF
SPERMATOGENESIS

PART 1: ANALYSIS OF NUCLEAR DNA IN CELLS FROM
HUMAN TESTICULAR TISSUE

Shuichi Kawai
From the Department of Urology, Yamaguchi University, School of Medicine
( Director : Prof. J. Sakatoku)

The present study was carried out to establish the best method of preparing human testicular
tissue for flow cytometric DNA analysis including dispersal, fixation and staining. Human testicular
tissue could be dispersed to single cells by incubating in 0.05% collagenase solution at 37°C for 60 min-
utes. Krishan’s method which stains nuclear DNA directly without ethanol fixation and digestion
in ribonuclease was not suitable for testicular cells.

After ethanol fixation, testicular cells were treated with ribonuclease and pepsin, then stained with
propidium iodide. Nuclear DNA in cells was measured by flow cytometry and a good DNA histogram
was obtained. Ribonuclease influenced the DNA histogram little, but pepsin markedly improved it
by digesting cell debris and decreasing cell aggregation.

Analysis of the DNA histogram revealed the proportion of haploid, diploid and tetraploid cells
accurately and quickly. Flow cytometric DNA analysis could be a useful method of evaluating cell

kinetics in spermatogenesis.
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Fig. 1. Principle of flow cytometry
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B, SABEHoMINc propidium iodide (LATF
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Fig. 3. Method
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Fig. 4. Time course changes of acquired cells by
incubation in 0.01, 0.05, 0.1 and 0.2%
collagenase solution
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Fig. 5. DNA histogram according to treatment
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ment in the fluorescence microscope

(% 200)

86+1.7% (n=5) LENBERHLEELEIHEDLI
ot BRICEBMBHINC S REBD bhich » 1.

Pepsin OAMEFE (C) TiX, cell aggregation.
cell debris AEBEZHA L, CVIES 56+1.2% (n
=5) & pepsin SEAFERE LKL TERRCEAS LT
W (P<0.05). mYtmEmsnEEgE (Fig. 7) T
cell debris (X{H{LEh, MIBIBRELE /Y BEEL,
Bl thRZd bk, L L sperm (¥, head o
BB DR T, KEIINETH 1.

RNase & pepsin & QICME L8 (D) Tig,
CV{n: 5.1406% (n=5) { -,/ R
FZS AL ADDHOFTRETH 1. DX
7, pepsin MELIC X h e A b+ 75 AMXEBHCHEL,
RNase MED e R b 75 A~OHFHIHEIRD
biich -7t

3. Krishan 0F:

#Hix Fig. 8 w/RL7. Cell aggregation (332
BHRAEWA, cell debris 23D Hh, CVHE
b 87+2.1% (n=35) L AEL/coT\ . JIER
vk, MRS & Th 2 MR &R VCFIRIR S
3h, % peak OERNTHEHE TE DNA EOMifa
HROPEIREE ZE 2 bhi.

)
‘c
pu}
@
=
210
o
3 CV=8.7%
C
[=
o
5 05
@
a
n
o
(8]
A
o 0 2 p04C 200 256

Channel Number ( Relative DNA Content )

Fig. 8. DNA histogram by Krishan’s method
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