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Expression and significance of transforming growth factor-p1 in the apoptosis

of rat spermatogenic cells induced by cytoxan
Dai Jiangtao',Li Xuliang®,Wu Chun’,Wei Guanghui’,Lin Tao?,He Dawer*
(1. Department of Cardiothoracic Surgery;2. Department of Pediairic Urinary Surgery,
the Children’s Hospital ,Chongqing Medical University ; Ministry of Education Key Laboratory of Child
Development and Disorders ;Key Laboratory of Pediatrics in Chongqing; Chongqing International Science and
Technology Cooperation Center for Child Development and Disorders)

[ Abstract]Objective : To preliminarily assess the expression and significance of transforming growth factor-g1(TGF-B1) in the apop—
tosis of rat spermatogenic cells induced by cytoxan. Methods ; Cytoxan was applied for male Wistar rats aged 9 d. After 24 h,4 weeks
and 8 weeks,apoptosis of spermatogonia was counted severally by TUNEL and TGF-31 was detected severally by RT-PCR in testes
of 10 rats in experimental group and control group. Results: (1)There was no difference in the apoptosis of spermatogenic cell and
TGF-B1 expression between control group and experimental group at 24 h after the treatment at 24 h after the treatment. (Fen goye=
1.25,P=0.924) (Fiuyeen gou=1.59,P=0.339) (2) Apoptosis of spermatogenic cell and TGF—B1 expression were significantly increased in
experimental groups than in control group (Fiuen gup=126.73,P=0.005) (Fi,yen gous=32.86,P=0.007). Conclusion : Cytoxan not only
increases apoptosis of spermatogenic cell in testes,but also results in elevated expression of TGF—-B1 of testes in rat,indicating that
increased expression of TGF-B1 in testes will lead to increased apoptosis of spermatogenic cell in testes.
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et Wistar KFRIE 60 5, RERI AL st b it
112 35 CTX, YT B 2 25 [ A7 BR A 7 4 7= b5
H32020857,, % [7iF K Sigma 237, TUNEL 8 TR 7 & .
Roche 23], Trizol MMLV 3% 5% Taq fiff . RNAsin OligodT
(15) . ANTPs ) 5 Promega /A Fl , P65 3CHik M Primer Premier 5.0
SR RS A M, TGF-B1 519 1 741 .5 -TG-
AGTGGCTGTCTTTTGACG=3" , TGF-B1 B1¥) 2 J¥%1 .5’ ~AC—
TTCCAACCCAGGTCCTTC-3 ;Rat AP Z: I B-actin 514 1.
5'=AGGGGCCGGACTCGTCATACT-3" , Rat [ 28 B-actin
31H 2.5’ ~ACACTGTGCCCATCTACGAGG-3" |y g T.T.
BAYARA R A,
1.2 %7

Fsh# 60 RALHIHLECFE R ILBEDLI A 2 24, L9 Fn
X245 30 H X R R T AR BEER 7K 0.2 ml, CTX 5K
Y ARYE S 5 A BRI R A R 0.1 o/kg, 1B T
5, HZ5)E 24 h 4 F 8 AR BIFEHLARSE 10 HEEEAL,

TUNEL 72K A RS 4l 0 98 1~ 2200152 4L Bouin Y
AR AL U] R, A DT AR R, 0.01mol/L, PBS
YEA 5 minx 2 ¥ FEFIE KR 37 “CTHAK 30 min;0.01 mol/L
PBS ¥R 5 min x 2 Y EPK E A E 0.1%TritonX-100 190.1%
TN GE LA F] 2 min;0.01 mol/L PBS P 5 min x 1
W EIR R, A 3%H,0, 2 3% H 20 min;0.01 mol/L PBS %
F5 minx 2 ;1 20 wl TUNEL B iR (BHA R S FRiT
Wtk 1:9 84,37 °C 60 min;0.01 mol/L PBS ¥t 5 min x 3
;M 20 wl Coverter—POD, 37 °CJ%)i 30 min;0.01 mol/L PBS
VEFT 5 minx 3 ;%R F, 0 50~100 wl DAB %, 10~15 min;
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SETLIWT . HAZ R AR BHPE AN, e T R HL
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F I, B RNA $RHC B2 Jud14! 50~100 mg,
JA 1 ml Trizol iXFIHEHL , cDNA 4% : DEPC 7K 4 pl, OligodT
(15)1 wl, 5 RNA Spl, i ina b B #2 % , 72 C x10 min,
SRIGHN 5 x i 4 wl, DEPC /K 2.5 ul,4 x ANTP(10 mmol/L)
2 wl, MMLV 33 %% 540 1 wl, RNAsin 0.5 wl,42 °C x 1 h Jif7
LS PCR I - 10 x B 2.5 wl,4 x ANTPs(10 mmol/L)
2 wl,cDNA 4 pl,Taq B (5 wW/L)03 wl, 519 1:1 wl, 5149 2.
1 pl, in DEPC 7K % 25 pl, %% 42 °C 30 min ,94°C 5 min,
94 C~58 C~72 C45 1 min JHHA, ML 35 MEIF, LA B-actin KN
R PCR P=H 34T : PCR P2 T 1L5%BBREEIE 11
VK 10~15 min, 252 10 min, E4MT T WAE,350 bp fLRTCF-
B1,624 bp 1t B-actin, 45 FH1 BEf% 1T, Quantity—One F A4 E]
185387, LA B-actin JG85 FEDE (BFR L TGF-B1 OGEE BEAE
B34 HAY TCF-B1 FIAXT &,
1.3 %itoHr

SRH SPSS B AT AP, SR A A FH 4K +
FrifE2s (x5 ) FoR R EZ MR FH 2KV (Huynh—
Feldt #1E) , k230K R «=0.05,

2 # B

2.1 2524 h 48 8 B G B-LIA) At 4m AL T e )
DL 1, 2 24 b J5 SEH2H A0S HE 2 Hh 20085 PA) 0

M/, 2 20 R 25 5 ToGE 27 R L (F y=1.25,P=0.924) , Tl
2505 4 JA 8 A S 20 A 5 BE 20 A S A i 0 T 0 s &2
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H T ZEA [ B (1A 22 5 (F 4,=24.87,P=0.007).,
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Tab.1 Apoptosis of spermatogenic cell in control group and
experimental group after 24 h,4 weeks and 8 weeks
( unit/HP,x +s,n=10)

215 24h 4 8JH
X B2 0.43 £ 0.04 1526 +1.58 7.54 £3.30
SCgme 043 +£032*  35.62+4.49* 2371 +3.09"

T a, JY0H SXTHRZE LU, P >0.05, F 4y =1.255 b: SE5G2H 5 X0 R
FEHE, P<0.01, F g5 =126.735¢: B0 4H 24 h 4 JH .8 AT EL %,
P<O.01, F gy =132.24

B.D.F 435J2& 24 h 4 J .8 Al SciieH
1 A rE4AAT ( TUNEL,400 x )
Fig.1  Apoptosis of spermatogenic cell ( TUNEL,400 x )

22 MHE24h 4 B 8 A AREHML TCF-B1-mRNA
W YL

W2, HZIG 24 h 2541 5%} B4 82 AL 21 TGF-
B1-mRNA FIKMWILHE, 25 5 LG iH# 3 L (F y=1.59,P=
0.339), 245 4 J& .8 JESLUR 4l 5kt IR 4 TGF-B1-mRNA 3
SEIA B AN (F 55=32.86,P=0.007) . SZH&2H 3 AN I
i HZ5)E 3 AR BEEE LA TCF-B1-mRNA BYFeA4G I i
225 (F 149=66.75,P=0.002) , K Fl S ALZH 2L TGF-B1-mRNA
B ZFRIBTEA R B T (AL A 1 22 57 (F 4:5=18.12,P=0.009)

*2 MAHARF24h 4.8 BEWHEASKRAZAER
TGF-B1-mRNA HHEXT &£
Tab.2 Relative content of TGF-B1-mRNA in testes in
experimental group and control group after 24 h,4 weeks and

8 weeks
51 24h(10H) 4/ (10 2) 8 (10 H)
Xf HEZH 0.385+0.006  0.405+0.005  0.418 +0.003
SEHRA 0.424 £0.003*  0.438 +0.005"  0.455 = 0.008"

a, 2N 24 h SCIAH S IE A HLEL, F 4y =1.59,P>0.05;b. 124
J5i 4 J5 .8 JHISE 2 SIEH L HLEL , F g =32.86,P<0.015¢. SEBG4 24 h
4 J8 .8 AP HLEL , F 4y =66.75,P<0.01
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Chromosome and azoospermia factor in 626 males with severely impaired

spermatogenesis
He Haihong',Zhou Hougang®,Chen Yanging',Yao Wanyou',Yang Xiuzhu'
(1. Department of Clinical Laboratory , Tangxia Hospital of Dongguan ;2. Depariment of Clinical Laboratory,
Maternal and Child Health Hospital of Hunan)
[ Abstract]Objective . To analyze the features of chromosomal abnormalities and azoospermia factor(AZF) of males with severely im—
paired spermatogenesis. Methods ;: G-banding and multi—-PCR method were used to analyze the karyotypes of chromosome and AZF
microdeletions respectively. Results ;In 443 cases of azoospermia and 183 cases of severe oligozoospermia,79 cases(12.62%) of chro—
mosomal abnormalities were found ;68 cases(15.35%) in azoospermia group and 11 cases(6.01%) in severe oligozoospermia group.
Meanwhile, the translocation karyotype 46,XY,t(4;8)(q35;q22) in severe oligozoospermia group was firstly reported. There were 68
cases(10.86%) of Y chromosome AZF microdeletions, accounting for 11.51% and 9.29% in azoospermia group and severe oligo—
zoospermia group respectively. The deletion type AZFc was the most common, followed by AZFb and AZFd;the constituent ratio of the
three types were 41.18%,20.59%,10.29% ,respectively. In 68 cases of Y chromosome microdeletions, 14 cases complicated with chro—
mosomal abnormalities(10 cased in azoospermia group and 4 cases in severe oligozoospermia group). Conclusion; Genetic abnormality
is important for patients with severely impaired spermatogenesis. Detection chromosome abnormality and Y chromosome microdeletions

is necessary before applying assisted reproductive technology in order to decrease the risk of abnormal gene inherited from the father.
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