NSC91-2314-B-038-0409 -
91 08 01 92 07 31

92 11 6



g 7 E 2 #— J]%rh R ATEFE Y - BRI TR aFp B oL A

FFE DL PRFFlR ARG 2 AL BFTE K- E R

§ 173 2 g hip F&?/F‘”" D LETenA £ 2% AL F)(Gas 8, Gas 7, Gas 11)) & ® gt 1k ]34 7

3 EFe] REL OABALIFRAGE N DR LS FLZBATIEAR A

Pinfie— it GAS AT § 273 B gz dp i ¥ 1% gt A TR AT e
Tt et @ 4F 2 0 ik -

PR

4 £ % A 7] (Growth Arrest Specific Gene ff fi GAS) % ~ 3| A L5 a7 3 @ 4 IR
HAoORDE LG ghi Ao b3 9T 4R AAFELY » A PERELT A

A ggend s mre ¢4 F«.‘«ﬁﬁvéé s AT EATIMHNEL LI > APET i GASS
FARELGE LS 2 ML F P LM R ol B A PRI o AR SR ST
e 1?--71%4 £ A e ”ZL"J% #%Mﬁﬂffﬁéﬂm’?é’ Fomfen il ’ﬁ%u.,a\(Sertoh
cellonly) ¥ 1% Z g % en& 4 =2 % ¢ > P4 7 7] GAS8 #udflsn4 ¢ - & PCR 4 GAS8
DNA i g @ » Ay (51 328 = 4 487 rm Bop kit b B AT A f;‘"_:}]% 4 11 PCR
S ERIPE = E'J GAS8DNA i3 & o Tk + kg B2 23 Hhwe iRk d
AERAFIG ST LA cGAS8 T AT A S A MAM R wrr Y 0 U2 S MR RN
E ,?#Bta‘;ik*\m%u* R REF AT 13 GASBArm A i A A frd T o
ﬁ‘g‘ﬁ ViE- H AT I AT o

M3 : 4 £ 3% 4 7 (GrowthArrest Specific Gene f £ GAS) ~ # & ‘n* ~ PCR i il

Abstract

Growth-arrest specific (Gas 8) genes, were originally isolated and cloned from cultured mouse
3T3 cellsin serum starvation or contact inhibition. From our previous research, we have
identified and characterized two novel growth-arrest specific (Gas 7 and Gas 8) by aretrovirus
gene trapping strategy.  The amino-acid sequence of Gas 8 is highly conserved between the
mouse and human species. In the pubertal development of mouse testis, Gas 8 MRNA was
detected at alow level in neonates and young adolescents, but increased rapidly
post-meiotically. Inour first year study, we found that the expression of the Gas 8 homolog
in human normal testisis similar to that in the mouse testis.  In the seminiferous tubules from
patients with Sertoli cell only syndrome, no Gas 8 immuno-reaction can be detected. This
result further confirms that Gas 8 expression is highly localized in the germ cells, but not in
Sertoli cell. Gas 8 showed premature expression in germ cells (Spermatocytes or



spermatogonia) in human seminiferous tubules with maturation arrest or hypospermatogenesis.
PCR screening by two pairs of Gas 8 specific primers from genomic DNA of 328 patients with
male infertility found that two in totally 328 patients were candidates of Gas 8 gene deletion
from PCR screening. Based on the result of our first year study, we can conclude that the
Gas 8 isfunctioning as afundamental gene in the role of spermatogenesis and sperm
maturation.  For the detail of the mechanism concerning how Gas 8 involved in the human
spermatogenesis, further investigation is now ongoing.
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| mmunopr ecipitation and immunoblotting

Tissue lysateisfirst pre-cleared with 30-pl protein A-sepharose slurry (1:1 in the
lysis buffer used) for at least 30 minutes. After spinning down the protein A-sepharose
beads, the supernatant is transferred into a fresh tube. One-pug of anti-Gas8 antiserum or
pre-immune serum is added to the pre-cleared lysate. The tube isincubated for 2 hours to
overnight at 4°C. The antibody-antigen complex is captured by adding 50 pl protein
A-sepharose slurry to each tube and rotating for more than 1 hour. Protein A-sepharose
beads are collected by spinning and were then washed five to seven timeswith 1 ml RIPA
buffer (10 mM Tris-HCI, pH 7.5, 150 mM NaCl, 5 mM EDTA, 0.1% SDS, 1% sodium
deoxycholate (DOC), 1% NP-40). All steps are performed onice or at 4°C. Tubes are
rotated on arotating mixer in all incubation steps. The immune complex isboiled in SDS
sample buffer for further analysis by immunoblotting.

Protein samples are separated in SDS-PAGE according to standard protocol (Laemmli,
1970) and transferred onto PVDF-nylon membranes (Millipore) using the tank transfer method
(Towbin et a., 1979). The membrane is blocked with 5% non-fat milk in TBST for 30 min. After
a brief wash, the membrane is incubated with primary antibody diluted in TBST for 60-90 min.
The membrane is then washed 3 times with TBST and probed with horseradish
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peroxidase-conjugated goat anti-rabbit secondary antibody (Amersham, 1:5000) for 30-60 min.
After extensive washes, specific signals are visualized by an enhanced chemiluminescence (ECL)
system (Pierce) according to the manufacture's instruction.
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Fig 2.The localization of Gas8 protein in human testis was similar to its pattern



in mice testis.

Fig 3.Gas8 protein cannot be detected in testis showed Sertoli cell only

syndrome.
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Fig 4.Gas8 showed premature expression in germ cells (Spermatocytes or
spermatogonia) in human seminiferous tubules with maturation arrest

or hypospermatogenesis.
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Fig 5. PCR resultsin screening Gas8 deletion from infertile male.  The patients No.
55 and 56 were possible deleted of Gas 8 gene in genomic DNA...



