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Tubulogenesis of TM4 Sertoli cells in vitro

Seung Ho Park, Jin Kook Choi, Myung Chan Gye

Department of Biology, College of Natural Sciences, Kyonggi University, Suwon, Korea

AE

ARG A9 Sertoli cells& germ cells®] A
& 54 2 238 A8 9539 ’“"o"ﬂx}f‘- A
55t AAFHGAAA 5HA 715E o A
Aol ECML integrin® FH A @’EM] 9
& Az AZoeltt ECM ol &A4st= "*"J°V}7P
AE FEA el Zdige o3 ANsALAAE

3 MEe AE F4 9 E3zdd *&"4?}5}
(Streuli, 1999). 49 TAFAAHNA dojute A
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cells™t myoid cellso]l FHol & BAHY,
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and Fritz, 1990), o]¢} {FAMSHA A7 Y 714
Aol A wleke Sertoli cellsl A% cord formation
o] dojB 2 ECME cord formation® 93] &
8% J8& 3} (Hadley et al, 1990; Oscar et
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(Russell, Bartke and Goh, 1989). Hepatocyte
growth factor (HGF)= o8 £7F9 A XA

mitogenic, morphogenic® chemotactic activities
€ ZEe 9754 43AAoly (Matsumoto and
Nakamura, 1996, Hiroyuki et al., 1997), ECM¢]
4% Ealel 43S F3, MMPs9 2dS £
Ay Busogltl(Wang and Keiser, 2000).
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HGF®] 2H§7b54e0] 9gith & AFelAE A

2ol A Sertoli celld] FAFAo] vl HESQ
7139 4L ZAstn, 21 FAAA JeEy=
MMPs 2@de] ®¥gE FHse dH 1 2R
de 2 HGFY 9&-& &5

As 2 94y

AHEF 2 ECM

Ayl ALET HNEFE TM4 (mouse, Sertoli
cel) cell2 10% FBS7} X &¥® DMEM HiA
(GIBCO BRL Co.)& Ah&3le ksl on,
ECM2. 2+ Engelberth-Holm-Swarm sarcoma
ZXE F%3 GFR-Matrigel (Becton Dikinson,
Becford, MA)& AH&-31 gt}

Matrigel §/94A TM4 celle] 9%
GFR-Matrigel& wWi¥d3 1519 wl&E &4
A em’? 100u2 A3 g 5% CO, 37°Col
A 1AZE algFEte gele S2AR ¥, Sad
gel 9o TM4 cell lineg 4 X 10* cells/em® 2.2
ImlE &53lo wYgsdz, HGFe 24z ujigy

Well 5 ng/mlE Frletgom, MEeo Hez
#Ze =YPu|E(Olympus, Japan)stel A zas}
Aot

RT-PCRE o] &3 c-MET %39 39|

TM4 cell€ 60mm dishdl4] monolayer’t ==
£ wigE F, Trizol kitE ©]4€3l9 total RNA
€ #%3% ¥, Takara RNA PCR kit (AMV, ver
2D AMEd d9HA FESG. -METY
prmert van der Wee$} Hofmann (1999)¢] =
S Wxon, 725bp Z7|9] PCR AHES &9
st}
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2oz FA49 AdMFig. 1B and C) 4¥d =
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ARt E o olde ey Wie BRI
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Fig. 1. TM4 Sertoli cells grown on GFR-Matrigel bed in the

TM4 cell line9] c-MET9] @3 3

07153 A43AAA HGFE HA 9 B3HA]7]4
AR BN 2dEH, 7 FEAUA -METE %
A A=A ad4E L€ "l HGFE A
28t7] Aol TM4 cell lineo] Al c-MET®] w3 o
e dolrr] 8 c-MET9 5o]&< primer
< o]&3ld RT-PCRE 8% ZF c-METY
725bp B E S EUAT (Fig. 2).
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Fig. 2. RT-PCR of ¢-MET mRNA in TM4 Scrtoli cells..
Lane 1 : DNA markers. Lane 2 : TM4 cell.
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Dol (Fig. 3A and B). o]% cordoll A tubule
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B3zdo] #oqstes Aoz AsHY,

Fig. 3. Influence of HGF on tubule formation by TM4 Sertoli
cells on GFR-Matrigel. (A) chain formation, 12hr (X100). (B)
cord formation, 2days (X100). (C) tubule-like structure, 4days

(X100). (D) tubule formation, 7days (X40).

minimal culture medium. Formation of chain by TM4 cells
after 1 day (A). Formation of cords 2 days (B), 4 days(C),

and 7 days(D) (X100).
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TM4 celle] wiFaAgelA wjdde 233t
gelatin zymography & 433% 23 MMP-29 -9
& A&AT. MMP-2& AXx9 2&Z3 §7)
A&7 A AAMI Frlsigen,
MMP-9%= cord?t A HE A7) olFd HA&H
o] o]F Z7talth ol MMP-90] & e} slel
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Fig. 4. Zymography of spent media from the TM4 cells
culture on the Matrigel bed. GFR-Matrigel cilture of TM4
cells in minimal culture medium without (A) and with (B)

HGF (5 ng/ml).
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