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Absgtract  Background and objective Most studies about FHIT protein expresson were performed in
normal tracheal epithelium, precancerous lesons and lung cancer tissues respectively , but not in the course of
malignant transformation of lung cancer. The aim of this study is to detect the changes of FHIT protein ex-
pression during malignant transformation of immortalized human bronchia epithelial cells (BEA S2B) induced
by tobacco- specific nitrosamine (NN K) , and to exploreits significance. Methods BEAS 2B cells were induced
to malignantly tranform (BEAS2Bnnk) by 500 mg/ L NN K, and FHIT protein expression was detected in the
different passages of BEA S2Bnnk and BEAS 2B cells by SPimmunocytochemistry. Results Part 1: Model of
malignant transformation of BEAS2B cells induced by NN K was established. The serum res stance was
sgnificantly increased in the 5th passage of BEA S 2Bk cells. The anchorage independent growth (soft
agar colony formation) appeared in the 15th passage of BEA S 2B« cells. The ultrastructure of the 20th
passage of BEA S2Bnnk cells showed obvious heteromorphy characterization. The 25th passage of BEAS
2Bnnk cell s developed into tumorsin nude mice, which were well differentiated squamous cell carcinoma. Part
2: FHIT protein was steadily expressed in the different passages of BEAS2B cells (P>0.05). FHIT protein
expression was obvioudy decreased from 5th to 15th passage of BEA S2Bnnk cdls, but it was unexpectedly
overexpressed in the 25th passage. Conclusion The model of malignant trangormation of BEAS2B cells
induced by NN K (500 mg/L) can be established success ully and may be used for investigation of molecular bi-
ological mechanisms of lung cancer , especially for smoking-related cases. Decrease of FHIT protein expres
son might be an early event , however , its overexpresson in the late passages should be further studied.

Key words NNK Immortalized human bronchia epithelial cells (BEA S 2B) FHIT protein

1400016 ( : , 400014 ,Email :lingwen9450531
@yahoo. com. cn)



- 168 -

2006

4 9 2 ChinJ L ung Cancer . April 2006, Vol.9, No.2

100 ™
FHIT Ohta
21 1996
3pl4.2 FHIT
Tomizawa'™®
Tseng'! : FHIT
( ) FHIT
, FHIT
NN K
, FHIT , FHIT
1
1.1
1.1.1
BEAS2B Harris
, ‘U. S. Pat. 4885238
, 12/ SV 40

(Ad 12/ Sv40, Adenovirus 12/ SV40 hybrid virus
preparation) ,

SV40 DNA, T , DNA ,
BEAS2B
25 BALB/ Cnu/ nu 10 ( 5 ,18
29 ),
1.1.2 LHCS Hy-
clone ;NN K Chemsyn Science Lab ,
FHIT SP
1.2
1.2.1 I BEAS2B
LHCS 37 5%CO: 95%

, 1.0 x 10"/ cm?

2 1 , 4 6 1
BEAS2B 500 mg/L NNK
24 h (BEAS2Bnnk)
BEAS?2B
(BEAS2B)
1.2.2 5 BEAS
2B B EA S 2Bnnk 300 / 6cm
, 6 3 10% 8
PBS 3 ., 30 min, G-
emsa ( 16
) : = /
x 100 %
1.2.3 (o1 LHCS
0.7% , )
, 15 BEAS2Z2B BEAS
2Bnnk 0.7% 11 , 0.7%
( 1x10% ),
, 2mL LHCS8 37 5%
CO: 95% , 3 1 3
50 )
: = / x 1000 %o
1.2.4 20 BEAS?2B
B EA S 2Bnnk ( 6x10° ),

, EP ,PBS 10 15min, 2000 r/
min, , 4 4% 2h 4
PBS , 4 2 h;

50% 70 % 90 % 100 % , 15 min;
618" ; , 1% —
, 30min,
1.2.5 25 BEAS?2B
B EA S 2Bnnk , ,
, , PmS 10
, 2 6
, 0.2mL, 1x10
4 ,
1.2.6 SP
5 10 15 20 25 BEAS2B BEAS
2Bnnk , PBS 2minx3 ;4
5min,PBS(pH7.2 7.6) 2minx3
;30% H20: 1 + 50 ,
30 min, ,
PBS(pH7.2 7.6) 5min;



2006 4 9 2 ChinJ L ung Cancer . April 2006, Vol.9, No.2 - 169 -
, 20min, : ; ( 1
( FHIT ) 4 ,PBS(pH7.2
7.6) 3minx3 ; ( 1 5 BEAS28 BEAS2Bw«
IgG ,37 20 min PBS(pH7.2 7.6)
3 minx3 . SA/ HRP( Tab 1 Resultsof serum fastness of the 5th passage of
' _ _ BEAS2B and BEA S 2B« cells
) 37 20 min,PBS(pH7.2 7.6) 3 min . —
. . . Group Cdl Serum Planting efficiency
x4 DAB 5 30 min, ; 1 BEAS2B 9.4£2.0
2min,1% ;70% 80% 90 % 2 BEAS2B + 2.7+1.4
100 % , : 3 BEAS 2Bnnk 10.2+1.5
1. 2 7 CM_ZOOOB 4 BEAS'ZBNNK + 1501'13
BEAS2B Group 1 vsgroup 2, P<0.01; Group 2 vsgroup 4, P<0.01
BEAS 2B FHIT 2.3 15 BEAS2B BEAS2B
5 FHIT ' NNK
15 BEASZ2B
— , 0. 025 %o +
(©D)  (xx9 0. 050 %) ( 5
1.3 SPSS10. 0 ' o9 ;
X7 B EA S 2Bnnk )
' 0. 650 %o 0. 190 %o, (P<
q ,P<0.05
0.01)
2.4 20 BEAS2B B EA S 2Bnnk
2 ( 1 20 BEASZ2B
2.1 BEAS2B( ) BEAS2B ' !
2.2 5 BEAS2B BEASZBnn«k '
5 20 BEAS2Bwnwk ,
BEAS2B (P<0.01) BEAS ; ' ; )
2Bnnk (P ' ' '
<0.01) , , '

1 A:

20

BEAS2B (x8000) ;B: 20 BEAS2Bnnk

www.lungca.org

(' x 8000)
Figl A: Ultrastructure of BEAS2B cellsin the 20th passage ( x 8000) ; B: Ultrastructure of BEAS2Bnnk cellsin the 20th passage ( x 8000)
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Fig2 Tumorigenicity of the 25th passage of BEA S2Bnnk cellsin nude mice
A : Tumor formation in nude mouse; B: Histological picture of tumor in nude mice (HE staining, x40)
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Fig3 FHIT protein expresson in the BEAS2B and different passages of BEA S2Bnnk cells (origina magnification x 20)
A Control BEAS2B cells; B: The 5th passage of BEAS2Bnnk cells; C: The 10th passage of BEAS2Bnnk cells; D: The 15th passage of BEAS
2Bnnk cells; E: The 20th passage of BEAS2Bnn« cells; F: The 25th passage of BEA S 2Bnnk cells
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