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= Abstract =

To investigate expression in c-myc gene by a chemical -carcinogen
benzo(a)pyrene(BP), human lymphoblast NC-37 cells were exposed to various
concentrations of BP and the c-myc gene expression was evaluated by
northern and slot blot hybridization methods. When NC-37 cells exposed to
BP of 0-4ug/ml were treated with Hindll/Xbal restriction enzyme, the c-myc
genes were cut at the same region regardless of BP concentration. The site of
cleavage by the restriction enzyme, Hindll/Xbal was identical in the control,
BP-treated and BP-washed cells. However, the m-RNA expression in slot blot
hybridization appeared to be 4-5 times higher in BP-treated cells than in the
control, and this effect was partially removed by washing the BP. When the
DNA isolated from NC-37 cells exposed to various concentrations(0, 2, 4ug/ml)
of BP were amplified by polymerase chain reaction using a primer containing
c-myc exon I, the resulting DNA were of the same size in all groups. These
results suggest that overexpression of c-myc oncogene may be required for the
malignant transformation and maintenance in benzo(a)pyrene poisoned human
lymphoblast NC-37 cells.
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Table 1 The sequence of primer used in this study

Primer set Sequences(5'-->3’) Product size
Sence TCCCGGGTTCCCAAAGCAGAG(2 1mer) 1,055bp
Antisence ACTCCAAGGAGCTCAGGATGC(21mer)




R BB AR 114 #1282 1996

=

Z2%aEA HAHvhg2 500U micro tube
E Ao WRE $4EA(10x)(500mM
potassium chloride, 100mM Tris HCI;
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Fig.3.The growth effects of solvent
mixture on NC-37 cell lines

Cells were suspended in _complete
medium at a level of 1x10° cells/ml
and exposed for 7 days to different
concentrations of sovent mixture.

. Solvent mixture;dimethyl formam
Fig.1.Schematic representation of the ide:methanol:heptane;2:3:1 Points,

restriction map of the human c-myc means(bars,+SD) of four indepen-
dent determinations, expressed as

protooncogene a percentage of untreated control
120 4 cells.
100 .\i
\i
S 80 -
=
S 60 A
E
= <-c-myc
O 40 A
J { (3.5Kb)
20 \
0 | ) . - :
0 2 4 6 8 10 Fig.4.Southern blot hybridization
BP (ug/ml) of genomic DNA in NC-37
Fig.2.The growth effects of various cells treated with BP and
concentration of BP on NC-37 solvent mixture DNA.
: DNA was digested with HindII and
cell lines. Xbal, electrophoresed in 1% agarose
; gel and hybridized to “P-labeled
Cell:.s were suspended mscomplete e etk pobies, g eseribed
medium at a level of 1x10” cells/ml in "Materials and Methods".
and exposed for 7 days to different Laneg/l, Colr;trll‘ol DNA ; lz?e 2. BP
. (2 zg/ml); lane 3, BP(4 xg/ml); lane
e Rt of B 4, BP(4 ;. g/ml)+solvent mixture(0.4%)
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Fig.5.Electrophoresis(A) | and nor-

thern blot(B) analysis of
cytoplasmic RNA of NC-37
cells treated with BP and
solvent mixture

The experiments were performed as
described in "Materials and Merthods".
Lanel , Control RNA ; lane 2, BP
(2 zg/ml); lane 3, BP(4 ug/ml); lane
4, BP(4 ;g/ml)+solvent mixture(0.4%)

20ug 10ug 5Sug 2.5ug 1.25ug
(A) ‘ i

(B)

(C) ' ‘

X

Fig.6.RNA slot blot examining

accumulation of mRNA spe-
cific for c-myc in human
NC-37 cells.

The indicated amount of total RNA
isolated NC-37 cells were spotted on
nitrocellulose paper and hybridized
with the **P-labeled c-myc probe as
described in "Materials and
Methods." (A) control; (B) BP{4 xg/ml);
(C) BP(4 x g/ml)+solvent mixture(0.4%)
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Fig.7.PCR amplification of geno-

mic DNA in NC-37 cells
treated with BP

The amplified product was analyzed
by electrophoresis through 1.2%
agarose gel.

Lane 1, DNA ladder; lane 2, control;
lane 3, BP(2xg/ml); lane 4, BP(4 u
g/ml); lane 5, BP(4 ug/ml)+solv-
ent mixture(0.4%); lane 6, 1Kb DNA
ladder.



