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Abstract

AIM: To establish the technique of multicolor
fluorescence in situ hybridization (M-FISH) for
identification of chromosome aberrations in
esophageal carcinoma cell line KYSE450.
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METHODS: Two pools of 12-color whole-chro-
mosome painting (WCP) probes were designed
and labeled by degenerate oligonucleotide
primer-polymerase chain reaction (DOP-PCR).
FISH was performed twice on the same meta-
phase spreads. The karyotype was analyzed by
the combination of inverted DAPI banding and
M-FISH.

RESULTS: Repetitive 12-color M-FISH was
successfully established and the cytogenetic ab-
normalities in KYSE450 cells were characterized.
There were 54 chromosomes in the cell line, but
only those numbered 13, 21 and X were normal.
DNA losses were observed at parts of chromo-
somes 4,7, 11, 12, 18 and 19. Chromosomal gains
and translocations occurred at chromosome 1,
2,3,4,5,6,7,8,9,11, 12, 14, 15, 16, 17, 18 and
19. Chromosome 22 showed monosomy, and no
chromosomes 10, 20 and Y were detected.

CONCLUSION: The established 12-color
M-FISH is useful for the analysis of chromo-
somes in the whole genome of human tumors.
KYSE450 cell line presents multiple cytogenetic
abnormalities, which are in accordance with
those occurred in primary esophageal squamous
cell carcinoma.

Key Words: Multicolor fluorescence /in situ hybridi-
zation; KYSE450; Karyotype; Esophageal carcinoma
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Iy AT, B BB 9 ' Ty 2R AT AT v AU
PEFIRE Sk, AFAS fE [ I U2 i 98 4t 4 38 4
ARG L. 2 (U6 AL 2458 (multicolor
fluorescence 7n situ hybridization, M-FISH). %
T A% 74 43 BT (spectral karyotyping, SKY)25H A1)
EH IS A3 — PR HEAT I e 0 i 4 R R A 4 (4
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DEAC-5-dUTPHIFITC-12-dUTP(PerkinElmer),
Cy3-dUTPHICy5-dUTP(Amersham Biosciences),
LB T HBE % (Invitrogen), i 8 % 28 0
(Invitrogen), 4, 6- 24 3&-2-ZK1| W (DAPI, Roche),
Cot-1 DNA (Invitrogen), X /KAllf% (Gibco), RPMI
16405 75 55 (B B e KL il Jr 18 4% %), Taq W
(TaKaRa). 51¥th B4 T AR A 5190751
5-CCGACTCGAGNNNNNN ATGTGG-3.

1.2 Jr % KYSE45041 il 15 77 X B A A I,
FOKANE (AR 4100 pg/L)4kE:1597100 min
e, AR, ERARE . [ E A R, AR
T30 min, 65°CH150 minfG & . hY
&/ FIRNase(Sigma, 0.1 g/L)f1Pepsin(Sigma,
0.05 g/L)JCJaabPE, 10 g/L % % H [ 2
15 min, PBSZZ VTR, etk Fr#£700 mL/
L EEf%/2 X SSC(pH7.0)72°C A3 min, 2X SSC
4°C 3 minBkER2K, PO LIFIBK, SERT. R
HIDOP-PCRIEFFIC R O A TR QAR ET, 1 Bl
B T S HL A DU 3 7 ) ) K B B
AR IR/ B B A5 M R 1 P e A TR AR
B, IMAEH5E BB R I Cot-1 DNA, LF#
BETRAN VL DTE PR ED, 700 mL/L LFEPEY, i
I AL . A2 A8 (77500 mL/L2: B 1 F I,
100 /L% B2 #1888, 2 X SSC)SuLin A g T 11
WAL, 37T°CHAR30 min, JAIJE75°CAEPES min,
BUK E2 min, 37°C/KBINE P30 min. KERE
INAETUAL BELT (b I R B b, i 38F 78
rubber cementdt fy, B TR &, 37 CHRA T 4%
2548 h. [§ZFrubber cementflis I, KLk
JTN500 mL/LH /2 X SSCHR, 42°C Uk
15 min, 2XSSCERFEVES minX 2K, B LR
WK, SHRBEARIE T Nl i PBSO 1, 20 g/L
DABCO, | mg/L DAPI)20 uL, & A, %68
e F L%, JlilMetaMorph Imaging System
(Universal Imaging Corporation)#s il ] CCD4%
KA.
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