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Absgtract :Objective

To investigate effects of nm23- H1 overexpresson on cell cycle and differentiation of

HL 60 cells. Methods Recombinant expresson vector pEGFP-N1-nm23H1 was constructed and trans-

fected into HL 60 cellswith the aid of liposomein atransent way. Expresson of fuson protein nm23- H1-

EGFP was detected under the fluorescence microscope. Flow cytometry was adopted to analyze cell cy-
cle. Differentiation rate of the DM SO-induced HL 60 cells was tested by NBT reduction assay. Results
Expresson level of recombinant plasmid pEGFP-N1-nm23H1 in HL60 cells reached a peak at 48 h &fter

trandection. Meanwhile, proportion of Sphase cells increased dramatically and HL 60 cells became less

sendtive to differentiation inducer DM SO. Conclusion Overexpression of nm23- H1 gene could stimulate
proliferation but inhibit differentiation of HL60 cells. nm23- H1 gene might be a potential target of leuke-

mia treatment.
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; EcoR Sac ,T4

DNA , DNA Pyrobest TM 2.1 pEGFP-N1-nm23H1
Takara iNBT ; pEGFP-N1-nm23H1
lipof ectamineTM 2000 Invitrogen; PEGFP-N1-nm23H1 EcoR
(12-O-tetradecanoylphorbol- 13-acetate , TPA) Sac 2 4.7kb
Sgma 459bp  pEGFP-N1  EcoR 1
1.2 nm23-H1 4.7kb 1
PCR nm23- H1 cDNA , :5'- _
TTAGAATTCTGA TGGCCAACT GT GA GCGT- .
3, :5-ATTCCGCGGTTCATAGATC —
CAGTTCTGA-3 ;PCR 94 45s,56
45s,72 1min,30
pEGFP-N1 EcoRlI  Sac ,
Top10 )
PCR nm23-Hl

,BECKMAN DU 640

M1:DL 15000 Marker(15kb,10kb,7.5kb ,5kb,2.5kb,1kb,0.25

1.3 kb) ;M2:DL 2000 Marker(2kb,1kb,0.75kb ,0.5kb ,0.25kb 0.1

PEGFP-N1-nm23H1 PEG kb) ;1:pEGFP-N1 digested by EcoRI;2 3:recombinant plasmid
EP-N1 pEGFP-N1-nm23H1 digested by EcoRI/ Sac
DNA lipof ectamine™ 2000 13 1 PEGFPNI-nm23H1
(w/ w) , 15min

, DNA 6my/L . 2.2 HL 60 EGFP

37
24h 20 % RPM I-1640
10011, 10%. HL 60 , EGFP
24 48 72h nm23- H1- EGFP HL 60
, 48h
1.4 ' ' 2
, PBS 2 (1 200r/ 48h
min,5min) ,  30Q | 10 %
PBS , 70Q | ,
30min; PBS 1 (1 500r/ min,5min) ,
40| PI , 15min
1.5 NBT
e HL 60 1 x10°/
ml 96 ,
DNA DMSO emg/lL  1.6%
(v/v) 48h NBT ;
, MTT NBT A L
MTT HL 60 NBT A: trandected with pEGFP-N1; B: transected with
PEGFP-N1-nm23H1 ( x 200)
2 nm23- H1- EGFP

1.6 HL 60

X*ts , t

2.3 pEGFP-N1-nm23H1 HL 60
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, nm23H1 pEGFP-N1
, pEGFP-N1-nm23H1 , EcoRI
S , 3 nm23- H1 2 TG,
, nm23- H1
EGFP
pEGFP-N1 CMV
: ! , MCS
h L L2 ’ GH18 '
HL 60
A :control ; B: trandected with pEGFP-N1; C: transfected with
pEGFP-N1-nm23H1
3 nm23-Hl HL60 S8 HL 60
, HL 60
2.4 pEGFP-N1-nm23H1 48 HL 60 J

pEGFP-N1-nm23H1 48 HL 60 ; nm23-H1

NBT (P<0.01), 1 HL 60 ,

HL 60 DM SO
1 48 HL 60 NBT MTT nm23 H1
"
Group HL60 ':)l;\jg(; +p IE-lélf(F)L N1 Hll:lionnfzigip , nm23[-7:_| "
+DMSO +DMSO
NBT/MTT

2.8+0.3635.6+2.27 36.4+1.61* 14.8+2.85"
(%)

:# P<0.01 vs HL60 + DMSO; * P>0.05 vs HL60 + DMSO
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