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1.1 EFEMH

NKF) 40 i = MDA-MB-231, I F 35 [E 41 i
K5 o0 CAmerican type culture collection, ATCC),
ARSI S B TR R . D-MEM., B 2E /N i 75
H3EE Gibco 2w JRBUA. WG H %
Invitrogen A #]; Go Taq Green Master Mix PCR
YA &, W HJEE Promega AH]; $iT UHRFI
UG, HARSE % QAT R RT3k .
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1.2.1 fmfadz g v KBAH  AKILIE MDA-MB-

231 4 MK 5 10% /N 1375 1) D-MEM # LR 5%
Y MRARHFLE 37°C, 5% CO, I FRM N . IEH 0L
Y EEA K, A 2d e 1 IRGNIES SR, A 3~
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Y (JL Shepherd Mark T FSHL) , FEESFFIE A 0.
1. 2. 4. 6 Fl1 8Gy, MHFIEZE N 3.5Gy/min.
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K A& UHRF1 [ ) cDNA 5 [ Hb v [ 31 EUZ 40
N2 IA 244 pcDNA3 1, % HI Bl D) il 1 1)
SHT R DNA 35050 Fr % e i s Ar s 4l ok . K
FH G BiAA Lipofectamine2000 /3 146 4 vk, #4H4
U1 pcDNA3/UHRF1 KA FAKEL “4%” pcDNA3
LR HENBIHEX D . § A MDA-MB-231
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SIRATIE, KL 2~3 G, AT WA GHT G418
M FEIE R, oMot — DA KR R, ek
I RT-PCR Al Western Blot %4l UHRF1 %:[
mRNA FIE A RIET L. BT o B 40 AR AR e A
T G418 MBF IR AR TR . DA s s ] LA
T G418 IRE IR A MU dEAT , LAk G148 X515
g g Al

1.2.3 RT-PCR % KM RT-PCR J5 i8I0 4n i
UHRF1 mRNA [RIiEK . R4 GeneBank
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UHRF1 (ABQ59043) MFEH 74, RH5I1¥
A primer premier5 315 [4#). UHRF1 Pi4&514)
IS IWSE

5’'TCC CTG AAT TCA GCG CCG ACA CCA
TGT GGA TCC’3;

5"TGA TCT CGA GAC TGT TCC GCG GTC
CTC TTG TTG CC’3;

=K 2,300bp.

[P 2 GAPDH HIERIEAE by S5 ) 200 1,
HPEBIF5A -

5°-GAA TTC ATT TTT GAG ACC TTC AA -3’

5'-CCG GAT CCA TCT CTT GCT CGA AGT
CCA -3';

14K 326bp.

W AR A A, FF4% Trizol WM G UL 1S
PEHUA) RNA. B Sug RNA $2HU, H Tk
SN, LUK cDNA AR, SRH 25uL 1%
NARZR, KM PCR  MARFIEHEAT PCR RV,

RNAE N 94°C Kid S AR PE 3min; T4
94°C60s, 56°C60s, 72°C90s, I 34 MEIR; 72°C
ZEMF 10min. HUS N P24 10uL 1E 2% B it i L
HLYK 40min, EAMT RS, AR,

1.2.4 Western & & &Pk & 100pg S
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SYERE, 5% lilE Wik BT AR i, PBS o
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VG AR I —PU A, e S AR 5 RO A
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L DA 38 (155 P $E R 1) 60mm 3G R Lrp, A3 SEHG
MR 3 AATHE . ARG R4 15d, Hrp
TEHEE TR 4 IR o LR L5 PBS /N2 UE My ik,
KM Gimsa Yett, S Ja v R R e an i
KT 50 B4 M se b, ke IR R % e
J A = A I o B BB T A L < 100% ) FIAE I 53

K (7543 $ = 50500 B U i 0 B 1) e o B0 R
IEIT R VE R &I

1.2.7 geit a4 g o, KH SPSS10.0
GV A ¢ K56, p 1H<0.05 N ZE 5 iA=L
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h T RN UHRFL RG] 8 20 1 ) 25 4 24
S, ARG A, R R AL A
# U1 1) UHRF1 EAZ K IE TR pcDNA3/UHRF1 % A\
NI MDA-MB-231 4, “2” pcDNA3 ik
WL [F]DHE Je Ve R B R R, A Y TR S (1 40 %
A 500ug/mL G418 IR FRMAR LR IR, K43 M,
RTFPT G418 (A E R L e e . e i fE ),
43 3% H RT-PCR F1 Western Blot 751l %2 UHRF1
mRNA (JLEE 1) MEA (LE 2) Rk,

2.3Kbp e

Fig.1 Identification of the plasmid pcDNA3/UHRF1
transfection MDA-MB-231 cell by use of RT-PCR
M. DL2000 molecular mass marker; 1. Cell of MDA-
MB-231; 2. Cell of MDA-MB-231/pcDNA3;
3. Cell of MDA-MB-231/UHRF1
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Fig.2 Western Blot analysis of UHRF1
1. MDA-MB-231; 2. MDA-MB-231/pcDNA3;
3. MDA-MB-231/UHRF1
EE 1 fizs, UHRF1 ) mRNA £ik/KF,
TEARFEYL) MDA-MB-231 40 DL R 3 ey “o8”
JFURi MDA-MB-231/pcDNA3 4 il th 2 A Re R i 3],
{HAE#E L4y UHRF1 ZE[K ] MDA-MD-231/UHRF1
M, UHRFI ) mRNA K250 S8, Riay
DLtk RT-PCR 414 Hi K2y 2.3kbp 1)1 W
K H Western £% [ % 95 BV 28 v 0 52 & B,
UHRF1 % [ #E /K4 MDA-MB-231/UHRF1 4
Mo bt B I 2, MAE MDA-MB-231 B0 i
FI MDA-MB-231/pcDNA3 4l i UHRF1 {155 (13K
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BT G418 41 v e K/ NI EIfoR WA B
P25, KB UHRF1 ik HFA sg 4 i p) A
M3, {E133) THt G418 Mk e al )G, XK
Aokt — P i T MDA-MB-231 £}4]
i, MDA-MB-231/pcDNA3 X} & 4l i fl MDA-MB-
231/UHRF1 40 A KAG O, A BIIX Se 0 Jifa 1) A
RZAFFEAA R RN ZES (OLE3). diirfs
Bk R] 350 k. MDA-MB-231/UHRF1 4004 23h,
MDA-MB-231/pcDNA3 41l Jffi 4 23.5h, MDA-MB-231
RE4R LA 23.5h (p> 0.05).
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Fig.3 Growth curve of MDA-MB-231/UHRF]1,
MDA-MB-231/pcDNA3 and MDA-MB-231 cells
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Table1 Colony forming of MDA-MB-231 cells transfected by pcDNA3/UHRF1

Cell Plating number Number of colony Plating efficiency / %
MDA-MB-231 600 178 29.7
MDA-MB-231/pcDNA3 600 183 30.5
MDA-MB-231/UHRF1 600 185 30.9

2.3 UHRF1 5F %K MDA-MB-231 ZARE B
SR

DARTIIITZC R, $25 B UHRFL {36k n B
AR SRR IE C  N d
MDA-MB-231 41l .MDA-MB-231/pcDNA3 4 Jfi fil

MDA-MB-231/UHRF1 41 i, 43 5525 T AN R 71 y
SIERRGS, THES 24h, KMk, LAEER
BEEEANRESE, 15d JE MR I SRV TE Ut D
THE v B AR RCR R EIE 50, E e 40 PR i S
BPER S (IR 2~3K 4 FIE 4).

Table 2 Plating number of cells receiving different absorbed doses

Dose / Gy 0 1 2 4 6 8

MDA-MB-231 600 600 1000 1000 2000 20000
MDA-MB-231/pcDNA3 600 600 1000 1000 2000 20000
MDA-MB-231/UHRF1 600 600 1000 1000 2000 10000
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Table 3 Colony number of cells receiving different absorbed doses

Dose / Gy 0 1 2 4 6 8

MDA-MB-231 178 160 232 128 95 172
MDA-MB-231/pcDNA3 183 163 229 134 110 189
MDA-MB-231/UHRF1 185 182 294 263 278 275

Table 4 Surviving fraction of cells receiving different absorbed doses

Dose / Gy 0 1

2 4 6 8

MDA-MB-231 1 0.9
MDA-MB-231/pcDNA3 1 0.89

MDA-MB-231/pcDNA3/UHRF1 1 0.98

0.78 0.43 0.16 0.03

0.75 0.44 0.18 0.03

0.95 0.85 0.45 0.09
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Fig.4 Colony forming of MDA-MB-231/UHRF]1,
MDA-MB-231/pcDNA3 and MDA-MB-231 cells
receiving different absorbed doses
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Increased expression of UHRF1 reduces radiosensitivity of breast cancer
MDA-MB-231 cells

LI Xinli' FAN Saijun'?
! (School of Radiation Medicine and Public Health,Medical College of Soochow University Suzhou 215123, China)
2 (Department of Oncology, Lombardi Comprehensive Cancer Center, Georgetown University, Washington DC)

ABSTRACT In order to study the effect of UHRF1 on growth and radiosensitivity of breast cancer MDA-MB-231
cells, The stable clones of MAD-MB-231 cells with UHRF1 gene overexpression were established by transfection of
a full-length human UHRF1 cDNA which was cloned into a mammalian expression vector pcDNA3. And the effect
of UHRF1 on growth of MDA-MB-231 cells was identified by population double time and colony formation assays.
The change of radiosensitivity after y-irradiation was determined by colony formation assay. It has been found that
enhanced expression of UHRF1 does not affect cell growth and colony formation. However, in comparison with
MAD-MB-231 parental cells and MAD-MB-231/pcDNA3 cells, MAD-MB-231/UHRF1 cells are less susceptibility
to y-irradiation. These results indicate, for the first time, that human UHRF1 may be an important mediator in radio-
therapy of breast cancer, although further study is still needed.

KEYWORDS Human UHRF1 gene, Breast cancer, Stable transfection, Cell growth, Radiation sensitivity
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