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MV-dRS. 2, pCMV-VSVG J5i ki f 4 52 56 %5 {5 47 5
ERB mRNA 3'UTR H Bt & ILF3 & [ iy A 52 56 4
AR E s MEM . DMEM £ % 350 F Gibeo 2 7 5
Nhe 1.EcoR 1. T, DNA #E#:0# W 5 Takara 2\ A ;
Bbt N ILE3 $iik, bt A ERB. et A ERa HTiR1A
H AN A BT Bractin ) H Sigma A H] .
1.2 SEETJTk
1.2.1 BB (EMSA) 5256

alifb J5 B R T 520 ~50 %6 g H I AR A7 T
—80°C, H 4 1 RNA Bt Je, il fe, Bt 2 uL
RNA 5 20 uL MRS G VK EEE 5 min,
L. 520 M AEAS M B IR 8 le FL YK, 60 VL 2 hy 28 Wi
Jy TBE(20 X TBE 21 : 121 g Tris-base, 61.7 g
sodium borate,7. 44 g EDTA,%€ & 1 L,pH 8. 0),
FLUKZE A » 35 0477 . 78 SSC i (3 mol/L NaCl,
0. 3 mol/L ¥R, pH 7. O W FAT BN 5%
Dok e B RNA #f 2 e e il . BB 5 A
5% BSA HAIE A I ARG B SA-HRP, 8 &
JG N Super Signal West Pico {2 KV B .
L.2.2 gt ILF3 i k8 # Rk H ik

#H A& pLIMI-EGFP #1Jii ki pcDNA3. 1 (+)-
FLAG-ILF3 EA7 AR [R] BT o5 FH R i 3 YD il
Nhe 1H1 EcoR TH#ATAUEFY] 2 h, TADNA % £
et . EH AR A L E. coli TOP10,
BAT S A E (100 pg/mL) B LB A EREFR 12 h
JE PRI SE R HEAT T 7% PCR %58 , B va b hh 42 i
KiJEFH Nhe TFI EcoR 1T XUEY) %2 . % & 9 B
) va % IS Je 28 /Y. Iy 514 R T7 pro-
moter i8G9, 0 IEAG A 2R FH T 4% YL 4n i .
1.2.3 ZHfjaE;3E

293T 4 & 10% G 48 1 ¥ () DMEM K %
B R AR 37°C 5% CO, R FAE. %
A 80 Yo IHEAR A 1 mL ¥R 0. 25 % (1) i il
VS THAL 10 s, W HR JBRIE , 32 42 w4 T 3G R LKA L B
T T B IR RO R R A T A M e 40 A R
BN 1) 7 A 855 75 L S 2 T A T 1 40
TEMA 10 mL DMEM #5383, 4 i 43 A 2957, A
TEIRIE TR TG AR

MCF-7 20 s F & 15 % g 4F I 1 MEM 5 3%
HRESE . AR 1 mL ¥R 0. 5% 1Y IR
W TH AL 40 s, W H JER TR , PR icd T 5 7R ILTEAE PG
SRR R TR R R T A L 5 240 B 3 IO
A P 1) 7 AR 455 75 L HR A 2 T AR g (9 4
JIA 10 mL MEM K54, il 53 A 3415

L2.4 18wk mie 5%

293T 4l ki 8026 it K AN ML T fb B FP & 10
em AR FE ML AP BE 35 24 h AR E5E e s 40 I REAS 46
5 3020~40%0, Yy 24 K 20 i 85 37 345k T
HIGFRAREFR 2 he HU19. 1 pg FORL(10 pg pLIMI,
5.5 ug PSPA2.3. 6 g PMD2. G) 2453 293T 4
ML, 5555 48 h g AR BIEIE SR R 15 mL .04
LR T —80°C, R EEECH Ak, B0 R I
. MCF-7 40K 5] 30 %0 mf, A B O 5 B9 75
TRYAAE I H R S, Z e A 1 pg/mL
I 2 ARFN 15 % 1 FBS 19 MEM 1 5% 4, 7 i
e i T L 1) A L
1.2.5 Western blot #:iil] MCF-7 4fiffirp ILF3 ()

HEERIE

WCER TR RSB 2L 1T 300 L 240 i S
(10 mM Tris-HCl, 150 mM NaCl,1 mM EDTA,
1% NP40,1 mM DTT, pH 8. 0) it £E 4 fifl, 12 000
r/min, 4°C &> 10 min, B ¥, Brandford 32| &
IR . BU50 pg T 1290 SDS-PAGE Hijk,
JfiE 1S Western blot Kl ILF3 i F k%508 ) ERB
HHEBEMAEL, LA Bactin fEANZ .
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MV-VSVG =g e [6) 76 44 293T 4 i, 9 75 62
B W 5 1R Y MCF-7 41 i, ) P N2 5 25 0 i £
ERR. KRB RNA TH4 (pLKO. 1-ILF3-shR-
NA) , BB ZH (pLLKO. 1-scramble) i MCF-7 4
FE KA R I AL 5 118, LAEAL 210" A48
FLZERN T 5 e 96 LR BEALAN 200 pL KEFRHE B
T 37°CHy CO, B FRAF 5% 0 e BE 57 24,48,
72,96.120 h JHCH —H 96 FLAG BRALINA 10 pl
MTT % (5 mg/mL) , 4kEEEFF 4 hs Wb £L P 55
FREEL LA 150 pL DMSO, fif # % K 4k 3% 10
min, {ff 58 A FAREE 5 50 70 VS A s TE R AR 0 2 45
FLIRSAE . OB 570 nm,
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BRI - Y MCE-7 4. IR R ik fa e
B, LY pLIMI-EGFP #{k ¥y MCF-7 40 i/
SR, A %dt A ILF3 $iik i fT Western blot I
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TR I BEL W S 56 B E T ILF3 fiE 5 ERB mRNA
3UTR 454, I HAEE AR B ILF3 g
¥ ERB A R AR, Y ILF3 k& T+ BT, ERB
IR T (0 ERa 195 530 W1 W A9 28 1k, n
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14 3 5 g

S 30K :

[1] Couse J F, Korach K S. Estrogen receptor null mice:
what have we learned and where will they lead us? [J].
Endocr Rev, 1999, 20(3). 358-417.

[2] Koehler K F, Helguero L. A, Haldosen L. A, et al. Re-
flections on the discovery and significance of estrogen re-
ceptor beta[ J]. Endocr Rev, 2005, 26(3);: 465-478.

[3] Paech K, Webb P, Kuiper G G, et al. Differential lig-
and activation of estrogen receptors eralpha and erbeta at
apl sites[ J]. Science, 1997, 277(5331): 1508-1510.

[4] Strom A, Hartman J, Foster J S, et al. Estrogen recep-
tor beta inhibits 17beta-estradiol-stimulated proliferation
of the breast cancer cell line t47d[ ] ]. Proc Natl Acad Sci
USA, 2004, 101(6): 1566-1571.

[5] Ho SM, Leung Y K, Chung I. Estrogens and anties-
trogens as etiological factors and therapeutics for pros-
tate cancer[ J . Ann N Y Acad Sci, 2006, 1089. 177-
193.

[6] Imamov O, Morani A, Shim G J, et al. Estrogen recep-
tor beta regulates epithelial cellular differentiation in the
mouse ventral prostate[ J]. Proc Natl Acad Sci USA,
2004, 101(25): 9375-9380.

[ 7] Wada-Hiraike O, Imamov O, Hiraike H, et al. Role of
estrogen receptor beta in colonic epithelium[ J]. Proc
Natl Acad Sci USA, 2006, 103(8): 2959-2964.

[8] Reichman T W, Parrott A M, Fierro-Monti I, et al. Se-
lective regulation of gene expression by nuclear factor
110, a member of the nf90 family of double-stranded
rna-binding proteins[ J]. Journal of Molecular Biology,
2003, 332(1): 85-98.

[9] Brownawell A M, Macara I G. Exportin-5, a novel
karyopherin, mediates nuclear export of double-stranded
rna binding proteins[ J]. The Journal of Cell Biology.,
2002, 156(1): 53-64.

[10] Buaas F W, Lee K, Edelhoff S, et al. Cloning and
characterization of the mouse interleukin enhancer
binding factor 3(ilf3) homolog in a screen for rna bind-
ing proteins[ J]. Mammalian Genome: Official Journal
of the International Mammalian Genome Society,

1999, 10(5): 451-456.
(TFEEEE 900 TT)



900 WO o Ok 2 R 20134 %5 30%

Separation and |dentification of Endophytic Bacteria in Dendrobium

Officinale and Analysis on Enzyme Activity
YU Jie. ZHOU Xiao-feng . HU Xiu-fang
(School of Life Sciences, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract: 52 strains of endophytic bacteria are obtained by separation from dendrobium o f ficinale tis-
sue, among which 42 are separated from the root and 10 are separated from the stem. Four strains respec-
tively numbered as FHGX]J7, FHGX]J15-1, FHJXJ3 and FHJX]J5 have rapid growth and large and many
bacterial colonies in NA culture medium and are dominant population. The result of identification of domi-
nant strains and enzyme activity test shows that four strains are respectively an unknown species of genus
bacillus, bacillus thuringiensis, achromobacter xylosoxidans and bacillus amyloliquefaciens, which have
different degrees of activity of protease, amylase, lecithinase and nitrogenase activity.

Key words: dendrobium of ficinale; endophytic bacteria; separation; identify; enzyme activity

(ZEHE: TEIL)

(L#%58 890 TT)

Research on Regulation of Estrogen Receptor Beta by ILF3 Protein
HUANG Yun-xian, ZHANG Feng-qun , JIA Jun-ziang , DING Ming , ZHAO Fu-kun
(School of Life Sciences, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract: The physiological effect of estrogen in vivo is regulated through the mediation of estrogen
receptors ERB and ERa. ERp has regulating effect in the occurrence and development process of breast
cancer, prostatic cancer, colon cancer and ovarian cancer. I1LF3 is a member of RNA binding protein and
participates in cell cycle regulation. Electrophoretic mobility shift assay (EMSA) proves that ILF3 protein
can bond with ER3 mRNA 3’UTR. Estrogen receptor can mediate estrogen receptor to realize its function
and ILF3 protein might participate in the regulation of signal channel of estrogen receptor through binding
with ERB. To discuss their relationship and regulatory mechanism, this paper establishes lentiviral vector
of ILF3 overexpression and detects the expression of ER protein through western blot. In terms of protein
level, the expression quantity of ERJ protein increases with the increase of ILF3 protein quantity and ILF3
has positive regulation effect on ERB. MTT experiment detects that ILLF3 gene expression has influence on
MCF-7 cell viability.

Key words: ILF3; ERB; regulation of expression; MTT
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