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Leads PDGF and CD44 to Decrease
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Abstract: Objective To explore the possible ways how Moeisn proteins involved in the growth and inva-
sion of human brain glioblastoma (U251). Methods The human brain glioblastoma cell line U251 was
chosen as the research object. Small interfering RNA fragment was designed for Moesin coding gene and
transfected into cells. Through the reverse transcription polymerase chain reaction (RT-PCR) was screen
out the most efficient siRNA silencing fragments for follow-up experiments. Three different intervention
U251 cells (blank control group, negative control and transfection group) were designed for RT-PCR de-
termination of expression of PDGF,and the amount of CD44 was measured by flow cytometry. Results
Screening of a fragment of Moesin-139 by RT-PCR and Western-blot was the best silent; RT-PCR found
that PDGF mRNA expression of U251 cells in the transfected group was 0. 09377 = 0. 008546 on average
which was much lower than that of the blank group (0. 4663 £ 0. 01844) and negative control group was
(0. 4570 £0. 02159). The difference was of obviously statistical significance (P<C0. 01). Flow cytometry
detected that the expression of CD44 in transfected group was (26. 73 £ 2. 720) % at minimum which had
obvious differences with 2 other groups (F=173. 669,sig = 0. 000 ). Conclusion In U251 cells, the down-
regulation of the expression of Moesin will lead to PDGF and CD44 to decrease at the same time. Moesin proba-
bly plays an important role in the invasion and metastasis of in human glioma cell by regulating PDGF and
CID44, Moesin may become a target molecule in the treatment of human glioma.
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Table 1 siRNA sequence specific to Moesin
5'-GGCUGAAACUCAAUAAGAATT-3'
5'-UUCUUAUUGAGUUUCAGCCAG-3'
5'-GCAGUACCAGGACACUAAATT-3'
5'-UUUAGUGUCCUGGUACUGCAG-3’
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5'-UUCUCCGAACGUGUCACGUTT-3'
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Moesin-139

Moesin-742
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1.3 RT-PCR 1D Med A R siRNA F B
TERC YL 48h HR UM S RNAL R SR &
Al SN (RT-PCRO ) 25 i 308 — X e AT 2800 siR-

NA, fifi ] Trizol {57 $2HCAN L& RNA JFE17 I 5%
SERUV . PCR B9k Moesin(157bp) F.5'-AGGAT-
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WRERLE LI REA . BRI 1R 3 A FEATREAR,
SEGTERE 5 K,
1.7 Fa A SO 4541 CD44 B33k

FSULFFIN U251 A0AEAR L 0. 25 %6 s 1k,
il B P2 LA, 300 250> 5 min, PBS PR 3
U VR BE AN MR B 1 X 10° /ml, B Tml 20 i A0
F PBS ¥ 3 AR A R4 A CD44 J FITC #1t
fR 1gG,4°C EEYEEEFE 30 min, I PBS 1ml B0 PE%
PAGE 2 ARARICHUA N PBS P8 2 200 pl (AR £ 40
JL . E A ARG L LA Cell Quest Plot 20 4k 4



FDIEBRSBHHFT 2011 £55 38 555 2 H3

+ 123 -

SIRTEE IR . BRI 2 AP TREA, SEIRE A 5 UK
1.8 Gtk

Fi SPSS16. 0 G it 43t 44 Ak BE U0 B4
Pz ts FoR. K 5KHE « = 0. 05, ZHEARELE
KN & 7 223 FF (One-Way ANOVA), % i
SPSSi16. 0 #4741 E .

2 #R
2.1 siRNA w1t 25

ift RT-PCR A DL & B, 5F — %F siRNA B F
TERZCERE 5, WK 1, siRNA (Moesin-siRNA-
139) BERTUBRABCR e » mRNA KA B A

2000bp
1000bp,

750bp
500bp

250bp

100bp

M L1 22 L3 L4 L5

1L1.U251 + Moesin-siRNA-171;1.2: U251 + Moesin-siRNA-
139;1.3: U251 + Moesin-siRNA-742; 1.4: U251 + negative-
siRNA (negative control) ;1.5: U251 (only plus transfection
reagent)

E 1 PT-PCR #I& LR 4E siRNA LR

Figure 1 Best results of initial screening of siRNA fragments
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1.1. U251 + Moesin-siRNA-171;1.2: U251 + Moesin-siRNA-139;
1.3. U251 + Moesin-siRNA-742; 1.4 U251 + negative-siRNA
(negative control) ;1.5: U251 (only plus transfection reagent)
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Figure 2 Moesin protein expression level of different
nterventions U251 cell lines detected by Western blot method
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Figure 3 by RT-PCR mRNA expression of PDGF detected
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Figure 4 The amount of CD44 in each U251 cells group
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