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[FE] B T RNA BJ7 kR 50 R B B d A i S b P i (Prx) AN 208 28 1138 R (TrxR) 1 mR-
NA, FEREH dUAR B R IGOEN,  Fik BUREBLERMAREETE, My, SO5RRBOLILRY] DNA, U SRA A
% RNA (dsRNA)J5 M RNase MiHAfbid:, &M/VrT(21~23 bp) T4 RNA(SIRNA); HIEFR#EBAN T4 A, B, C%
BFLY  AriREARTE I NN Prx, TrxR J2 Prx+TrxR, FEULHTAAIMIVE X IRAL (D 4); WREREYRT, $5Ysfa 24 h HI
48 h BRI, FH2E B 54 5%-PCR(RT-PCR) & Prx Al TrxR 19 mRNA /K-, #53% 36 h J5 Wi N80 mgcam
MiiEFr, SR FHYJEPIIETERE PrxORI TrxR B9 mRNA K TR, AR4ags 22 Regei-#8 L (P>0.05), fH41
[ 4nfgis B HA S22 L (P<0.01), 4 AIM4iad%. A, B, C. Fl D 4145310 7.2x107/L, 14.2x107/L, 3.8x107/L Fil
20.3x107/L, it FHTHE RNA B77 0] LM Prx F1 TrxR A9 mRNA 7K, o191 60 B 00 40 S5 HA A B S 3 KA
T 20 S JE B R
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RNA Interference to the Expression of Peroxiredoxin-Related
Genes in Trichomonas vaginalis
ZHANG lJia-xin, FU Yu-cai, XU Xiao-yuan, WU Tong-jian, CAO Feng-ling

(Department of Laboratory, Xiamen Xianyue Hospital, Xiamen 361012, China)

[Abstract] Objective To inhibit the expression of the target genes of peroxiredoxin (Prx) and thioredoxin reductase
(TrxR) by RNA interference and evaluate its effect on the growth of Trichomonas vaginalis. Methods  Genomic DNA
was extracted from cultured Trichomonas vaginalis with phenol-chloroform method and was transcribed to double stranded
RNA (dsRNA). Short interference RNAs (SiRNA, 21-23 bp) synthesized by digestion of dsRNA with RNase Il and
purified through filter cartridge, were transfected into the cells in three groups (A, B and C) to degrade the target genes of
Prx, TrxR and Prx+TrxR through siPORT lipid, respectively, and the untransfected was selected as a control (group D).
The levels of Prx and TrxR mRNA were determined 24 h and 48 h post-transfection by relative quantitative RT-PCR, and
the growth of Trichomonas vaginalis was estimated under microscope 36 h post-transfection. Results  Trichomonas vaginalis
mRNA levels of Prx and TrxR decreased. Though the cell activity showed no significant difference (P>0.05) in four groups
as expected, a difference existed (P<0.01)between the groups in the average of cells(7.2x107L, 14.2x107L, 3.8x107L and
20.3x107L in groups A, B, C and D respectively). RNA interference inhibits the expression of the genes
of Prx and TrxR and extended Trichomonas vaginalis cells cycle considerably, but showed no influence on the cell activity.

[Key words] Trichomonas vaginalis; RNA interference; Peroxiredoxin (Prx); Thioredoxin reductase (TrxR)
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[ Prx AR JEK, T4 A6 Trx 7€ TrxR Al NADPH 1
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RNA T4 E 2R AR 55, B mRNA Y
B BEIEARE, /7 (21~23 bp) T4 RNA
(short interference RNA, siRNA)Jfifili% . siRNA 5fi#
BEBE . A% PR S — 4 i RNA i R UTERE & 1K
(RNA-induced silencing complex, RISC), %% &1k
BAERNYIEEN IR, FIH siRNA H e SCEE 5 Fy
SR mRNA 7 B4 G, JF NGS5 BB Y 79 o
mRNA UJFEI, BERPEHREE, DT 2 B B ek
0, AT OCTE  R A AZ ], AT A
MG BN TG Prx (siPrx) BN F-THEAT TrxR
(SITrxR), HI A& T A 40 J 5 ] ¢ S5 PR B A Prx A1
TrxR BE[A, i E AR RIA
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1 EERHA

A RNA 2 ORI % 5% PCR 3377 6 34 Wy 1 7 ]
Qiagen A F], /N Br RNA Gk, lifk Mok Juid ) &
ik [ 3 E Ambion 23 F

2 YRREEEFE

ERERENELINQ: SR IP Sy N v e e ]
1), MR R FNR, BEREFIZE 205 IR
(ZURIE R 1% H AR 22 200, BN 10%35T
8 JIE /N L35 ) T 37 CHEIRAG 535 48 h,

3 E[FEH DNA RE

BB ™ RIS 77 AR BHIE B A0, 300xg
B0 5 min WAEDLTE, H PBS (pH 7.2)¥E% 2 IX,
FEE K 56 CIHAL 3 h, WHLEY . SR EGE A
ZH DNA,

4 EHRHFE

FRIEIC T BT TERE R cDNA RS54, FHAES]
Y 5" sin b T7 A sh+, JEAIIT . Prx_RiF: 5'-
TAATACGACTCACTATAGGGGCAGCGAACTGGTAAG
C-3'), Prx_RiR (5'-TAATACGACTCACTATAGGGTA
TACAAGGGCAAGTGGCT-3' ) il TrxR_RIiF (5’ -TAATA
CGACTCACTATAGGGAAGAACGCCTTAAGGGAC3'),
TrxR_RiR(5'-TAATACGACTCACTATAGGGCTGGAGA
GCCGTTTGTAA-3"), LIFEHZ DNA Msiti, PCR I
MiEcF, 95°C 30 s, 26 MEH (95°C 30 s, 60°C 30 s,

72°C 2 min), 72°C 10 min,

5 SiRNA &R &4t

DLk PCR P2V E AR, A T7 B A =R
IR (ATP) | =W MR M # (CTP) | =@ IR IR (UTP)
A =WERR 51 (GTP) , AP s A UE RNA,
RNase IiHfLJ5idmE4tifth, B R/ F 13 RNA
(SiRNA), FHT RIS FIARIR SR Ui, Fia BeEik
R R UTi
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7% 24 h, i ATCINTE R B HHAS R () el 7q 5%
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ml [A¥&: 3 pl siPORT fFuiA(FHE FAI HERESSIR G
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Table 1 Different components in cell culture

4 5 30%RU4E K SiPrx SiTrxR

Group 30%H,0(ul) (wl) ()
X}iEZH Control group 3.42 -
A4l Group A 3.42 60 -
B4l Group B 3.42 _ 60

LR B (mol/L) 3 3 3
Final concentration(mol/L) 0.6x10 25x10 25x10

7 K% 33 PCR (RT-PCR) #ill Prx #1 TrxR Hj
mMRNA &%

Oy FRE YL ET R FE YL ST 24 h A1 48 h IREE4N i,
FEHCE RNA, 280028 J5 FHJC RNA i 38 K B &2
0.2 wg/pl, 25pl [ 35%-PCR (RT-PCR) X Mk & A
5x IV 2% WP Sl A% 1T = BER (ANTP)2.5ul
594 1 ul (Prx: 5 -CAAACCAGCTCCAGCATT-3',
5' - TAGTTGTTAGCCTTTCCGAAG-3', 7*#J} 579 bp;
TrxR: 5'-GCTCAAGCATTCGATCTC -3', 5'-AGATAT
CTCTCAGCAAGGAG3, 74141 899 bp). MgCl, 15ul,
&L RNA Sl & Rt I (AMV) 38 SR A
Tag DNA AW 1 pl, PG54, 42°C 1 h G L
cDNA 5 14, 95°C 5 min Ki%0ikE SR, SRJ594°C
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45 s, 58°C 45 s, 72°C 45 s, 35 MEHS 72°C 5 min,
HhBE-3-HR i U (GAPDH) A1 4 X B E 2K 5
5 (GAPDH: 5'-ATGGCCACCTTGTTTCTG-3', 5'-
GATCGTTTGTGTAGGAGTGG-3', H=¥yk 234 bp),
FH 2 %I ME ko EE PCR 720, BER UL R 4040
MRS

8 FitHHh
TR R, RHBENLAL BT SO P
WERER I =m0, HI SPSs12.0 #74titsr#r,

# =X

1 RT-PCR &#h

WA BRI FE LR ALY 24 h F1 48 h 5 B8R40
i, $EEUE RNA, RT-PCR 2% 2 K6 1 40 i Prx A1l
TrxR ) mRNA, Ll GAPDH 7 xf iR (& 1) iR,
BEYUIS AR R Prx AT TrxR (9 mRNA ZKF B35 R,

bp
2000

1000
750
500
250
100

Prx

GAPDH

bp

2000

1000
750
500
250
100

TrxR

GAPDH

1000, 25024 hm, 3:.%%%448 h/5, M:.DNA FRik¥,
Lane 1.Before transfection, Lane 2.24 h after transfection, Lane 3.
48 h after transfection, M. DNA marker.
1 RT-PCR 4> #iEai . R4MAEEI Prx 1 TrxR mRNA 7k
Fig.l mRNA levels of Prx and TrxR in cells before
and after transfection by RT-PCR

2 BEREHAERKER
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PP EEE RO R %

&2 siPrxsiTrxR X siPrx+siTrxR F#£ 36 h f&
PREE T HAMMEL (/L)
Table 2 Cell growth after interfered by siPrx and/or
siTrxR for 36 hours

2115 Group 1 2 3
XJ B4 Control group 19.1x107 23.1x107 18.7x107
A 41 Group A 7.3x107 6.9x107 7.5%x107
B 4 Group B 14.9x107 13.6x107 14.1x107
C 4 Group C 3.7x107 3.6x107 4.1x107
W i
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