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(=] HHs Wi C BB RZE (C-type lectin receptor, CLRs) i FEik/siRNA BIFi 4L, IF
P IR A e SR (dendritic cell, DC) o« F3%  AUERAER B8 BEIR M 45 e i A ISR Y5 1) DC;
F3dt CLRs i K IA/SIRNA 895 #: 84 T 4% 44 DC; % 4t CLRs I K ik/siRNA 185 22 )5 1) DC )44 RNA;
RT-PCR #iilll DC #4L18% 71 /5 CLRs 25l mRNA FiA R .48 MWRE 052k E 301 DC 241
AL DC 4l (82.642.4) %; R Genebank A 7 s IiH 2 1 1 ik CLRs 3£ [M199% & [ CLRs 3 [A]
SIRNA 12952, aERN 1X10% Units A5 (I FhI% 2545 Y DC J5, 1691308 BAMBE 1 il W52 24
IR A SR A (GTP) Rk, Wil WiaNanuSUa i, YRI5 0 85% K 82% 74 A+
RT-PCR il & i K& CLRs 12055, 4 DC J5 mRNA X &4 (14.2620.47) %, AR Y
1) DC Fik e[ (1.6740.19) %] % LA (P<0.01) ; CLRs 2R siRNA 857 4 DC J5 CLRs mRNA #H
XA (0.0310.01) %, RATEAREYN DC RIARIFE T (P<0.0D) . #if WIMETRIEA
CLRs-siRNA 125 84 4, 'R 200TER CLRs ZEFIfE R AL DC H 13RIk I3k T H BRI 4L (¥) DC; ik
Thg g T iRk CLRs (W12 8RR, "o BETT WO AE A A 35 3 R SR IE RN 3k 159 7 LW I 55 4L 1) DC.
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[ Abstract] Objective To construct CLRs gene overexpressed/CLRs siRNA lentiviral vector and use
them to transiently transfect DC. Methods Immunomagnetic separation and purification of DC from decidua and
placenta of normal pregnant women; To Construct CLRs gene overexpressed/siRNA lentiviral vector, then use
them to transfect DC; Extraction of total RNA from DC transfected by CLRs overexpressed/siRNA lentivirus;
The mRNA expression levels of CLRs gene were detected by RT-PCR in DC transfected by CLRs gene
overexpressed lentiviral vector or CLRs siRNA lentiviral vector. Results The purity of DC isolated from placenta
was(82.6 = 2.4)% which detected by FCM; We successfully constructed CLRs gene overexpressed/siRNA
lentiviral vector, and the amount of virus(viral load) is 1< 10%° Unit; Green fluorescence was observed in DC by
means of an inverted fluorescence microscope and the transfection rate were respectively about 85% and 82% after
transfected by CLRs gene overexpressed lentiviral vector and CLRs siRNA lentiviral vector. The CLRs mRNA in
DC transfected by CLRs gene overexpressed lentiviral(14.26 2=0.47)% were higher than untransfected DC(1.67 =
0.19)% which were dected by RT-PCR(P<C0.01); in addition, the CLRs mRNA in DC transfected by CLRs siRNA
lentiviral vector(0.03+0.01)% were obviously lower than untransfected DC(P<<0.01). Conclusion The CLRs
siRNA lentiviral vector was constructed successfully and it can effectively silence the CLRSmRNA expression in
DC; The CLRs gene overexpressed lentiviral vector was constructed successfully and it can effectively express the
CLRs mRNA in DC.
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BRI MY (dendritic cell, DC) & s RS i
BEENPUGIE LM, & HA KR AL B A 2
Ae 1, WTIHA 2, AT LLEE— I R) A0 I Ad # A
KPR, RGIEESEER T A0, 15 RBN ok
F 42 M, DC DhReRIN S 5 H R R S 4>
FEYIFIE, BFFEN DC EKIH PR SR 244k C
HUEESE 2244 (C-type lectin receptor, CLRs) #1 Toll
FEZAR (TLRS) Z A IRl £ S e i 52 5 S8 s A 1)
W A AP, CLRs B E SR
A5 S0, 11724 TLRs A1 CLRs 7] I PR 51 A0 Ji
PRE G HUS T BTN, 0 A S S s Ao,
TR T AR 1 S B R A R I BEJIE e g it 52 2k P
g, TEATOTET BB O A IAE R 1 H B A AR
WAELE CLRSITLRs P4 TLRs fi &5 %™, a4
CLRS/TLRs Py 2k i & 3 ik Ll 2 5 T w3 1
KA R, TR FH 2 R T B 4 1 R~ 1 2% 1) & A
AT DL PR AT IR — SO 2 T g2 TR T
YESEA, ATIE I A CLRs i FRIA/SiRNA 1295 53 4014,
SRG e BRI T DC, SRt — R Hox A% 77 4
MR 281 R AT 3%, i DC [R5
P BRI A g S LR D e DC & B R A D
B AT I IS FR EAR SRR PURE AL &
FEHAH DC 1EMFEE TREE A, aikx H B 1
T SR, 4 DC i CLRS/TLRs T4 5 1k B 31
2 (8] 5 BE P T 55 e F Al

M5 7HE

—. EEARAR S

IR E L. WA, B T/ES CA-92-3,
Napco 6300 %4 CO, £ 7E4f Olympus BX50 =4 i fss «
Fa R v kAL . PCR #1#494% Ficoll iX71. #ii CDla
WAL B RNA $HGRA &, KA CLRs ZE K12
J#iFE CLRs &K siRNA 2955 8 .

= ik

1. AYE . R R e A A AL DCY 8L, gkt
PrEFB AR AL, PBS YRk =, A 0.9%% 1k
BT IR R B AT A bR A B B 1 mm® K, RS
e, R KRBRH DS, R AT Ficoll
X7 500X g Z0r 30 min HEAT SRR 43 5, /N0
B ) = % 2 400, 55 209%fR 24 137 1Y) DMEM £55¢
FEVRE =G MR XE DC 4 i) CD1a REER A,
4°CWFE 1h, SR IR & ol e Rl i 7 gy
FE, PBS VL. BEriiYs, H DMEM B FHE 5 254
A AR AR RS TR, BB RRRILT A H .

2. Mt R s sE it FIA CLRs JEKI18955 5 & CLRs
DA SIRNA 18995 15 : 13815 CLRs JE M2 5 % CLRs
FEPR] SIRNA T8 24 2 R4 5 A8 b 3 o5 WL PRI Ak 2
B AT B2 W) 56

3. iKIE CLRs A1 5; & CLRs 2K siRNA
1895 B 4 DC: 4 DC LAKEFL 5X 10* AN R 3 4ot 3]
24 fLAH, JFH] DMEM 5 2451 2] 500 wl, JnA
Polybrene, K& 174 1 pg/ml, A Enhance Solution
VAR EERRRE A 1 X108, AL 30 pl, H MOI
fH ) 50; 37 C. 5% CO, k53% 24 h, 2000 r/min 2.0,
2 VAW NGB RE FR gk 2 R % 48 h, & H.

4. LY CLRs i FKIA/SIRNA 1895 % 11 J5 [ DC
(115 RNA: DC #£4% 72h 5, BOBESA4E, »
PRES Ly, 13 PBS YEVE UK BN 500 pl Trizol Z4f# 4 i,
T 200 pl & 45, %45 15 s, 4°C, 12 000 r/min
250 10 min; /NI H KN Eppendorf T, TN
AN AEARFRI A EE (29600 pb) , JRA), BT —20C
UKFE, 30 min, 4 °C, 10000 r/min, .0 10 min; 7 I
R UTIE R 650wl 75% L WEVR SR ULIE, 4 °C,
8000 r/min, &5 min; FF HIGHUIEESR i, 7
IR BR B AT i 5, T aUE R A8 65 °C,5~10 min,
HEF; 20 pl DEPC Ab3K %% RNA, —20 CUKAH, R
17, i

5. Real-time PCR fuilll#% 4t DC Hij5 CLRs %t
MRNA FKiktE: RESEARR: 5X W% buffer 4 ul.
oligo (dT) 0.5 pl. dNTPs 0.5 pl. ¥4 5% MMLV 1 pl.
DEPC #bBH/K 10 ul. RNA B 4 b B AR 20 uly %
N4t 37°C , 1 h; 95°C, 5 min. Xif MMLV;
Real-time PCR & W & & 41 F: SYBR Green Mix
325ul. F¥E5IY 15u. US4 1.5l ddH,0
12.5 ul. cDNA Bt 2 pl. SAARR 50 pl; #8454
50 C 2min, 95°C 5min, 95°C 15s, 60 C 45s,
FEER 40 IR Edh R A B A A 24 ABI Prism
7500 SDS Software [MRNA A% % ik 8 =2 X 100%,
ACt=H s Ctfi—NZ (GAPDH) Ct{H].

=\ Gtk

K H SPSS 13.0 A A A4 T £ 4 437, 25 SR LAY HL
+hrifEZE (X £5) Fow, AR LLESKH t A%, P<<0.05
FORZERA G5

R

1. WA AR DC 525 Ki g 4 e 4
R M BERR L 7 B DL BEER 73 2R MR £ 20 0 2
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o RCTE
CD1a-FITC

1 A B 3% 5 43 5

133 DC, ZimA\d AR M DC 4lifEh (82.6+
2.4) %, WK 1.

2. MIhFEE RIS CLRs KA1 % M2 CLRs 4
SIRNA 189§ 55: CLRs JE K185 fid R iA &4k m
SIRNA A4 g 75 9LSE Rk 2 R A PR 2 W) AR H%
Genebank Zf PERY L, [R] I A4 2 B PEXS B4R, iR
4 1X10% Unit.

3. ik CLRs AR89 & CLRs ALK siRNA
MBIREE ALY DC M EL R dKIA CLRs 18752 LL
MOI=50 ¥ % DC Ji5 48 h 15 Y6 (8 & WAl Tl M52
BBl e JL 1R BH I 40 B A 4k (9B 1 (GTP) Rk (K]
2) , WA I, AR 85% A A .

CLRs siRNA 127 #E L MOI=50 ¥ 4% DC J5 48 h
TE G B WA ) W5 30 e A G 1) BH 2 Al A
GTP ik (K 3) , dikymgn i, &4k
o 82% fe A .

4. ¥t CLRs i #iA/SIRNA 1895 511 DC 41 ik
PR RNA (45 il i o i A il Gl & DC 4 g
Hli$ 5 RNA 2 10* pg/ul.

5. RT-PCR faill &% 845 4t DC fiij i CLRs JE[Hl
mRNA F£ikH: fFRik CLRs JHEKMEIH YL DC J5
MRNA XS8R (14.264+0.47) %, BARFEYL) DC
ik E[ (1.67£0.19) %W & BT (P<0.01) .

CLRs X siRNA 275 # % 4+ DC J5 CLRs
mMRNA & B4 (0.03+£0.01) %, BaS AR
L) DC RixmM W M (P<0.0D) o W% 1.

£ 1 CLRs it FiX&/siRNA 1835 2% 4% DC J5 CLRs L[]

mMRNA ik
20 51 MRNA(%)
Ay DC Yl 1.674+0.19
CLRs jd Rk 8 24 4% DC 41 14.26+0.47
CLR siRNA 1845 155 4% DC 41 0.03+0.01

VE: KFH DC 4l vs. CLRs W RIASH #i56% DC 41, P<<0.01; K
% DC 41 vs. CLR siRNA 1895454 DC 41, P<<0.01, CLRs i#iEMEm
YL DC 41 vs. CLR siRNA 1255  4 DC 41, P<<0.01

W8 MDCai s B2 W RIACLRsEEM G B DC (MOI=50) %8s
K B3 CLRs siRNAME-EDC (MOI1=50) [1)5% %1

Wi

/NF4 RNA (small interfering RNA, siRNA) /&
— /N RNA 5> F(21~25 MZFFIR ), t Dicer(RNAase
MIF G RNA HAR S PEEE I T k.
SIRNA /N HRUTERE G148 (SIRISC) [ F i,
POk 52Z HAMOHFE mRNA HIUTER . siRNA 745
RNA TS K& AHE R AR g i RNA 22—, 72 5 2k
DR 20 I A 1) B T RO, AR LA St
A RNA 731 siRNA SUEERTTE, 5138E (457 siRNA
KR 3N RNA A S TERE 514 (RNA-induced
silencing complex, RISC) , FFVIWr HA 75 L)
MRNA, YW A K275 5 e SCRERCO 3 1 g,
SRJGHE MRNA Ut DB, K8 a2 (A RNA T
EARG S, Wi g E F A, RerE &K1
HRE S R [RIVEJE H (0 RIE, 2RI T e TR AL A
VAT AT B, LAY R IR R R AN T R, A
BF 0K 12098 B 4 R JE DR A, DU d A 310
CLRs SiRNA {EAJERIBHIT A, % DC, #F7tdL4l
il CLRs 3 (Rl 1k R 24 8, oAy i3E— P9 DC 21l CLRs
BT o A2 e A . AT KB CLRs
SIRNA 18555 %4 4% DC J&, CLRs mRNA {2235 7K 1]
B, HrSEEA W EME, #2878 CLRs &5
SIRNA 1255 75 4 1 e 70 14 A 22 1A I 7 25 DR U BR A
N, AHE—DHF5T DC K1 CLRs 55 TLRs fI5¢ R4t
THTEAUER, BT AT AL TR R

CDNA i RIBEFONIE R R bR ) “ S,
SIRNA JEiFJERIPUER,  DUAG i JE R R 10 808, T
cDNA SIAVFZ HARSER R HIREA, 5 I
N AT, R SIRNA Jrik, A E
TR RRITH, %770 UL AR 7 205 H br 2k
R, ARIFAE BT A SR W e R 3RO, PR, o
ORI A S DR 1 s B FRUERA FOL00 HH ok, SR cDNA
S FRIEIG, XA T LR AL 851 B AR LA
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TN, mH, 8 E AR S a5 R A A,
CINDNER:AE & il ke shasa i 4 & Vg s TR VA
08 K, B TR SiRNA BRI DC #1fi CLRs
FERMRIES, RFFOE I T CLRs W RiA1E
WA, PRI DC, S5 RAIEY 72 h JS1E
e 68 W B T AT U SR B Bl R e R BH I 40 i A
GTP, Wity S, B YRR 85% 44,
714h RT-PCR £l 5 et 7~ CLRs il ik 1 ik
4L DC Ji7, CLRs mRNA [13RIA/K I 3%, H ik
KA W B IR ERIE, $278 CLRs Rf 5 ik ik 18
BERRELE AR N R L R R Y, [ ik —20
WEFF-m T 1 35 DC 2 1f CLRs 5 TLRs [f¢ R4 it
TSI LA
s % X o
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