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[ABSTRACT] AIM: To investigate the effects of the dominant— negative IXBa plasmid on the expression of NF- KB and
cyclooxygenase— 2 (COX- 2) after its being transfected into pancreatic carcinoma PC— 3 cell line. METHODS: The expression
of NF- KB and COX- 2 in PC- 3 cell line was confirmed by immunohistochemistry. The effects of dominant— negative IKBa plas
mid transfection on the expression of NF— KB and COX- 2 were studied by reverse transcription polymerase chain reaction ( RT-
PCR) and Western blotting. RESULTS: Both NF- KB and COX- 2 were expressed in pancreatic carcinoma PC— 3 cell line, and
the expression of NF— XB and COX- 2 were down— regulated in a certain time— independent manner after dominant— negative
IKBa plasmid transfection. CONCLUSIONS: The NF- KB and COX- 2 are expressed in pancreatic carcinoma PC— 3 cell lines.
The expression of NF— KB and COX- 2 are inhibited by dominant— negative IKBa plasmid, while NF- KB is likely to play an im-
portant role in regulating the expression of COX- 2.
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PCR & 7 & Trizol k571 RPMI- 1640 /N4 IfiL 75
T Gibeo A ], 0. 25% & H B4 T Hyclon 2 #] .
kLA R A &I B QiaGene /2 7], 1 5k 15 S8 AR 44
IKBa JFTRL S32A/ S36A Hi %% [E ST. ANDREWS K% Hay
FOZ IR, NI PC— 3 40 bk H b 52 0 F0 B 2
XIS B G

2 JEEZAHI, TR A e iR ik

2.1 CaClh ¥l KRR ZA  RIZEME
B 3EME X3 T 2 ml LB, 37 °C 220 1t/ min, I3 7%
M fE E B LA 17100 remin” '#E A 100 mL LB, 37
‘C 300 r/ min £ A {HZ10.5- 0. 6; T &M F k87
FEPNEERE R TA T 50 mL B0, VK 10 min, B H]
%0 C;4 C 4000 r/min, 10 min, W3 _E¥; A 10

mL ¥ ] 0.1 mol/L CaCl, B & ULIE, vKiH; 4 C.

4 000 r/ min, 10 min, W% E3F .

2.2 FURIMIEEAL 100 ML B 57 25 40 i A R DNA
B4 ( DNA <50 ng, 4 F <10 BL) ; VK 30 min; 42 C,
90 s; UKHT, 1= 2 min; IO 37 CHI# LB 5 mL,
#.3) 45 min( 38 <225 v/ min) ; B 50 BL ¥&#%, 37 C,
HCE 12— 16 h.

2.3 BREEIFATHME TR DNA /N e 41
PR T 2 mL S PR LB h, 37 CHEFRER; ¥
1.5 mL R FRPEIAEE B0, B0, 4 R Ui
AVET 200 ML W 1T, RR G E0ORD, N 200 ML %
W TIL P78 3 2000 P B O ML ES 0 2 min, EIEFEA
T — B0, I 360 UL 5 A EE, UK LJSUE 5 min 5,
4 °C .12 000 r/ min, 10 min . 4R 5 ¥ Ui i€ & T 100
UL TE 23 ;37 CILE 10— 20 min, JIA 60 HL 5
AWEE, — 20 C .30 min, JT%E DNA; 12 000 1/min, 10
min, 70% CFEEGUTIE, ¥ DNA B & T 20 UL TE 2%
M 37 CEARBRIRIK .

2.4 #ALFEE  NEMREAT IO, 2R H M
PTGV 10 %5 8 BH M A b 7. BRI DI R
Bamf 1 ,Xho 1 .

2.5 JRCREAEE AR BOR 2E 40 S Ul B,
W7 D AT ORI K S TAE .

3 WIS IKBa R G PC- 3 41 futk

3.1 AfuREgE AEAE 10% /N S ) RPMI-

1640 B5 37 %L, 593N NapCO3( 20 mmol/ L) FHLAE (1
x 10°U/L HHZEM 100 mg/ L #HE %), & 37 C 5%
CO, VB A /<K B W% 48 b 55 3%, 40 10 6 3 1) 1R) 4
1- 2 d, %A% 3- 5 d, FeARATH 0. 25% JERETHAL

3.2 kB G SR H lipofectin A # JLiRA K] . ik
WIFR: @PC— 3 40 1 x 10cells/ well 35 6 FL1E 57
B, HMEEFRIE R . @G Eppendorf /NE H, H EHT

AR TCIMIE I RPMI- 1640 X555 5%, Fakk 2- 25 UL 1)
lipofectin l§ i A Z 100 ML . % 2 UL( BCHIME 1 g/ L)
SR NN 575 — Eppendorf & 1, [7]FE 4 41 I 15 77 2 76
B A 100 UL, ‘SEEHCE 10 min . ¥ LR P th ik
RE, FEHMAE SRR AT S, HHICE 15— 45 min, {f
ZIESIFRL g AR R A4 . ARG NN 0. 8 mL LA
FICIMLIE I RPMI- 1640 55 785, 1 5 5 Y AR FLIA 3
1mL. 4 CTILINEREFRHEEVER: 6 FLAR 41 fu 3
W, Beda IRV P A R 7R3, R AR A7 1K)
FRFRHE, B ORI TR G AR B N 6 FL S IR AR
AP, B e e B IR AR, B R Y W A A, AR
Je IRl ERE, AR BE4E 5% CO, 37 CH&MFTFHFH. ©
6 hJid, W25 & A A% R NG o AR 1 1 R 4, Inadk 2
mL BT 10% /N2 I ) RPMI- 1640 35 57 R 4k 4
HEE SR 24— 48 h.

4 Jiik

4.1 SRR A 2SN R 4H 23 NF- KB Fil COX
- 2MFRIE RASE MY E A W) ( peroxidasel anti
— peroxidasel complex, PAP) %, T $iifks 5k T A
NF- KB( p65) 5.5 B HT44( 1: 100) Fl4Pi A COX- 2
Z 5 PR (10100), TTHL4: 3048 F Pt R 1eG- HRP
(1: 200) F12E P15 IsG— HRP( 1: 200) , &3tk Y (0 44 %%
3. NF— KB 1 COX— 2 12 F 4 R0 BH 1k %o

4.2 RT- PCR f i ity 40 2 +h 1xBa \NF - KB Al
COX- 2 mRNA {JZ54k  PC— 3 40 1 x 10° /0 T 6
FLERFRA, AR IR G, % B3R 5 VAR G IKBa
JEORL, SEBG 4> 4 4H: PR, T, d(F 45 12h), 1,
(Y SE 24 h) AT 5 dL( YL S5 48 h) . SEIR 45
Ji, K Trizol 325X i 84 41 fid &4 RNA . IKBa 519 )%
H: b3 5 - TGAGGACCAGCAGTGTCITG- 3, Fii:
5 — CATCGTTGATCACAAGTCGG- 3, ¥ # F Bt K/
203 bp, IBKIFHEN 58 'C. NF- KB 5|# /7 41: E i
5 — ATGCITACTGGGTGCCAAAC - 3, F i 5 -
GGCAAGTCACTCAGCCITTC- 3, ¥ 38 J Bt K/ 125
bp, B KIAE R 58 C. COX- 2 5IHFEH: EiEs -
TCAAGTCCCTGAGCATCTAC- 3, Fif 5 - CATTCC
TACCACCAGCAACC- 3, K/ 488 bp, 3B K iR /F 58
‘C. ¥ W GAPDH A S 1|, 51 ¥ F 51 L 5 -
GGTGAAGGTCGGTGTGAACGGA- 3, Filf: 5 - TGI-
TAGTGGGTCTCGCTCCTG- 3, 338 Fi Bt K /1y 223 bp,
BAIRER 60 C. FraE5I MW LA T AR
%, K% E GeneGenius %t B8 LK 1% 15 & 48 00 I &
BAG L .

4.3 Western blotting £ Il Jif' /23 41 Jfd NF- KB FI COX
- 2EAMALL  PC- 3 4 2.5 x 10° M T 250
ml R85 FE, H S IR 12 h, B IKBo k. SEIG



2% 3 4H: XHRAL(0 h 2H) 24 h 4070 48 h 4H, IKBa Ji ki
BUAHRG Vg, 35 Y0R BN 3 mL . SEEG 4R, KA &
TP MW (0.1 mol/ L NaCl, 0.01 mol/L Tris— HCI,
0. 001 mol/LL EDTA, 1 mg/ L. aprotinin, 100 mg/ L. PMSF)
P A M B B . W U 7 SR I NF - B 1
COX- 2 TAMFEIL, 1 1550 BPLA NF- KB
(p65) BT BEHLA R RPLA COX- 2 Z o EPiik, 11
YOO B R IsG- HRP A2 $H1 4 IsG- HRP, X H
ECL BB HA .
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B, 4 B 2R R A% VR A P 1, COX - 2 RIA LA
M 93, 10 NF— KB I DL A% 45 o0 W 2, BH A e a
SRR M AAAE = (L 1)
2 RT- PCR fJl 8 40 23 IXBa \NF- KB Al
COX- 2 mRNA /K145 4k,

RT- PCR 4R 27, G IKBa % 4L i [A] I I,
4 i IXBa mRNA [J3R A & Z P L, i NF- KB
COX- 2 mRNA ] 3 3% & W) Hh BRAS [R) 72 B2 1) i 56
(& 3), BIL—E I RO G &
3 Western blotting £ Jli /83 4 it NF— kB fil COX
- 2 AN

BT Western blotting 75 ¥ A% Il i 83 40 B HH NF—
KB Fl COX- 2 B E ARk, 45 53R A, IKBa i bL 4% G
JHEfRIEE PC— 3 41 fukk J5, NF— XB fll COX- 2 & H
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Fig 1 Staining of NF-xB and COX-2 by immunohistochemistry for PC-3 cell strains.

A: The expression of NF-xB in PC-3 cell strains by immunohistochemistry ( x 200):
B: The expression of NF-kB in PC-3 cell strains by immunohistochemistry ( x 400):
C: The expression of COX-2 in PC-3 cell strains by immunohistochemistry ( X 200);
D: The expression of COX-2 in PC-3 cell strains by immunchistochemistry ( x 400):
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Fig 2 The expression of IBa mRNA, NF— KB mRNA and COX- 2 mRNA after IKBa plasmid’ s being transfected into pancreatic carcinoma
PC- 3 cell lines. A: the expression of GAPDH (223 bp) ; B: the expression of IKBa mRNA (203 bp) in PC— 3 cell strains after IKBa
plasmid’ s transfection; C: the expression of NF— KB mRNA (125 bp) in PC— 3 cell strains after IKBa plasmid’ s transfection; D: the
expression of COX— 2 mRNA (488 bp) in PC— 3 cell strains after IXBa plasmid’ s transfection; 1: DNA marker; 2: control group;
3: I group (12 h after IXBa plasmid’ s transfection) ; 4: 1 5 group (24 h after IXBa plasmid’ s transfection) ; 5: I 3 group (48 h af-

ter IKBa plasmid’ s transfection) .
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#4 4 NF— KB . NF- KB /& REL & A K &k A, 76
ALY HE 54 REL B, £33 C- Rel NF- kBl
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