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[ E] B8R KB HEF-«B(nuclear factor-kB, NF-kB ) p65 WV 7E 41 A P 3 F ik FUH GG AR X P =815 -8
(interferon regulatory factor-8, IRF-8) FEPX 5 S (¥ 520, Ff-40) 2L i A IRF-8 JA 2l BT REMY p65 45 G Iulf . ik R R4 Mtk
R ( polymerase chain reaction, PCR) FARY R pb5 FLRTR A SAgIX complete sequence coding, CDS) S22 RPN =
# pIRES2-EGFP JFUfv i, 44 K BRET A= 5 (wild type, WT) p65 i3 3235 kL (pIRES2-p65 WT) o £EMLEERN [, 1% p65 5 535 i 2224
PR (serine, S) 2845 N RAZ PR (aspartic, D) BN R R (alanine , A ) , 73K p65 $358L 76 1L 2828 U JFok: (pIRES2-p65 S535D) #l p65
PSP SRR R ORE (pIRES2-p65 SS35A) 0 2 JiF i FHAE W17 B A# A T IRF-8 FE X U 2117 X p65 145 & e, FH4Ii A 2
IRF-8 3 8l 4 K (full-length, FL) F1 3 N 02 R B A OB, B pGL3-IRF-8-FL(=1 892 ~ +174 nt) \pGL3-IRF-8-1( -1 360 ~ +
174 nt) \pGL3-IRF-8-2(=752 ~ +174 nt) Fl pGL3-IRF-8-3 (=68 ~ +174 nt) , ¥ |38 Bk A7/ 6] 20 & e Y AR 293T (human
embryonic kidney 293T, HEK-293T) 4}l , Western blot FlI%¢ 2 BESE 40 43 il A p65 (FR 1A AN IRF-8 (143 3 F-1& Mk, IF43- 41 IRF-
8 S B F X AT RE M p65 45 & ot . 25 53« B PCR I P IR 32 ks B A 2 2 . 40 900 pIRES2-p65 WT . pIRES2-p65
S535D . pIRES2-p65 S535A Fl pGL3-IRF-8-FL AL 4% YL HEK-293T, & Blid # 1k pIRES2-p65 WT B, pIRES2-p65 S535D 34 AJ 1 ki 434
JNIRF-8 J& 2717k, H LA pIRES2-p65 S535D T 2y i 25 5 1iij 40 F2 3k pIRES2-p65 S535A )5 , IRF-8 5 ol Fi& PE L W] A8 4k . K¢
pGL3-IRF-8-FL . pGL3-IRF-8-1~3 Fl pIRES2-p65 S535D $4% YL HEK-293T J5 % i, pGL3-IRF-8-3 A4 i3 2 7 M i #K T pGL3-
IRF-8-FL.pGL3-IRF-8-1 I pGL3-IRF-8-2, ¥/~ K FUIRF-8 3 8l F-752~68 nt X IR ] AL p6S & B e, 4518 : 4 HEK-293T 41
JL P et B AR A R R TR A 28 A8 A 65 1] s e T TIRF-8 FEH () 8, HLp65 5 IRF-8 3 sl P4 & ool B +-752~-68 nt
HBAL
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[Abstract] Objective: This study aims to investigate the effect of rat nuclear factor-«xB(NF-kB)p65 subunit over-expression and its
activity changes on the gene promoter activity of interferon regulatory factor-8 (IRF-8) , and initially screen the possible p65-binding
elements within IRF-8 promoter. Methods: To construct the rat wild type p65 over-expression plasmid (pIRES2-p65 WT) , complete
sequence coding(CDS)of rat p65 was amplified by polymerase chain reaction (PCR) and cloned into pIRES2-EGFP. Then,S535D and
S535A mutation was done respectively based on the wild type p65 over-expression plasmid to construct p65 constitutively active mutant

(pIRES2-p65 S535D) and p65 dominant negative mutant (pIRES2-p65 S535A). The potential p65-binding elements within IRF-8

[EE€TB] FH%A%RFEEE4(31470853,81603358,31770934,81971468)
TE{FEVEH (Corresponding author) , E-mail : 37693532@qq.com ; giuwen@njmu.edu.cn



FA40EH S T AR, B AL AR NF-kB p65 T IRF-8 2K i3 ) 1% 1 K H sh 745 & Te 0
20204E5 H WIS )], M BRI A (B SR B2 M) ,2020,40(5) : 638-644 © 639 -

promoter were predicted by using bioinformatics software. Based on the predicted results, luciferase reporter plasmids of full -length
(FL)and three truncated IRF-8 gene promoter were constructed , namely pGL3-IRF-8-FL(—1 892~+174 nt) , pGL3-IRF-8-1(-1 360~+
174 nt) , pGL3-1RF-8-2(-752~+174 nt) , pGL3-IRF-8-3(-68~+174 nt). The above-mentioned plasmids were co-transfected into
human embryonic kidney 293T (HEK-293T) cells in different groups. Then, the expression level of p65 was detected by Western blot,
and the promoter activity of IRF-8 was detected by luciferase experiment to screen the p65-binding elements. Results: It was verified
that above-mentioned plasmid was constructed correctly by PCR analysis and nucleotide sequencing. The plasmids of pIRES2-p65
WT, pIRES2-p65 S535D, pIRES2-p65 S535A were respectively transfected into HEK-293T cells together with pGL3-IRF-8-FL. The
luciferase results showed that the activity of IRF-8 promoter was markedly increased in response to pIRES2-p65 WT and pIRES2-p65
S535D, especially the later. However, there was no significant change of IRF-8 promoter activity after over-expression of pIRES2-p65
S535A. The plasmids of pGL3-IRF-8-FL or pGL3-IRF-8-1~3 and pIRES2-p65 were co-transfected into HEK-293T cells, and the result
displayed that the activity of pGL3-IRF-8-3 was much lower than that of pGL3-IRF-8-FL, pGL3-IRF-8-1 and pGL3-IRF-8-2,
indicating that the region of rat IRF-8 promoter(—752~-68 nt) might contain p65-binding elements. Conclusion : Over-expression of

wild-type or continuously activated mutant p65 in HEK-293T cells can significantly promote the activity of IRF-8 promoter, and the p65

-binding elements in IRF-8 promoter might be located in the =752~-68 nt region.

[Key words | nuclear factor-kB p65(NF-kB p65) ;interferon regulatory factor-8 (IRF-8 ) ; promoter; binding elements

T+t Z I8 17 A F (interferon regulatory factors,
IRFs) [N A% 55+ 3L K (interferon, IFN) S TFN
P P R R IX AR5, H TR 3L IRFs SR A
9Nl 51, BV IRF-1~IRF-9, IRFs 1) N 3t A £ 5T %)
DNA £54 X, A JE 1K helix-turn-helix JE 7, g5 405
DNA J¥51 (5'-AANNGAAA-3" ) 254, IRF-8 /&
IRFs 8 1 1) J 22 i 01, FEBE DR AL T AN 3% 68 14 1Y
16¢24.1 X3, 75 10T H 426 R . 2
R IRF-8 A 115 A A TE AL G5 . B W R IEF
AL 7R A 2R R Y2 AT o A SRR
IRF-8 7] L P8 2 AT FE VD ] TR | Al 2o AR P T 25 JR
G 14 7N BB R IR D 1 5 240 L R G R T
FEHEBYFRIK, 5l 25 G 0 RS 2 e 2R R E
IINAAZ A R 5 TR A 2 AR Sl 32 1A G 2 e K 46 Tl
L AE 25 F 3 R 4 (nucleotide binding oligomeriza-
tion domain - like receptor family caspase recruitment
domain containing 4, NLRC4) B4 2% 751k, 2k 5 | i
PR R R A E IR R 5 8 F -1 (caspase-1) IS
L HA FERAE L . A F A7 IRF-8 ik
VA T e A A TR TR R BT S B
B2 AT 4 % -y (interferon-~y, IFN -y ) J& (A %) %
3, AR/ BUE R A BTG S e . d T I,
IRF-8 12—l e PR, TEHLIR JAE B 2 2 Tl
PR R S R T O EENER . mESR R
J&, AT E P Ah2E 8 % IRF-8 BB 5T 22 45 vh /e Hodn
o il 2 T W S DR e s 05 1D, ELX TRF-8 FE PRI Y I
TR A HOE o ST, AR SR AL I [ A A 7
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1% M F-kB (nuclear factor-kB, NF-kB) A Sen 25"
T HRIE T 1986 4F , J& — i B A Sk R T
NF-«BTEAR N2 335, 15 A H D RE A& 7 X
AN, G RT 73 R W2 - —28 02 p105 Fl p100, HZE
i 15 AL S5 T2 1 p50 Fl p52;5 75— 25 )& p65/RelA \RelB
Flc-Relo bR I 2 [ )i 22 o i) 8 e e 5 — 2R
T, R AR SRR T . HHT, p65 J& NF-kB 5
5T B Z2 1ALk 2 2 B, p65 Al AL
MR B 256, AT b I 35 DR 0 7 S R 3Rk,
T 52 0 R DGR 1Y & AR K Je o il an , p65 T it 5
75 B — 4 b & A 1 (inducible nitric oxide syn-
thase, iNOS) Ji 2l F-45 & b 35 0 % B DR A0 7 58, DA
75 3 45 W e A L A 0 0 S A R Y WA BIFE A
H TR N TRHCME K Bk R 40 i v, 35 K ) p6s m]
515 55 5 S 5 0% TN - 4 (signal transducer and
activator of transcription 4, STAT4) 3 [F]4E F T 4% %%
H: Z I 2 (tansglutaminase 2, GOT2) J73 8l ¥, #E1 I
I8 GOT2 2 [H (1 % S M1k, 12 1E B it L 7R3 240 114
WA AR A E AR B E A AP FE KA o
5 fil A% 2 H (-synuclein) A] 30 /NI 50 248 1L HP A
p65, J5 &l E A0 A 2 - 1B (interleukin- 16,
IL-1B) %11 IR 55 IR AL S5 H4 B 32 1426 11 3 (nucleo-
tide binding oligomerization domain-like receptor pro-
tein 3, NLRP3)JE[N 9% 2K, 51 SAE/MA NL-
RP3 12 3 16 Al e A T 1Y AR SO, 4 1717 o e o
ZANMIA
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K ER Thy-1 ¥ % (Thy-1nephritis, Thy-1N )"/ &—
FhBIF 5% N2 22 M A= 1 1 7Nk 1 4R (mesangial pro-
liferative glomerulonephritis, MsPGN) [ 8 ) £5 54
AR BT S © & IR, 76 Thy-1N K U 2140
FIAR SN2 .75 i 78 C5b-9 (sublytic C5b-9) 413 1Y K
BUE /N BR AR B 41 MY (glomerular mesangial cells,
GMC) /v [ TRF-8 [ 2235 Fil p65 Ay iR fL 14 i 3 I
i, H p65 WAL AHIE LT IRF-8 (W 3R35 . HutklA]
i, 476 p65 1 PRI , IRF-8 f I8 ARG 3 T, A=
Y5 B2 IR R B K BUIRF-8 3 8 X &
ZASp65 AT . $R p65 Al AE A Thy-1N K
L GMC P IRF-8 BE A Rk iy B 1o b T HESE
NF-kB p65 W& ¥4 IRF-8 &[R4 5% 9 VE T, A S50
F 3 T KB p65S i ik ok (A 7 A= Y Fp2ififk
ZEAR RN M Pk 2 AR L) DL KK R TRF-8 JE A
S (R AER ) PR RS BURL, ¥ LR
AT AN R4 4 AL gL HEK-293T T H.41 IS , WLELHif
ISANIA] p65 TR K B TRF-8 3 R sh A 52, [R] i
i IRF-8 i 2 X ST e Y p65 455 )7 91, ol ik
ARG Thy- 1N KB GMC Hid £k I8 1 p6s il
IRF-8 Z [A] 1Y 5 2 J2 HIRF-8 |3 i 2 L ol £
AP B A SE R

1 #RFTE

1.1 ##

AR 293 T(HEK-293T) 4t [ 3¢ FE R 77
WAL % (American type culture collection, ATCC) .
pGL3-Basic . pRL-SV40 %) 3 B 5 ks LL K B¢
Ot 2 il A R A K ) £ (Promega A A, 52
Vo IMLIR/ARME/ZH UL R 2 DNA $E 8GR & (b
KA ARAIRAF) . m R HE PrimeSTAR@
Max DNA Polymerase . FR il 14 N U1 Xho 1 Sac I F
T4 DNA % $ i (TaKaRa 28 A, HAS) o B HEEEHC
ISR & (R 3 RS A YRR R AR .
Ta SR NF-kB p6S HUiA L sa e Sl HA s
Pl (Cell Signaling Technology 23 Al , 3£ [H ) .

12 7%
1.2.1 3143t

i 33 Nucleotide %5 4l i £ #8 K Bl p65 %k
mRNA 541 (NM_199267.2) F1 K il IRF-8 £ [X DNA
J¥41 (NC_005118.4) , FI| | Primer 5.0 F {411 3R1K
PR HA FRZS IR B p65 2L CDS X JF31 5147,
18 B U 3 A T U0 57 RN DR B B A Y
§1., FE514 .5 -CCGCTCGAGGCCATGTACCCA-

TA-CGATGTTCCAGATTACGCTGACGATCTGTT-3';
N1 :5'-TCCCCGCGGGCCCCTCAAATGCTGGT-
3", FRIZAHFER Xho T Sac 1T BV 15, CCG.
TCC A HEREE . FH Primer 5.0 #4545 IRF-
8ILA B T2 K (=1 892~+174) 95 11y, 9K ) i ]
JASPAR AT IRF-8 J3 8 7 X 35k p65 i nl el &
TR D) MRS ZE & oo R sh 45 A
B, I H Primer 5.0 5 ASTAHR 514, o sh T4
K G Y35 19750 2% 2 CF 4l #os
Sac 1 Hind MEEYIICHE, C.CCC MR PERREE) o

%1 JASPARTN IRF-8 B3N FIX p65 &5 & T
Table 1 p65-binding elements in the IRF-8 promoter pre-

dicted by JASPAR

TS5 7 (A
TGGAATTCTC -1 653~ -1 644 nt
CAGGGTTTCC -1437~-1428 nt
CCGGCTTTCC -1 101~ -1 090 nt
GGAAATCCCC -840~ 831 nt
GGTACTTTAC —585~ =576 nt
GGAAAGCACT —293~ =284 nt

122 BeyAReGy 38

FEIUK B GMC 5 RNA, 5% 5% b ¢DNA, it 41
FEIOR B GMC 3L K 44 DNA, LL cDNA 5 DNA Jy
#2 , Ff PrimeSTAR@ Max DNA Polymerase ¥ 17 PCR
JUR, JOWAR 2R : PrimeSTAR Max Premix (2x)25 plL.,
L RS 1I4% 2 wL, cDNA 8 DNA B4 2 L, K
FEIK 19 Wl W FE T : 95 CAEPE 10 5555 CiR ‘k
5,72 °C ZEAH 2 min, PR 35 U P P2 128 1.5% 81

FRRHEE IS FEL UK 5 A TR e gtk I i (2 2) .

1.23 REwtimEs 5T

¥4 pIRES2-EGFP 25 8 iU KL 55 p65 J:[H CDS [X.
PCR #9143 51 FH Xho 1 Fl Sac 11 AUEH) , SR G 4T 1.5%
N R R 1 P K S T, P FH T4 DNA 3% 42 Jifg %
T AT ROV, TR W A RS2 A
i DHSoH o #5504l T & R IR 8 = 1 LB -
Mr FR 10, 37 CHEFF 12 h, KB I5 H2 AT 5 mL
TR RW LB IR, 37 CHE R . Bk
FRIG B 1 WL FEFT PCR S , 706 HY 1% B sa e
EAEE FAE Y R G0 CLB0 A B 51N T %0 Bl
) Y R A 4% 4 pIRES2-p65 WT., LA pIRES2-
p65 WT i 2k JHki Ay LA, 4 535 137 22 218 (S) 77
T ZRAR R KA Z R (D) AR (A) , B p65 HFLE75
b 5738 B Gk (pIRES2-p65 S535D) Hl p65 4 11 14
SRAR R FORL (pIRES2-p65 S535A) , [AlVEMEE pGL3-
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Table 2 Primers for rat IRF-8 gene full-length and truncated promoter
4 kgl (VA=
N 3% :5'-CGAGCTCGCTTTCAATTGACATAGC-3' ~1 892~ +174 nt
N5 -CCCAAGCTTCTTGAAGATTGAAGCGTC-3'
1 B3 :5'-CGAGCTCTCCAGTCCCCAGCAAGGG-3' ~1 360~ +174 nt
N5 -CCCAAGCTTCTTGAAGATTGAAGCGTC-3'
2 ¥ :5'-CGAGCTCGCCGGTGAGAATGTCTAA-3’ ~752~ +174 nt
.5 -CCCAAGCTTCTTGAAGATTGAAGCGTC-3'
3 %5 -CGAGCTCTGTCTGTCGGGTCCCGGA-3 —68~ +174 nt

FE:5'-CCCAAGCTTCTTGAAGATTGAAGCGTC-3’

IRF-8-FL JFii, 3 [ JASPAR #4130 IRF-8 i 3l 1
X3 p65 M T RELSE Ao (2 1) , R T 25 S A
2 B TR
124 EMAF G HEK-293T 20 je B & & &k ik

FH Neon™ 4 Jitd B8 % Y 2 52 K% pIRES2-EGFP Jit
i gL 2 HEK-293T 4 il , 3 & 5 s T g ag
¢ )G F (green fluorescent protein, GFP) {31k , 7
T es R, 2, % AR 20 4L 6 Y gk &5 HEK -
293T 4 fitd : B pIRES2 - EGFP. pIRES2 - p65 WT.
pIRES2-p65 S535D Fl pIRES2-p65 S535A 4H ,48 h &
Western blot Kl t-p65 5 HA #5451 2% 35 DLTFAR 21
J5NE p65 11 FKIRALHEE s Western blot KEGTFEANT
HEK-293T 4 ffd v i A 24 fif 8k & T vk b A7 %
fiit , B e s SR 5L A% 2 EP A& b R T 2 ik M 1 2B
A8 M:, 2 )5 FRESETT SDS-PAGE HLUk , P44 75 11 %%
%iu%ﬁ:ﬁ&%(polyvinylidene difluoride , PVDF)
FE 1. PVDF B8 5% Wi fig 5k 341 J5 T —$i v g
B (4 Cid ), TBST B 10 minx5 K . ¥ PVDF I
W H PR (Z1R 45 min) , VRIS A ECL &
T TR
125 RAZEFEGN L

LR R T AN [R] 2 G 5% L HEK-293T 21
JiL, 48 h 5 S4AE AN, FFTRUE G R i A5 36 R tR) &
W32 IRF-8 FE U o Fib k. BARINT R Ab B gy
HIREAS S F Modulus™ 2GR I, e 4K (e
Sy 8 35 DR )t K AL G RS 1 (M) 5 A2 1k
SRR a v W AR R S N - G SN E
pRL-SV40 JFuhi (163 B R B A 1 (M2) o e 4h
FELAMUM2 7R, RIEAGAG I 40 e Hh i A 28 6 2
fitF 15 P (relative luciferase activity , RLU ) o
1.3 “%it5FuiE

K HISPSS 19.0 Ge it AT it 23 Ao B

REEBHES I B IR (2 £ s:) Fn. R
M1 A1 Bonfferoni WA TN LLEE, P < 0.05 A%
SAEGIFRE L,

& X

2.1 KR p65it &k A A IRF-8 &3 -F & b & B
REFREGHEL L

PCR 43 K Bl p65 J& K CDS [X 751, [ B 3% %
HA FRZE B HAH A2 pIRS2-EGFP Z8 8 JFoks . H4H
JoH 28 TR PCR B 1 PR 5 B J (BT 1A ) 26728 Wl
J¥, 4 5 R 3 3 KA A D [l B4 16 L 2% B KRR
¥ Az T8 p65 o 223k TR T A8 8 LT f A 44
pIRES2-p65 WT. Fifi)i5 , ¥ pIRES2-p65 WT (% 535
P22 8T8 (S) 578 Sy R AR (D) SN Z R (A) , H
Fa 5 p6S 2L 1 b 2848 B UKL (pIRES2-p65 S535D)
F1p65 AT PESE AR R TR (pIRES2-p65 S535A) -

PCR "3 K B IRF-8 £ X 3 30 74 i, #5 e
i AR pGL3-basic 5 # vk, HZH Tk 2K PCR
ity B e R I (R 1B ) 252 AP, ) 2 1 2 1)
JFORL AR 4 N pGL3-IRF-8-FL, v Ji] JASPAR #5475
D TRF-8 Ji 27 X3 p65 1 ] BEZE & oo, HR iy
BARIEIRL, 43 W 4% 0 IRF-8 3 1 1 5 ks
Bl pGL3-IRF-8-1(~1 360~ +174 nt) IRF-8 J3 8l 25
TR ) pGL3-TRF-8-2(~752~ +174 nt) FITRF-8 7
B 3 S oK RN pGL3-IRF-8-3(—68~ +174 nt)
2.2 p65 i Ak Sk el R e A KR B

i i3 Neon™ Hi 5% Yt 22 42 ¥ pIRES2-EGFP Jii fi
Y HEK-293T 41, 5% 1 S5 T WAL GFP W3R
IRNEL ., 4R, pIRES2-EGFP JFuki B % 4 HEK-
293T ZHMiJ5 48 h, GFP 330K, L YRRk 80% A2
i (E2A) o BEJG, 3 LR /3 AR AN [R) ok 4% e =
HEK-293T 4 g ( Bl pIRES2-EGFP 4 . pIRES2-p65
WT £ pIRES2-p65 S535D 41 Fil pIRES2-p65 S535A

\S)
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A B M IRF-8 2H) , 1 Western blot Ki ¥ t-p65 5 HA #3285 ) K15
(bp) (bp) T, ZERFRI, R REFAR Frakif bR
: P 7 1 58 A8 Y p6S STz 24 T 78 HEK-293T 41 it v i
> 500 7 500 FFRINEE p65 E 1 (K12B) .
%288 a2 147 bp ?(5)88 ~2066 bp 2.3 p65Sit R KA RKAIRF-8 A B AKBFHFEMR

A+ KR p65 i ik PR BT PCR HLTK 4547 B: K ELIRF-8 &K

JA BT ORI PCR HLIK 254 o
1 p65idRiEFH S IRF-8 /551 F2 K RA K E K PCR
KFE
Figure 1 PCR identification of p65 over-expression plas-
mid and IRF-8 gene promoter full-length lucif-

erase reporter plasmid

HA

[B-actin A————— ) | )2

89 %

=

o]

¥ pIRES2-EGFP . pIRES2-p65 WT. pIRES2-p65
S535D il pIRES2-p65 S535A ki 351 5 pGL3-IRF-
8-FL.pRL-SV40 i 344 4 HEK-293T i fifd, % ¢
J&5 48 h ZLfF LA T AP E Bl A BRI AR, 2
H R, pIRES2-p65 WT Fl pIRES2-p65 S535D % 4t
41, L RLU i B & & F pIRES2-EGFP & pIRES2-
p65 S535A K5 YL | H DL pIRES2-p65 S535D #5 YL 4H
i B E(E 3) . #7n, p6S it Rk REIE IH )
IRF-8 3 R #5 5%, HL UL Fe ik Frak b 1 28748 Y p65s
(pIRES2-p65 S535D) A Hld5c hy Wit , % A 17 1

N > IﬂE%H 1.5 ok sk o
SN @ﬁﬁ 5%60)665 ‘55’56 |

=PG5 [ 5 D)

5 Da

%
%
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A:pIRES2-EGFP Jii Bi4% Y« HEK-293T 4} 5 48 h, GFP 1R IK 1 O (76 : 965 47 : 106, x100) 5 B2 K pIRES2-EGFP  pIRES2-p65 WT,
pIRES2-p65 S535D Fl pIRES2-p65 S535A 4351l 4 45 HEK-293T 4 fitd 5 48 h, Western blot K2 t-p65 2 [ F HA FREE ) 1k 7K (22 : LT 2RAHT 5

A B, 5 pIRES2-EGFP H 4%, "P < 0.01,n=3),

2 HEK-293T #iff1 &1 pIRES2-EGFP G 5 20 BT 70 p65 Rk 7k EHIME
Figure 2 Transfection efficiency of pIRES2-EGFP and p65 protein expression in HEK-293T cells

AL R p65 (pIRES2-p65 S535A) 1M & , Al it i T45
Fa ek A S BOR 25T )8 8l IRF-8 JE R 4% S D) hg
O RLU B 5 25 200 HEZHAH HE R DL B 8 25 55 (P >
0.05), Btk 7EfR 28  Rrat i i35 pIRES2-
p65 S535D JFURL T A B TRF-8 3 K 45 1 4 I 3l 1 1%
PERS I
2.4 p65idk ik xR R IRF-8 2L H & A& 42 3T 7%
DER DR

¥ IRF-8 54 5 8 4K (pGL3-1RF-8-FL) .45
#8653 30 7 FORL (pGL3-IRF-8-1., pGL3-IRF-8-2 Fil
pGL3-IRF-8-3) 43515 pIRES2-p65 S535D Jiif I 4%
YL HEK-293T 4 it 5 48 h, & I0 Ho s sh 736 1. 45
R 4 Fr s, 5 Y pGL3-IRF-8-3 (-68~ +174 nt)
JEORE ) 240 L RLU i i 1% T 5% 4% pGL3-IRF-8-FL

N
h

pGL3-IRF-8-FL+pRL SV40
HEK-293T 4 i i Y AN ) BORLIS TRE-8 R 1) 2l 3% 4 5%
SEZWHEYE (5 pIRES2-EGFP L&, P < 0.01,n=5)
B3 p65idRIEITKER IRF-8EE R FEKFERZN
Figure 3 The effect of p65 over-expression on rat IRF-8
promoter activity (full-length)
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(-1 892~ +174 nt) .pGL3-IRF-8-1(~1 360~ +174 nt)
F pGL3-IRF-8-2 (=752~ +174 nt) JF k740 il () RLU
{Ho #2715 p65 IS & ICIF AT BEAFTE T IRF-8 JE K JH 5l
F-752~-68 nt X3, 1Mii tL. Bt DNA J¥ 51 7% 47 JASPAR
BRI Y p65S 2 A It (-585~ —576 nt,—293~
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