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[ ZE] HH:MEK ﬁ@Uﬁélﬂﬂ@%’@ﬁFl—la(macrophage inflammatory protein-1la, MIP-1o) R G 3h T (KA ) 96t
EWHRAS FORL, IS AN 40 (HEK-293T) Hhad #35FHL 15 K -8 (interferon regulatory factor-8 , IRF-8) X MIP-1ad&
IR shid P s, [RIETE FL T BB Y IRF-8 55 U0 . 73K >R PCRELAR , § 14 H K B MIP- 1L (RUR 2 71781, 4 MIP-1a
LIRS 374 A 20586 R BER 5 2 30K pGL3-basic H, 8 MIP- 1ot R 3l 42 4 56 6 Z B A5 Oz (pGL3-MIP- 1a-
FL). % _Ei& pGL3-MIP-1a-FL A HBUZH B A4 3 (19 K BUIRF-8 53 #6345 JFokr (pIRES2-TRF-8 ) H£ 44 Yt HEK-293T 40 /ity , A% 41 it
WHEICER S PE , i 2 TRF-8 XF MIP- Lo PR A SR s/ o RIS, 1 FH AR 15 B 2 PR T30 MIP-10 (K5 3l | IRF-8 4 &
TCIF, Y5 I 34> MIP-1oc K 3 U8 15 R R A JTORL (pGL3-MIP-1a-1~3) o K F 3k MIP-1oE R 12 KR4
TR YD B BEHR S TR R IRF-8 1 2638 Bk 3L Y HEK-293T 4R, TR 2 9 G K BEG Ik, #0201 2 IRF-8 U5 S o0F . &5
B THW PCR B AR FHIESE , 3R pGL3-MIP-1a-FL(~1 400~+94 nt) BRI I, 4% pGL3-MIP-1a-FL Fl pIRES2-IRF-8 3t
5L HEK-293T J5 &I, 1:h 23K IRF-8 A 1 44 il MIP- Loce PR RS 3138 1k o A= W0 0 S 2 B Fnil) 2 30 MIP- Lo R A 35
| IRF-8 45 & TTAE (=1 157~-1 144nt,~740~=734 nt . —683~-670 nt . —365~-359 nt.—249~-236 nt) , H-AEILF 7L 3> MIP-1 okt
B 201U (9 Y 2 R4 BORE , B pGL3-MIP-1a-1(=453~+94 nt) .pGL3-MIP-10-2(=352~+94 nt) Fl pGL3-MIP-10-3(=3~+
94 nt), ¥ pGL3-MIP-1a-FL . pGL3-MIP-1a-1~3 FI pIRES2-IRF-8 £44 4t HEK-293T J&7 & ., pGL3-MIP-1-3 (1) J5 33 1 ik 1%
T pGL3-MIP-1a-FL pGL3-MIP-1a-1 Fil pGL3-MIP-1a-2. #2718 IRF-8 T AE4E 5 76 K B MIP- 1o ke (R S 3 11 -352~—3 nt X3
IRF-8 25570 (-249~-236 nt) [ 518 ARSI AT EE T K BR MIP- 1o K5 3l 74 S U 9O G B A ok, 400 A0 i
25 IRF-8 76 MIP- 13 (R 3 2 7 LW 1T BBZE G oo, W In Seih ot 25 T S6h
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Construction of luciferase reporter plasmids of rat MIP - 1a promoter and initial
identification of IRF-8 binding element
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[Abstract] Objective: To construct luciferase reporter plasmids of full - length and truncated promotors of rat macrophage
inflammatory protein-1a(MIP-1a)gene and detect their activity in HEK-293T cells in response to interferon regulatory factor-8 (IRF-8)
overexpression, screening the possible binding elements for IRF-8. Methods: Rat MIP-1a promoter was amplified by PCR and cloned
into the luciferase reporter plasmid (pGL3-basic). The recombinant plasmid (pGL3-MIP-1a-FL)and rat IRF-8 overexpression plasmid
(pIRES2-IRF-8)were co-transfected into HEK-293T cells and then the luciferase activity was detected to determine the role of IRF-8
in MIP-la gene transcription. Meanwhile, the potential IRF-8 binding elements within MIP- 1o promoter were predicted by using
bioinformatics software. Based on the predicted results , three luciferase reporter plasmids of truncated MIP-1a gene promotor (pGL3-
MIP-1a-1~3)were constructed. The promoter luciferase reporter plasmids of pGL3-MIP-1a-FL or pGL3-MIP-1a-1~3 and the plasmid
of pIRES2-IRF-8 were co-transfected into HEK-293T cells. Then, the luciferase activity was detected to screen the IRF-8 binding
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elements. Results: It was verified that pGL3-MIP-la-FL (=1 400~+94 nt) plasmid was constructed correctly by PCR analysis and
nucleotide sequencing. The plasmids of pGL3-MIP-1a-FL and pIRES2-IRF-8 were co-transfected into HEK-293T cells, and then the
luciferase activity of MIP-1a gene promotor was markedly increased in response to IRF-8 overexpression. The potential IRF-8 binding
elements (=1 157~ —1 144 nt, —740~ —=734 nt, —683~ =670 nt, —365~-359 nt, and =249 ~ —236 nt) within MIP- 1o promoter were
predicted by using bioinformatics software. Based on the predicted results, we constructed three luciferase reporter plasmids of
truncated MIP-1a gene promotor, namely pGL3-MIP-1a-1(-453 ~ +94 nt) , pGL3-MIP-1-2 (=352 ~ +94 nt)and pGL3-MIP-1a-3(-3
~ 494 nt). The plasmids of pGL3-MIP-1a-FL or pGL3-MIP-1a-1~3 and pIRES2-IRF-8 were co-transfected into HEK-293T cells, and
the result displayed that the activity of pGL3-MIP-1a-3 was much lower than that in pGL3-MIP-1a-FL, pGL3-MIP-1a-1 and pGL3-MIP
-1a-2, indicating that the region of rat MIP-1a promoter (-352 ~ -3 nt) might contain an IRF-8 binding element (249 ~ —236 nt).

Conclusion: The rat full-length and truncated rat MIP-1a promotor luciferase reporter plasmids were constructed successfully , and the

possible IRF-8 binding element was found , which could be beneficial to further studies.

[Key words| macrophage inflammatory protein-1a(MIP1-at) ;interferon regulatory factor-8 (IRF-8) ; promoter

NFE RN P A (mesangial proliferative glo-
merulonephritis, MsPGN ) J2 — 1 582 #H 5 i) 5 JIE 92
I, R A2 5 DR T G 1911 40961 . MisP-
GN 1) 3= B B AR £k 2 B /NEK &R 40 Y (glomerular
mesangial cells, GMCs) 51 B A= K 2o AL i (extra-
cellular matrix, ECM )isf 73 , e 285 [ 2 B /INER £ 4
AL, {HIE MsPGN s R EUmpL 240

KB Thy-1 ¥ 48 (Thy-IN) S22 A —FRBFFEA
25 MsPGN AR 25 R BRI Thy- 1 405
BB  IZPTIARRE S GMCs E Y Thy-1 PLIR4s &, 4k
TS AMASS SR AE S . EHT, #MA C5b-9 5 5
J2 Thy- 1IN BB PEAAE 0 1) S SR8 Sl )5, i A2
I FR AR B R AR (M) =E L 5 B i e R %
DI RMASS R AR A T 53 SR v A 2 (lytic ) I
E I f# L (sublytic) AP, Lytic C5b-9 R s 41 if
ZEALIEIR , 1M sublytic C5b-9 W REFIMAFE AN , IF )i 22
PN ERER Il T ARGE 2 L S N 7 s 1 13 A
— LB RAE BB T, 5 IR SR RN, A PREZH
HIHA A WF 52 & BEL, Thy- IN K BUE 44 (RN F1 5z
sublytic C5b-9 B AY K Bl GMCs (PR SM) H 2 g
R M H - la (macrophage inflammatory protein- lat,
MIP-1a) Bl C-C K jiG#a Ak F F Bt 44 3 (chemokine C-C
motif ligand 3, CCL3) iR FIH . $2/R sub-
lytic C5b-91E ¥ iy Ja sl i, R GMCs P2 A B
I 2411 A A1 R MIP- 1o, I 48 55 B g 4 i, 2 i 2
TR RAIES

N T RV MIP- 10 E ] (5 SRR, A
DRBURT I Y S99 M A8 T Thy- IN KBS 2H28UR1 32
sublytic C5b-9 JIJ I K FL GMCs L8 FRak 1y 5f
+, L HE X E P75 A+ (interferon regulato-
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vy factors, IRFs) IR AY O il A b 4T T4 A o X He
KIN,IRF-8 [ FIRAER N AN B3 B, H AR
W T MIP-1a, TRF-8 WRRAE TR IR TFIFHI4E &
[ (ICSBP) , J& IRFs P E B 51, H IR e v 7E N
16q24.1, 4ifiB X A 1 281 bp, 25 4 i i1 426 & LR
R, B & PLIRF-8 nl 1 4 35 ik A A
WEAEAT R AR AR RIS AR W], IRF-8 g fie
PERRANH A R — A L R B AR JORE SN . 5]
n,A2EHEH  IRF-8 1] 5 PU. 1A A F (NF)-«B 4%
B , RN H DNA 454 45K (DN A-bind-
ing domain, DBD) 5 DNA (45 & HE 1 A E M2 ity
A Rantes JE R 9555, Nardi 52948 HIE | IRF-8 AT
IR B4 CCL6 A1 CCLY REA ik , I #n il
BEYLIERE LR BCR-ABLZ S A4/NEL B 4 A L%

AR A BFIE L 2AE 52, 78 K B GMCs i
FIRIRF-8 A _F i MIP- 1ok Y2635, A e I 2k
TN ARAE 78 K B MIP- 1o 3 F X 5 24~ IRF-8
58 I00F, B0, A 5 sublytic C5b-9 REFT I i
IRF-8 B35 3 K L GMCs Hh MIP- 1ot H % 5%, H R
WIS AE . SE T, ARSI A T K B MIP- 1ot A
Ja 87 (A KA (2586 R B A ok, 5K R
IRF-8 i 635 Jioky du % YL HEK-293T 41 il , B 5% IRF -
8 X MIP- 1ot K )i Bl 0 , [RIEHi 8 TRF -8 75 MIP-
TR 3 F LT BE A28 A X3k, A E— 25 k5
IRF-8 Jfi 8l MIP- 1ok [ % SR AE sublytic C5b-915 5K
B Thy- 1N 7% Hh Bk A VR B B

1 #RF7TE

1.1 A
HEK-293T 4}l Ity § 3¢ ] ATCC. pGL3-basic
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pRL-SV40 5 2R B AU 45 24 SR LA XA R
i1 455 S DR A 50 6 £ 1 1 52 [ Promega 23 T o
IRF-8 1 F 35 JFkE (pIRES2-TRF-8) [ A4S 5236 %5 Hij 31
P, A2V ZH DNA $2 5G] & i b KR AR
L HARA RS 7] $24E . Phanta® Max Super-Fidelity
DNA Polymerase F R 50 i MEE AR I RH A BRAA 7l 4
it BRIV VIEE Kpn T Xho T F1T4 DNA % $£i
I H H s TaKaRa A H) o
12 7k
12.1 314kt

% i NCBI, 3% 2% GenBank %% 4% & 1 119 K K&,
MIP-1a DNA %1 (NC_005109.4) , | Ff] Primer 5.0
Al B 1 X MIP-1o B 3 F 1K (~1 400
~ +94 nt) 5|9, SR )5 % FH GenePlan 1 JASPAR #X

AR50 MIP-10 58 5 5 3l X 380 IRF-8 2545 Je ', Jf
HR 4 000 25 S5 | 3G G o & B0 B
A E TSI PIEE, 2 3 A Kpn 1 Xho 1 Y] 70
HFHI (R,
122 KAMIP-1akk B &3 F 53] (A K F B 42 )
O E e

LI R R IE R 4H DNA A5, v i Phanta® Max
Super-Fidelity DNA Polymerase , #17 PCR J< 1 , ¥ 1%
KEMIP-1a 5 G 82K AR T . 5197
LR 1, Hrp R RIZ 3 03K Kpn 1 Xho | B§Y)IT
F, GG .CCCARRMY PEMIL . PCRY AT
95 CHIALEM: 3 min; 95 °C 155,63.3 C 155,72 °C 60 s,
PEER 30 K5 572 CHeJa HEAH S min, §7 3 =4 2230
NEWHEE I F Uk e EA T H e liAb

x1 FEBAXBRMIP-1oEE B3 F (£ KMNEE) 054771
Table 1 The primers for rat MIP-1a gene full-length and truncated promoter

R 51975 (DAL

AN Ji#:5'-GGGGTACCACGCAAGCATTCGCATAC-3 ~1400 ~ +94 nt
T i#:5'-CCGCTCGAGCAAGGGCAGCGGTGGA-3

150 EJi#:5'-GGGGTACCAGCCCCTCCTGGTGGTG-3 -453 ~ +94 nt
Ti#:5'-CCGCTCGAGCAAGGGCAGCGGTGGA-3

25 EJi#:5'-GGGGTACCTGGCAAGGAACGGGGTT-3 -352 ~ +94 nt
Ti#:5'-CCGCTCGAGCAAGGGCAGCGGTGGA-3

35 Ji#:5'-GGGGTACCACAAGAGGCAGCGAGTAC-3’ -3 ~+94 nt

T :5'-CCGCTCCGAGCAAGGGCAGCGGTGGA-3'

123 KAMIP-1a kB B3 F (&Ko 4z) KL
FERIRE RS R

4 pGL3-basic Fll_LIARA[E PCR =4 H Kpn 1 Fl
Xho 1 AT XUEY) , iz RIS el Ak e e i) pGL3-
basic FF V] )5 19 PCR 724 , FR7E T4 DNA iE i 1Y
VEHT 43 0MA T 332 v (16 Cad ) , W& 4% 7= %
HIRAZ S A0 DHS o, IR ER AT T3 Amp HTPE LB
Me [, 37 CHEFE12 h )5, PR V& 3570 T 3 mL 7
Amp HLPERY LB 72, 37 CHEFR I . B 5+
JE B (1 L) B3RS 970 5 47 PCR Y3, 1
T 26 2% B i W RE S LUK S | 2 1 PH M v R
|ig AR ESE ST 9 =W % I AU AN g k|
44 0 pGL3-MIP-1a-FL(4 1) . pGL3-MIP-1a-1(1
S (pGL3-MIP-1a-2(2 Z 5 ) Ml pGL3-MIP-1
335 .
1.2.4  F48 Fi4idtd HEK-293T %m fie,

W HEK - 293T 4t fd 42 Fh T~ 24 FLA H (1% 10° 4~/
fL) E IR, T A M Rl B SR 3] 70% 15, F Lipo-

fectamine 2000 %% 441K pIRES2-IRF-8 . pRL-SV40
53915 MIP- 1ok PR 8l 7 5z (pGL3-MIP-1a-FL.,
pGL3-MIP-1a-1.pGL3-MIP-1-2 8, pGL3-MIP-10-3)
L YL HEK-293T 4fififd . 1 pRL-SV40 15y e
RNZ I, S8 A I % Gy pGL3 28 2 FUkE (pGL3-
basic)VE A X] IR
125 AR FTEEEGN T

kL Gy HEK-293T 4 it 48 h Ji5 , Wie 4 24 it 4
it 40 FH L5 't 2R 41 1 i A1 G 03 551 65 4 S sz
MIP- 1o A IS 23R 3K BORL K& N 2 B8 BRI 21
TR BRI LR U . o, Hig 3k
B 22 K ML ' 2 T 1 (M1)/P) 2 8 pRL-SV40
JECRE R B D Y R TG (M2) , B R e 6 0 s i)
FEXT DR BHE M (RLU) o
1.3 “%itFriE

TE R AR bR 2 (v + 5) B, R H
SPSS 19.0 84 1#E47 77 2253 171 Fl Bonfferoni 3447 W4
WHE, P < 0.05 hESFAEGZITAE L.
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2.1 KAMIP-1ak B & 3 F 3% X FBAR S R4 6d
ML %R

PCRY KR MIP-103& H 5 8 F 4K (-1 400 ~
+94 nt) J5 , B HAG A pGL3-basic Tk H . 5241 JF0kr
AR S VR A T LB P-4, T PCR i Hh BH P 5 b
J (B D) 3628 /1 o WP 25 3 e 7 HL 7 9 A
A IEH . KR MIP-1a3E K sh 72K
PEGER WA OB L D 8 2 (i 44 4 pGL3-MIP-
la-FL),

2 000 bp

1 000 bp
750 bp

500 bp

250 bp
100 bp

M : marker; FL: pGL3-MIP-1a-FL JFOR # PCR 3147747
El1 IERETEEERL K

Figure 1 Agarose gel electrophoresis

22 IRF-8it ki sk T XA MIP-1a 2k B B 3 F 4
¥R Hh

¥ pGL3-basic, pGL3-MIP-1a-FL, pRL-SV40,
pIRES2  pIRES2-IRF-8 17 A [l 4 & 7% Y« HEK-293T
YL, 5% Y J5 48 h 2L A I A T XU R Tl A 2
PRUR I 25 2R @R, L% Y pGL3-MIP- la-FL Al
pIRES2-IRF-8 [ 4il ifd , JL RLU {H & 3 = F A2
(K2), #&/1 IRF-8 i FRINFEUE (L 7 MIP- 1L A 1Y)
sk,
23 KAMIP-1a ik FH & 3hF (&8 42) 5% b Z iR
Y R ALk
23.1 KAMIP-1ak B & 3 T B Al & o9 # 2

Sy itE— 2 5% MIP-103E K 5 31 X IRF-8 7] B
M5 G o AR B2 3 GenePlan Fl JAS-
PAR #E47 T IRF-8 &5 &0/ py B . 45 R, 78
MIP- 1o & R A 2 X B3 5 54~ 7T BEAY IRF-8 2%
Goolh, BARA B AR 2, Pt 73RS LY
Bl MIP- Lo Bt 5 5 3l 25 U7 41, 51 W07 91 L 3R
Lo Y34 MIP- 1o BE K 5 2+ 3 AU A B 43 51
4547 bp(=453 ~ +94 nt) ,446 bp(-352 ~ +94 nt) Fl
97 bp(=3 ~+94 nt ),

oL 1 [

L 2 S B
SO\ RN
° Q&% Q ?&%
D D
pGL3-basic pGL3-MIP-1a-FL

A5 5 Y 21 HEK-293T 4i Mt P 2O R FHEVE (n=3) o 15 HiAth
FEYALILEE, P < 0.01,
B2 IRF-83FFARMIP-leEEEFHFEKEENFIT
Figure 2 The effect of IRF-8 on the activity of rat MIP-1a
gene promoter (full-length)

%2 GenePlan #1 JASPAR Fill 9 X FR MIP- 1 E /3 3
FXIRF-8&E&TTH
Table 2 IRF-8 binding elements within rat MIP- 1o gene
promoter predicted by GenePlan and JASPAR

TR ) IRF-8 45 & T 14 (VA
1 ~1157 ~ -1 144 nt
2 ~740 ~ ~734 nt
3 -683 ~ —670 nt
4 -365 ~ —359 nt
5 —249 ~ —236 nt

232 KEAMIP-lak B B30 -F (#42) 3% b F Bk
LR RS LR

AR A U O B il R R A A Tk [ A
K, P PCR 2@ 45 5 & 3 B, B B 7 BER/ N
FHMI A o DNA T 45 5 TR 5 R 4 AT 51 Keddi A J7
X IEG . 220K B MIP- 138 I8 S 3 7 99O
Z R TR ED pGL3-MIP-1a-1( =453 ~ +94 nt) |
pGL3-MIP-1a-2 (=352 ~ +94 nt) fll pGL3-MIP-1ct-3
(=3 ~ +94 nt) AP BT , W] TR 29T
2.4 IRF-8id & A 3¢ F X A MIP-1a K B & 3 -F &4
FEEN TR

4 MIP-1a3E K 872+ (pGL3-MIP-1a-FL)
SRS D R B 5 TR (pGL3-MIP-1a-1~3) 41
S5 pIRES2-1RF-8 it fv A 4% Yt HEK-293T 4ii ffy , £5:
M H D CE WG . & 47T LA 3, 75 4 pGL3-
MIP-1a-3 JFORLZH LAY RLU {5 %4 % pGL3-MIP-1a-
FL.pGL3-MIP-1a-1,.pGL3-MIP-1a-2 FURLZHAH 1, H
RLU {8 ZF#AK . $E/R7E MIP- 1o 3t R 5 31 |,
IRF-8 (45 & JuF AT REAFAE T =352 ~ =3 nt XL, 171
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M 3

2 000 bp 2 000 bp 2 000 bp
1000 bp 1 000 bp 1 000 bp
750 bp 750 bp 750 bp
500 bp 500 bp 500 bp
250 bp 250 bp 250 bp
100 bp 100 bp 100 bp

H PCR 14747 (M : marker; 1: pGL3-MIP-1a-1 Bk ; 2 : pGL3
-MIP-1-2 J50H7 ;3 : pGL3-MIP-1-3 R ) .
3 BEERAREBIREFRAERPCREE
Figure 3 PCR indentification of different truncated lucif-

erase reporter plasmids

B3RS A AR AR RS B BT Y TRF-8 45 5 01
(-249 ~ -236 nt,5'-TCATAAGAGAAACT-3").,

15+

0 ﬂﬂﬁ

T T
e A N o o
G@,\w " \<g~\°‘ . R ﬁ\\?'\ 3“\\?‘\
N g Nl Vo
Q(,» © & &

RLUH

pRL-SV40+pIRES2-TRF-8

o 25 % Y 4 HEK-293T 20t Fh o G R BG4 (n=3) o 5 pGL3
-MIP-1a-FL .pGL3-MIP-1a-1,pGL3-MIP-1a-2 41 LA, 'P < 0.01,
E4 IRF-831F KR MIP-1oEEE 3 FEEEE RN
Figure 4 The effects of IRF-8 on the activity of different

truncated rat MIP-1« promoter
RIS

KR Thy- 1IN EEAR LT AZE MsPGN,, (K1t
LA — E WU T A2 MsPGN RS2 0F 58 . KR
Thy- 1N 528 HA RMAAREPE | o HJE sublytic C5b-9
AT, AT AT O 487K , K Thy-
IN 5L, B /NER A sublytic C5b-9 JTAR, HAEA M
SRAEIEHIE 5, ZE Thy- 1N %& 95 51 A4 0 sub-
Iytic C5b-9 Hll# GMCs J5 RS HE N’ 5% H - IRF-8 il
MbANHEFATL H T MIP-1a 3k R ik . E— 25T
R IRF-8 AT 1F [\ 45 K B GMCs HY MIP- 1o A 1Y
Fik, OHFHEWIE, IRF-8 A L1454 ] Rantes
CCL6 .CCLY 45 A b FHEH 1 Ja sh 1 I, e i i g

S B st AR A B 2R A T R4 7 KRR
MIP-1o0J5 8 F X & A 24 IRF-8 (W45 &Il #Ik
ATHED , 76 K B Thy- 1N (8 & 95 1, sublytic C5b-9 il
B GMCs i , A fE 2 2033 IRF-8 HAEMEFH T MIP- 1
FE DR Bl DXIRE TR0 MIP-1 o R 55

J T WS IRF-8 it U MIP-1ace PR ST,
ARSI T KRB MIP-1adE B 3 T2 KOt %
fifi $% 45 J5ORL (pGL3-MIP-1a-FL) o ¥ pGL3-basic .
pGL3-MIP-1a-FL.pRL-SV40 . pIRES2 . pIRES2-IRF-8
FFATRI A 55 e HEK-293T 41 S, 4R Jim A6 0 4% 2H 40
W5 CZE BRE ME , FH  A B R Y pRL-SV40
FBRifE NS B, DH R YRR 52 . 455 &
L, pGL3-MIP-1a-FL 5 pIRES2-IRF-8 JL44 4L )5 ,
HAS R BTG M = T HAD L e 4 . $27R IRF-8
VE A% S IR T RE RS I B K R MITP- 103k IR 5% 533X
AR i S0 K BRAY “TREF-8 i e ah {0k kK
5L GMCs H MIP-1o R 3RG8 7 By SE S0 45 R 2 — 20

J T E K BUIRF-8 5 MIP- 1o K 5 3 T 4%
A e, el i GenePlan A1 JASPAR #/4 #ii & PR
TR MIP-1akE H G 8 F IXAAFE 5 S AT g Y IRF-8
G TTME IR R T EE T 34 MIP-1a L K5 3
F () 2O R g 4l 45 Bk, B pGL3-MIP-1a-1,
pGL3-MIP-1a-2 Fll pGL3-MIP-1a-3, Bl J5 K pGL3-
MIP-1a-FL, pGL3-MIP-1a -1, pGL3-MIP-1c-2 Fll
pGL3-MIP-1a-3 4355 pIRES2-IRF-8 H:4% Y HEK-
203T 4L, P 2 A2 A N D R TG PR . 45
FH], pGL3-MIP-1a-3 B 3 PG P B AT pGL3-
MIP-1a-FL,pGL3-MIP-1a-1 H1 pGL3-MIP-1a-2, #2
7R pGL3-MIP-1-3 55 pGL3-MIP-1a-2 At , AT fiE#E 25
T INAEMAIRF-8 45 G oo, midkds Lt EwfE A
SERA TR (A 25 SR 1A Xk (=352 ~ =3 nt) N A7
FE LTI BERY IRF-8 £5 A TG4 (HP-249 ~ —236 nt, 5'-
TCATAAGAGAAACT-3") . Aib, BAKAY &5 & ook
N FLDREATY A 15 T 4 A 5 4 8 UL UE (chromatin im-
munoprecipitation , ChIP) FNZEAR S0 A TR IE

25 LR ARSI A TR B MIP- 1 [
Jash+ (21K) 2R Mt FUkL, JF7F HEK-293T
Y1 i P IE S I 23K TRF-8 Al 42 E MIP-1a & K i 3l
5 R B, AR AR AR B A B R Y IRF-8 25 65
T BT IR EE T AN R B MIP- 1o R 31
B DO E R MRS ok, I HEK-293T 41 46
T i FRIE IRF-8 X6 IR AN A 5 3l X Sk s R H
WL TR RE A & oot X A R i — D
sublytic C5b-9 B L GMCs 71 MIP- 103 R 655 K
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