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Triptolide-induced Transrepression of IL-8 NF-4B in Lung Epithelial Cells

Young Koo Jee, MD., Yoon Seup Kim, M.D., Se Young Yun, MD,,

Yong Ho Kim, M.D., Eun-Kyoung Choi, M.D., Jae Seuk Park, M.D.,

Keu-youl Kim, M.D., Gi Nam Chea', B.A. Sahng June Kwak', M.D.,
and Kye Young Lee, M.D.

Division of Pulmonary Medicine and Depeartment of Biochemistry,
Dankook University Medical Center, Chonan, Korea

Background ; NF-«B is the most important transcriptional factor in IL-8 gene expression. Triptolide is a new
compound that recently has been shown to inhibit NF-«B activation. The purpose of this study is to investigate
how triptolide inhibits NF-xB-dependent IL-8 gene transcription in lung epithelial cells and to pilot the potential
for the clinical application of triptolide in inflammatory lung diseases.

Methods : A549 cells were used and triptolide was provided from Pharmagenesis Company (Palo Alto, CA).
In order to examine NF-xB-dependent IL-8 transcriptional activity, we established stable A549 IL-8-NF-¢B-
luc. cells and performed luciferase assays. [[.-8 gene expression was measured by RT-PCR and ELISA. A

Western blot was done for the study of IxBe degradation and an electromobility shift assay was done to ana-
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lyze NF-«B DNA binding. p65 specific transactivation was analyzed by a cotransfection study using a Gal4-
p65 fusion protein expression system. To investigate the involvement of transcriptional coactivators, we
perfomed a transfection study with CBP and SRC-1 expression vectors.

Results : We observed that triptolide significantly suppresses NF-¢B-dependent IL-8 transcriptional activity
induced by IL-18 and PMA. RT-PCR showed that triptolide represses both IL-18 and PMA-induced IL-8
mRNA expression and ELISA confirmed this triptolide-mediated IL-8 suppression at the protein level. However,
triptolide did not affect I¢¥Be degradation and NF-4#B DNA binding. In a p65-specific transactivation study,
triptolide significantly suppressed Gald-p65TA1 and Gal4-p65TA2 activity suggesting that triptolide inhibits
NF-¢B activation by inhibiting p65 transactivation. However, this triptolide-mediated inhibition of p65
transactivation was not rescued by the overexpression of CBP or SRC-1, thereby excluding the role of tran-
scriptional coactivators.

Conclusions : Triptolide is a new compound that inhibits NF —4B-dependent IL-8 transcriptional activation by
inhibiting p65 transactivation, but not by an IxBe-dependent mechanism. This suggests that triptolide may
have a therapeutic potential for inflammatory lung diseases. ( Tuberculosis and Respiratory Diseases 2001, 50 : 52

-66)
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T2 F79 @FdAM AMash= 482 Triptery-
gium Wilfordii Hook(#%3, thunder god vine,
seven-step vine) 2 F3o|A o7 MEE Bulela
WA, FF2, WY Gy Fo) WA, 99
27] €9 59 934 A olgHol oW A&
olt}y. HHZ olgEE= AL F= Hajoln Yo}
%, AE L 5A4o] Fele] Bgapd A = Uk
I gtk efAlZ ARSEE= BadlA]  chloroform/
methanol2 &% B4 F T2 2k= EdL 9dYy
A715E 7ML '~ o] T2E Ue o4 A
gt E7o] diterpenoids triepoxide, Z triptolideo]
. wakA] o] triptolide YA AH A7) 50] Yuin
3}, triptolide2] 247142 NF-xkBe] &4 A)A)
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& Fch 4 IL-8 mRNAS} vhiido] WL kg
Aol e pImElR| Wt 3 AAe] WhAE w9 A&
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B7l 7} o & 98 3 287 i) )
BAHY T2 AFUE 7o) NF-4B2] 4|7} 1}
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A ZAA] NF-¢B 9J&4 IL-8 Alo|EFRRI -1}
o] AR E dAlske A& #lsla triptolided]
2|3 NF-«B #1714 ¥8) Bux sjac.
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1. MIZESF 3 Alef

A549(type II pneumocyte) AlEFE RPMI 1640
(supplemented with 10% fetal calf serum, 2 mM
L-glutamine, 100 U/ml penicillin and 100 U/ml
streptomycin) Hj¥H& o]gsle] 37C, 5% CO;
incubatoro|A] wi<ksldtt. Phorbol 12-myristate
13-acetate(PMA)¥ SigmaA}(St Louise, USA),
IL-18% R&DAH Minneapolise, USA) ol A 93}
9o triptolider= 7% PharmagenesisAl24-E]
A-ggh.

2. Ezl=0|c (plasmid) W FHA F¢

NF-«B o}&4 IL-8 f4xte] HARYE Hrtep)
%3} IL-8-NF-4B luciferase report gene con-
structE o]83} luciferase reporter gene assay
Z 3ot IL-8-NF-«B luciferase report gene
constructE 7¥eks] Awshd, 3 3] primers
(sense : 5" - ATGTCTCGAGAATTCGTACCCA-
GGCATTAT TTTATC-3, antisense . 5'-TTGT-
CCTAGAAGCTTGTGTGCTCTGCTGTC -3'; %
%7 BHo] zt7t Xhol# Hind Il HeH5-9]) 9} A4
o] ME LA &% DNA 1uge o]&se] IL-8
A2k (IL-8 HAF A1 5918 71822 -1481 to
+44) Aol FFEAAMNE I ES A& F ol
luciferase 2 WE] (vector)¢l pCLN15deltaCX
9] Xhol-Hindll A2 2 subcloningsle] 4+e]
3|4l IL-8-NF-4B luciferase reporter gene con-
struct 2 J-=% ZHo|t}.

ol oz IL-8-NF-«B luciferase f4dxE &
3= Ab49 A ¥F(A549 IL8-«B-luc) & =3}
7] Y3l fdlAd 9538 IL-8-NF-«B luciferase
reporter gene construct® Lipofectamine-plus
(Gibco-BRL, Gaithersburg, MD)& ©¢]§3}o]

oo

Jpe

A549 HAAUAH LT fHx FUE AlBT F
G418 400pg/ml ‘sE3pl A A8 vl st et

NF-xB p659] transactivation 97 $Js|A=
p65 Eo0]7 AAEAL v sl= Gald-p65 fusion
protein expression vectorZ ©o]&3}%c}t. & Gald,
Gal4-p65TA1, Gal4-p65TA2 L& WElel 5x
Gald-luciferase reporter gene construct (Gald 2
7907} 53] wEEY Q3 luciferase Aot 2
Yol e & olgs

A 8% g4 (transcriptional coactivator)
¢1 CREB-binding protein(CBP) ¢} steroid recep-
tor coactivator-1(SRC-1) 2& #e=(Z2z} pRe
/RSV-mCBP, pcDNA3-hSRC-1A) & Al stal
ol & WALZFE AFHirt. o]&& Gal4, Gald-
p65TA1, Gald-p65TA2 L& vectorgd}t ¢
A AP sl oF BARERAAATL
triptolided)] ¢]3+ NF-4B p652] transrepressionof]
shake Qg Brlest.

3. Luciferase assay

dF MEFE AEAIg wet 24 well B EE710l
B g & gahzl Aldel] vl & AlABIAAL phos-
phate buffered saline(PBS)Z 13] M#Hg ¥ 0.1
mle] g8 ek (lysis buffer) (0.1 M HEPES, pH
7.6, 1% Triton-X, 1 mM DTT and 2 mM
EDTA) & A4 #7lsle] 88 & 4CoA 1083
14,000 rpmo.2 A Ralsle] A EPRe Aot
PMA(20 ng/ml)$} IL-18 (1 ng/ml) & A=3hk=
AL-dlE 6412t A= F A g 58sl% ). Brad-
ford assay(Bio-Rad laboratories, Hercules, CA)
£ olgdle] s E 4% § 20pge] BE S
luciferase assay mix [25 mM glycylglycine, 15
mM MgSO,, 1 mg/ml bovine serum albumin
(BSA), 5 mM ATP and 1 mM D-luciferin
(Pharmingen International) o] #7}8t & TD-20

/20 Luminometer(Turner Design, Sunnyvale,

— 54 —
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CA)Z luminescence® Z743l¥c}. 4 H¥& 43
RrEsle] 2aE BAsio

4. ELISA

AB49 AEFAH PMA (20 ng/ml) 2 IL-139
93} 1.-82] BHlA 5ol triptolide’} w)X]= Jd+&
Brkel7] sl Al e kdeA] OptEIA™ Human
IL-8 ELISA Kit (Pharmingen, San Diego)£& o]
&3] IL-89] wx& F3ssich. PMA (20 ng/
ml) 9 IL-18 (1 ng/ml) 4= 5 6417t Fof| AE
v ofelg [L-8 ©EEH 7} £ welld] 100 1¢
A ogn 2A2F ghgAIRY o] A& YA (detection
antibody, biotinylated anti-human IL-8 mono-
clonal antibody)Z& 100 pf % g1 1A 7HEQH ¥H8-
AlZe}r. #AakseEA (hydrogen peroxide)$b 2HAlA)
(TMB, tetramethybenzidine)& {31 1M phos-
phoric acid 2 ¥&-& FTAI7! § 450 nmol A {3
£8 2490 Ao sE IL-88 s4ele] 2
A% BETAAE o83 IL-89] A F=E AN
BT

5. HHAL-SEEL S (RT-PCR) :

A549M oA IL-18 =29 9)8F IL-8 mRNA
ZAAle] triptolider}t v1X|= F&E Hrietr] 98 o
AA-SFEAAANEE Aldsidnh. Asa Al
60 mm “gAr1e) A& AAE F Trizol(Gibeco
BRL, Gaithersburg)& #713}%it}t. ©|& eppen-
dorf tubed] &71 % chlorform& @3 ek &35t
= 2-38 o] 4°C 13,000 rpmolA YA R 34
. 2A28A RNA7E 2389 J3dL AL H
isopropyl alcohol& 21 dLolA 1087 whg-A}7
3 4°C 13,000 rpmol|A] AR s & AFAS Al
A3l RNAE F239t}. 5249 RNA9 FE&
£33 (0D 260/280°04 &3%= =4, Beck-
man, CA)E o] &3} &8}, 2 o] RNAE

oligo(dT)o] 37}sld 65°Colr 587 AIhHE
(annealing)~1Z] % First strand buffer, 0.1 M
DTT, 2.5 mM dNTP, RNAase inhibitor, reverse
transcriptase(RT) & T #7138l 42°CAA 14]
7t ¥kg-A1A cDNAE 4},

¢DNA+ 10xPCR buffer {500 mM KCl, 100
mM Tris-HCI (pH 8.3), 15 mM MgCl,], 2.5 nM
dNTP, Taq DNA polymerase (TaKaRa TaqTM,
TaKaRa, Shiga, Japan)e] ¥hg-oioj|a] ZE5|9c},
DNA thermal cycler (Gene Amp PCR system
9600, Perkin Elmer)olA 94°C 1¥-(denatura-
tion), 55°C 1¥-(annealing), Z18]a 72C 1%
(extension) ©.2 25 cycle ¥rE3igtt. PCR W&
%o 1.5% agrose gell electrophoresis 31911, 5
acting & oz Ayl BAHUY. AHEF
oligonucleotide= F& A2} (Bioneer, & )

g o F7)14<d (base sequence)-2 ol e} 2},

fB-actin sense | 5-GTGGGGCGCCCCAGGCA-
CCA-3

Bactin antisense ; 5-CTCCTTA\ATGTCAC-
GCACGATTTC-3

IL-8 sense ; 5 -TTGGCAGCCTTCCTGATT-3'

[L.-8 antisense ; 5'-AACTTCTCCACAACCC-
TCTG-3

6. Western blot #44

A549 AEFoA IL-189 9% 1kBa®] ¥l
triptolide”} vlx& L #7317 Y3 Western
blotting2 Al&3ldct. 4 MEFE 5709 60 mm
A (dish)ollAl 80-90% 2] confluency’t HEE
kst 3 IL-18 1 ng/ml %2 Zvz 0, 10, 30,
60, 1208 A3 & trypsin/EDTA R 83} &
3 (lysis) 89 (1% SDS, 1mM sodium vana-
date, 10 mM Tris-HCI pH 7.4)°o.2 AN ¥L3]2
(whole cell lysate) & E53 5 587 4°C 14,000
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rpmo| A A Ele TEFES dth. Brad-
ford assay2 THlFET=E FAslu 3837 71gsle
WAl (denaturation)A]71 & SDS-PAGE(12%
gel)® A719%8kd nitrocellulosed] o]A3tH o}
Blot-& xpdekE9) (blocking buffer, 4% milk, 1%
BSA, 10 mM Tris-HCI pH 7.5, 100 mM Na(Cl, 0.
1% Tween 20)9A 1A]ZF 8<% (incubation) A|Z]
% rabbit polyclonal IxBe &} (Santa Cruz bio-
technology, Santa Cruz, CA)YE 4% milk, 1%
BSA, 10 mM Tris-HCI pH 7.5, 100mM Na(l, 0.1
% Tween 20 & X538 4% milk £ 1:
1000 gAated 1AIZFESE A0 A uiYFaldtt. 10
¥ 33] Al&3%l % horseradish peroxidase conju-
gated anti-rabbit IgG7} 1 : 500002 &XH 2
SzHoz 231 FA WS 1412 AZ F H4A] 33
M)A star] ECL(Amersham, Arlington Heights,
IL) &3kt

7. Electrophoretic mobility shift assay (EMSA)

Z AEFE 100 mm A (dish)lA 80-90%
confluency® A #lst & (1) FAx], (2) tri-
ptolide (20 ng/ml) 12417t (3) IL-18 (1 ng/
ml) 1417}, (4) triptolideE A% o} IL-18
1A 7to.2 ztzt A R)3 & trypsin/EDTA 2 $8ks)
4t} 100 ¢¢ Buffer A (10 mM HEPES (pH 7.
9), 1.5 mM MgCl,, 10 mM KCl, 0.2% NP-40
with protease inhibitors)& 3713t & 25 gauge
FApFER 5-63] FHAA AE2E aFAZch 4
TollA 1583t 14,000 rpmog YA st} A2
8 pellet-& 49& %, 100 »¢ Buffer C (20 mM
HEPES (pH 7.9), 25% glycerol, 0.42 M NaCl, 1.
5 mM MgCl,, 0.2 mM EDTA plus protease inhibi-
tors) & I3l #ute S| 7|aL 4CollA 30+
2t FA Mgk 4CAA 1583F 14,000 rpm o2
AAI R3] chromating pelletA]# 3F=(nu-

clear extraction) 488 A& & 4CYA Buffer

D (20mM HEPES (pH 7.9), 20% glycerol, 100
mM KCl, 0.2 mM EDTA with 1 mM pheny-
Imethylsulfonyl fluoride (PMSF), 1 mM DTT) =
6A17F FAEA SdHe d53% & Bradford
assay2 =g ZAsNth. EMSAE F&¥
el 75 ugs 1 o] poly(di-dC) : poly(dl-
dC)s} 2.5 pgel(e-*P)-labeled oligonucleotide
probe (1x105 cpm)e] 3 200 o] Z3Fhao
(binding buffer, 256 mM HEPES(pH 7.6), 0.1
mM EDTA, 10% glycerol, 50mM KCI, 0.05 mM
DTT)ell #7teled 4CollAl 3083t ghgA1Zth 0.5
X Tris-Borate EDTA (pH 8.3) &&ZdoA 4%
nondenaturing polyacrylamide gel& 7] %3}
@ d-DNA B3 & #el3 § autoradiography
2 ZAME ¥} Oligonucleotide A24]2} (probe)
+ IgG kappa chain 229} 5 flanking $]¢]
NF-4B  site(5-tcgaGTCGGGGACTTTCCTCT-
GA-3)E AH&3l9T o]d tigh A4X3A strand&
5 2o o] 7l9] 97| overhang& ZH=E 119kslo]
A §uke-(annealing) A171 & (a-%P) dCTP (Ame-
rsham, Arlington Heights, IL) ¢} non-radicactive
dA/T/GTPs, 12]1 Klenow DNA polymerase
(New England Biolabs, Beverly, MA )& o}2-3}]
A zstdtt. Cold competition assayS $Jajre
250 pg(l100x)2] cold oligonucleotide probe&
radio-labeled probe2} ¥hg-A]7]7] 5EA WA gt
SAA

=

1. Triptolideol| o|$t NF-«B S|&4 IL-8 FAlEM
x| &2}

H oA 2ol A PMA<} IL-18 A=l 2|3 NF-«B
o]&A IL-8 fAzte] "Alg/dol tgt triptolide2]
A a2 slelsdly] Y5k triptolide(20 ng/ml)
2 A% £ PMA(20 ng/ml) ¢} IL-18 (1 ng/
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Fig. 1. Inhibition of PMA or IL~14-induced NF-
¥B- dependent IL-8 gene transcriptional
activation by triptolide. A549 IL-8-NF-«
B luciferase cells were pretreated with
or without triptolide (20 ng/ml) for 12
hr and harvested 6 hrs after culture in
the presence of PMA (20 ng/ml) or IL-
18 (1 ng/ml) for analysis of luciferase
activity. Data represent the mean +SD.

ml) 2 A=38l] luciferase assay S ¥+ Z 3} tripto-

lide2 AAAE 2S¢ AHANE A @2 3¢9} o]
T3k luciferase €4o] ¢ 50% AL JAH= 2
32 24ci(Fig. 1). Triptolide ©%202& A9
luciferase B4¥sl7t gisict.

2. PMA % IL-1480f| 2it IL-8 Ajdoll gt By
$=Z0jlAe] triptolide] {x|&a}

H A A A PMAS} IL-1434 €% IL-8 #H|F
7)o i triptolidee] IS Ty 9 tri-
ptolide A2 fFol] wWE AEujgyolre] IL-8
$5& ELISA Wyog ZA30.

IL-89] FE& UZA|EF9 868 pg/mldA
PMA(20 ng/ml)¢} IL-1(1 ng/m)E #=3% &
4853 pg/ml, 3155 pg/ml& Z7}5tH 1, triptolide
(20 ng/ml)& AAAF AEFME 884 pg/ml,
697 pg/ml= A tH(Fig. 2).

E—=1Control
X Triptolide
5000+ e Stimulant
Triptolide + Sti
40004 EEREER Triptolide + Stimulant
— 30004
£
=g
Q- 2000

PMA (20ng/ml)

IL-18 (1ng/mi)

Fig. 2. Suppression of PMA or IL-18-induced
IL-8 production by triptolide. A549 cells
were pretreated with or without tri-
ptolide(20 ng/ml) for 12 hr and har-
vested 6 hrs after culture in the pres-
ence of PMA(20 ng/ml) or IL-18(1 ng
/ml) for ELISA. Data represent the
mean + SD.

3. PMA 49l IL-1530] =it IL-8 FHX HAF Fzof
it triptolideo] iM| &

FAuA £ PMAS} IL-189) 9@ IL-8 f-32
ZAYe] Z7lo] WiEt triptolides] &S B 9
8| triptolide Mx}x]ol] m& AEF=2] IL-8 mRNA
2 JAA-FHasdguo s ARy IL-18
(1 ng/ml) 2 27t 2, 4212 AT A4 F38 IL-
8 mRNA¢] 23 f=7} @28 v Triptolide(20
ng/ml) 2 12412t A& 73¢9 IL-8 mRNAS] &
o] folap Zasich(Fig. 3).

4. 1xBa E#2PHol| triptolide7} o|xi= W&

Triptolide7} HAT A EAA NF-¢B HALE A3}
= 7)1AL vl 988 triptolider} IL-18 (1 ng/
mbel] 213 [kBe] Ealloll F3ke vlA=x] dopn
2} Western blotting 2.2 #21s}1c}. IkBee IL-18
A= F 108 A& = ATkt Alzte] Zd|
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Triptolide

Time (hour) 0 2 4

IL-8

B-actin

~400bp

Fig. 3. Suppression of IL-1A-induced IL-8 mRNA transcription by triptolide. A549 cells were
pretreated with or without triptolide(20 ng/ml) for 12 hr and harvested at 6 hrs after
culture in the presence of IL-18 (1 ng/ml) for RT-PCR.

A. IL-1B (min) 0
IxBa
ERK2

B. Triptolide/IL-1p (min) 0
IxBa .
ERK2

B

10 30 60 120 180

10 30 o

0 120 180

1

Fig. 4. No effect of triptolide on IL-14-induced IkBe degradation. A. A549 cells were treated
without triptolide(20 ng/ml) and harvested 0, 10 min, 30 min, 1 hr, 2 hr, 3 hr after treat-
ment of IL-18 (1 ng/ml) for Western blot analysis with a polyclonal 1¢kBa antibody. B.
The same experiment was done after 12 hr-pretreatment with triptolide (20 ng/ml).

ueh o el e meled ol IkBat
NF-«B @4 3lel elal #Akp=slt f2170)7] i
Itk oleie NF-4B 243} 4] #35% LBao) A
$4¢ NF-4Be) A3 99318 el dsel

g switch-off system 71%o]t}. WA triptolide
+ IL-189) )¢t [«kBae] Raljol] opftal 9 3kg ujx|
A &3l (Fig. 4).
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1 2 3 4 5 &6

PR . Y ¥ W

<— NF-xB

4— Non-specific

<«— Free probe

Fig. 5. No effect of triptolide on IL.-18 mediat-
ed induction of NF-4kB DNA binding.
Nuclear extracts were prepared and
analyzed by electrophoretic mobility
shift assay in A549 cell line with a
radiolabeled IgGx-NF-«B probe. In the
lane 4 and 6, a 100X excess of unla-
beled IgG« oligonucleotide was added 5
min prior to the addition of radiola-
beled probe. Lane 1 ; control, lane 2 ;
triptolide (20ng/ml), lane 3 ; IL-18 (1
ng/ml), lane 4 ; + x100 cold competi-
tion, lane 5 ; triptolide/IL-14 lane 6 ;
4100 % cold competition.

5. IL-15 X0l gt NF-xBe| #olS2 DNA &
ol triptolides} 0|xls H%

Triptolide7} IL-189] 9% NF-¢Be9] #HolF
DNA ZAgd vxes 93 Frish] Hsid
EMSAE A3¥sigch 1 A3 [L-18(1 ng/ml) 1
A7t AZFo g T3 NF-«B Bg47F g2 &

% 4 9191 o™ cold competition© & A= A
2 B 2= 9)9th(Fig. 5). 2181} triptolider IL-148
o] 21§ NF-«B DNA ZAgol sl ol 4&g v
22| gkt '

6. Triptolideof] 2|t p85 transactivation HM|E =z}

o} 4] Azl A triptolider} IL-189] 2%t NF-4B
o}&] IL-8 AAREE ou|dA AAITEE lucifer-
ase assay & £t <13l v NF-«B 8447329
A&l 1kBao] Ha 2 NF-«Be| #o]E3 DNA
Aol obEE FFe wXA ZEe Bl
th. ol triptolider} & HE2E F3ld NF-«B
B4& dAziche 2 AR oo AR EE
%23 & u NF-«Be} DNA 2§ o] Foff 3}
= AR 38 F Jon I vksdeR Mt e
A& NF-«B AA&gq] dolA 7Ht 5838 A&
3= p6569] transactivation 7]%o] QL n|A=
Zolg} 713l triptolide’}l p65 transactivation
o BlXle FFE ZAEICE p65a FolAQd dAt
g4¢ Frish] g8l ange] AARIAR! Gald
2} p65 transactivation domain-@!]‘ fusion Y38
4 5= expression vector®} Galdol| tid HAlg
e @y 4 & 5xGald luciferase vectorE
Al FAHA 3% & luciferaseE Al3sH o).
1 A Gald vectorwt §-&AFY3 AL lucifer-
ase Aol Zyl7} dAF glglert p65 transac-
tivating domaino] A3 Gald-p65TA1 ZF2
Gal4-p65TA2 28 E&t=v| =& 5 X Gald-lucifer-
ase reporter gene® A FHAFYE Foll= 242}
5.7uf2} 500.8ve] ARG FUHE #EE 9
9jt}. ¥ triptolidex o}21%t p65TA1l & TA29]
AAL BHE A3 A2APE AFdE JERf
triptolide”} NF-4BE& Alsk= 717& ahljoA
p659]] ¢]3t transactivationg JAFo 2N o]Fo]
ke AL I THFig. 6).
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1 Gai4 B p65 TA1 B p65 TA2
10~ HEER + Triptolide 10— N+ Triptolide 700-, TN+ Triptolide
= ‘-? 'S 600
2 84 g 8 S
B © © 500+
© ° 9
i @ ()
D [t —
= ‘5 3004
g+ g - E
o o o 200-
2 ] S o.
L 2 E i £ 2 = 100

Fig. 8. Inhibition of p65 transactivation by triptolide. A549 cells were transfected with Gal4,
Gal4-TA1 (p65 TAL) or Gal4-TA2 (p65 TA2) vector and 5X Gald-luciferase vector.
After 48 hr cells were harvested for analysis of luciferase activity.

C1p65 TA1
ST + Triptolide
IR + Triptolide + CBP
o 10+ B + Triptolide + SRC-1
S
T
@©
2 6 ,
©
5 1
El
L,
2 2

Fold luciferase activity

Cp65 TA2
+ Triptolide
MR + Triptolide + CBP
7004 EXXX + Triptolide + SRC-1
600+
5004 T
4004
300
2004
100-
XX

Fig. 7. No recovery of triptolide-mediated inhibition of p65 transactivation by cotransfection
with CBP or SRC-1. CBP and SRC-1 were cotransfected with Gald-TA1 (p65 TAl) or
Gal4-TA2 (p65 TAZ) vector and 5x Gald-luciferase vector after pretreatment of
triptolide. After 48 hr cells were harvested for analysis of luciferase activity.

7. MAIEHS #Md°elxl CBP 9! SRC-17} triptolide
ol 2i$t p65 transactivation (o] D|x[= P&k
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