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ABSTRACT

In the brain, there are several different types of cells, such as neurons,

astrocytes, oligodendrocytes and microglia. We are interested in the roles

and mechanisms of neuron-to-glia interaction in stress responses and

stress-related psychiatric disorders such as depression. In the present study,

we 1investigated cell type-specific effects of glucocorticoid on cellular

function and gene expression in different brain cells. Dexamethasone (DEX,

1 uM), a synthetic glucocorticoid, was treated for 24 hours in HT-22, C6 and

BV-2 cells. DEX treatment significantly reduced both cellular mRNA

expression and extracellular protein release of brain—derived neurotrophic

factor (BDNF) in HT-22 neurons. However, the mRNA expressions of BDNF

and crystallin alpha B were markedly increased in C6 astrocytes.

Lipopolysaccharide (LPS, 200 ng/mD-induced NO release, nuclei

translocation of NF-«B, degradation of IxB, and mRNA expression of TNF

alpha in microglia, a well-known phenomenon presenting proinflammatory

capacity of microglia, was suppressed by DEX treatment. These effects were

reversed by glucocorticoid receptor antagonist RU486 (Mifepristone). Our



results suggest that glucocorticoid might deteriorate neuronal survival and

maintenance of function. Astrocytes and microglia might protect damaged

neurons vulnerable to stress hormone, by providing BDNF to neurons and

anti—neuroinflammatory effect, respectively. Taken together, we postulate

the specific roles and the neuron-—glia interaction of neurons, astrocytes and

microglia in stress responses and stress—related psychiatric disorders such

as depression.

Keywords: stress, glucocorticoid, neurons, astrocytes, microglia, BDNF,

neuron-glia interaction.
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Stress @ stressful event Y} stressor o] W3l 7)Ao Hvk-g&o g Eo|A 9]

WA, Aeiets @ @Eue] Wat waEe Ao goHa gt (Selye,

1936). webA stress & BHo 9] SHOA olsjsty] HsiM = AFE,

Fohd aa2 39 AUA Alel g oldlsh qie] AR AT weh

AR AEH, QAL 2Edz AWsE 57

(sympathetic nervous system)7} 2t& %™ o] FAl4=Zo| A epinephrine =

Hl&tar,  o]ojx  AJAEHE  (hypothalamus)->8t=#] (pituitary gland)-

Hm

AlT]d  (adrenal gland)®] HPA WEHFS Es5t9 Falu oA

Aa

4m

glucocorticoid hormone *H|7} Z%I% o] epinephrine ¥} glucocorticoid

hormone o &3t 214 ~Eg 2 dbgo] YeERAT) (Plotsky et al., 1998).

AAe] 2EYA whg2 fEE gl diste] QA A

(homeostasis)& fA3t7] flate] LA} A &Holan A7t Hedd A5
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HT-22, C6, BV-2 cell o|4¢ DEX A& E3 ~Egx $25 w29 vl
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1. Al EujoF

AZAAE (neuron), AAAAME (astrocyte), H]AAZA DM E (microglia)=

10%(v/v) fetal bovine serum (Gibco, Grand Island, NY, 16000-044)2} 1%

penicillin streptomycin®] ¥-f-% Dulecco’s modified Eagle medium (DMEM,

Gibco, Grand Island, NY) ®X|E& A}&3}e] 37C, 5% CO, d27]A

kel o™, BV2 microgliazs "id AW R HT22 neuronsd® C6

astrocytest 29 sHHA Al 38T}

2. Nitric Oxide =3 H

Nitric Oxide <] AA W HAWEAQ nitrite (NOy,)E HEHo=
S o =M Nitric Oxide ¥= F5Askth. =, sulfanilamide 7} nitrite €}
HeS Al Ha,  of7]el  thA]  N-[1-naphthyl]-ethylenediamine
dihydrochloride ©] A% A WA colorimetric change 7} dojuyA =
AR Hol ut. zF AlFe] AE A= 100 pl ol 59 Griess reagent (1%
sulfanilamide and 0.1% N-[1-naphthyl]-ethylenediamine dihydrochloride in
2.5% phosphoric acid)E H7} & oA FxdolA 10 7+ ¥rSAFT. t&
540nm A SFHE=E SA3AT. NO, 9 HXE+= NaNO, standard curve =

Axks it



3. Total RNA £32]¢} Reverse Transcription—Polymerase Chain Reaction (RT-

PCR)

Dexamethasone ¢] chronic treatment | 9Jgt {2 HHAS FA}s)7]
£ 3}e] RT/PCR 71 AIS AFg3tch. AlEuf plate o)A media & A A3 & 1
ml TRIZOL Reagent (Invitrogen, Molecular Research Center)® A3 A
DNA ¢ RNA & g3t ds $dA 15 & A F 200 ul
chloroform 2.2 ]2} t). Chloroform © ¢]s] RNA S #|</3 DNA <}

protein ©] SHEW 4Tolx 15 #3I+

o
o>
M
)
ol
o
£
o
=
X

o
b
—d
X
Mo

TRIZOL 3} DNA, protein 5= ofgf®Z A Al#Htt. RNA 71 A=

03
ofj
o

pipet & °] &3l t& FH=E %A RNA 7} 1= aqueous phase ¢ 500 p

—_

isoprophanol A2 & RNA Tk XA &}3itt. 4TCoA 15 3 LAFF

o

AzNe A AU 75% ethanol 1 ml A7 F thA] s AR, Az

(ethanol)S A A3t} Ethanol & E5 3 Al#A RNA 7 HAF 0.1%

DEPC D.W.E RNase = A|739tt. RNA = 0.1% DEPC D.W.E 100 #j

toke

213k oS 260nm ¢+ 280nm ol A optical density (OD)& Attt A= 3
RNA ¢} 0.1% DEPC D.W.el 1 ul 9] oligo(dT)12~18 primer & 23 70T A
15 #3F 1 2k wkg A AT 5xbuffer 4 pl, 10 mM dNTP 1 ul, RNase inhibitor
(Invitrogen) 0.5 ul, SuperScript II Reverse Transcriptase (Invitrogen) 0.5

pul 2 23 42TCoA 45 B7F 70ColA 15 E7F wkSale] §425S 2843}



A AFIL 4TCol| BASAT Primer AR 02

ne
rlo

cDNA

o

ool AR (3

uDE PCR F8o2 A7 o] 439t} Primer 2173k

olo

o] A% 3 pul, 10XPCR

buffer 2.5 pl, dNTP Mixture 2 ul, sense primer 3 ul, antisense primer 3 pl,

D.W. 11 ul, Taq polymerase 0.5 upl 2 & 25 ul 8 NE& WEJT. o] mixture =

ofN
i
&3

S8 AAY, 7] WAL 94TAA 10 Fola cycle £+ 30 cycle &

SR HFT AN 72TCoAA 7 F 3lY. 4 primer o] |9 st= cycle
Hk-S-o )8 w vk BDNF (947C, 40s ; 49T, 40s ; 72T, 60s), TNF-a (94°C,

60s ; 50T, 60s ; 72T, 60s), crystalline aB (947C, 40s ; 55T, 40s ; 72T, 40s),

GAPDH (947, 40s ; 55T, 40s ; 72C, 60s). Primer ¢] @7|- <42 o}zl Zo}:

BDNF: (F) ATG GTT ATT TCA TAC TTC GGT TGC; (R) TTG TAT TCC

TCC AGC AGA AAG AC, TNF-a: (F) ATG AGC ACA GAA GCA TGA T; (R)

TGA CTT TCT CCT GGT TGA, Crystalline aB: (F) TTC CAC TCC CCA AGC

CGC CTC TTT; (R) CTG ATG GGA AAC TTC CTT GT, GAPDH: (F) GTC

CAC ATT GTT GCC ATC AAC GAC; (R) TTT CTC GTG GTT CAC ACC CAT

CAC. Z} Primer 9 Alo]Z+= ol#fe} Zt}: 326bp for BDNF, 508bp for TNF-a,

528bp for crystalline oB, 336bp for GAPDH. PCR product 10 pl € Ethidium

Bromide (BIO-RAD)E M3+ 1% agarose gel/IXTAE buffer (BIONEER)9

293t W=29] optical densities © image J 2 A3 st



T

1)

o

GAPDH = XA}t 2 RT-PCR 2d& Falo 24 @ fHAAE
Zoll A 2174 Q1 A} brain—derived neurotrophic factor (BDNF), A4} 1A 3 9]
TZx ol crystalline aB, TNF-a % cytokines ¢ 4z 2&& W37}
o7t e AIE EEFh
4. A2HYZAY (Enzyme Linked Immuno-Sorbert Assay, ELISA)
BDNFw= #2474 R 5849 248 3B w4 Adsy] fs =
a3 2dEA, ol AAAAE SHAHoln AHFHow WEHESF )7
#8l BDNE7} o4k ¥Es = Ad4 #A4E& ELISAE $8 #2ssitt. BDNF
G dAl AlFEH Q= BDNF  Sandwich ELISA Kit (ChemiKine,
CHEMICONTM)E Ahg-sto] &Alub-g3 EAks-S A dst3ith. WA samples
96-well plateo] 100 pL/well2 +Hlsle] 4ColAl overnightd}th. Washing
A2

buffer® 4% A3 t}g biotinylated antibodyZ 100 pl¥ 7} & 2-&of A
F uj sl Tl thA] washing § streptavidin—HRP conjugate
Hl-z\ﬂg_

%= (optical density, OD) FX& 942

o FTA 34
%

=]
standard curve® &3l pg/ml T9 =

solution 100 pl® FHjste] A oA 1A wjgsldtt. TMBZ

=

3

S ZulE 450nmol A

Sk
2|2 BDNF standardE %

A%
o %
_7_
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5. AES, N¥Fe dia Fg] 2 Western Blot Analysis

MzajeE  plateol A media® AAS S NE-PER® Nuclear and

Cytoplasmic Extraction Reagents (PIERCE)E o]-83}o] Z}zte] ala} x2S

], dwde Al 25 pg @M AS SDS-PAGEE o] 8319 size W=

=3, #H7|YgEe] € A Aol oA S  nitrocellulose 9ol

o] ZAI AL o7]e] 5% skim milk® 2 h AHZ3dke] H] Holx<l wg& &<l

t

t}& kB (Santa Cruz, 1:500), NF-«B (Santa Cruz, 1: 500), GAPDH (cell

signaling, 1:1000) 3¥#Z ZAsA7] Al 1 A 5o]l#<Ql HRP-

Kl

conjugated anti rabbit 22} dAE AZgA|FH T ECLE A wk-go] Yey+=

P35 X-ray filme & o|n| A3} &%},

6. SAA

AHAIE= Image J 9F Originb0 Z2asio=w AT, SA A2 &

o
4

+ ¥ +9 %} (standard error)® YWERITH F Ao Alole] HFS vlwd

ol = Student’'s—testE& AAIste] piks vttt P<0.05%0 A& FAHS=E

fol srha Brbakgih.



1. HT-22 neurons 149} dexamethasone | ¢]3F BDNF 9] @& 7t232H&
BDNF += AIAAE (neurons)® A+, A%, Te istel #Aoste
NARAJNAZA ABAEAA ofF F8F 285 st vt delAd dn
(Gomez-Pinilla, 2008; Nakajima et al.,, 2008). HT-22 neurons © %4
glucocorticoid ¢ DEX (1 uM, 24 h) ¢} glucocorticoid receptor (GR)
antagonist 91 RU486 (10 uM, 27 h)S * 2]l BDNF mRNA &9 WstE

RT-PCR & %3lo] #9159 3, BDNF ¢ AxE ¢ w2 wgd gisixes

5

DEX © ¢Js] BDNF 7} A% W] mRNA & oA}, A 3Zu) koo A9
HhEake] QlojA A4S Zle® YER o™ GR antagonist €1 RU486 9
g @t AdEHES Bo GR-Eo]% wreolgta Eu}l  (Figure 1).

ANAAEE 2EY T Ak AE

a1

2o Hef

AN
ol
£
10
oM.
>
kel
o
N

:

P>
fol

3 2~
257

o,
K
rh
Ky

AN 7237412} BDNF W&o ZFo] &=t}



2. C6 astrocytes 9419 dexamethasone 9l €3+ BDNF ¢ &3 F71%&

ANAAEAAM  FHASE BDNF 7} AAFwA|Eol A ofEA Wsk=X]

ZAFSFI T C6 astrocytes © DEX (1 uM, 24 h) ¥} GR antagonist 1 RU486

(10 puM, 27 h)& Aeste] BDNF mRNA o] wdAte] W3slE RT-PCR =

E3to] 3Helslitt. 18]ar BDNF 9 A3 9 W= W3l A= BDNF

ELISA & %3} A7t EH =2 ZASES Y (2 h 3 24 h). HT-22 neurons =

g4 2Eg 2~ =229l DEX 9 9ste] BDNF mRNA &o] £-93H
HAasE o v, C6 astrocytes o4+ ¥t = BDNF mRNA %3 o] F71sl3 o

GR antagonist ¢l RU486 °l 9JsiA ma7} AtE S Ho] GR-vj/) w-8-o]et

K

FAs (Figure 2). Alxvjgde] WE% BDNF = ELISA 2 gRI3sior

24 Azt A 7V @Wol Z71E9dth. o]= Figure 3 oA astrocytes 9

TF2ENAQ crystallin aB mRNA 9] @H&o] DEX Aol 7l A=
#BdEo] S & Ut Erh Neurons & ZE#X T2 Fokso]

AGAEL 7e FAek Aol Bl AAAAARIA o] Foj=uy

astrocytes + WM R A 3}% o] neurons ©] BDNF & F3F3le] A~Ed 20

o % AAAL

>

& A ARl e Bes Bols AR F5dn.

ol x=# HY EF HolA EHQ astrocytes o ZF7F 2 @A w

elAo]l 9= ZAyjoltl, BDNF &= Ao neurons o5 @3z Aow

_10_



Ao, 2 AFAA astrocytes A E LHFJQOoH AEF 2 3|

3. 2E#H 2 {2 FEAIED (CMS) 3firtz2 94 ¢] BDNF mRNA @8 74

Aol AEmFEE Aol M DEX o o] AGAZA 2] BDNF mRNA

O

THZ AAZ HAE HoFAH. ol dAdste] WY 2EdH

il
MN

AP EEo djuxA oA BDNF mRNA 23 zS RT/PCR = XA Ay}

Y& BDNF & F7-el Wikl wjolu £ AgelAel siuhza A9

BDNF mRNA Z4&7F A48 AL B AAANFEe] AE# 20 93 BDNF

4. HT-22 neurons ¥ C6 astrocytes 9|49 dexamethasone ©l &3} crystalline
alpha B & 2z &dge] Wsl

=

Crystallin aB + Alzheiheimer’s disease, cerebral abscess & ¢&] 7}4

W4 e HdHE = Aoz dEA v} (Renkawek et al., 1994; Stege

et al., 1999; Ha et al., 2002). = AxZxAo] JA 3} FA4 AFXZE (molecular

_11_



chaperone)dl A F83 28-S shEnk oy}l AlYX APERYEE HEF oo
er A Y} (Iwaki et al., 1994; Huot et al., 1996; Kamradt et al., 2002). o]
Ao A A 2EHE 229 A& FUS W crystalline aB 7} o9
H3=Xx] AGste] H kvl HT-22 neurons (Figure 4A) 3 C6 astrocytes
(Figure 4B) ©| 1 uM DEX & 24 h A2 &2 DEX ¢} RU486 (10 uM, 27 h)<
A A st wl, el = DEX o 93 crystallin oB mRNA 7} ¥3}7}

DA YA astrocytes A= FelAd AA 5715313 GR antagonist 9

RU486 o ¢ls) #a8e sgoms xEdzc o8 AyumALL

e
oX,
i?i
rulo
%
&

=t} ol¥€ A &A3lEl astrocytes 7} Figure 2 oA HAAFE=

AAY #AA¢] BDNF & S71A1A 7del| BDNF S F33 o2 AEf 2

ok

=1 E

o

Hag] F= ALE FFHN.

Y
r$£
o

5. C6 astrocytes 2] dexamethasone | 2|3t crystalline alpha B 2@ Z7}l
3+ PKC, PI3 kinase 9] 93 ZA}

C6 astrocytes®lA] DEXol 9]% crystalline aB9 ¥&dZF7Fe]l PKC, PI3
kinase”} #oJst=%] dolr 7] ¢ sFe] PKC inhibitor?! Bisindolylmaleimide I
(1 puM, 24 h), PI3 kinase inhibitor ¢! Wortmannin (100 nM, 24 h) 3}

LY294002 (50 puM, 24 h)E A st3ltt (Figure 5). GRE €733} A]7]+= DEX¢9]

_12_



280 = PKC, PI3 kinase’} #ofstti= HI7E glo] 2 FAE Ads)7]

tol 44 o= PKC, PI3 kinased] A3|AS AF&3] ®Herth & A3 Ao

off

9

o3} astrocytes®] crystallin oB %2 #E&HA = o] F 7}A pathway”Z}t

6. 2EHA ¢ ZEAIARY (CMS) sfutxZF A9 crystalline alpha B

Ao MY Ae Aioa BH AAJuAEe] gdste] o3t crystalline

oB 2d o A A3 F717F Felyret. CMS A 559 afnfxZ AA9 tissue

>
oM.
=
j-l:l
E
r,
o
=2
=
H~1
ol
E
N
o
1 O,
=
=
»
[
o
o
i
_OL
rlr
Y
o
N
£
i
2

F=Hc, wkeF 2AHEAS FHeled  in situ hybridization  ©]u}

rU O
s
o
et
b

immunohistochemistryS A3ttt A0 A E A E Eo]% whe-S-

= Jow P

s
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7. BV2-microglia °|A< LPS o] <3t NO ®Z¢] g dexamethasone 9

A A=+

Ho] AFHE AR lipopolysaccharide (LPS) & 2ol ¢]ste] EH|H

NO &= AAMFZe &AT AMES GEds Aoz dHA 9t (McCoy et al.,

o

2006). ¥ A3 LPS 7l X5t BV-2 cell ¢ NO EH] 7|59 t)d DEX ¢

gekS ZALsl7] 93te] BV-2 cell 9|4 £4H]|3}+= nitric oxide = NO assay &

ol

53] FA383 T BV2-microglia © 200 ng/ml LPS *g] %A 1 uM DEX

(24 h) f=A2] sk3le W DEX ° s} LPS o 3 NO %&o] @A

ZAEASS ¢ F A (Figure 7). ©] @3+ DEX 9] antagonist 91 RU486

(10 pM, 27 h) ° &3t Apgkzlt}. o] DEX ol 9] Azt =Z0°] microglia 9

n

=s 2HIAY AxW A2 dEAE HAAA dFaEEd LPS o g

8. BV2 microglia 9|41 9] dexamethasone ©| ¢]% TNF-alpha mRNA &4

W3}

LPS of &3t #H|¥+= F83 AF5HEx4dJA (pro-inflammatory

agent)?] TNF-o% A7AAM X £43 AMES FE3%t} (Yang et al, 2006;



Yan et al.,, 2008). DEX 7} TNF-a9 <7l oW &S WA =7F& RT-

PCR 7IAIE AREste] fFAxpdddoAe] ®WstE ARSIt 200 ng/ml LPS

T~

A2l sAlel 1 uM DEX (24 h)E FU& #l LPS o] 9]¢ TNF-a mRNA ¢ %

S7h= DEX o 9@ HEohgS gskgitt (Figure 8). DEX ] o]#gh 282

DEX ¢] antagonist ¢! RU486 (10 uM, 27 h) °l ¢&le] A€t} DEX 9

A AR A L] 7)s AA ¥E2> 9] Figure 7 ¢ A-5-*" LPS o <3|

Ho
ki
i
rlr
Z,

O =9 AsfiEnto] ozt LPS ° 93] #%%+= TNF-a T3

oy
o
to
k1
s
r
o
%0
lo
ftjo
N
~
o
_oL
v

9. BV2 microglia °lA<¢ LSP ol 23 NF-«xB ¢ kB ¢ 2do o

dexamethasone ¢ ZH&

NF-xB & @9sHhs, 2E#H 2 5 Aol w335t TNF-aE X3 B2

)

FAAES FA3 M7= T8 AARRIAoIt (Paul et al., 1997; Liu et al.,

i

2000; Kim et al., 2003). H|Z/4d Alddl= AEA] NF-«B/IkB ZAHA =

EAST 24F Al wzH 7 BRANA kB = Lelwn 243 5 NF-

KB E 8 Y2 Bolrl 4% 93w AEA 5o §Aol AAEAR 944

= Aoz de#x] At (Hayden and Ghosh, 2004). NF-kxB ¢ &A]&

ol

XL%Q.

- =

AAH TNF-09 84S AT 7tsidol uj$ A= FHolx Western

_15_



Blot W oz AFaMo|xe] NF-xB ¢ A W3lE xAFsth LPS (200

ng/ml, 30 min) A& el DEX (1 uM, 24 h)E A=A &39S uf 2HoA Hof

F+= ZAXY DEX = LPS o 93 AlX3 NF-«xB ¢ w3dS Fo4 A

A5 o] GR antagonist ¢l RU486 o ols] AAE}t (Figure 9).

kB 7} <14ksh Ho] degrade ®W kB ¢ A@ste] dH NF-«B 7} &

Hol & Y& olFsto w2 TNF-a & F4AE59 dAS f=3t}) (Swantek

et al., 1997; Hayden and Ghosh, 2004). LPS o] 2J3}e] & A 3A A FHAW

kB 7} DEX °f 9]ste] HEof&a & & 3k (Figure 10). °]= NO &#°] %

TNF-a 2&¥ 22 microglia 7]9 W3k DEX ¢ AA|azr7} NF-

<=t

ol
M

kB Al % %

u

AEg

oft

sto] o] Fo] & A

_16_
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Figure 1. GR-mediated suppression of BDNF mRNA expression (A) and
extracellular BDNF release (B) in HT-22 neurons. (A). HT-22 neurons were
treated with 1 uM DEX for 24 h or cotreated with GR antagonist RU486 (10
puM, 27 h). BDNF mRNA expression was measured using RT-PCR. (B) HT-22
neurons were treated with 1 uM DEX for 24 h. The amount of BDNF released
into the media was measured using BDNF ELISA kit. Data were
representative of three independent experiments and values are expressed

as means*SE. (x: p<0.05, #: p<0.001).
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Figure 2. GR-mediated increase of BDNF mRNA expression (A) and
extracellular BDNF release (B) in C6 astrocytes. (A) C6 astrocytes were
treated with 1 uM DEX for 24 h or cotreated with GR antagonist RU486 (10
uM, 27 h). BDNF mRNA expression was measured using RT-PCR. (B) C6
astrocytes were treated with 1 uM DEX for 2 h and 24 h. The amount of
BDNF released into the media was measured using BDNF ELISA kit. Data
were representative of three independent experiments and values are

expressed as means*SE. (x: p<0.05).
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Figure 3. CMS stress—induced decrease of BDNF mRNA expression in SD rat
hippocampus. Tissue BDNF mRNA expression was determined using RT-PCR.

(x: p<0.05).
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Figure 4. GR—-mediated effects of dexamethasone on crystallin alpha B mRNA
expression in HT-22 neurons (A) and C6 astrocytes (B). (A) HT-22 neurons
were treated with 1 uM DEX for 24 h or cotreated with GR antagonist RU486
(10 pM, 27 h). The crystalline aB mRNA expression was measured using
RT-PCR. (B) C6 astrocytes were treated with 1 uM DEX for 24 h or
cotreated with GR antagonist RU486 (10 uM, 27 h). The crystalline aB mRNA
expression was measured using RT-PCR. Data were representative of three

independent experiments and values are expressed as means®SE. (x:

p<0.05).
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Figure 5. Inhibitor studies of PKC (A) and PI3 Kinase (B) on dexamethasone-
induced crystallin alpha B mRNA expression in C6 astrocytes. Both PKC
inhibitor (Bisindolylmaleimide) and PI3 kinase inhibitor (Wortmannin and
LY294002) did not suppress DEX effect on crystallin aB mRNA expression in

C6 astrocytes. (x: p<0.05, #: p<0.001).
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Figure 6. CMS stress—induced increase of crystalline alpha B mRNA

crystallin «B mRNA (0.D.)

expression in SD rat hippocampus. Tissue crystalline aB mRNA expression

was determined using RT-PCR.
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Figure 7. GR-mediated inhibition of dexamethasone on LPS-induced NO
release in BV2 microglia. Microglia were treated with 200 ng/ml LPS for 24 h
in the absence or presence of 1 uM DEX (24 h) or 10 uM RU486 (27 h). Data
were representative of three independent experiments and values are

expressed as means*SE. (x: p<0.05; #: p<.0001),
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Figure 8. Effects of dexamethasone on LPS-induced TNF-alpha mRNA
expression in BV2 microglia. BV2 microglia were treated with 200 ng/ml LPS
for 24 h in the absence or presence of 1 uM DEX (24 h) or 10 uM RU486 (27
h). Data were representative of three independent experiments and values

are expressed as means*SE. (x: p<0.05).
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Figure 9. Effects of dexamethasone on LPS-induced NF-xB expression in
BV2 microlgia. BV2 microglia were treated with 200 ng/ml LPS for 30 min in
the absence or presence of 1 uM DEX (24 h) or 10 uM RU486 (27 h). The
levels of NF-kB was determined using Western Blot Analysis. (x: p<0.05; #:

p<.0005).
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Figure 10. Effects of dexamethasone on LPS-induced IxB expression in BV2
microlgia. BV2 microglia were treated with 200 ng/ml LPS for 30 min in the
absence or presence of 1 uM DEX (24 h) or 10 uM RU486 (27 h). The levels

of IkB was determined using Western Blot Analysis. (+: p<0.05; #: p<0.0005).
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