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FEZRRELUERMED GABAa 2k
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# E:H6: FrfiFLE % (Eupatilin, Eptl) 3+ KRB &E (Ethanol withdrawal, EtOHWI) & BAE4T A&
HENER R 5% D (Ventral hippocampus, vHippo) A8AMH . Zrik: ¥ 32 A F#H Sprague-Dawley X
BEAS R 4m, R ARL KR, BOHWI A 8, Eptl K F Z 67744 Eptl & R E 6774, 4%
8 P EtOHWI A4, Eptl k. ZHF 47T AE R | AMAEEH 3 gkg &8 (Ethanol, EtOH) , #%:28d, #&
B 3 d 4] & KR EtOHWI A2 A, A 8 &k 3t BB M s E S ¥ ARAE LK, £ 3d BT HAE, Eptl k. &HE 475
WHHER1KET 104 30 mg/kg Eptl, % 3 k%25 30min &, # AH 3% (Open filed, OF) & E+F%E
(Elevated plus maze, EPM) £ 3 st &4 K R T B EH T H F £ A, A A ELISA 4% W & F % R &
(Coritosterone, CORT) K& . vHippo AL ¥ GABA K-F; #| 5 8+3¢ £ % 2 PCR 40 vHippo 4842 ¥ 5 # BRI
# B 67 (GAD 67) mRNA 48 %+ % &£ & ; #| il Western blot (WB) # @] vHippo %8 42 ¥ GABAaRal (GABAa
receptor al, GABAaRal) . GABAaRe2. #BE T E2 48X HF 2 (Nrf2) . & A8 1 (HO-1) &A k& A
F3K ) & 42 @) vHippo 4142 F MDA, T-SOD. CAT. GSH A% IL-6 #= TNF-o 894 2. A .72 & A AR H K0
B HT22 ety b Nrf2 & A K-F. £ %: 5 BlOHWI A 44k, Eptlfk. S Fl 2877 A KR AEOF P REF
HEHMIEFZ (P<0.01) , 2 A4 70.62% 4= 12421%, &1 2 FHAZ (P<0.05 K P<0.01) , »HH
251.75% #= 371.62%, EPM & FFak St AR K & 2 b 2 F 1 & (P<0.05 3% P<0.01) , # H A 110.33% #=
207.32%, #H@EE A E2EAZH (P<0.05 K P<0.01) , % HH 99.56% #= 184.18%; & CORT S E ML E %
& (P<0.01) ; vHippo %14 GABA 4 ¥ 4= GAD6TmRNA % & £ F & (P<0.05 % P<0.01) ; GABAaRal.
GABAaRa2. Nrf2 = HO-1 & &4 2F3# % (P<0.05 3 P<0.01) ; MDA K-F#REEHEAHK (P<0.01) , @ T-SOD.
CAT #= GSH #9 F R K-F 2F & (P<0.05 & P<0.01) ; IL-6. TNF-a 4% 2 F %1k (P<0.05 & P<0.01) . 4k
ShRBHERET, HEGBA, 200 pmol/L H)O, 4l# 4y HT22 mietz + Nif2 4 K-FHREFH % (P<0.01) ,
12 30 umol/L Eptl A & 32 2 F 4] T Nrf2 K-F4938 % (P<0.05) . % : Eptl LA & & K & EtOHWI & EAEITH
B94E R, AR T AR B AT Eptl 8940 B AL A=A K AE A W8 EtOHWI X S vHippo 49 GABAaR 1% ZELATA~F .
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Eupatilin Attenuates Ethanol Withdrawal-Induced Anxiety-like
Behavior in Rats by Improving Ventral Hippocampus GABAa
Transmission

LI Lulu, JIAO Yu', JIANG Min, LI Qiuyue, WU Pengyang, MA Shuli, ZHENG Xiaoyu,
ZHAO Rongjie’, ZHAO Zhenglin"

(Qiqihar Medical University, Qigihar 161006, China)

Abstract: Objective: To study the improving effect of Eupatilin (Eptl) on ethanol withdrawal (EtOHWI)-induced anxiety-
like behavior in rats and probe the mechanisms related to ventral hippocampus (vHippo). Methods: Thirty-two adult male
Sprague-Dawley rats were randomly divided into four groups, 8 rats per group: Saline-treated control group, EtOHWI
model group, low-dose Eptl treatment group and high-dose Eptl treatment group. The EtOHWI was established by
intraperitoneal injection of 3 g/kg of ethanol (20% volume/volume, dissolved in saline) once a day for 28 days followed by
3 days of withdrawal, during the withdrawal period, the low-and the high-dose Eptl treatment groups were respectively
given 10 and 30 mg/kg Eptl through oral route once a day, while the saline control group was administered with an equal
volume of saline. Thirty minutes after the third Eptl, all the rats were subjected to open filed (OF) and elevated plus maze
(EPM) tests to detect anxiety-like behaviors. The serum coritosterone (CORT) concentration and vHippo y-aminobutyric
acid (GABA) secretion were measured by enzyme linked immunosorbent assay (ELISA), and vHippo glutamic acid
decarboxylase 67 (GAD 67) mRNA relative expression was assayed by real-time quantitative polymerase chain reaction.
The protein expression of GABAa receptor ol (GABAaRal), GABAaRa2, nuclear factor E2-related factor 2 (Nrf2), heme
oxygense-1 (HO-1) in the vHippo were analyzed by Western blot. The levels of MDA, T-SOD, CAT and GSH, IL-6 and
TNF-a were measured by commercial kits. Meanwhile, in the in vitro experiment, the nuclear levels of Nrf2 in HT22 cells
were detected via immunofluorescent technique. Results: Compared with the rats in the EtOHWI group, the rats in low and
high-dose Eptl treatment groups moving distance increased significantly (P<0.01) in the central region of OF which was
70.62% and 124.21% respectively, and moving time increased significantly (£<0.05 or P<0.01) which was 251.75% and
371.62% respectively in the central zone of the OF. Visited more frequently (P<0.05 or P<0.01) which was 110.33% and
207.32% respectively, and stayed time increased significantly (P<0.05 or P<0.01) which was 99.56% and 184.18%
respectively in the open arms of the EPM1. In biochemical assays, compared with those in EtOHWI rats, in the rats of low-
dose and high-dose Eptl treatment groups, the serum CORT concentrations decreased significantly (P<0.01). The vHippo
GABA and GAD67 mRNA levels increased significantly (P<0.05 or P<0.01). The protein expression of GABAaRal,
GABAaRo2, Nrf2, HO-1 in the vHippo increased significantly (P<0.05 or P<0.01). The level of MDA decreased
significantly (P<0.01), while the activities of T-SOD and CAT, as well as the level of GSH increased respectively
significantly (P<0.05 or P<0.01). The levels of IL-6 and TNF-a decreased significantly (P<0.05 or P<0.01). In the in vitro
experiment, the immunofluorescent assay showed that compared with blank control group, Nrf2 level in nucleus of HT22
stimulated by 200 pmol/L H,O, increased significantly (P<0.01), whereas pretreatment with 30 umol/L Eptl inhibited the
increase of Nrf2 level (P<0.05). Conclusion: Eptl attenuates EtOHWI-induced anxiety-like behavior in rats, which may be
mediated by regulating the vHippo GABAaR transmissional disorder of EtOHWI rats via its antioxidant and anti-

inflammatory activities.
Key words: eupatilin; ethanol withdrawal-induced anxiety-like behavior; ventral hippocampus; GABAa receptor; oxidative

stress; inflammatory reaction
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TG 55 (Alcoholism) G E R IS, (HEIAYT A%
T ZARARNY, WA B AR RO — B RS 2 R
HYEIT M I e S, TR RS i W (EtOH Withdrawal,
EtOHWI) 5 | 1 BRI S 32 IR AR IR = —
s R AN SZ S st o R W, EtORWI JSilits haE
SN SYG B Y R I S 3 AR SRS CRE D), S T
SRR e i, TP T R AR AN S e sl 23 T
FIEFUAEE M, BRTER FN HE T s h gy
E2TL 72| WUSRE S\~ £ ALICRS o 2 S~ W= - < 2517 I S AS T p U )
LR 5B A A TECRE T SC BRI A TP ROR P, B AR IS
29PN — B ITERL, (A B BLAT B0 1 hlRE

PR, R AR BRI L — 2 . IR B AR, iF & H
A RAFPTAEFERON, - H ICRREE T 24552 H e
K P EEVR YT TG 1 FE IR

S 22 2 (Eupatilin, Eptl), 253 - rh i S 32
WSS LAy, ) VA T 2Rl e Sy ),
T3 o B TR R Al er FH sk sl f ot ™, L
Eptl B RAFHPTR . Pradb. Soihidg fits s fdr a5
245 B PO, I H & B0 Eptl i i ¥ & (Hippoca-
mpus, Hippo) A 2845386 U8 75 AT 2 SEHLHI 3 il /)
FRAPARREA T AN I T R AR 2% R Gy B 4
18], 53 A RKEN p-2d 5L T 12 (Gamma-aminobutyric
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ZREEEE A R FSEN MR ING T GABAa Z ARG R RUTDR N LB -1 T -3

acid, GABA) fE#I&), 1 GABAaR J&IFH 1y =22
YEFARL, H GABA BEMZIIHE R GLE SEORERIN
L R N O SRS P P P N | 2 7 S g = B vy 4
A IV B 2R A AR R SR Eptl X L EtOHWI 44
JEREAT M MOAVE T, L vHippo I GABA RE# Z:4% 1%
DiReAR k. SRAEFNE AN BLEEVE S Eptl 1Y
YEFMLEI, |75~ Eptl #F & iU B30 EtOHWI 4555
SEMI 25 RIS AR P o
1 MREREE
1.1 MRS5S
32 HHiEtd: Sprague-Dawley(SD) K FEHLIE

HY 8 JEIW, IR I4h 200~220 g, HI 3557 M IR B2 24 %
S SEgs b B AL, [ HVEITIE S SYXK(24)2021-
013, SEEKREIITE 20~23 °C, {BJF 40%~50%, HA
H s [IE TR L TVC RIEMSE, A Rikok
TR . ARSCE Ol FF 5 SR B 2 e S 56 B (e 2
Z= R AHIEHEIES: QMU-AECC-2023-68), HJr A
VEXF AR SCHR FE AT /NBUE S & 4i il 52 HT22

LAEr 10% HGARITE . 1% B R AERE R 1Y) Dulbe-
cco's modified Eagle's medium =5 FEWTE 37 °C.
5% CO, 1ERE 746 *H ¥ &, BeNa Culture Collection;
FELIEE (U =98%) AR R A
BRZ ] S 2 FH 2 3055 & . MDA CAT. T-SOD.,
GSH il &, Nef2 Pl B RAEYEARNF;
HO-1 $if& Santa Cruz Biotechnology; GABAaR«al .
GABAaRa2 Piff  FBEFERHEABRAF]; KEL CORT.
KE GABA . K TNF-a. K IL-6 ELISA il
FlE LI YRR BR A

RL20170223 K fR W 1% (Open field, OF) 5L 5

. RL20170210 =248+ 532K Er (Elevated plus maze,
EPM)  UBEKRERHE & RATER .S 7l ZDIRERFR Y

Bl F1) Tecan 23 )5 1658001 /)N 7l 55 B B3, Jk A |
1703935 HLUKFLENFRSE  EE BIO-RAD A +l; UVP
Chemstudio touch ZIEEMAIFIL . qTOWER3G z)t
E AR IR MY fEE Analytikjena 2AF],
1.2 EWHE
1.2.1 shRERIf oyl | BRIy fngs 2l @
FE IS, FESL I K BRI R 4 241, 45 A B
ERIK XS BRLH . RS T (EtOHW D BE7IZH | Eptl {5
HLRYT LR Eptl = A EIRYT A, 445 8 Ko BRAE
HRER AR T RRLH AN, HATR AR 1 YRIE ST 3 g/kg
EtOH(#i B T A FEEL K, 20% I FR L), 31 28 d.
T 3 d il % EtOHWI ALY, A= LR 7K X6 RE 241 DA A=
B ER KA BtOHYS, ZEFK Wi 3 d WiMa), & KX
Eptl [ &84T 2H (10 mg/kg) 1 Eptl &S H|EI1G974H
(30 mg/kg) 43 5E H 1 U Eptl #E B R Seisfe T
FR LR, J5 FHZE BRER K ST 7 IS ) o ZE BRER KGR
ZH A0 EtOHWI B AU ZH 3 B A= b K . 7E50 3 IR4S
24 30 min J&, ¥ 25 4H K ERIEFT OF F1 EPM A5, Y
SAT R AR A

1.2.2 AT - ii5e (OF ) : 5, 14540k
FRUICE T B S 50 46 19 1 Hh 9 X 1 (50 em>x50 emx
50 cm), RIS R SIFARICE 5 min PN KA S)
TEOL . LR A Hh g X 7% Sh I S (mm) A2 7
BB () U7 SRk B S (EPM) : EPM HH A
HBTET 50 cm FE 9T FIE K 92 (50 cm>10 cm) #H[H]
Y O (TTANEE ) FT A5 (A 0] B ) 12 1138 SUAA)
. OF K455 10 min J5 4T EPM SE50, K452H
TR o8 B P g X3, Sk 34950] [m) R0 7 A, SR
JHHUH B ST 4B 10 5% 5 min N R BUATE SO, W
SHRPTR N FFIUEF 3 ARES E 43 LU (%) RN TR s B
BRI 53 HE (%) o AT A=A B TR] SI2 56 22 4538 XL
L, B A CEAGEINR, F 0.1% BETRIE T UARBR S,

FEIUE N IRHECE 43 E (%) =

FEISUE 1 N « 100
FF U BEN VR + PAB 8 N TR B
FECS R ) 45 e 9) = 2 P L
SV ]

1.2.3 IEH CORT ZEME AT RlEs G,
KR RAEEWAE MR ZE 1.5 mL B0, 78 4 °C.
3000 r/min 5.0 15 min WL, F#EHH# ELISA
RFN & VLA CORT K3, 455 L) ng/mL F7R .
1.2.4 vHippo 1 GABA FmillsE KL IRIEALHE
JEHCH IR, AR U 2 v BE, 425 vHippo
IFFRER, ##%2 5% LT PBS HFEs3-592K, 8000 r/min
B30 10 min, WAE_E3E ™ HE IR E GABA e i
A UL BRI GABA 7K, 4558 LI pmol/L 3R .
1.2.5 Western blot &l vHippo #' GABAaRal . GA-

BAaRa2. Nrf2, HO-1 FE K3k IR vHippo
T RIPA &5 M 24 (5 A 85 B #1577)) v 78 431
%, 12000 r/min 5.0 5 min B FIF U, ] BCA 57
S TE PR, IR E IR E T IR THLUK | B
BE. B THD 4 °C WFE IR, BHIA T PrEERRIR
WEE 2 h ), i ECL o, FlIFAZIgesE iR R 50
I Imaged FRAFVEAT K BE(E 5387, L GAPDH
VER NSRS

1.2.6 vHippo "&b BFEHRFN S AE B A0 a2
P EERY vHippo 12 10% LT PBS HRFE4r510%,
3000 r/min 50> 20 min, W I t& 428700 S Ul
A543k vHippo WAL TFERR MDA T-SOD .,
CAT 1 GSH 7KF-LL K RHEPF IL-6 1 TNF-oo
1.2.7 qPCR £ vHippo # GAD67 mRNA FHX{ 3
kE CBURHERY vHippo 2K JH Trizol Reagent 1542
B RNA FAGIM H B Fnali 5, J™ 444 HeiakFa) S Ua e
B PEAT W A A cDNA. FLEHFIPFEF U .
GAD67, Forward: CATCATGGCGGCTGGTACAC
AG; Reverse: GTGACTGTGTTCTGAGGTGAAGA
GG. GAPDH, Forward: AATCCTGGGCGGTACA
ACTC; Reverse: GTTCACACCGACCTTCACCA .
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qPCR J W £ I FAE P 95 °C. 3 min, 28 95 G
15 S,iR:k 55 °C. 30 S, ZEfH 72 °C. 20 S, AT 43

AbBRZH A Ct—XF BRZH ACt, B Ja1HE 2722 Ml R )e
HATGE ST .

1.2.8 MTT K600 HT22 4SSy AP Saiik [20]
Tk, WA ROIRES R AG-AY HT22 4, il £ 40 i 2
W, LIEFFL 4x10° 2R 96 FL P, £:FL 100 pL, il
AARTEHEE (50, 100, 200, 400, 800, 1000 pmol/L)
i) H,O, B53% 24 ho £ AH R 40 M AAS [A] ke 5
(3. 10. 30, 60 pmol/L) ) Eptl ¥453% 24 h. 3ERPAHIE]
Y0, WAL FRZE N A 30 pmol/L A Eptl THANFE 2 h,
5 H,0, AL [R5 T 200 umol/L H,O, #ilifk, 1%
FE 24 h, A 3 NEFfL. SRIEIA 10 pL MTT
Y, T 37 °C. 5% CO, fHiR B FRAf h 4k Liie &
4 h, £-FLIN 100 pL Formanzan & it IR AKEL%E S h
TRE4 bl o0 AV e THEERR AR 570 nm AW SYGRE
(OD)H, IR MUAFIE 71, Tkt H,0, 1 Eptl
ACFRHREE
1.2.9 HT22 5T . 4525 L) MR BEse 6ty I
AR ROIRES BLAFI) HT22 41, O B 2 2H 5 520
AEFRIFTEDE L, 43R Control ZH(2544H) . H,O, 15
721 (200 pmol/L H,0,)FN Eptl THALHEZH (30 pmol/L
Eptl+200 umol/L H,0,). Eptl FLLEEZHLL 30 pmol/L
Eptl FiAL#E 2 h J5, S5HECHEI4H R AT 25 T 200 pmol/L
H,0, %3¢ 24 h, 25 A FHIE Rl as . ikse
%54 PBS JEYE 3 min, 10% I EEE 5E 40 min,
0.1% Triton-X %% 10 min, 5% BSA #4] 0.5 h, Ji
A N2 3L 4 C FEE, THiEEIFE 2 h, DAPI
Y 10 min, PLo@GHEKFIE A S TEIEDOLR
TR
1.3 HUEIE

K GraphPad Prism 8.0 Giit% 434785 57
T, BRI R B AR HE2ZE (Mean+=SD) 3£, 2241
5] LR FH BRI 3R 77 229381 (One-way, ANOVA), 20
[E] P ELE2 K B Newman-Keuls 73 745, P<0.05
hZEFRHEAGIFE L
2 HBRES
2.1 Eptl ¥ EtOHWI XERATAZZ XA

OF J& 1) FH M 7 25 Bl 4y %o - [ (000 3801 S PR3 g =L

TR HE T o S BB A & 16 Sl LA AR RO
B, EPM R HMG PSSP i S MR R 5TRE )
X} v ek M A g R 807 i 1 284 1 R A i 3
Y IR AS R, R 3 1 AT, FE OF /& i,
EtOHWI #E I 20 K BAE H 9 IX 388 1) 135 h i 5 FG 20
B [A] 225 4% w5 AR F AR B ER R X IR 4 (P<0.01) 5 5
EtOHWI £l bk %55, Eptl fIK . &5 7 5 ¥4 97 4l K BUAE
OF H 9 [X 7% 2 IiF 25 A fd 35 34 i (P<0.01) , 4351 A
70.62% 1 124.21%, 1% s B [6] i 25 34 in (P<0.05 5%
P<0.01), 535 251.75% Kl 371.62%; 7 EPM #5:
1, ECOHWI FERYZH I BT U #E AR BRI U i
BA B TR] A 43 LE ARl 250 T (P<0.01) A= FRER /KX B
2H; 5 BEtOHWI # A2l ths, Eptl fIK. =@ iAyT 40
T B U HE A UREE 4 e e 3 T (P<0.05 1%
P<0.01), 5354 110.33% Fl1 207.32%, #i B4 B+ 18] &
43 bb s 35 3 (P<0.05 B85, P<0.01), 4398 99.56%
I 184.18%, FRBLH I FRIXTFUE IR R ¥ w35 T
s TELATRI PR L, Eptl & 58] BRI BT
R A RBCRIF O i B s Ta) B 4y e w35 s T (P<
0.05)IFI B 4H, 1A Eptl X EtOHWI KR AE &
FEAT R IEYT B AR . IR RIFE bR,
KE EtOHWI £ JEAE R B 4 £ i T . £ EtOHWI
HAZ5T Eptl V&7, FEIERAT T W 2 0s .
2.2 Eptl Xf EtOHWI KR II7& CORT 7K. vHippo
1 GABA 2RI

T ki - AR IR % (Hypothalamic pituitary
adrenal axis, HPA ) J2& 4 LA Py 5% Sk 5522 (1 181 82 PN 430
RYiz—., HPA %ilif CORT & &AL AT VE B
PR W G 2 sh ) £ R AR B Y B 22 TR bR, P 2 IEAH
KB gk 2 PR, AR RIS CORT R4k
T o SAEER /KT FZH Ehi, ECOHWI ARHIZH R
1fil.3% CORT & =ik ik 25 F+ & (P<0.01); 5 EtOHWI
FIRIZH LUEL, Eptl fIK. S =G T4l IE CORT 7K
AR Ak 2 REEAIG (P<0.01) 5 £H 18] P P L %2 i s, Eptl
. EFEIRYT4EN] CORT /K24 R B G i
(P<0.01), F2HH P HAT Y 25 1 50 s AR 1A, 156
B Eptl i 2 A% T EtOHWI K BLUL7E CORT i b
FH#aF, WER T X EtOH s Wi £2 81T M . GABA
JERIRHR 2 AR BRI ERPZS 5T, EtOH 5 GABA
MEAE S EtOH iyt s ib/EH, 746 EtOH AL

1 Eptl X ECOHWI K BAT R~ b 520 (n=8 )
Table 1 Effect of eupatilin on the changes of EEOHWI rats (n=8)
a5 I 7An 2 A A R
Hp e X3 B S (mm) r e (R A (s) FEHOE HEAVECE 53 (%) FF R i B s 1) 43 E (%)

AR KON R 232.07+22.52 16.6£7.09 27.37+4.69 29.51+6.69
EtOHWIAAIZ] 101.73£19.71* 3.30+1.23% 8.97+2.97" 10.22+3.27*
Epti&l iRy 173.57+12.03™ 15.54+2.51" 18.87+6.95" 20.39+4.62°
Eptl= Rl EAY 4 228.09+23.32"% 16.74+4.86™ 27.58+4.86™% 29.036.117%

S A FER KU BRZH LU, # R R I .35 25 £ P<0.01; SECOHWIR AL LA, * FR A I3 25 57 P<0.05, **Fn A i B 22 7 P<0.01; SEptKHI=iG

ITH R, &FRA B FP<0.05; F2~23, I 1~E2[H]
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# 2 Eptl Xf EtOHWI X RIfL{5 CORT 7K. vHippo H

GABA 5 5 52 (n=8)

Table 2 Effects of eupatilin on the level of serum CORT and
the ventral hippocampal GABA content concentration of

EtOHWI rats (n=8)

2151 CORT(ng/mL) GABA (umol/L)
HEFRER KT BRAL 53.91+7.01 36.65+3.58
EtOHWIF A2 121.07+12.77% 19.68+3.53"

EptlIEHI IRy 89.1546.62" 29.7847.36"

57.9249.00"%

34.48+3.92"

Eptlm ARy T4

e AR P EEAEH . 2K R s 2
VU EMPUERE S GABA REEHIEIHA &, A
BT 4, R 5 > RN P9 ELISA A6l 4h R W, 54
BRER KT FELH P, BEtOHWI #E8U4H B vHippo H7
GABA & 38 B3 K (P<0.01); 5 EtOHWI F
ZH He3R, Eptl fIK . miFlEIRYT 4l vHippo 11 GABA %
5 TR (P<0.05 B¢ P<0.01). AR, 76
EtOHWI K FU& it B2 v vHippo H GABA A

=

GABAaRa2 §

<= SEEEAAT A, T Eptl AIE L _# vHippo Hr
GABA /K235 BtOHWI AR BRI T .
2.3  Eptl Xf EtOHWI X & vHippo F GABAaRal.

GABAaRa2. Nrf2, HO-1 BEAFIXAIEN

GABAaR JZAERFAIFE T IR 48 T4 A 18 Gk
HH, GABA it 5HAZ{K GABAaR 456 &
IiRE, BEAEN A4S GABAaRal. GABAaRa2
AR B YIAA P2, K EtOH AR sl s W 25 5
EHLA AL T E AL RO A, Hoh Nrf2/HO-1 J2 %4k
I Rz N B LA S B S . Western blot Kzl 4%
nE 1, 5AEER KT REA iR, EtOHWI AR ZH K
fl vHippo #7 GABAaR«al . GABAaRa2 . Nrf2 FlIHO-1
25 B3 (P<0.01); 5 EtOHWI AR I 2H
L3R, Eptl fiK . SFIEIGIF 4 KB vHippo ' GABAa-
Ral. GABAaRa2 . Nrf2 il HO-1 & (A A BT
(P<0.05 5% P<0.01); ZH[E] P Lb B B, Eptl K. &
VA T ¢H i) GABAaRal. GABAaRa2. Nrf2 I
HO-1 & AFREIAA G2 L (P<0.05 5% P<0.01),

GABAaRal ﬁ L ——— w
GAPDH s i G S—
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Fig.1

Protein expression of ventral hippocampal GABAaRal, GABAaRa2, Nrf2 and HO-1 of each group rats (n=8)

s A A2 K FRZH; B: EtOHWI M7 4H; C: Eptl (R 83497 2H; D: Eptl & 5EvAy74H; 14 2 [A],
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3 Eptl X} EtOHWI K[ vHippo % A6 BFE AR A A IE KTk P 1200 (n=8)
Table 3  Effects of eupatilin on the oxidative stress and inflammatory factors in ventral hippocampal of ECOHWI rats (n=8)

S AR bR RAEEH T

m
Al MDA [umol/(g protein)] T-SOD[x10° U/(g protein)] CAT[*10* U/(g protein)] GSH[umol/(mg protein)] IL-6(pg/mg) TNF-a(pg/mg)
A HER KX R A 1.54+0.19 60.55+9.11 86.38+8.14 3.71+1.11 6.90+1.15 4.02+0.67
EtOHWIAR AL 3.53+0.62" 31.90+6.11% 38.60+6.81% 1.62+0.51% 13.04£2.67"  8.22+1.29*
Epti&Fltihy 2 2.23+0.49" 48.21+4.44" 71.50+£12.14™ 3.02+0.76 8.42+1.60”  5.85+1.44
Eptl Rl iRy T4 1.52+0.34"¢ 55.99+5.82" 82.12+12.57" 3.37+0.93" 6.92+0.43"  3.98+0.76"¢

HAFEARE M. kT #EWr, GABAaRal. GAB
AaRa2 FHH FHATHEEANS EtOHWI 2 e 2
HLI, i Eptl REZY 1 FIHZEEL R FEM ] EtOHWI £5 &
FEAT MBI, . Nrf2/HO-1 ITEL RGeS S5 T
Eptl BB E b B i3 T vHippo &AL
it o
2.4 Eptl 3f EtOHWI X vHippo S & R 35 FRF0
RIEREFKFaI=0m

20 5255 K B vHippo ARV S bR RIS SE
HF AR b a5k 3 roas, S5 A B ER K X IR 20 th 4,
EtOHWI AL #l 26 K X, vHippo 7 MDA 7K 32 4% 2
EFHE (P<0.01), 1] T-SOD. CAT. GSH 1% Pk
F K (P<0.01)); 5 EtOHWI BERUZH b4, Eptl ik .
= VG YT 4 K Bl vHippo "' MDA /K-S i 35 %
% ( P<0.01), T-SOD. CAT. GSH 7% ¥ & & J- =
(P<0.05 5% P<0.01); L BIPHR LL3 T, Eptl =557 &
TRIT K B %E Eptl {IKF B G Y7 40 vHippo H7 MDA
IR R (P<0.05), A AR . e SRIE T
A K I =B, EtOHWI A% Y 2H K B, vHippo H IL-6.
TNF-a & A BEEL K B ZH A i 25 T3 (P<0.01),
1M Eptl {i%. @A T4 R vHippo H IL-6. TNF-a
T E EtOHWI AL Y 2H K BRI 35 B AIK (P<0.05 1%
P<0.01); 7EZH AP LLARH, Eptl il myay T4 R R
¢ Eptl L H] 818 Y7 4H vHippo W' TNF-a i 35 &AL
(P<0.05), 8 H 77l ARG E o P 0L AT DLHE T,
EtOHWI ] B vHippo H %& A= T 40 fk 7 I80F 48 i
L, 2% T IR sh& A8, 1755 T vHippo
7 GABA REMNZAL 3L 2R L, F—20UiH] EtOHWI
$5 BT AR AL H ORI vHippo HP AL N 1 R0 4 hE
SN EZVEA . Eptl 1697 )5 vHippo H AL 3K
F& b5 1S AE N 77KV ZE LS B W 3 O, SRR T
EtOHWI %} K E. vHippo HY#i475 .
2.5 Eptl X} EtOHWI X iR vHippo 8 GAD67 mRNA
HExRIEERF

qPCR Flz Han &l 2 pis, 54 BER /K X RE4H
Fbgss, EtOHWI #A8UZH KCRR, vHippo H GAD67 mRNA
FAXT IR B B2 (P<0.01); 5 EtOHWI #54U
ZH LA, Eptl fIG. iR T4 IE vHippo Y GAD67
mRNA FHX} 3k 8 2 T+ =5 (P<0.05 1% P<0.01); 20
[E) P S Eh s S, Eptl I, s IR YT 4H 1A GAD67
mRNA FHXT ik 22 7 B A geit22 2 X (P<0.05),

HAFRNEMRG M. e RIE—21U6H T GABAa fif
2045328 Z5 0L 0T BEJ2 5 EtOHWI A2 JEAE /9 B8 2L AL
#il, 45T Eptl 7] LIRSS GABAa 4 FRINEE, U8
% EtOHWI AN I 645, SR Btk .

1.57
i)
jfé **&
T o T
% 1
é #t
E 0.5 1T
3 1
A
<
&}
0.0- T T
A B C D

F 2 &4 K vHippo H GAD67 mRNA AXf# ik (n=8)
Fig.2 Relative expression of ventral hippocampal GAD67
mRNA of each group rats (n=8)

2.6 Eptl ¥ H,0, iFSHY HT22 4RB5E S0

L El 3 R, HyO, Fil Eptl F il 4b 3 j5 UL %€
X7 HT22 40L& J1 W 520, H,yO, fie il 1 Sk 5 2
200 umol/L, Eptl FALBE¥K FF >k 30 pmol/L., 5451
2 L, HL O, FSEEZH A T 0% S 35 A (P<0.01);

150=
S 100 it
AN #H
st
2
= 50 i
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i
i
0 T T T T T T T
25950 100 200 400 800 1000
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150 =
nd
st
2
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B
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Eptl (umol/L)



ZREEEE A R FSEN MR ING T GABAa Z ARG R RUTDR N LB -1 T 7

0444 5 23 1)
150=
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R fiiia
s
=
F 50+
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=H H,0, Eptl+H,0,

K3 Eptl Xt Hy0, 589 HT22 4T 1 (150 (n=3)
Fig.3 Effect of eupatilin on the viability of H,0,-induced
HT22 cells (n=3)

e 55 AL, "R N 22 R P<0.01; 5 H,0, iR

HILE, "R E 2R P<0.01.

5 H,0, fEAIZH 4R, 30 pmol/L Eptl #iAb i ZH 1) 41

JifL % 7 4k 25 i (P<0.01) .

2.7 Eptl 3t H,0, 559 HT22 4H Nrf2 FAARIE0
aniE 4 Frss, Control(25 FH)ZH H, Nrf2 EZAFHE

TR, M b 2k He >, T H,O, FRI 2 faAZ o

Nrf2 (#1548 Control ZH % 35 It (P<0.01); 5

H,O, #8IZH L4, Eptl TANFRZH 4HH0kZ  Nrf2 (193

Nrf2

Control

H,0,

. 200 um
e

Eptl+H,0,

Control

ik B2/ (P<0.05), HYS5 Control (55 ) 4H Fb#s, 31
ToiEF 22 5 (P>0.05),
3 1he54Ee

VIR B 23 | S RS A A6, T T 25 5 S50 IS e
it AR EFIPIAREERS tREIR, b e A A A5
SRR G P ARFSE & B ECOHWI 45T Eptl
S K B EtOHWI £2 JE REAT A BRI AR -
EtOHWTI I ' CORT 7K P S g Sy J2 R BRAR
SRR S FERICT . AR EE hUlELE] ECOHWI KR,
13 CORT 7K -1k i 35 785 (P<0.01) , H.FI-5
HEIY Eptl 4707 A3 40 A0 i ok =, gl SRS
LA SRR T Eptl $it EtOHWI A2 1047 23210
VEF, 1 H 547 AR 45 AR EUEI 2B T Eptl
Xt EtOHWI FEIEFE T B EH

A FEAEAS R FA FE R Eptl BT FEAE AL
i), Horp vHippo VB EtOHWI 45 JESE i i i) 2H 4124
S, BT Ept fEAHMLHI . Hippo J&2% 8245
NN RE M ST, WA A SR AT SRR A 1 B
HLERY, AT A KB GABAaRZ 2%, fE X il 8
Z 4t (Central nervous system, CNS), GABA M Z& fiil
RTBSH B , 55 2 MlJS A GABAaR 4541 & 44
i ph 2 ALV, R, GABA & AT A S

DAPI Merged

© v 200 pm

200 pm
S— s

~ 200 pm
—

200 im jll - -

_#|#_
1

1
H,0, Eptl+H,0,

Kl 4 Eptl %I H,O, Y5519 HT22 4 Nrf2 ik 195200 (200%, n=3)
Fig.4 Effect of eupatilin on the expression of H,0O,-induced HT22 cells (200%, n=3)
{E: 5 Control 41 HA%, “Fn A i & 25 5% P<0.01; 5 H,0, BRI g, "FRnA #2557 P<0.05.
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GABAaR 3R ik HL#52  GABAaR 1% 2 24 1y B3,
GADG6S5 Fll GAD67 J&HHX GABA A LR LA, /5
FH— LD REIN AR SR, R AT AN

GABA G %, (AT # 25032 2| — LS A WG

KA., i, 24909 GABA /K% GAD67
FaR B AT EPT R, T kB, IE R RS AR Y

Hippo f7-1£ GAD67 I .3 F I GABAaR &
A H Y, R GABA A ALRE ) R RIS H A& LI
=z — . 1£ Hippo, GABAaR #l GABADbR & /i &
GABA M ZefLisb i) 23244, Horh GABAaR fE A1
R Bl SR ACER, E N5 EtOH HHAXAE Y
HEYFAM . GABAaR £/ 5 PIIEFEILE—4
DB FEE N LR, A 19 FORRY, 5346 T A F

BRI 2 R, HA R 2R BT RERS . K T (e

SZHYE RS TR GABA S5 HSZARINSS & Kk HE5H
TR AT AL AR, UG S P AR EIP O EAs

WFgE H, EtOHWI K B A vHippo B GABA 7K
W B SRR (P<0.01), I+ GAD67 mRNA FHXT
FeR R AU, FRUTE EtOHWI ], GABA Al 58
FE L, [FES, EtOHWI KB vHippo H1 GABAaR [ al
1 o2 MV FEAR I FR IS R I s/ (P<0.01) |, 3X UL
ZER Y AR H ISR E RIEE R —3. %% I, vHippo

i GABAa LR TIRE T 25 EtOHWI ££E
SEEEALA, W Eptl il 8 g HUR T EtOHWI £&
SESE MR

SRIE 2 W FH B AN B AR BEAEH, AT E

A 497 38 B A R 2, K HAIR A EtOH 8% EtOHWI
S B CNS(H35 Hippo ) THAESE AL AEIN & .

Jeong 5" REFEAFSE h & B, Stillen(Eptl [ 5145 ) AT
KA Hippo FY IL-6 F1 TNF-a 25 485 Kl T 19 23k LA
KAFEPINERIVAREE POR808 o FEARWTFSE & B, EtOHWI

FERER vHippo HY 1L-6 A1 TNF-a 5 A4z FEEL /K %) 1R
ZHAHEE, % 32 T (P<0.01) |, i 78 B I v 7 2

Eptl IIGYT 3 W2 ] T ax sl 52, S0 Eptl R 41
FIBTRAE AT RE AR sl 3% K B IR ) EtOH ik,
Wi vHippo B GABAa #1£5 £ 13 35 175 19 3L AR ML il
Z— SFIAR{L, Tiwari 2588 fURIFSE 0 % 80, K

EtOH 5 [#t Hippo ML % B T 3kt £,
TP A 2555 13 2 G i SEU A N SR 97 S5 P L At R B

EtOH Jr 8 K BN FIERS . [FIRE, ZEARWE5E b, K

Z] EtOHWI A AI B vHippo 14 MDA 7K S35, T
CAT F T-SOD mJiE L%, H Eptl fI%. =l EiGIT
Wb 2 A A N A 495, FR A Eptl BT AL I E
JAL AT B & B4R vHippo B9 GABAa #1 &L 38674
J7 EtOHWI £ JEE M ALK Z —, Nrf2/HO-1 J&
AU EE BT E LR R SR, AAUFSEARAN T vHippo

i HO-1 1 Nrf2 (& 33K, 458 & Bl EtOHWI %
HIFCEL vHippo UL IFNER 2635745 1 B AN (P<
0.01), {H Eptl &7 = T ENTZRIA(P<0.05),
W] Nrf2/HO-1 38k RAETTHES S Eptl WPLEL

TR, 2R S PREUH BT AT SRR AT 5 20, A EAS
WFFE YA S Pt — 20498 T IESE . AER A
2§ Hippo IR HT22 AT Pt de arh
K, H,0, 7540 HT22 4t Nrf2 a4 ifaiz i
R EA SRR I E 22 (P<0.01), E & Nrf2 f£7E T
N, 5 A R 32 Sk 35 A (Kelch-like ECH-associated
protein 1, Keap ) Z5EGTE—d, qE N EE—LE(F
SHETAALERER T, Nrf2 55 Keapl 23 B A £ ity
2N ShtEAL L T4 (Antioxident responseelement,
ARE) %545 3 HO-1 1 NQO-1 Z5H1 &AL T 19 %
SRR, U, EE IR R HT22 S22 S AR K
I AR PR SOz, ABAERE I S iede b
B, 30 umol/L Eptl T AL B ) HT22 40 g Nrf2 #
AMEAZ i ROmT b, BRI BE Y Eptl T4k B
LEIEFALHISS T H,0, WS AL I Bt , £/
T HT22 Z B E ALV IR0 . FIR AR S 4,
ARFZHAP Nrf2, HO-1 8 1 RA S5 R EE 5 UL
T, EtOHWI $H[A]AFHE vHippo FIPLEALN i
% 25 AL, 0 Eptl 38 58 24 1F R 35 i 45 25 L 27 i 4
BRI GABAa 1% 326 14 451 495, BE 107 2% B o 410 41
EtOHWI £ JEAERYI TR

25 TR, AWF5EAS H EtOHWI #1457 Eptl fig
Z&fift EtOHWI K B JEREA T, IX AP i) B 4
Eptl IIHTRBTEANEH T3, ANITGE B vHippo
) GABAaR {2l ARUFTEAY LIRS RN Eptl
TIHEMCAIRYT EtOHWI £ FEE M APRS vh 23 (87 24500
R LA S IR FURE, B2 S R R
()& B FHIECEPRWZRE, ASIFSRE S5 -0 S 31
25 AR E G BB R AT

B 3Lk
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