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BE B 4K R K FRE | & %4k (Cannabinoid receptorl ,CBIR ), =& 4 H- i i B 8 ( Diacylglycerol lipase alpha, DAGL« )
Fn 3 B -H-5d I B B (Monoacylglycerol, MAGL) 72 & % 7T (Fluoxetine ) 2 -&-1% % R T 77 L & %% ( Chronic unpredictable stress, CUS) k.
RAPAAAT A PO VER . Tk EARR T, 4T R E TIRMER TR B3 (CUS) W K R EH A9 7T(10 mgkg) 3, 4 22 2K
BT 14 R, BUE — KIS R 24 NeHS SRAE I AREEAT A A B H S F CBIR,DAGLa F» MAGL #9 %% , b3, 1818 2 412 0%
FTHAXRHEGF CBIR f2 DAGLa 89 & ik . AAEHTEGE, A R RE% CUS ik, K6 M A ES 10 mg/kg #8577 3, A 2
HAK 14 R BB R 24 N ERATITAFES T AW FHM, R (1)CUS X KA Y R IrAAEATH, B460 5 T o EF
B IR0, 2 (P<0.05), 48 K 4E IR & T e (P<0.05), 5% 380 5 ik R 3 B 18] 38 Ao (P<0.01) ; B 7T 0697 T A% R CUS K R a9 AR4T 4, 5
CUS A8 t4k, CUS + Flx 20K R 4945 KAz 35 Fo b 3% F & 7 3 i 18] 3 An (P<0.05, P<0.05), 3% 38 7% vk A< 3h B 18] %, 7 (P<0.05) ;5 (2)
CUS 48 % %3 45 CBIR .DAGLa # %% Fi8 (P<0.05),MAGL # %% Ei (P<0.05); #8777 LA CUS X 4454 CBIR o
DAGLa &% (P<0.05), T 7T MAGL &k (P<0.05);(3)%%# TR F#H# 5 X ¢ CBIR & DAGL« J& , 474 T #9977 49 349 AR
Ao G518 AT T AE LR CUS X Rk D 6y 1 IRME KRR F A8 X R B &k B & CUS KRG 3 AR4T 4, K ERATARAE A o
KR : BT CUS; Ak 5 MR MK R FE
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The Influence of Fluoxetine on the Depressive-like Behavior and the
Expression of Endocannabinoid-Related Genes in the Hippocampus of CUS
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ABSTRACT Objective: To investigate the effect of fluoxetine treatment on CUS rat's behavior and the expression of endocannabi-
noid system-related genes, including CB1R (Cannabinoid receptorl), DAGLa (Diacylglycerol) and MAGL (Monoacylglycerol) in the
hippocampus. Methods: In the present study, rats exposed to chronic unpredictable stress (CUS) were treated with intraperitoneal injec-
tion of fluoxetine (10 mg/kg) or saline for 14 days, and depression-like behaviors and the expression of Cannabinoid receptorl (CB1R),
Diacylglycerol lipase alpha (DAGL«) and Monoacylglycerol (MAGL) in the hippocampus were evaluated twenty-four hours after the
last intraperitoneal injection. In addition, we knocked-down CB1R and DAGL« in the hippocampus of rats by lentivirus injection.After
the finally intervention, rats were experienced behavior test and then sacrificed and the expression of CBIR and DAGL« in hippocampus
were determined. Results: (1) CUS group induced significant depression-like behaviors. Rats in CUS group showed significant less time
in the center field (P<0.05), decreased sucrose preference (P<0.05) and increased immobility time in forced swim test (P<0.01). In com-
parison with Sham, the rat in CUS group showed significant decreased sucrose preference (P< 0.01) and less center time (P<0.05) in open
filed test, but increased freezing time in forced swim test (P<0.05); as well as the reduction of the expression of CB1R and DAGLq, in-
creasing the expression of MAGL in the hippocampus. (2) The expression of CB1R and DAGL« in hippocampus of CUS group was
down-regulated (P<0.05), and the expression of MAGL was up-regulated (P<0.05). Fluoxetine treatment reversed depressive-like behav-
iors and increased the expression of CB1R and DAGL« (P<0.05), decreased the the expression of MAGL in the hippocampus of CUS rat
(P<0.05); (3) Rats in shCBIR + CUS + Flx and shDAGL« + CUS + Flx groups showed decreased sucrose preference (P<0.05), less cen-

*EATE B R AARRIEEATIH (81571309)
YEHZ TS e (1989-) , 2 Wit , W5 7 In] . M A% , HL 17 : 029-84771141 , E-mail: xueshanshanchem@126.com
INER ZIET(1984-) 3 RIWESE 51, ST 05 1)« BH A )2 , LT : 029-84771141,
E-mail: pengzhengwu1446@163.com
(ke H199:2019-08-28 5% H11:2019-09-23)



DREYESSHE  biomed.cnjournals.com Progress in Modern Biomedicine Vol20 NO.7 APR.2020

- 1225 -

ter time (P<0.05) in open filed test and increased freezing time in forced swim test (P<0.05) than rats in scramble + CUS + Flx group.

Conclusions: Fluoxetine treatment reversed depressive-like behaviors in rats exposed to CUS paradigm and restored the level of CBIR,

DAGL« and MAGL1in the hippocampus.
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PIVHISAE S ™ B U N ISR R A fR 2 — , B R R
B R R R BURR S ST RS SRR e IRRE AN ™
MR BTG R, RIA 54 S T B R 45 iR
GBI, HATHARAE A RYA YT LAZS o 3 SRR T T 2R Y 5-
210 i B B i 77) (serotonin selective reuptake inhibitors, SS-
Rls), BA M0 A BUARSEE Y, BOETT RN A A v
FPGVT, L AT AR 2 A TE A 2 ], KR I ARE A AT
SEMER R S C ARG RIS CAE . (H2, PV T HUImAR L4
R AR

WIEMERKE ARG FEA G EAMBKZE (CBIR fil
CB2R) F1 2 /0P A: DU AT AR IN VR ML AR N- 648 DU
L FE% (anandamide, AEA ) 2- A2 Bk H i = BE(2-AG)ZH M,
2-AG (16 B A B EEH AR i B (Diacylglycerol lipase o,
DAGLa ), 7K i fif - BA ik 34 H I s i ( Monoacylglycerol lipase,
MAGL), PIEPERIREAERI T2 0, Kb PR 2 FERli
I IR RO R A5 5 2 1 5 2 il T 288 M A T e 1) B 220
IR, SHABE R & B VIR C, If HAA IR R, R
FIRRZE 550G VTR 0T AR ML B 2P IR A 55 2 ik
B IRYTVE I 25, SPE 1T = 5 W75 sh i R 1) KR —
H5Z{A( Cannabinoid receptor 1, CB1R)FI PN JHME KRR 7K 00,
R RV 7T 2 730 0 IR0 7 5 A P R SRR R R e & FE B
BBYEFIFATE A . BRI, AR5 LA M AT 3 D7 334 ( Chironic
unpredictable stress, CUS) KRR, WL T F#PGIT % CUS
K ERAMERFEAT A FifE 5 CBIR FRiAF 2-AG AW , AR AE
BITRTT SR AL I s RS

1 pERAN g i%

1.1 ##4

L1.1 SEWshY  SCE AT AW R 8 R ZE A 03 Tt G 1
Sprague-Dawley(280-320 g) K FL.(SD KR ), 3K H %8 7B
KSR S (ChEPEE ) o RFEAME R 20-25°C 12 /hi
IR/ BEEEFR (a.m. 8:00 - p.m. 8:00), 458 4 H B EIREUK
MEY (B CUS L8 ) . T LB BRI 6 36 B E . DA
FEGE TG4 PG TR R , O B 2 A4 R R 2= sy il I D
PR Lot

112 FEAFFYEE  FPETT (Sigma, St. Louis, MO); RNA
PEHGA ) Trizol (Takara,108-95-2); iz %% 5% iR 7] &5 (Takara,
RR036A);SYBR Premix Ex Taq (Takara,RR820A);PCR {¥
(Thermo Scientific); & [ #& Bk 7 & (KeyGEN BioTECH,
KGP2100) ; 183575 (%] 45575 scramble, CBIR F1 DAGLa
Jpi 7 shCBIR 1 shDAGL«) W [ I i 35 L5 BE /A 7] s PCR Y

(Thermo Scientific) ; 22 i %2 £ PCR {X ( Thermo Scientific Piko-
Real) ; L JKHE (Bio.Rad ) ; BN LSRR AL (Tka A F] ) s KR H &
TEENRA (I ) .
12 7%
1.2.1 EWigHT L% —: ¥ 24 H SD MEME K EEEHLI N
sham 2] \CUS 4 .CUS + FIx 41, 541 8 H . i HEARFR 7 KA,
CUS 41 ,CUS + FIx 20 K4 T CUS Jili#, S8)5 45T CUS + Flx
21K R I VE ST PG TT (10 me/kg)JRYT 14 K, e 4k 44
FRERIK o BT — KM s T S 2 TR 24 /NS HEA TR R IR 4T 3
A K . BEJS ALFEBh Y, 8 ST E & PCR (real
time-PCR) #1 western blot & M ¥ & ) CB1R,DAGLa #ll
MAGL A7k

SCH T g 32 HOREBEML ST U 4 :scramble + CUS,
scramble + CUS + Flx ,shCB1R + CUS + Flx ,shDAGL« + CUS +
FIx, &40 8 H ;scramble + CUS  scramble + CUS +FIx 20 K i
LR X IR R (scramble), shCBIR + CUS + Flx 41k il 5
14 CBIR F %7 shCBIR,shDAGL« + CUS + Flx 4 K il
15 DAGLa F 57 shDAGLo . EEEVES I 5, Irfy
KREFHAZ CUS R, MRS 10 mg/kg FPHTT B4R #IER
K14 K, ZRENEER 24 /NS TA TR 2E B oAl
122 CUS &R IR T 43 R 1-2 Fh DUT R AL
g E CUS B0, (1) BUR P AJOK BER (B5K A5 A
24 h); (2) FUE]E BT AT ek s Ol B v BT (= 1 A48 T DI R
L EOGIR) 5 (3) U AR PR Gl ok} iRk RS 558 1)
I ) () FEAESAR ; (5)BRIB TR ; (6)MRE T ; (7) A [a] py 2
JH 5 (8) AR NI s () B AR S Wy it CHUBMAR (AT i A ARA)
) (10)ERIAEE . KRB RIEZ 1-2 PO, Fr8usb 3 21K
123 SATHRZE BT TAEESKPEY 5 mgmL Y
W (BRENETRL ), 75 CUS BARE5 S 24 h J54% 11 10
mg/kg/d {71 5 25 R BRUIE I ST ARG VT 0, R4 14 K.
12.4 STEEAES  ARIELAEM BIBFFE R0, 4 K FUREE
J& (10%4) 7K SERE ) [ & AE S M 2 LA F (37 BEARIR) , B B 5
S TOUR JEk , RLER T 25 i 1 i v 2 D10 B ik, 2 B K B e ¢ 3
TN PTR E (AP - 3.0 mm; L+/- 1.8 mm; H 3.6 mm ), ff F /i &
B TIFZAL S A5 R TS A LA 0.2 pL/min (138 B 1]
ZEA VR 144 T4 2 L (1% 10°TU/mL)J 5 (4] i scramble &%
i #E shCBIR 5 shDAGL«), 452G 5 min FHEEME8
WERSk 22 A0 0 R R, 40000 PR B B HREE (2 30-60 min), 1F
WA TR A S AT IR B
1.2.5 #EK R IF MK ( sucrose preference test,SPT)  FHPHTT %4
GEETRE 24 W HATAT RGN . SR s ) R e R L A
—REG TP 1% FEEK 24 h, S5 RIEIN 25 T—JH 1%
BRI E KK 24 h, 55 = RAKESfr 24 h SEI0RBEF T
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TR, M R PR B 25 7 P R AROK, Foh—Jf A B R (A D,
TR 1% B RK (B D, AT 1 h, 353K R
16 Th Py AR K S B (A) R [ SR 7K (B) Ay S B T, 4K
TF%=[A/A + B)] X 100%.

1.2.6 B %529 (open field test, OFT) WK FAN 3%5L 5
AT YL (47 cmx 47 em) Gl 7 AL AMRAG Sk WA ITiE SRR
AE S min (IS5 AL, @i clever sys B4 K RAEN 1)
W SRR . H e X Sl ] M2 R S A T T R b,
DT R BRI 7K 0 3 B SRR AT o

1.2.7 3835k MK (forced swim test, FST) M AT — R4t
W R U T 3% W SRR (K98 30 em LA B, ki 23°C 4247 ) ik
AT TR N 10 min JCHT , $ K BRUE T R ATk e B

bk 5 min, $EAGSL D SR A . SR JEH BEOR BURE TR A T 3
o AN B (U RS R — R e sh ) AL ARk
SRR T AT, TR BUEEEAS B0 1 B ) oz Bk > 754G
Bt h .

1.2.8 SERPES PCR i ] Trizol 4525 iE 2041 RNA J5 , fii
FH R B 5170 & A L cDNA (S5 SR %2 : 20 wL;mRNA:T pug;
2 454F:37°C 15 min, 85°C 5s,4°C 10 min) , ¥R Ji5 47520 &
i PCR(Real Time-PCR) 2 h ([ B A 7 :20 WL O 554 - 565
—295°C 30,45 4 95C 55,60°C 30 s, 45 —EH 40 ¥k,
=40 95°C 15s, HJE4ERF 4°C), ¥l CBIR,DAGL« FiI
MAGL 3[R Lk & N 2 3 ] GAPDH 1) mRNA 2 35 % 1L o
RT-PCR 5|4¥)f Takara 2N w450, FFFIANEE 1 Fi7R,

% 1 Real Time-PCR 3|41 51
Table 1 The sequence primer of Real Time-PCR

Gene Forward Reveres

CBIR CTGAGGGTTCCCTCCCGGCA TGCTGGGACCAACGGGGAGT
DAGL« CACGAGATGCTACGCTACAAAGA GGCAGAGACAACACGAGCA
MAGL CGGAACAAGTCGGAGGTTGA TGTCCTGACTCGGGGATGAT
GAPDH ATGATTCTACCCACGGCAAG CTGGAAGATGGTGATGGGTT

1.2.9 Western blot WA 41K FUG 2 T 248 2% vp i vh i
YK, SRJE MR BCA MR e #ilh &l 2 &4 H
e . SRJ5 ,ilad SDS-PAGE B HL UK ( FAER 40 pg) 4
FERL TR 3 PVDF I E o SRJ5 ] SYRE Wiks 25 IR 45 S f A
Lh)g, ST —4iE (4°C,16h):CBIR (ab23703, 1:
300, Abcam, Cambridge, UK); DAGL« (ab81984, 1:500, Abcam,
Cambridge, UK); MAGL (ab24701, 1:2000, Abcam, Cambridge,
UK);B-actin antibodies (ab8227, 1:5000, Abcam, Cambridge,
UK)., FfiJ5 2 IR A A R A0 5 LU ZHiiE 2 h: It 1eG,
1:10,000, Abcam; 947 /N B, 1gG, 1:10,000, Abcam , Cambridge,
UK., #x /5 f#i A Super Signal West Pico fk 2% % Y6 (34077,
Thermo Fisher Scientific, Inc,, ) it 7~ H 98 4 5454 I17F Bio-Rad
QuantityOnel-D %% {}: (1709600; Bio-Rad Laboratories, Inc., Her-
cules, CA,USA) b tfi&iil- ik b i
L3 HitZETH*E

ARSLHGRH] SPSS19.0 X PSS A T4t 00, i 3%
AN , 2% L 2 1] B P B P80 PR 38 7 22 00 # , P T S04 7 L
BCATHEAT 7 22 FF PRI, 0l e 7 25 57 PR SR ] LSD-t #5457
ZEARFFNR ] Dunnett T 4545, P<0.05 I 22557 A Geit24 18 o

2 R

2.1 FAITIRTT I E CUS XREIEREEATA
ARSI MK i W3 AR A Uk SIS I T A2 R
FUAT A BUBAE O, S5 R a3 2 FR , & R B A e
X (432 Bl ] (F2, 21=7.362, P<0.01) FI .0 X3z Sl I 5 1L
Z AR R M 22 5 (F2, 21=6.137, P<0.05) ., CUS 4R REA
W3zt DX Sl I 8] Fiz Sl s L B 2 H500) B 40 (Sham )k
B(P<0.05; P<0.01). FPEITIRIFIEMN T CUS K EAN 5+
DX AR D X Rz SRS [ (5 CUS 411t P<0.01;

P<0.05),

TR A ETK S I AE R R , 252K RO 3h i 8] 2 8] 777
2 2 (F2,21=7.286, P<0.01),CUS % sham 2f W & 3% fin
(P<0.01),CUS + FIx % CUS 44 W &t T F&(P<0.05), Ul AL PG 1T
Refg M| CUS IrBCR R 13T BT R . K IR Ar L0 25
R GMRAEK A RAHRL, SFARBEHKEREFEREES
(F2, 21=5.992, P<0.05),CUS £ #; sham £H K A4 HE /K 15 B
I/ (P<0.05),CUS + Flx % CUS 2H K BURH /K S HCH &3 in
(P<0.05). BEHABPETT REAS il CUS KR PRSI T R o LA
AT Ry 2 SRR B R VT B BUMARE
22 EAETA® ARSI CBIR .DAGLx 1 MAGL EE %
ix

T 20 AR SR PG TT TR FE A A M L AR S
ol T IR RRE 3Z 1 CBIR, IR KRR 2-AG (195 AL
fifi DAGLo Fl/K B MAGL ££45 20 K BRI o 1) mRNA Fi
HERIAAE . S5 RANE 1 TR, CUS Jl 3 R AR Y K B I 1)
CBIR([E 1 A, D)F14 8 DAGLa( &l 1 B, E)f) mRNA Fl&&
FHKF-( 5 sham 41 Lt P<0.05), -3 T /K f# B MAGL(E 1 C,
F)#Z&3i5 (5 sham 41 [4 P<0.05) ., iMi#PGITiAy T LT CUS
KBS CBIR Al DAGLa 361k (CUSHFIx #4115 CUS 41t
P<0.05), R 7 MAGL /K- F-(CUS+FIx 215 CUS £ 1t, P<0.05),
FIAFEPETTIRTT XD 1 IR E KRR RGEEA T E.
2.3 shRNA fEEF# THED CBIR 5 DAGL« [5FAKT & A
iTXF CUS K RBHIERIET A MU E1E A

Rt — 2L W UE PR RRR 2R A5 5 AE SUE VTR YT AR AE
FIFER, oA B TR AR T T R B S M RO 224K
CBIR FIZBEAE H Ve LRk, ARG T CUS #5f, 2
JE A EPUTTIAYT . &55an3 3 Ui7R, scramble + CUS + Flx 21
R X 32 Bl RE B E L g X ERR B[R] =5 F scrambl e + CUS(P <
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0.05);shCBIR + CUS + Flx ZH il shDAGLa + CUS + FIx {4 1
P X3z Bl B A H P R R ER R B R PR T scramble + CUS
+FIx 41 (P<0.05), scramble + CUS + Flx 20 i /K $5 i (i &5 T
scramble + CUS £ (P<0.01);shCBIR + CUS + FIx #H fi
shDAGLq + CUS + Flx 21 /KA I F scramble + CUS +
Flx 2H(P<0.05), 4, scramble + CUS + Flx 43038 ik A ghit
[E]{E& T scramble + CUS 24 ( P<0.01);shCB1R + CUS + Flx ZH I

shDAGLa + CUS + Flx ZH 3R 3H KA Sl ] 255 T scramble
+ CUS +FIx #H(P<0.05), Real-time PCR il western blot £ 5 i
/(& 2),shCBIR + CUS + Flx 20 & flifF 51 CBIR ik i
{ T scramble + CUS + Flx #H (P<0.01),shDAGLx + CUS + Flx
2H KB D Y DAGLo #2358 K T scramble + CUS + Flx 4
(P<0.01), i shRNA F #t%5 ¥ T i K B & CBIR 5§
DAGLo J7 BEWT T 58078 7T HTmAR e

R2 EERBITHENLE (xt 5)
Table 2 The antidepressant-like effect of fluoxetine on CUS rats(xt s)

The open-field test

The percentages of The duration of

The distance of central

Groups Amount The time of central sucrose consumption immobility in the
movement relative to N .
movement(s) (%) forced swim test(s)
overall levels values(%)
Sham 8 13.5¢ 1.43 79.81% 8.57 72.16% 6.37 83.14% 11.02
CUs 8 779+ 0.93° 4632+ 6.12° 4583 + 5.84° 143.60+ 13.31°
CUS+FIx 8 1228 + 1.23¢ 72.66 + 4.02¢ 68.84 + 5.32¢ 100.60 + 9.99¢
F value 6.137 7.362 5.992 7.286
P value 0.0113 0.0082 0.0157 0.0048
Note: Compared with Sham *P<<0.05, ®P<0.01; Compared with CUS ¢P<<0.05, ‘P<0.01.
g 15 g 1 g 20 .
§ # 2 # § 1.5 h—
% 10 1 — % 10{ —— I & 4
x * 5 * 1 e — ==
g 0.5 —— g 0. —I— g -
[ g0
3 00 . r x 5 0.0 x , v é 0.0 r ; T
sham cus CUS+FIx sham cus CUS+FIx sham cus CUS+FIx
N S - -
= “m = cBIR & — = phacLa w—— v s MAGL
— e - -actin - Wy > (p-actin N s B-actin
15 1. 15
€ £ c
£ " £
3 T — 3 § .
@ = e
g0 " 3 10{ T 4 3 -T-
- - 2 —— g #
e ) * 3 p— o
% 0. 3o 5 05
2 e 2
g 0.0 2 0.0 E 00
" sham cus CUS+Fix ~ sham cus CUS+Fix "~ sham cus CUS+FIx

B 1 | T CUS XRiBDH CBIR,DAGLa #1 MAGLEERI%, (A-C)sham,CUS,CUS+FIx ZAHKRELSH CBIR,DAGLa #1 MAGL
mRNA 7K F L% ; ( D-E )& A AR EDRCBIR, DAGLa #1 MAGL EAKFE L, iF:5 sham ALk *P<0.05;5 CUS 4ALL P<0.05,
Fig.1 Effect of fluoxetine on the expression of CBIR, DAGLa and MAGL in the hippocampus of CUS rats. (A-C) Relative mRNA level of CBIR,
DAGL« and MAGL in sham, CUS and CUS+FIx groups; (D-E) Representative immunoblots and densitometry analysis of (D) CBIR, (E) DAGL« and (F)
MAGL expression in the total hippocampus of sham, CUS and CUS+FIx. *P<0.05, vs. sham; *P< 0.05, *P<0.05, vs. CUS.

3 Pt

NIYER R R RS SR HE R AT  IEAR - 0 & 01 A
WOER BB, BFFE ), DY KRR 2R Ge 7 2Tl e
TRV DIRE , AR ARG 25 S IR VR | Ak T Rl
A6 IRV IRR B2 PR Z M TR 8 R 28 ) KX
B, AR I R B AR I 1 L 2-AG B T i 5

Ak BYERY DIRE , OF H 2 55 ShLAfE G R 7
—J5 1, WIEPE KRR R 5 S-HT REAFEA LM ER] . S-HT
ATLAR N CBIR 5 G FMM 4 & i, mH i
S-HT {f P A FEAR R o] LA ] CB1 A2 (3 8500 % s 45 14
S B R AIIFFEIESE , CBIR K545 n] R EEMARAEA T
HRYEEIN, AT TR AX CBIR Sl M 045 ORRR 3 Wiz 1
SYIERL AEIERREA TR 12, CBIR 3 PRI /) BRUU 2 B8 14 R
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WA S O IARE AT N 2 R4, 2-AG J2& CB1 2R 58 43 709,
MAGL 1|75 JZL184 sl it %f 2-AG [k i il nf LUK 2] — &
HIBTAARVE IR, (KL, CBIR il 2-AG 7E4ERpE M R GRS

HAEEER], W & AT IR T IMARAE ) 2-AG AT hE
22—,

R3 FARRITAFRLLR(xE 5)
Table 3 The antidepressant-like effect of fluoxetine was blocked by shCBIR or shDAGLa( xt s)

The open-field test

The percentages of The duration of

The distance of central

Groups Amount The time of central sucrose consumption immobility in the
movement relative to o .
movement(s) (%) forced swim test(s)
overall levels values(%)
scramble + CUS 8 10.43+ 0.92 5243+ 422 3929+ 3.13 149.30+ 15.87
scramble+CUS+FIx 8 1598+ 0.68" 8.55+ 5.95° 7023 £ 7.06° 80.71+ 7.60°
shCB1R+CUS+FIx 8 10.76 £ 1.66° 59.11 £ 7.90° 47.75+ 4.50¢ 127.50+ 11.99¢
shDAGLa+CUS+FIx 1135+ 0.87° 63.59+ 6.52° 49.07 £+ 4.52° 13390+ 11.78°
F value 5.572 5.554 6.918 5.895
P value 0.0082 0.0061 0.0022 0.0037

Note: Compared with scramble+CUS *P<0.05, °P<0.01; Compared with scramble+CUS+FIx ¢P<0.05.

A

»
3

Relative CB1R mRNA level
e o =
o o

-
&

5 < <& <&
& F $ &
o PO & &
& oF P o
© é,s‘f & ol

S Yy — - CB1R

S e W e B-actin
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Relative DAGLa mRNA level
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] ﬁ

- . - : DAGLa

- W= w=» e (-actin
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Ratio of (DAGLa )/ -actin
e o o o
> Y] >
»_H
£
{ He

0‘{9 <& <& <&
& g
& < O K
& & &
& o 5 N
& S o ©
& s Nl
& M &

[ 2 shRNA #FE FH THAXRBSH CBIR #1 DAGLa FiZ, (A, C)iESf shCBIR fFHAARIEDH CBIR mRNA FM1ZEERIZTIE; (B, D)iE
&t sShDAGL« f5 5 A RS 34 DAGLa mRNA f1E A RIETB, i£:5 scramble + CUS 4L *P<0.05;.5 scramble+CUS+ Flx 4Lk #P<0.01,
Fig.2 CBI1R and DAGL«a were down-regulated in the dentate gyrus of rats by sShCBIR or siDAGLa« lentivirus injection. (A, B) Relative mRNA level of

CB1R1and DAGLq in rats after lentivirus injection; (C, D) Representative immunoblots and densitometry analysis of (C) CB1R and (D) DAGL«
expression in the total hippocampus of scramble + CUS, scramble + CUS + Flx, shCB1R + CUS + Flx and shDAGL« + CUS + Flx. *P<0.05, vs. scramble
+ CUS; #P<0.01, vs. scramblet+CUS+ FIx.
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