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KT CRISPR/Cas9 REGiHHE ARID2 5L Br s Ad
Fi35 N 40 S S R RS BE ) fR) 5 )

BRA,E PR A KMELHREKR,E R
(EREMRFRIMEIIR T T AP FHEREALRE EX 400010)

[ ZE)B#Y. &L E AL PR B 48 B SCE 8 ¥ 5 (clustered regularly interspaced short palindromic repeats/Cas9, CRISPR/
Cas9) RHUFE SK-Hepl AT AN A P AT BHE/ERE 2(AT-rich interaction domain 2, ARID2) 3 [H B A8 RY | 35407 4 W 8%
ARID2 REER¥S AR 40 MU S ANIERE BB D MR, 75 3% . R IT-6 BUBE ] ARID2 B[] RNA (single guide RNA,sgRNA) ZEAZ
BRF5, 5 B0 20 bp, ¥iEE] CRISPR FiAH A b, e HEK293T 40318 i 3 I I v i 2 4 Mo bk , SR A sE BB JE 1, . Tran—
swell FIRYRSLIES SIS A S AT RERE ST, R . H A sgRNA SR BTSN A BFUI/5 A9 LentiCRISPER-V2 Fibr#;
A HLIU P IE# ; 2 Western blot %5 5E ARID2 w R 49 40 BRI 2 AT ; ARID2 BB R IRJE , SRA MR AL, HE A RBH
5 FREIE RSB AERR ARID2 PR 4IAEAR (1#6) 3535 10 d I TR IRECH (125.600 + 5.131)4, A 4 AR ST L3k
(69.000 + 5.567)1~(:=12.962, P=0.000) ; ARID2 SEIR4IMIER 2#1)IEFEE 8 d T ETE AR (94.000 + 8.737)41 , S A 4l Mubk 7e
RETE BLEL D (67.000 + 5.292) 1 (¢=4.635,P=0.010) , 2R H it X, Transwell £5F7" ARID2 BBRANHIK(1#6)7E 24 h fiE
AR (180.000 + 5.542) 4, FA< 40 M 4 ) T2 7% 4l BEHCH (90.400 £ 5.031)4>(¢=20.731,P=0.000) ; ARID2 #BR4HMI#R (2#1)

TE 24 h WIE B 4 HECR (138.600 + 5.749) 1, A4S 40 i 25 ¥ 11 #5 40 HL % R (78.400 = 5.703) 1~ (¢=12.891, P=0.000) , Z R F F 1t
R WRERER/R ARID2 RER A MR (1#6)16 h RIJRAS B (88.000 + 0.011) %, KA M4 RPYR AL S B R (52.500 =

0.047)%(1=12.490, P=0.000) ; ARID2 FBR4HHIME (2#1)16 h "R ALA K (71.900 £ 0.020)% , 3 A A QIR A& 4 (55.200 =

0.024)%(+=9.190,P=0.001) , 2R A FiT¥ B L, it : ARID2 Rk B i A2 ot A 4 A 38 B ALEAB BE /7, UESE ARID2 /2440
EERNS SN EZEMERE, ARID2 B4R Y TR EAR S IR B,

[REHA AT E44EHE 2; CRISPER/Cas9 ; SK-Hep1 ; 1454 ; iTH
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Effects of ARID2 knockout on hepatoma cells proliferation and migration

based on CRISPR/Cas9
Gao Qingzhu ,Wang Kai,Liang Li,Zhang Yunzhi,Zheng Y aqiu ,Tang Ni
(Key Laboratory of Molecular Biology for Infectious Diseases ,Ministry of Education,
. Chongging Medical University) ,
[ Abstract]Objective . To construct ARID2 gene knockout model using CRISPR—-Cas9 system and to investigate the effects of ARID2
knockout on SK-Hepl cell proliferation and migration. Methods ; Three pairs of 20 bp sgRNAs targeting ARID2 were chemically syn—
thesized and inserted into CRISPR expression vectors. The lentiviral was then packaged in HEK293T cell lines. The ARID2 knockout
cell lines were selected in SK~Hepl cells and identified by gene sequencing and Western blot. The effects of ARID2 knockout on
proliferation and migration of SK—Hepl cells were evaluated by colony formation, Transwell and Wound-Healing assays. Results ;
Western blot showed that SK-Hepl cell lines with ARID2 knockout were successfully established by the usage of CRISPR-Cas9
system. Colony formation assay showed that the colony number of ARID2 knockout cell lines (1#6) were significantly increased on
10 d(125.600 £ 5.131), compared with parental cell lines (69.000 + 5.567) (¢=12.962, P=0.000) ,meanwhile, the colony number of
ARID2 knockout cell lines(2#1) were increased on 8 d(94.000 +
8.737) ,compared with parental cell lines (67.000 +5.292) (¢=
4.635,P=0.010). Transwell assay showed that the migration
number of ARID2 knockout cell lines (1#6) (180.000 + 5.542)
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81602417); T A THEA SR EE RS AE (B%., was significantly increased than that of parental cell lines
cstc2015jcyjBX0011) ; Tk F A 41 #7 B P & 3 %) K 35 R (90.400 +5.031) (¢=20.731,P=0.000) ; the migration number
B (%% .CXTDX201601015), of ARID2 knockout cell lines(2#1) (138.600 + 5.749) was in—
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(2017-06-22) 12.891,P=0.000). Wound-healing asséy showed that the wound
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closure of ARID2 knockout cell lines(1#6) (88.000+£0.011)% was higher than that of parental cell lines(52.500 £ 0.047)%(:=12.490,
P=0.000) ,meanwhile , the wound closure of ARID2 knockout cell lines(2#1)(71.900 + 0.020)% was higher than that of parental
cell lines(55.200 £ 0.024)% (:=9.190,P=0.001). Conclusion; ARID2 knockout results in an enhanced proliferation and migration of
SK-Hepl cells,suggesting that ARID2Z may be involved with the initiation and progress of hepatocarcinoma. Qur study provides a new

tool for further investigation of HCC.

[Key words]AT -richi interaction domain 2;clustered regularly interspaced short palindromic repeats/Cas9;SK -Hepl ;proliferation;

migration

ATE EAERB 2(AT-rich interaction domain 2,
ARID2) 2L 3h Yy B R AT e RUFR 400 /MR R BE A
4 ¥ (yeast mating —type switching/sucrose non ~fer—
menting, SWI/SNF ) H# PBAF ( polybromo —associated
BRG1 ~ associated factor) IR W) — T, A%
ARID2 R T 12 SREERE, & 21 MR T,
ARID2 & 2 - BIRYEE MY, (945 N ¥ ARID 4544
A C 3 2 MRSFI C2H2 BHEEEFY, B4R
4iH9RES5 & DNA RNA I H %2, ARID A%
FE % 2 A S SRR B PO B80S , B IR
AE HHERREEFET \éﬁlﬂﬂﬂﬁiﬁi"’%‘]#%ﬂﬁa%
£ TBER,

UTAESR , ARTD2 15y 1188 2 PRI 78 £ o i H 7
55 1% SRR AN FFE S SR A R /N B O
HENRE, 2011 48, Li P4 7E AR A7 7E ARID2
RERFEHRAE, [F4F, Zhao FMIRIE ARID2 7EHF4H
WP PR R TE R H B HRTARTFRER
O R ) 7 A AT o PR 00 S P VR You S50
I ARID2 B HRIKTF 5B E R B,
2% EFTiR , ARID2 95K 75 € AR 76 TR RS 4f At A2
FAREIEHEERNMEM, AT, ARID2 RAEF5|&E
AT RE 2 BUE FIIE 7R E’Jﬁz&ﬂ?ﬁ?’iik%ﬂﬁﬁ?
PR RARERE

R A B L 2 ) G e 42 [ SC 2 4 PP 91 (clustered
regularly interspaced short palindromic repeats/Cas9,
CRISPR/Cas9) R YL H AT H HAI N HMBE LA,
R T ARG, 2 A NBGES , ATx
E YRR A IR RS AR R M AREN, &
EZAEFEHZBRAVIEE Cas9 FlH T RNA (single
guide RNA, sgRNA )M, sgRNA BB AT[E] X 75|48
ILFEFF (protospacer adjacent motif, PAM)Z5#), AN
Bt B R sgRNA 5138 it B AN X IR SIS 7
5, NI 5 AR N VI B Cas9 B 454 4TS5
FEFIm, AR R B EI5IA DNA BUEE B (dou-

ble-strand breaks,DSBs),DSBs i i 3E R IR K b5 iE

# (non-homologous endjoining, NHE]) 5%, [F] ¥ & 4

(homologous recombination , HR )& & HL# %F Wr 34 £
DNA #HATBRABRE BB,

72 A A CRISPER/Cas9 i AR # 57 ARID2
FE B SK-Hepl FEHMR, EFERNKEER
ARID2 5P & 4 A JRAL I 1R A Al

1 #M#IFHE

11 @tk BHhERE

SK~Hep! M [ 3£ H ATCC; HEK293T 4AfE b1 A 3250 22 {5
77 ; DH10B /&2 A4 i A LR E R B IHRTF . Cas) RAR
& lentiCRISPR—v2 LA B 18 42 ML pMD2.G . psPAX2 B

IR AR R IR BRI

1.2 E&EXA

DMEM EiMikrses HHEB E W H Hyclone 2 ; MLTE
W B Gibco A H] ; B YRR Lipofectamine 2000 ¥ T Invitro—
gen; BCA B HEBIAN &  Westem HIEKRF AW BE S X
HEPrE RS F)  ARID2 B REHA (SR L FHREE—
$T IgG W B Abcam 23 7 ;ECL 4b 2 & Y6 A F W B Millipore
27 BR &N V08§ BsmB 1 1 § NEB /A 5] ;T4 DNA FEH:ER
[af=| Promega Qﬁ,ﬁﬁjﬁ%iﬁﬁ“ﬁ(%ﬂﬁi)% B TIAN-
GEN 227l &5 A BRI B BHIE 4L T ; DNA ¥ pi A%
EREREE AT ARG RAFTEK,. CellTiter I H Promega
4], Transwell /NE M B Coming 24 5 , RJEL 8 & M
(Culture insert) ¥ B Ihidi A #], FB4H DNA #EUT &4
BESHAEY,
1.3 #zk ARID2 35M s fo i &)
1.3.1 lentiCRISPRv2-sgRNA BUMJEE  #53) NCBI A FEH
A ARID2 ZEREAFF], I sgRNA 3 W3 (http://www.e—
crisp.org/E CRISP/designcrispr. himl ) % 3+ & i 6 %& ARID2
Oligo #.4% (& BsmB 1 BEYI (Y &) ARID2-1 IE L 4% .5 -
CACCGGATTAAAACAAGATGAACC-3’ [ S(4#%.5’-AAACGG-
TTCATCTTGTTTTAATCC-3’ ; ARID2-2 IF 4% .5’ -CACCG-
TGATATCTAAAGTCCCTTG-3", [ X 4% :5° ~AAACCAAGGG-
ACTTTAGATATCAC-3’ ;ARID2-3 iF S 4% :5’ ~CACCGCTAT-
ACATGCTCACGGAAA-3’, JZ X 5.5’ ~AAACTTTCCGTGAG -
CATGTATAGC-3’

1% sgRNA FEA%H R B4R KT BUNEE DNA ; FIFR It
Y188 BsmB | Bt LentiCRISPER-v2 ik , {18 55 2% Lenti—
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CRISPER-v2 TR PR AL A 238 s S 3R VI IS 1Y LentiCRISP-
ER-v2 FCRIAER K5 IXEE sgRNA , EFER & .3 L plasmid;
1 uL vector;1 wL T4 DNA #E$%ERE; 1.5 wl T4 ligation buffer;
8.5 wl JClE/K, 16 CiEdE 12~16 h, WAL KIGFF#
DH10B ¥RAR , BEHUSCRL, AT
1.3.2  HEK293T 4iffd b e85 8 % U4hi 1 d 4% HEK-
293T ZH L FE Al 60%~70%% B 2 T25 KiFR L, o 4 it &b T %t
BAACHART A TR G . RABRBTIAS S gk 4% —E L
R4 pMD2.G psPAX2 lentiCRISPRv2-sgRNA 5544 HEK293T
i, 2~3 d WU EE 1T .
1.3.3  WAEMR R AR SK-Hepl 4 MRm IR
0.45 wm JEMBLTIE , 6 FLARIERY AN SK-Hepl 5N 8 pg/
mL Y polybrene,
1.3.4 (iR dimek AR 2~3 d 5 RS 83 (0.5
we/mL) ik, 7 SK-Hepl 25 123 R A0IG , K IR Y12 % 25
BYANMLIE 7 5537 , AR 96 FLAR AR B8 o v B R0 e 1Y
DT AR AL AR, VR AT L ) A A B A ARID2
B RRCBR A RO P 2 DNA (7 B2 DL UE I -5 ) UEA T TA TEk
IR F . PCR 3 514 F : ARID2-1 1E X §#.5° -
GTACAACTGATGATTCCACT-3" | Jz %% .5’ -GG-AGATGC~
TGACTCGTATA -3 ; ARID2-2 iFE X §% .5’ ~ACCATAACAG -
TTGTGCCA-3’ , )& 4% .5’ ~TTTCCCTA-TCAGTATCCTCT-3" ,
1.4 ARID2 3kt ta itk s 2
1.4.1 SO R SCIAC I A AE K 4b TXHEOW Y ARID2
IR AN AR B R AR AN AR IR A5 1AL, LA 1.0 x 10° /)
FWERE 6 LA, IEH R 7~10 d, FRAIMOE RIS
Fret iRy o, BT R R, A 3 L,
1.4.2  Transwell #0040 RE AR 22 B 4b T X B0 1)
ARTD2 ik 40 AR B R AR 20 Mo ak Je it v £k 5 1 H 88, B 2 x 107
AN INE BB R 24 FLIR Y Transwell /NE 122 (3 200
WL ZEEEERE)  /NE T2 MIE R KR 953 800 L, fH4H K 3 4
BIFL, 32 2 24 h JRATES AR Y(E 2.5 min, W0 T WAL
MUFRS IO, A 3 RS,
1.4.3  RPRESCEAMAIMER  Keab T X EOHEY ARID2
200 MO ke B s A 40 R Bk BRI AR R 18, B 3.5 x 10 A7
ZLPEEEZE Culture insert B—|3: 75 pL IEW B 3E, 55—
M 2 —RE 4G4 3 ANRITL, B3R E 24 h TR AN A 5 &
[ Culture insert, & 191 ML B IR 285 7% | AT T LR
AN TR ]S R AR RS O, A 3 S,
15 %itsasm

BERRSZRG AT E 0 3 YO S A S TR RORL LAY
B+ ARUERE (v +5) 3R s JH SPSS 17.0 G4k F 7 Hr S s
P, P2 HEBCR ST FEAS ¢ A6, R 30 /K HE 0=0.05,

2.1 ARID2 3k fm R M
LentiCRISPER v2-sgRNA JURIAGEE R, 741 e X 4]
1 iR,

200 270

ggattaaaacaagatgaacc

A. ARID2-1 J¥31 Hotf
250 260 270

AAACAC! TTTTAC
gtgatatctaaagtcccttg

B. ARID2-2 J¥:51 st

240 250 270

I

. !

|

: I i
CLUPUU YT |
23000 U0 60
AACACCER SRR REEN T T T

gctatacatgctcacggaaa
C. ARID2-3 J¥31 et
B 1 LentiCRISPER v2-sgRNA EARAIMF &R
Fig.1 DNA sequence of LentiCRISPER v2-sgRNA plasmids

2.2 ARID2 3L/ fm BOAE AL 69 5 5T

96 FLAR AN T 5 AL A , 4 B K 248 DNA | TA e
JEIERGIN . #4146 ALY HE A ARTD2 3 K41 751 5 B 4
R ARID2 BEPRAFH X, 45 R A 2 Fi7R , 146 AHARID2

JEI 2 AT RR (CA) BRI 18 MRS R 288 | 3 S50 F ikt AT ¢
1k, ML ARID2 KRR
178.38 kb. Forward strand s
I & I

ll‘]xnn 18
¢ T Te 6 &aaT

| it I LA (1A
LAV YV AV IV AV P YV VAV

WT:5-T TCA GTA CAA CTG ATG ATT CCA CTT GGA AAT ATA AGC AGA GAA ATT TTT GA.

2 ARID2 BB 4RRatk (1#6) B EZH DNA SEF £ R
ARID2 EE 40 DNA F5ItE Xt R
Fig.2 DNA sequence alignment between ARID2 knockout cells
(1#6) genome DNA and the wild—type genome DNA

BEFR ML 4K 5 85%~90% i I I 11, Western
blot #5535 H A& AU HLAR Y ARID2 25 P B o, i
FEXF AT I BHPR LA 18 SAMNE T, B ARID2 C ¥ifdhBE
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ed EE (AL 24> C2H2 BHELILIT , MUBELS S DNA,
HRESS A RNA FIZE U5, $0A N ARID2 &% HA: 923
RERSCERVEFHSR) , LR L AT BIPT R R AL 24510 TE C o,
[Kl 1l Western blot AJ %l %] ARID2 AR k2 | 45 & 3
JIE7R , 146 A ARID2 584 i 4tk .

Mock Vector 1#1" 1#2 1#3 1#6  2#1
ARID2 R . Pae |

Bactin e —— — —— —

B3 HEAKTRIERTAER ARID2 SR TREME R
Fig.3 ARID2 protein expression in possible ARID2 knockout cell
lines by Western blot

2.3 ARID2 #&M 3t SK-Hepl 2mi8.3% 54 4k 7 44 % v

Vo RE TR I SE B 45 S B 7%, ARID2 R4 40 AR (1#6) IE
B3R 310 d I SRR 0N (125.600 + 5.131) 4>, AH L EAR
AHIRR[(69.000 = 5.567) AW 36 5 , 25 A GeitF X (1=
12.962, P=0.000) ; ARID2 il [ £ i Ak (2#1) 58 BT BN
(94.000 + 8.737) 4>, A LU SR A4l UK [(67.000 + 5.292) 4> [HA
ST (1=4.635, P=0.010) , #7~ ARID2 JEPH AR v] LA 242
PERFR AN ML A IEFE AR, niE 4 FIE S B,

150

g

SEREIL RUE(A)
3

a: SN BRAIH L P <0.01

E 4 ARID2 RiBR{2 it SK-Hep1 4RAaRIIEIERES
Fig.4 ARID2 knockout promotes the proliferation of SK-Hep1
cells as detected by colony formation assay

120
wT ARID2-KO-2#1 e
< 80
=
g
el 40
b
0
A N
<« 0;;"?
a: GAHRLLRIEE P <0.05 =

B 5 ARID2 &Rt SK-Hep1 4RARIIEIEREN
Fig.5 ARID2 knockout promotes the proliferation of SK-Hep1
cells as detected by colony formation assay

2.4 ARID2 &% 2+ SK-Hepl %mffLiE 43 Fo iz £ 4 A 69 %R

Transwell %55 578 , ARID2 FEBRANMIME (14#6) 7€ 24 h 1)
TR 4 I % R (180.000 + 5.542) 4, 35 2 £ it ik ) 145 24 it
Bk (90.400 +5.031) 4~ (¢=20.731,P=0.000) ; ARID2 i 5% 4
JfL Bk (2#1) 76 24 h (93E S 40 EK (138.600 + 5.749) 4, 5%
2 21 8 B 114 3 % 40 L 85 M (78.400 + 5.703) 4> (¢=12.891, P=
0.000) , 4275 ARID2 FBR4IMIRRAE 24 h B 55 /N R AY
YR 5 S AR A R R G B 06 5 ARTD2 B PR g ok v ik
I AN e R 288 1, N 6 RN 7 PR

200 a
WT ARID2-KO-1#6 Z_
= FoR oitake @T™ s 150
< ..« ; "~ Iy A -2 o B
FOlvas s VR s N % £100
i LR P & ® 5
Bl TS
shoa i S WP o o
= .“t' Lo AR '/..‘., e Q‘«‘\\,\*“
a: SREBRLLAIE P <0.01 b\k\@"“

B 6 ARID2 &iR{E1t SK-Hep1 fAAIER B ZEAEES1(200 %)
Fig.6 ARID2 knockout promotes the migration and invasion of
SK-Hep1 cells as detected by Transwell assay(200 x )
wT ARID2-KO-2#1 200
& T 7

a: SR IHALA LE P <0.01 N

B 7 ARID2 BB {23 SK-Hep1 MRATHFNE L 4EEF1(200 x )
Fig.7 ARID2 knockout promotes the migration and invasion of
SK-Hep1 cells as detected by Transwell assay(200 x )

2.5 ARID2 #krst SK-Hepl 06t 45 4k 7 69 %@

RSB 45 5 7R , ARTD2 R4 MRk (14#6)7E 16 h 1Y
i1 Jfa 5 7 % R (88.000 + 0.011) %, 5 5K 4% 4l Uk [(52.500 +
0.047) %4 L334 fin B {5 (1=12.490, P=0.000) ; ARID2 i [ 2
JfUkk (2#1)7E 16 h FIZHIEIERS 3R (71.900 £ 0.020)% , 575
ALK (55.200 + 0.024) %A HEHH 381 (1=9.190, P=0.001) ,
PR ARID2 K] fls vl RAGE UE IR A0 i 3E RS e 7 , AnI&l 8
FE 9 fi7R,

WT ARID2-KO-1#6
oy 0

Oh

6h

a: ST IRIAH L P <0.01
8 ARID2 B {23t SK-Hep1 HRaKIEREHES(50 x )
Fig.8 ARID2 knockout promotes the migration of SK-Hep1 cells
as detected by wound-healing assay(50 x )

wT ARID2-KO-2#1

az SXFHRALAEE P <0.01

B 9 ARID2 & {Ri# SK-Hep1 ZHAEAYIERRESI(50 % )
Fig.9 ARID2 knockout promotes the migration of SK-Hep1 cells
as detected by wound-healing assay(50 x )
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3 3 it

T 41 J T8 (hepatocellular carcinoma, HCC) &&
RFREH IL B SRR 2 — 73R E R AE L A Y
B0, B R R RIBIEFEE SR, FEW R
(5 515 B BRI — R P4 ML o F R,
I F A DNA 452038 fi Bk F 41 DNA R MM
AR AL, RS2 R BT FTR B, ATP MR e (0S5
HPE SYRIFE S IPRETE R MR 5 B
BT 25 B R0, Horp SWI/SNF S ¥IiAy
R AFREBNREE RRERR , FET 20%
MNP T, SWUSNF E AWK EZVENINE
FDR  HINRESRE B 2 EMEIE BB 4k . 2000
4., Roberts 250938 SWI/SNF B AH KK BN 3 B
Fy 44 8, [ 8 5 I (SWI/SNF related . matrix associ—
ated ,actin dependent regulator of chromatin subfamily
B.member 1 SMARCB1) %53 B[R 215 2428 (SWISNF
e — MO TR ) FEFILT 1009855
R H, BEG Jones HFRIE AT BEMEHER 1A(AT-
Rich Interaction Domain 1A, ARID1A)R{E 525775
T 509 51 81175 B 40 fu g FnOp S R, RS
HH 4 i 98 P, 2 R VR T S 1 1 (polybromo 1,
PBRM1)RAKIERLR Y 419%7, WIMNEHRS
SWIUSNF & SRR S 5 R i &£,

UL4F3K , SWI/SNF Z-& )5 ARID2 BRI
5 PR R R R R0, AFFIRGE ARID2
BRIR FRIAE BT A B I A, RATIREH K
ARID2 it #8 5] p-Rb-E2F {5538 Bl cyclinD1
H cyclinE ] (IZE34HE T 0 FE R A MUY, A
SFIA CRISPER/Cas9 FiAR | 7E57 4 R A JFF3E 40 B ik
SK-Hepl 143 ARID2 RSR AR @i EEH
GeFEENIE AT DNA M FESE ARID2 Al 40 AR &Y
YO AR , AR5 i — 45 0 i 4 B T R A S S TR
%5 ARID2 o5k 40 B A5 2% -9 40 388 7 1 6 B
JIHRER , SRR SN DNA 85 ATE
5 4 e 5k R 4 5 ) Ll s o R B 9 2 B 0 3
BE , TIF5 ) KB R A 4H B3R B | AT 40 3 BRARID2
PO 40 B AR (1#6) 0 ARID2 % 0 Bk (2#1) [ et
BT T AR LI, 5 R A I ARID2 Bl 40
FUBREE IR 2 10 d B H 58 TR USRS SR A 41 Ha bk 2
FEHEIN, U ARID2 RERRTT MBS AR A 1,
SZRiiRiE 5, WRERE BN RENES
HIRBEETRZ — B AT B MRDR L3, A5 iR
FREE R BRI XS T BF A BU TR 40 bR , ARTD2 Blie 2

MRk TR AR ZERE F7 B 1G5

25 FRTIR AT R IIAIE T ARID2 RRBR TR
HRAR, & BE ARTD2 PR 215 28248 °] LI i e
AT AT RS RE 1, FRIRIESE T ARID2 FE A4
BN S 5P & A iR BX T ARID2 210
o YR 4% TR 400 G Ak 2 T BB R LA SR B 4 FBL
H HATARRIEE, ERAAAKARMAEIARID2
PR M RR R LA T B — B IR ARG

2 % x W
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Chronic inflammation aggravates hepatic glucose metabolism disorder

in obese mice
Luo Xuan,Tan Wei,Liv Jun,Du Linmin,Chen Yaxi,Ruan Xiongzhong,Y ang Ping
(Chongqing Key Laboratory of Lipid and Glucose Metabolism ,Chongging Medical University)
[ Abstract JObjective . To investigate whether inflammation plays a role in accelerating glucose metabolism disorder in obese mice and
whether the mechanism is regulated by liver gluconeogenesis. Methods : The C57BL/6] mice were randomly divided into normal chaw
diet group, high fat diet group,high fat diet with chronic inflammation group(high fat diet with casein injection group). The macrophage
infiltration in the liver was detected by F4/80 staining. The mRNA relative expression levels of Mcpl, G-6—pase and Pepck were ex—

amined using real-time quantitative PCR. The liver glycogen content was detected qualitatively by Periodic acid—Schiff staining and

. quantitatively by anthrone—sulfuric acid method. The FoxO1 and
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" Akt protein levels were analyzed by Western blot. Results :
Casein injection induced obvious liver inflammation in high fat
diet—fed mice (P=0.000). The fasting blood glucose levels and
the area under the insulin tolerance curve were higher in the
casein~injected mice (P=0.040,P=0.025). The liver glycogen
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