DOI:10.19405/j.cnki.issn1000-1492.2015.09.001

Acta Universitatis Medicinalis Anhui 2015 Sep; 50(9) . 1207 -
& &
(DG) a-DG. ; pcDNA3. 1
B-DG . peDNA3. 1- JTG1 VHEK 293T  COS7
DAGIFLAG. peDNA3. 1 DAGIaFLAG  peDNA3. 1-DAGIB- ]
FLAG 3 HEK 293T 1.2
Western blot ; COs7
; DNA Polymerase TaKaRa
DAGI.DAGla. DAGIB ; BamH I.Xba I T4 DNA
HEK 293T COS7 Lambda DNA EcoR [ + Hind Il Marker
. DG a-DG.B-DG  HEK Fermentas ; AxyPrep DNA Gel Extraction Kit
293T.COS7 Axygen ; DMEM
DAGI1 o ( )
DAGL, ; ; ; Lipofectamine 2000 Reagent. Opti-MEM Re-
R341R 394.2 duced serum Medium Invitrogen : West—
A 1000 - 1492(2015) 09 — 1207 - 04 ern P .
: Monoclonal anti-F*LAG M2
) Sigma X
’ 1¢G I¢G/TRITC
; ECL
-2 Pierce : ( Leica DMI 6000 )
( dystroglycan DG) Leica °
" DG DAGI 1.3
3p21 395 ; 1.3.1 ’ FLAG
DG oG BDC DAGl  DAGla  DAGIB ( 1
‘. FLAG FLAG ) PCR
pcDNA3. 1-DAGIFLAG. peDNA3. 1-DAGIaFLAG. DAGL cDNA
pcDNA3. 1-DAGI BFLAG DAGL DAGLa DAGIR
HEK 2037 COS7 PCR-
EcoR1T Xbal pcDNA3.1 PCR
) T4 DNA 16 C 12 h
1 TG1 : (10 h)
1.1 . DAGI  c¢DNA 37°C 10 h
EcoRI Xbal ; 1
2015 -03 -13 °
(- :81201368) 1.3.2 HEK 293T
230032
E-mail: liuxi- 24 h °
a0ying@ ahmu. edu. cn (
E-mail: lfan@ )

ahmu. edu. cn 5 min



* 1208 -

Acta Universitatis Medicinalis Anhui

2015 Sep; 50(9)

COSs7
« 37 C 5%CO, o
1
(539
DAGI F: GGAATTCCATGAGGATGTCTGT
R: GCTCTAGAGCTTACTTGTCATCGTCGTCCTTGT
AGTCAGGTGGGACAT
DAGla F: GGAATTCCATGAGGATGTCTGT
R: GCTCTAGAGCTTACTTGTCATCGTCGTCCTTGT
AGTCGCCCCGGGTGAT
DAGIB F: GGAATTCCATGTCCATCGTGGT
R: GCTCTAGAGCTTACTTGTCATCGTCGTCCTTGT
AGTCAGGTGGGACAT
1.3.3 1d
HEK 293T 80% ~90%
. Opti-MEM Lip2
000 5 min ;
20 min :
COS7 40%
1.3.4 Western blot 0
48 h HEK 293T 0.5
h 4 °C 14 000 r/m 10 min
; 2 x SDS
5 min;
(100 V. 2 h) (100 V. 1 h),
PVDF
TBST 1~
2h TBST (5 min 3 ) FLAG
(4 C): TBST (10 min 3
) (HRP ) 1
h TBST (20 min 3 ) o
1.3.5 7 24 h
COS7 PBS
(-20<C ) 2 ~3 min
(70%) 5 min. PBS (5
min 3 ) BSA 30 ~ 60 min;
FLAG 1.5~2h
(Smin3 ), TRITC
I h PBS (5min4 ):  DAPI
2 ~3 min PBS (5min 4 );
4 C o
2

2.1 pcDNA3. 1-DAG1-FLAG. pcDNA3. 1-DAGl -

FLAG.pcDNA3. 1-DAG1BFLAG
pcDNA3. 1-DAG1F¥LAG. pcD-
NA3. 1-DAG1a¥LAG. pcDNA3. 1-DAG1B-FLAG

EcoRI Xbal 1 :
Marker  PCR
1 5 400 bp
pcDNA3. 1 ;

( DAG12 688 bp.DAGlad
959 bp.DAG1BT29 bp)

bp

21226

5148
3530

2027

8§31
564

1 pcDNA3. 1-DAG1-FLAG.pcDNA3. 1-DAGl1oFLAG.
pcDNA3. 1-DAG1BFLAG
M: Marker; 1: DAG1 PCR ;20 pcDNA3. 1-DAGI¥LAG
;3: DAGla PCR ;4 pcDNA3. 1- DAG1aFLAG
;51 DAGIB PCR ; 60 pcDNA3. 1-DAGIB-
FLAG

2.2 DAGI1

Western blot pcDNA3. 1-DAG1-
FLAG. pcDNA3. - DAGla+LAG. pcDNA3. 1-DAGIB-
FLAG  HEK 293T

Marker pcDNA3. 1-
DAGI-FLAG 115 ku
pcDNA3. - DAG1aFLAG 75 ku
pcDNA3. 1-DAGIBFLAG
40 ku DG.aDG  BDG
; pcDNA3. 1
HEK 293T DG
o-DG  B-DG  HEK 293T
o 2,
2.3 DAGI1 DAGla DAGIg COS7
TRITC
( x1000) pcDNA3. 1-DAGI¥LAG.pcD-
NA3. 1-DAG1a¥LAG. pcDNA3. 1-DAGIB-FLAG
CoSs7 3
o 3,



Acta Universitatis Medicinalis Anhui 2015 Sep; 50( 9)

- 1209 -

1 2 3 4 5 6 ku
X S e = 100
e ot i e SN
| 1 & : é =
a-FLAG o et N
b i s s
. - x----‘*- “f .’ STy
2 Western blot DG.a-DG BDG
1.3.5: pcDNA3. 1-DAGIF¥LAG. pcDNA3. I -DAGla-
FLAG.pcDNA3. -DAGIBFLAG  HEK 293T 1 2.4.6:

pcDNA3. 1  HEK 293T

pcDNA3. 1-DAG1FLAG. pcD-
NA3. 1-DAGla—+FLAG. pcDNA3. 1-DAGIB-FLAG
HEK 293T.COS7
; Western blot
DG aDG.B-DG

8

FLAG o 48 h
Western blot
DG.a-DG  BDG
DG B-DG
DG 115 ku B-DG 43 ku aDG
72 ku cDNA

3 DG o DG DG
A: DAPI ; B: TRITC

/
/

DG.aDG  BDG

A
aDG  BDG
DG
N

aDG €

11-12 DG

COs7 x 1 000

’ a-DG

DG.aDG  BDG

aDG

;BDG DG

% DG

\--

;CA B 12 DG 20 o-DG; 3: B-DG



* 1210 » Acta Universitatis Medicinalis Anhui 2015 Sep; 50( 9)

“o a-DG 5 . RBI
B—DG J. 2013 48(8): 853 -8.
6 . RACKI HEK293T
° BL21 €087 I
a DG ° 2014 49(9) :1189 -92.
a DG 7 3
. . . I
a-DG 2014 49(9): 1202 -5.
15 8
I 2011 6(8):632 -4.
DAGI ( T192M) 9  Herzog C Has C Franzke C W et al. Dystroglycan in skin and
o cutaneous cells: betasubunit is shed from the cell surface J . J
DG a DG B—DG Invest Dermatol 2004 122(6) : 1372 -80.
DG a— 10  Dekkers L C van der Plas M C van Loenen P B et al. Embry—
DG\B—DG HEK 293T onic expression patterns of the Drosophila dystrophin-associated
glycoprotein complex orthologs J . Gene Expr Patterns 2004 4
Cos7 (2):153-9.
° 11 Sgambato A Brancaccio A. The dystroglycan complex: from biolo—

gy to cancer J .J Cell Physiol 2005 205(2):163-9.

12 Spence HJ Chen Y J Batchelor C L et al. Ezrin-ependent
regulation of the actin cytoskeleton by beta-dystroglycan J . Hum
Mol Genet 2004 13(15):1657 —68.

1 Gintjee TJ Magh A S Bertoni C. High throughput screening in
duchenne muscular dystrophy: from drug discovery to functional
genomics ] . Biology ( Basel) 2014 3(4):752 -80. 13 Michele D E  Campbell K P. Dystrophin-glycoprotein complex:

post-ranslational processing and dystroglycan function J . J Biol

Chem 2003 278( 18) :15457 -60.

2 Bushby K Finkel R Birnkrant D J et al. Diagnosis and manage—
ment of Duchenne muscular dystrophy part 1: diagnosis and phar—

macological and psychosocial management J . Lancet Neurol 14 Bremnan P A Jing ] Ethunandan M et al. Dystroglycan complex

2010 9(1):77 -93. in cancer | . Eur J Surg Oncol ( EJSO) 2004 30(6): 589 -
3 Winder S J. The complexities of dystroglycan J . Trends Biochem 92.
Sci 2001 26(2):118 - 24. 15 Godfrey C Foley A R Clement E et al. Dystroglycanopathies:
4 Winder S J. The membrane-cytoskeleton interface: the role of dys— coming into focus J . Curr Opin Genet Dev 2011 21(3) : 278
-85.

trophin and utrophin J .J Muscle Res Cell Motil 1997 18(6):
617 -29.

The localization and expression of dystroglycan and its derivative
Qian Cheng Wang Beihua Xu Xueqin et al
( Dept of Biology Anhui Medical University Hefei 230032)

Abstract Objective To investigate the expression and localization of DG and its derivative a-DG B-DG in eu-
karyotic cells. Methods To construct three eukaryotic expression plasmids pcDNA3. 1-DAGI+LAG pcDNA3. 1-
DAG1a+LAG and pcDNA 3. 1-DAG1B+FLAG. The plsamids were transfected into HEK 293T cells respectively
and the expression was checked by Western blot. Their expressions in COS7 cells were detected by fluorescence mi—
croscopy. Results The expression plasmids of pcDNA3. 1-DAG1+LAG pcDNA3. 1-DAGla+LAG and pcD-
NA3. 1-DAGIB-FLAG were constructed successfully which could be effectively expressed in HEK 293T and COS7
cells and the localization of ( DG and a-DG B-DG) mainly in the cytoplasm. Conclusion DG and its derivative
a-DG  B-DG can express efficiently in HEK 293T and COS7 cells and all of them are mainly distributed in the cy—
toplasm which provide cellular basis to further understand the function of DAG1 gene.

Key words DAGI; transfection; gene expression; localization



