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1.1 N c3 c¢DNA
pcDNA3. 1( +)
\TG1 \COS7  HEK293T
-80 C o
1.2
DNA Polymerase TaKaRa
) AxyPrep DNA Gel Extraction Kit( Axygen

) Hind M.Xho | \EcoR [ . EcoR V

T4 DNA Lambda DNA EcoR I + Hind
1T Marker( Fermentas ) DMEM
( Thermo ) ; Lipofectamine 2000
Reagent~ Opti-MEM Reduced serum Medium( In-
vitrogen )
leG IgG/TRITC (
) ; Western 1P
( ) ; Monoclonal anti-FLAG M2
( Sigma ) ; ECL (
Pierce ) ; Leica DMI 6000 (
Leica ) o
1.3
1.3.1 7
FLAG €3 C3( -1840)  C3(8244663)
PCR C3 c¢DNA
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PCR pcDNA3. 1( +)
PCR T4 DNA 16
C 13 h TG1
8~10h 37 C
12 h
. 1.
1
C3- 5"CCCAAGCTTGGGGCCACCATGGGACCCACCTCA3”
C3- 5"CCGCTCGAGCGGTCACTTGTCGTCATCGTCTTTG

TAGTCGTTGGGGCACCCAAA-3”

C3( 1840) - 5’-GGAATTCCGCCACCATGGGACCCACCTCA3”
C3( 1840) - 5’-CCGCTCGAGCGGTCACTTGTCGTCATCGTCTTTG
TAGTCAACAACAGAGTAGGGTAG-3”
C3( 8244663) - 5’-CCGGATATCCGGGCCACCATGACAGTAATGCAG
GAC3”
C3(8244663) - 5’-CCGCTCGAGCGGTCACTTGTCGTCATCGTCTTTG
TAGTCGTTGGGGCACCCAAAGAC3”
1.3.2 HEK 293T
60 mm
( ) o
30 mm .
o COSs7
1x10° ~2 x10°/em®
30 mm o 5%
C0,.37 C o
1.3.3
HEK 293T 80% ~90%
Lipofectamine 2000
37 C.5% CO, o
6 h DMEM ;
COs7 30% ~40%
1.3.4 ’ 24 h
COS7 PBS ; =20 C
2 min 70% 5 min PBS
3 5Smin; 1% TBST
30 min ; FLAG (1:100
) 2 h PBS 3 5
min; TRITC IgG (1:1000
) 1 h ; PBS 3
5 min; 0. 15 g/L DAPI 2
min DAPI : PBS 3 5 min;
( Dako)
74 C

o

1.3.5 Western blot Cc3 ’
48 h HEK
293T 30 min 4 °C .14 000 r/min 20
min : 2 x SDS
5 min 3 min; SDS-
PAGE 2 h 100 V 1.5 h; PVDF
5% TBST 2 h TBST
. FLAG (1:500 )4 C
TBST ;
IgG( 1 : 5000 ) 1h
TBST ; ECL X
X o
2

2.1 pcDNA3. 1-C3FLAG. pcDNA3.1-C3 ( 1-
840) FLAG.pcDNA3. 1-C3(8241663) FLAG
pcDNA3. 1-C3-
FLAG.pcDNA3. 1-C3( 1-840) +LAG.pcDNA3. 1 C3
(8244663) ¥LAG
1 Marker
5.4 kbp pcDNA3. 1

bp M 3 4 5 6

21226

5148
3530

2027

1 pcDNA3. 1-C3-FLAG .pcDNA3. 1-C3(1-840) FLAG.
pcDNA3. 1-C3(8244663) FLAG
M: Lambda DNA EcoR I + Hind III Marker; A:

;B ;
1.2: pcDNA3. 1-C3¥LAG ;3.4: pcDNA3. 1-C3( 1-
840) F¥LAG ; 5.6: pcDNA3. 1-C3( 8244663) FLAG
2.2 C3

pcDNA3. 1-C3+LAG. pcD-
NA3.1-C3 ( 1-840) ¥LAG pcDNA3. 1-C3 ( 824-
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1663) ¥LAG  HEK 293T Western blot
Marker pcDNA3. 1-C3F¥LAG.
pcDNA3. 1-C3( 1840) F¥LAG  pcDNA3. 1-C3( 824-
1663) F1LAG 187,105
105 ku. 3 C3( 1-840) C3( 824-
1663)  HEK 293T . 2.
WB:FLAG-M2

2  Western blot

C3(8241663)

1.2.3: pcDNA3. 1-C3F¥LAG. pcDNA3. 1-C3( 1-840) -
FLAG.pcDNA3. 1-C3(8244663) ¥LAG  HEK 293T

C3.C3(1-840)

3 G
 B:FLAG

C3(1-840)

A: DAPI ;G A

C3(8241663)
B S1:C3;2: C3(1-840) ; 3: C3(824-1663)

2.3 C3
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C3(824-

FLAG  pcDNA3. 1-C3(8244663) +LAG
24 h 1.3.5
pcDNA3. 1-
C3(8244663) ¥FLAG
o 3.
2.4 C3 CLIC1
COS7 C3
GFP-CLIC1 COS7 24
h 1.3.5
o c3 (3
(1-840) CLICI C3(824-
1663)  CLIC1
o 4.

B3

COS7
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B3

4 C3 CLIC1 COS7
A: DAPI B FLAG ( ) ; C: GFP-CLIC1 ( );D:AB.C ( ) ; 1: pcDNA3. 1-C3-F¥LAG; 2: pcD-
NA3. 1-C3( 1-840) FLAG; 3: pcDNA3. 1-C3( 824-4663) FLAG

3 COSs7
C3 :
C3(1-840) .C3(8244663) 3 HEK 293T
HEK 293T. COS7 o
C3
C3( 1-840) .C3( 824663)
o 10 . C3 3
C3
FLAG . Y OC B 0%
Western blot HEK 293 C3 e C3 A B
C3( 1-840) .C3(8244663) o C3 19
GFP 41 kbp 1 663 . C3 187 ku
a2- (a2M) ., C3 2
a B 13 !
C3 MG1-8.LINK.ANA.CUB.TED  Anchor.
C3 2 Cc3 o

(824-663)  CLICI S
3 3 .
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The expression of human complement component C3 and its

deletion mutants and the colocalization with CLIC1
Wang Erning Chen Dandan Liu Xiaoying et al
( Dept of Biology Anhui Medical University Hefei 230032)

Abstract Objective To study the expression and cell localization of complement component C3 and its deletion
mutants C3( 1-840) and C3(824-4663) in eukaryotic cells and the colocalization with CLIC1. Methods To con—
struct three eukaryotic expression plasmids of pcDNA3. 1-C3-FLAG pcDNA3. 1-C3( 1-840) FLAG and pcDNA3. 1-
C3(8244663) FLAG( according to C3 structure domain and splitting position) . The plasmids were transfected into
HEK 293T cells. Then the expression was detected by Western blot and their cellular localization was detected in
COS7 cells by fluorescence microscopy. Results The eukaryotic expression plasmids of pcDNA3. 1-C3¥LAG
pcDNA3. 1-C3( 1-840) +LAG and pcDNA3. 1-C3( 8244663) — FLAG were constructed successfully which could
be expressed in HEK 293T and COS7 cells and the cellular localization of C3 and C3( 1-840) C3(8244663) ap-
peared similar mainly in the cytoplasm and only C3(824-4663) co-ocalized in the cytoplasm with CLIC1. Con-
clusion  Complement C3 and its deletion mutants C3( 1-840) C3( 824 4663) can be effectively expressed in
HEK 293T and COS7 cells and all of them are mainly distributed in the cytoplasm and C3(824-4663) co-ocalized
in the cytoplasm with CLICI.
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