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Abstract AIM To construct the recombinant expression vector
of anti-HER2 ScFv/FDT/caspase-6 and investigate its pro-apop-
tosis activity after transfected into gastric cancer SGC7901 cells.
METHODS Anti-HER2 ScFv e23sFv was attached to human
recombinant caspase-6 RC6 gene by recombinant PCR and the
Furin recognition site of diphtheria toxin FDT served as the
linker to construct €23sFv-FDT-RC6 recombinant gene. The re-
combinant gene was cloned into the vector pCMV and the recom-
binant plasmid was transiently transfected into HER2 positive
SGC7901 cells and HER2 negative HeLa cells via lipofectamine
mediation. MTT assay was used to show how the cell living status
was affected by the gene transfection. The pro-apoptotic activity of
recombinant plasmid was detected by indirect immunofluorescent
staining. RESULTS Restriction endonuclease digestion and
DNA sequencing proved that €23sFv-RC6 and e23sFv-FDT-RC6
genes had been cloned into vector pCMV. After transfection the
expression of fusion protein was found through Western Blot. MTT
assays showed that the growth of SGC7901 cells was inhibited.
Typical apoptotic changes of the SGC7901 cells transfected with
pCMV-e23sFv-FDT-RC6 were seen by indirect immunofluorescent
staining. CONCLUSION The expression of recombinant anti-
HER2 ScFv/FDT/caspase-6 gene can induce the apoptosis of
HER2 positive SGC7901 cells.
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1.1 DH5a pCMV-e23sFv-
PEII-RC6 SGC7901 He-
La RPMI 1640 Lipo-
fectamine2000™ Invitrogen

active caspase-6 Abcam

Lamin A Cell Signaling HRP

IgG DAPI -Cy3

Hind Il Xbal EcoR1
Not I T4 DNA ligase TaKaRa

1.2
1.2.1 PCR
wl w2
w3 wl w3 FDT-RC6
880 bp w2 w3 RC6
850 bp .3

Dwl 5' TIT GCG GCC GCG AAA GCC
GGC AAT AGA GTG AGG AGA TCT GTG GGC GCA
GCC TCC GTT TAC 3' @w2 5' TTT GCG GCC GCG
AAA GCA GCC TCC GTT TAC 3' @w3 5' TIT TCT
AGA TTA ATC TAC TAC ATC CAA AGG AAT 3'.

1.2.2 2.5
g/L 5x10°/ 6
24 h. 80%
RPMI 1640 2 3 pg/
pCMV pCMV-e23sFv-FDT-RC6  pCMV-e23sFv-RC6
500 L RPMI 1640 Al A2 A3
3 6puv Lipofectamine2000™
500 wL RPMI 1640 2 min B1
B2 B3 Al Bl A2 B2 A3 B3
20 min 6
37°C 50 mL/L CO, 8 h.
1 mlkb 100 ml/L RPMI
1640
1.2.3 Western Blot
SDS-PAGE 80V
150 V 100 V 2h NC NC
50 g¢/L TBS 1
h 1:300 4 C

TBST 10 mmol/L Tris- HCl pH 7.5 150 mmol/L
NaCl 1 mL/L Tween-20
1:1000 HRP

5 min %3 NC 5

5 min x3

h TBST

min

1 x10*/ 96
4 . 24 h
0.3 pg/ pCMV pCMV-e23sFv-FDT-RC6  pC-
MV-e23sFv-RC6 50 pL RPMI 1640

Al A2 A3 3 0.8 pl/
fectamine2000™ 50 pL RPMI 1640

2min Bl B2 B3 Al Bl A2

B2 A3 B3 20 min

96 8h 200
pL 100 mL/L RPMI 1640
024 48729 h
20 pL 37%C 4h
150

1.2.4 MITT

Lipo-

5 g/L MTT
uL DMSO 10 min
A490 nm

A490 nm

1.2.5
48 h 40 g/L
Triton X-100
1:500
DAPI

10 min 0.1 mL/L
10 g/L BSA
Lamin A -cy3

10 min.

2
2.1 HER2 ScFv/FDT/RC6
5 ng pCMV-e23sFv-PE Il -RC6
wl w2 w3 PCR
RC6 10 g/L
850 bp .
1 pg pCMV-e23sFv-PEI[-RC6  Not
I Xbal 6500 bp
T4 DNA ligase

FDT-RC6
880 bp

Not 1

Xba | 880 bp 850 bp

. pC-

MV- €23sFv-FDT-RC6  pCMV- €23sFv-RC6 1.

2.2 SGC7901 HeLa
SGC7901  Hela
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pCMV pCMV-e23sFv-

FDT-RC6 36 h  Western Blot
active caspase-6
HRP IgG . pCMV-
€23sFv-RC6 pCMV-e23sFv-FDT-RC6 SGC7901
Hela

6x10°ku 2 .
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DT 5.48 x10* ku
A B
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AB
A ¥ . Furin
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PE 1 e
Lamin
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HER2
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