« |-—%5/Previous Article| A H 5/ Table of Contents| |~ —j&%/Next Article»

(105850, 3 s, i (2 %, 465 VE G2 ke 2y 5 LUFFin o 8 i 2 28 3% P A e 2 =l /N 4t At 4t A o skl £ P [VD- 28 = e k2%

»245,2013,35(18):1921-1927.

Xiang Ying,Huang Dehong,Tang Xianjun,et al.Construction of double-targeting fused immunotoxin KDRscFv-uPAcs-

Luffin-B8-KDEL and its cytotoxic effect on non-small-cell lung carcinoma cells[J].J Third Mil Med Univ,2013,35(18):1921-

1927.

VEGF 57 1A P30 5 Luffin SR gl & B2 = M A
il e 40 0 1) F0 7 A F eors
pa=IF

G = % e Sz 2e 4 ) [ISSN:1000-5404/CN:51-1095/R] % : 35 i % 201344518
) pORL: 19211927 F5H b2 R [ 35 2013-09-30

Title: Construction of double-targeting fused immunotoxin
KDRscFv-uPAcs-Luffin-8-KDEL and its cytotoxic effect on
non-small-cell lung carcinoma cells

(R TR SO RERZE DS 9K sKOCHS Wik, MR EITAL
FRTT MR AEPIGYT . MR R A BT T

Author(s): Xiang Ying; Huang Dehong; Tang Xianjun; Wang Li; Zhang
Man; Zhang Wenjun; Yang Tao; Xiao Chunyan; Wang
Jianghong
Department of Biotherapy & Heamoonclogy, Center of Endoscopic
Diagnosis & Treatment, Chongqing Cancer Institute, Chongqing,
400030, China

ENAnE KDRscFv; Luffin-B; sl 47 il O ) ALl 55 255 ARG 1E
Keywords: KDRscFv; Luffin-B8; uPAcs; Recombinant fusion immunotoxin;

cytotoxic effect on tumor cells

4y KB R394-33;R73-362;R734.2
SCikAR B AG A
g B H 1 a4 i 4y 2 2k K 87~ (vascular endothelial growth

factor, VEGF)z {f iiigefiptk (KDRSCRV) | iy £ v i J 0 71
(urokinase plasminogen activator, uPA) Zuf#fy 5 (UPAcs) | %
J# % (uffin-B) 5KDEL (Lys-Asp-Glu-Leu) py j5 o 31 B 5 51 L
HERIRL G RS, IR R N it (non-small-cell lung
carcinoma, NSCLC) 4 fifu (35 11 1 ik RERG R
KDRscFv3L [, RT-PCRy:wapkluffin-B, & &SPCRyLGILHF NS, i

& fji; /NAVIGATE

A8 H 5%/ Table of Contents

T /Next Article

[-—%&/Previous Article

A B E—

. F./TOOLS

T -4

2| A fr) s 2 /References
~#; PDF/Download PDF(1094KB)

S7BITERA s /Print Now
&5/ KR ES/Comments

T

¥

%5 1 /STATISTICS

) e /Viewed 165

4>~ 4 /Downloads 77

P

#/Comments

| RSS | XML |



Abstract:
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Objective To construct a double-targeting fused immunotoxin
KDRscFv-uPAcs-Luffin-B-KDEL that containing a single-chain variable
fragment (scFv) against vascular endothelial growth factor (VEGF)
receptor KDR, urokinase plasminogen activator (uPA) cleavage
site (UPAcs) , tandemly ligated luffin-B8 and KDEL (Lys-Asp-Glu-
Leu) , which is a signal for retention of proteins in the
endoplasmic reticulum, and to investigate its cytotoxic effect on
non-small cell lung carcinoma (NSCLC) cell line. Methods
The complete sequence of KDR scFv gene was synthesized. And
luffin-B gene was cloned through reverse transcriptase-polymerase
chain reaction (RT-PCR). KDR scFv gene was fused together with
luffin-B gene by overlaying PCR. The uPAcs sequence was placed
the linking position between KDRscFv and luffin-8 gene, and the
KDEL sequence was fused at the C-terminal of luffin-B gene. In
doing so, the fused gene KDRscFv-uPAcs-Luffin-B-KDEL was
constructed and cloned into pET-32a(+) vector to form
recombinant vector pET-32a(+)/KDRscFv-uPAcs-Luffin-8-KDEL.
Subsequently, the recombinant vector pET-32a(+)/KDRscFv-uPAcs-
Luffin-B-KDEL was transfected into E.coli BL21, and the fusion
protein Trx-EK- KDRscFv-uPAcs-Luffin-8-KDEL (TEKPLK) was
expressed under induction, and then purified and digested
through enterokinase (EK) to produce double-targeting fused
immunotoxin KDRscFv-uPAcs-Luffin-8-KDEL (KPLK) . Cell count kit-
8 (CCK-8), RT-PCR and Western blotting were employed to test the
cytotoxic effect of KPLK cleavaged by uPA for setting free
immunotoxin luffin-B on H460 cells. Results After induction,
recombinant vector pET-32a(+)/KDRscFv-uPAcs-Luffin-B-KDEL



expressed the fusion protein TEKPLK, which contained the Trx tag



