
Supplement 1. (A) Structure of the kringle 1 domain of hepatocyte growth factor. (B) Structure 

of the recombinant adeno-associated virus carrying the EGFP gene. (C) Structure of the 

recombinant adeno-associated virus carrying the HGFK1 gene. This vector mediates secretory 

HGFK1 expression. 

Supplement 2. Sequences of the utilized si-EGFR, which specifically inhibit EGFR activity.  

Supplement 3. The effects of rAAV-HGFK1 on the development of ascites and metastasis. 

rAAV-HGFK1 treatment significantly inhibited tumor growth, prevented liver, lung and 

peritoneal metastasis, and inhibited the accumulation of ascites. In contrast, members of the 

rAAV-EGFP- and PBS-treated groups displayed 100% liver and peritoneal metastasis, and 100% 

and 83.3% lung metastasis, respectively. 

Supplement 4. Plasma levels of HGFK1. Rat plasma samples were obtained on days 0, 7, 21, 60 

and 120 after rAAV-HGFK1 injection. The plasma levels of HGFK1 were detected by western 

blot analysis. The highest plasma level of HGFK1 was achieved on day 21, and gradually 

declined thereafter up to day 120. 

Supplement 5. The in vivo toxicity of rAAV-HGFK1. Normal Buffalo rats were randomly 

divided into 3 groups (n=3 per group) and treated by portal vein injection of PBS or 4.8×1012 

v.g./rat of rAAV-EGFP or rAAV-HGFK1. (A) Plasma ALT, AST, total bilirubin, HBDH, CK 

and LDH levels were determined on days 7 and 60 post-treatment. (B) At 120 days 

post-treatment, liver tissue sections were obtained, and HGFK1 protein expression (brown 

staining) was examined by IHC. No positive HGFK1 signal was found in liver tissues from rats 

treated with PBS or rAAV-EGFP. In contrast, high HGFK1 expression was found in liver tissues 

from rats treated with rAAV-HGFK1 (more than 75% of the cells in each section showed 

positive cytoplasmic staining). Magnification=200×. (C and D) H&E staining of liver and 
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cardiac muscle tissues. No obvious lesions were found in the PBS-, rAAV-EGFP- and 

rAAV-HGFK1-treated groups. Magnification 100×. Results represent the mean±SEM from each 

group (n=3). 

Supplement 6. Infectious efficiency of rAAV-mediated gene transduction in vitro. (A) MECs 

and McA-RH7777 cells were infected with rAAV-EGFP, and infectious efficiency was 

determined. The maximum fluorescence signals were produced 48 and 72 hours after infection. 

The highest infectious efficiencies in MECs and McA-RH7777 cells were 52% and 86%, 

respectively. (B) Identification of HGFK1 expression in MECs (lanes 1-3) and in culture 

medium (lanes 4-6) by western blot analysis 48 hours post treatment. Lanes 1 and 4: infected 

with rAAV-HGFK1; lanes 2 and 5: infected with rAAV-EGFP; lanes 3 and 6, PBS-treated. 

β-actin was used as an internal control. The signals in lanes 1 and 4 were much stronger than 

those in lanes 2, 3, 5, and 6, illustrating high levels of HGFK1 expression in both MECs and the 

culture medium.  

 
 

 


