
Supplementary Figure 1. Analysis of mouse Her2/neu expression in mHer2/CT26 cells by 

immunoprecipitation  

A. HRO specifically bound to murine Her-2/neu as well as human Her-2/neu.  CT26 cells, 

mHer2/CT26 cells, and hHer2/CT26 cells were lysed and immunoprecipitated with the 

indicated mAbs and Sepharose-Protein G, then analyzed on an 8 % SDS-PAGE. Blots 

transferred on nitrocellulose membrane were incubated with Neu (C18) polycolonal antibodies 

and detected with goat anti-rabbit Ab. 

B. The effect of HRO upon tyrosine phosphorylation of mHer-2/neu.  Cells were incubated 

with the mAb HRO G1 before being lysed and subjected to immunoprecipitation with 

antiphosphotyrosine mAb, pTyr (PY20)-agarose beads, and analyzed on an 8 % SDS-PAGE.  

Blots transferred onto nitrocellulose membrane were incubated with Neu (C18) polycolonal 

antibodies and detected with goat anti-rabbit Ab. 

 

 

Supplementary Figure 2. Generation of humoral immune responses against self-antigen by 

AdhHM immunization. 

BALB/c mice were i.m. injected with 100μg of phHM at day 0 and boosted with 108 pfu of 

AdhHM at day 14.  Two weeks after the final immunization, sera from the immunized mice 

were obtained and mHer2-specific IgG was assessed using flow cytometry at 1/200 serum 

dilution. 

 

 

Supplementary Figure 3. Chemotherapy with genetic immunization could induce anti-tumor 

immunity against pre-existing tumors.  
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After s.c. challenge with 2×105 cells of mHer2/CT26, chemotherapy was given on day 7 and 

AdhHM was i.m. injected on day 9.  Several anti-neoplastic agents, including docetaxel 

(200mg/m2), doxorubicin (75mk/m2), gemcitabine (60mg/Kg), and cyclophosphamide 

(50mg/Kg), were tested.  *, p<0.05, as compared with the non-treated group (n=3/group; 

ANOVA-Tukey).  

 

 

Supplementary Figure 4. Single treatment of gemcitabine alone did not provoke strong anti-

tumor CD8+ T cell responses. 

Groups of BALB/c mice (5-6 mice per group) were s.c. injected with 2x105 cells of 

mHer2/CT26 on day 0.  Mice were given an i.p. injection of 1.2 mg/mouse of gemcitabine 

when the tumor size reached approximately 100 mm3 (days 12 and 14).  CD8+ cells were 

depleted using 250μl of 2.34 ascites given on days 11, 15, 19, 23 and 27.  *, ANOVA-Tukey, 

p<0.001 as compared with the group treated control IgG alone; and n.s., not significant between 

gemcitabine-control IgG and gemcitabine-αCD8 depletion groups (Student’s t-test, p=0.744). 


