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Abstract : Angiogenesis is associated with tumor growth and metastasis in patients with solid
tumors, including those of the head and neck. Nitric oxide (NO) production may contribute to these
processes. NO production in the tumor depends on the iNOS. 1400W is the most selective iNOS
inhibitor and strongly prevents NO production by the iNOS. In the present study, the effect of
1400W on tumor-induced angiogenesis and tumor proliferation was examined using a weakly
immunogenic squamous cell carcinoma of the WHT/Ht mouse.

1400W inhibited the angiogenesis induced by the murine tumor dose-dependently, and the
number of blood vessels orientated towards the intradermal tumor was maximally reduced by
62.5% compared to the control. In the tumor proliferation assay, 1400W significantly inhibited
proliferation of the subcutaneously inoculated tumor, and reduced the tumor volume by 60.0% (20
ng/kg) and 75.7% (10mg/kg) compared to the control. Subcutaneously inoculated tumors were
observed by the Immunohistochemistry and Western blot analysis, and iNOS and VEGF
expression was lowered with administration of 1400W compared to the control.

These results suggest that 1400W has significant inhibitory activities against in vivo
tumor-induced angiogenesis and proliferation of murine squamous cell carcinoma.
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Table 1. Effect of 1400W on angiogenesis induced by squamous cell carcinoma.

Experimental Dose Tumor volume (md) No. of blood vessels
guoup (ng/ke) (mean = S.D.) (mean *= S.D.)
Control —_— 624194 ] 16.810.8 ]
Group 1 10 48.8i7.lj * 13‘9i1‘7] *
Group 2 20 41.1£5.0 10.56£1.0

Table. 1. Effect of 1400W on angiogenesis induced by squamous cell carcinoma.
The statistical significance of differences between the groups was determined by applying

Fisher’'s PLSD. (*p<0.05).
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Fig. 1. Effect of 1400W on proliferation of
murine squamous cell carcinoma.
Each point represents tumor volume.
Vertical bars indicate standard deviation.
The statistical significance of differences
between the groups was determined by
applying Fisher’s PLSD. ("p<0.05).
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Fig. 2. The actual tumor weight proliferating in
the WHT/Ht mice on day 7.
Each bar represents the mean =
standard deviation. The  statistical
significance of differences between the
groups was determined by applying
Fisher's PLSD. (*p<0.05).
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Fig. 3. Immunohistochemistry of iNOS in murine squamous cell carcinoma.
iNOS protein is strongly expressed in tumor from a mouse that was treated with phosphate
buffer saline (A). iNOS protein is poorly expressed in tumor from a mouse that was treated with

1400W (B).

Fig. 4. Immunohistochemistry of VEGF in murine squamous cell carcinoma.
VEGF protein is strongly expressed in tumor from a mouse that was treated with phosphate
buffer saline (A). VEGF protein is poorly expressed in tumor from a mouse that was treated with
1400W (B).
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. 5. Western blot analysis of iNOS and VEGF
in murine squamous cell carcinoma.
iNOS protein and VEGF protein content
is decreased with administration of
1400W.
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Fig. 6. Body weight of WHT /Ht mice at killing.
Each Dbar represents the mean =
standard deviation. The statistical
significance of differences between the
groups was determined by applying
Fisher's PLSD. There was not a
statistically significant difference
between each group.
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