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Abgtract :Objective  To identify the HL A-A2 restricted CTL epitopes of over-expressed COX-2 in e
sophageal carcinoma ( EC) . Methods Five novel HL A-A2 restricted peptides of COX-2-derived antigen
were predicted by SYFPEITHI prediction method combined with M HCPred and NetChop3. 0 Server. The
candidate peptides were synthesized by standard Fmoc chemistry and their binding afinity and stability to
HL A- A2 molecule were eval uated by flow cytometry. Otherwise the weak binding peptide P66 ( FI <0.5)
was optimized by substituting its phenylalanine with tyrosine ,and the cytotoxic activities against the EC
cells were determined by MTT assay. Results P321 showed higher affinity (FI = 1.93)for HLA-A2
molecule compared to other candidate peptides and P66 Y1 exhibited remarkable afinity for HL A-A2 mol-
ecule (FI =1.48). Furthermore ,these two peptidescould bind stably with HL A-A2 molecule (DCso > 2) .
The MTT assay reflected that P321 and P66 Y1 could specificaly lyse ECG-1 and EC-9706 cell s which ex-
pressed COX-2 compared to P66. Conclusion P321 and P66 Y1 derived from over-expressed COX-2 in e
ophageal carcinoma are potential epitopes which are capable of inducing HL A-A2-restricted CTL s and
killing HL A-matched EC cells.
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Tab 1 Prediction of the candidate
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el et
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P66 FLKPTPNTV 25 160. 69 0.94
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The fluorescence index (F1) was calculated usng
the following formula: FI = [ mean fluorescence intensity (M FI)
sample- M FI background]/ M FI background ,where
M FI background represents the va ue without peptide.
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Tab 2 The cytotoxicity of the CTL s induced by these
peptides derived from COX2( % ,x+s,n=9)

peptides EC1 EC-9706
P66 41.31+4.83 47.04+3.25
P66 Y1 61.27+2.19° 58.37+5.20°
P321 75.30+5.10 " " 62.50+4.85"
No peptide 42.84 +8.09 41.06 +5.64
":P<0.05; " :P<0.01;
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