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To establish multiplex assay of EGFR mutation using digital PCR, we first develop
highly sensitive assay with plasmid and cell-lines. Next, we compared multiplex assay with duplex assay.
Sensitivity was highly correlated (R2 = 0.99) between these assays. Thus, we subsequently analyzed
clinical samples (60 advanced lung cancer patients and 17 healthy volunteers). Compared with tumor
tissues, multiplex assay using plasma samples demonstrated sensitivity of 66% and specificity of 100%,
respectively. OF those, patients who had distant metastasis demonstrated higher sensitivity (81%). Thus,
this population may be suitable to further clinical trial.
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Tabie 3. Comparison of EGFR mutation status.
Mutation status in Primary tumar
Overall . -
Mutant Wild-type Tatal
Mutation status in plasma Mutant 22 o 22
Wik type 12 25 a7
Total £ 25 0
<
BO0.0% 65.7% 100%
Sensitive mutationin patients Mutation status in Primary tumar
without distant metastasis Mutant Wild-type Tatal
Mutation status in plasma Mutant 5 o 5
Wid-type 7 7 14
Total 12 T 1%
c
63.2% 41.6% 100.0%
Sensitive mutationin patients. Mutation status in Primary tumor.
with distant metastasis Mt Wild-type Total
Mutation status in plasma Mutant 18 0 18
Wid-typs 5 18 23
Total 23 18 a1
c ¥
B7.8% 78.3% 100.0%
Sensituity (P = 0.088, Fisher's axact tast)
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