Detection of Mutated Tumor DNA From Colorectal
Cancer Using Real Time-PCR

DOWNSTATE

HEALTH SCIENCES UNIVERSITY

Erik L. Anderson DO, PhD'"?; Naveed Ahmed DO"¢; Sofia Tortora MS, DDS?; Laura Martello-Rooney PhD?, Manuel Martinez MD"-2
'Brooklyn VA NY Harbor Healthcare, Brooklyn, NY, 2$SUNY Downstate Medical Center

Introduction

Colorectal cancer (CRC) is the third
leading cause of cancer related death in
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We used a SYBR Green real-time PCR

Conclusion

Figure 2: Analysis of patient samples Figure 3: Reduction of signal with sample dilution

Point mutations, such as TP53 818 G>A
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colorectal cancer. Briefly, we used 1w R Y W o -- colon cancer patients’ sera. This method

can be modified to any point mutation or
single nucleotide polymorphism and
potentially can be used to determine a
molecular diagnosis In a cost-effective
manner.

primers complementary to the mutated "
DNA with the sequence ending at the
point mutation in the 3" terminal in both
directions (mutated primer). To inhibit
amplification of wild type DNA, we used > JI
modified replication deficient primers that 0
were complementary to the wild type

sequence (WT blocking primer). This
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method was verified with genomic DNA
iIsolated from human cancer cell lines with
known mutations and those without the
mutation. Serum cell free DNA was
purified using Qiagen blood mini kit.

Real-Time PCR of human cell lines genomic DNA *p<0.05, n=4 (Figure 1), purified cell free DNA (cfDNA) from sera from colon cancer patients (Figure 2), and increasing dilutions of purified cfDNA from patient sera (Figure 3)
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