Figure S1: Examples of PCR amplification plots and melting profiles for the SRY and RASSF1A real

time SYBR green PCR assays.
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a) Male fetus. 8/9 amplification replicates were positive for SRY and melted at 80.52C indicating the
presence of SRY. RASSFI1A amplicons that melted at 91.22C were detected in the undigested control
(blue lines) indicating that total cell free DNA has been extracted and the methylation sensitive
digest (red lines) indicating the presence of cell free fetal DNA. The methylation insensitive digest
failed to amplify RASSF1A products melting at 91.22C indicating complete digestion of cell free DNA
fetus. Non specific amplification events were identified as positive amplification plots that failed to
melt at the specified temperatures for SRY or RASSF1A. The fetus can be reported as male as 8/9

replicates were positive for SRY and the presence of cell free fetal DNA has been confirmed.
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b) Female fetus. No SRY amplicons that melted at 80.52C were observed indicating absence of SRY.

RASSF1A amplicons that melted at 91.29C were detected in the undigested control (blue lines)

indicating that total cell free DNA had been extracted and in the methylation sensitive digest (red

lines) indicating the presence of cell free fetal DNA. The methylation insensitive digest (green lines)

failed to amplify RASSF1A products melting at 91.22C indicating complete digestion of cell free DNA.

Non specific amplification events were identified as positive amplification plots that failed to melt at

the specified temperatures for SRY or RASSF1A. The fetus can be reported as female as no SRY was

detected and the presence of cell free fetal DNA has been confirmed.
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c) No fetal DNA extracted. No SRY amplicons that melted at 80.52C were observed indicating
absence of SRY. RASSF1A amplifications that melted at 91.29C were detected in the undigested
control (blue line) indicating that total cell free DNA has been extracted. However, no signal was
detected in the methylation sensitive digest (red line) indicating the absence of fetal DNA. The
methylation insensitive digest (green lines) failed to amplify RASSF1A products melting at 91.22C
indicating complete digestion of cell free DNA. In this case the sample would fail analysis and a
repeat sample should be requested. Without information from the RASSF1A assay this sample could

have been reported incorrectly as a female.



