Novel method of real-time PCR-based screening 
for common fetal trisomies
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Supplementary Table 1: Details of target chromosome DNA markers 
	Tube
	Fluorescent
	Marker
	MMT
	PMT
	Ratio
	CF
	Average
	SD
	Cut-off

	NIPT-1
	FAM
	DS-1
	50± 3℃
	65± 3℃
	MM/PM
	1.89
	7.98

	0.609

	> 3

	
	HEX
	DS-2
	58± 3℃
	71± 3℃
	MM/PM
	1.58
	
	
	

	NIPT-2
	FAM
	DS-3
	50± 3℃
	68± 3℃
	MM/PM
	1.77
	
	
	

	
	HEX
	DS-4
	65± 3℃
	74± 3℃
	MM/PM
	1.84
	
	
	

	NIPT-3
	FAM
	DS-5
	57± 3℃
	71± 3℃
	MM/PM
	1.38
	
	
	

	
	HEX
	DS-6
	59± 3℃
	69± 3℃
	MM/PM
	1.36
	
	
	

	NIPT-4
	FAM
	DS-7
	54± 3℃
	70± 3℃
	MM/PM
	1.41
	
	
	

	
	HEX
	DS-8
	50± 3℃
	71± 3℃
	MM/PM
	1.9
	
	
	

	NIPT-5
	FAM
	ES-1
	56± 3℃
	68± 3℃
	MM/PM
	1.85
	7.96
	0.728
	> 2

	
	HEX
	ES-2
	55± 3℃
	67± 3℃
	PM/MM
	1.26
	
	
	

	NIPT-6
	FAM
	ES-3
	52± 3℃
	76± 3℃
	MM/PM
	1.21
	
	
	

	
	HEX
	ES-4
	57± 3℃
	68± 3℃
	PM/MM
	1.32
	
	
	

	NIPT-7
	FAM
	ES-5
	52± 3℃
	66± 3℃
	MM/PM
	1.37
	
	
	

	
	HEX
	ES-6
	56± 3℃
	69± 3℃
	PM/MM
	1.26
	
	
	

	NIPT-8
	FAM
	ES-7
	59± 3℃
	68± 3℃
	MM/PM
	1.35
	
	
	

	
	HEX
	ES-8
	51± 3℃
	60± 3℃
	PM/MM
	1.18
	
	
	

	NIPT-9
	FAM
	PS-1
	64± 3℃
	75± 3℃
	MM/PM
	1.32
	8.47
	0.571
	> 1

	
	HEX
	PS-2
	50± 3℃
	67± 3℃
	PM/MM
	1.35
	
	
	

	NIPT-10
	FAM
	PS-3
	61± 3℃
	75± 3℃
	MM/PM
	1.66
	
	
	

	
	HEX
	PS-4
	48± 3℃
	63± 3℃
	PM/MM
	1.37
	
	
	

	NIPT-11
	FAM
	PS-5
	55± 3℃
	70± 3℃
	MM/PM
	1.58
	
	
	

	
	HEX
	PS-6
	48± 3℃
	63± 3℃
	PM/MM
	1.25
	
	
	

	NIPT-12
	FAM
	PS-7
	57± 3℃
	69± 3℃
	MM/PM
	1.46
	
	
	

	
	HEX
	PS-8
	55± 3℃
	69± 3℃
	MM/PM
	1.44
	
	
	


FAM, Fluorescein amidite; HEX, Hexachloro-fluorescein; DS, Down syndrome; ES, Edward syndrome; PS, Patau syndrome; PM, perfect match temperature; MM, mismatch temperature; CF, correction factor; SD, standard deviation



Supplementary Table 2. Details of fetal trisomy cases 
	Sample No.
	Karyotype
	Maternal age, years
	Height
, cm
	Weight
, kg
	BMI
	GA at
blood sampling
	Confirmation test

	1
	47, XN, +21
	35
	162.9
	54.7
	20.6
	16.4
	amniocentesis

	2
	47, XN, +21
	35
	153
	57
	24.3
	12.7
	amniocentesis

	3
	47, XN, +21
	38
	158.1
	55.2
	22.1
	13.4
	CVS

	4
	47, XN, +21
	39
	158
	53.1
	21.3
	12
	CVS

	5
	47, XN, +21
	40
	170
	101
	34.9
	12.6
	amniocentesis

	6
	47, XN, +21
	45
	150
	60
	26.7
	12.7
	CVS

	7
	47, XN, +21
	35
	157
	50
	20.3
	13.6
	CVS

	8
	47, XN, +21
	40
	161
	63.9
	24.7
	16.7
	amniocentesis

	9
	47, XN, +21
	33
	169
	60.9
	21.3
	20.9
	amniocentesis

	10
	47, XN, +21
	39
	164
	51
	19.0
	16.9
	amniocentesis

	11
	47, XN, +21
	34
	168
	58
	20.5
	20.4
	amniocentesis

	12
	47, XN, +21
	36
	161
	58.5
	22.6
	15.7
	CVS

	13
	47, XN, +21
	41
	155
	49.1
	20.4
	16.6
	amniocentesis

	14
	47, XN, +21
	37
	153
	45
	19.2
	16.1
	amniocentesis

	15
	47, XN, +18
	40
	160
	63.3
	24.7
	11.9
	CVS

	16
	47, XN, +18
	40
	168
	62
	22.0
	16
	amniocentesis

	17
	47, XN, +18
	37
	152
	43.5
	18.8
	18.9
	amniocentesis

	18
	47, XN, +18
	33
	158
	44.2
	17.7
	22.3
	amniocentesis

	19
	47, XN, +18
	39
	162
	54
	20.6
	15.3
	amniocentesis

	20
	47, XN, +13
	31
	163.9
	54.9
	20.4
	16.4
	CVS

	21
	47, XN, +13
	40
	169
	54
	18.9
	15.9
	amniocentesis

	22
	47, XN, +13
	36
	165
	76
	27.9
	13.7
	amniocentesis


 BMI, body mass index; GA, gestational age; CVS, chorionic villi sampling

Supplementary Table 3. Details of false positive and false negative cases 
	Sample No.
	NIPT
Result 
or karyotype
	Maternal age, years
	Height
, cm
	Weight
, kg
	BMI
	GA at
blood sampling
	Confirmation test

	False Positive Cases
	

	1
	Down high risk
	26
	161.6
	64.0
	24.5
	31.1
	Amniocentesis

	2
	Down high risk
	38
	168.4
	69.0
	24.3
	30.4
	Physical exam

	3
	Down high risk
	28
	153.0
	36.0
	15.4
	13.6
	QF-PCR*

	4
	Down high risk
	28
	165.0
	56.0
	20.6
	12.6
	QF-PCR*

	5
	Down high risk
	27
	160.0
	54.1
	21.1
	12.1
	QF-PCR*

	6
	Down high risk
	32
	156.0
	61.0
	25.1
	12.6
	QF-PCR*

	7
	Down high risk
	36
	155.0
	46.3
	19.3
	12.6
	QF-PCR*

	8
	Down high risk
	36
	162.0
	55.6
	21.2
	12.3
	QF-PCR*

	9
	Down high risk
	38
	159.0
	70.6
	27.9
	12.1
	Physical exam†

	10
	Down high risk
	35
	153.0
	49.5
	21.1
	12.9
	QF-PCR*

	11
	Down high risk
	36
	163.0
	54.0
	20.3
	12.0
	Physical exam

	12
	Edward high risk
	35
	158.6
	42.5
	16.9
	11.3
	Physical exam

	13
	Edward high risk
	26
	154.0
	49.0
	20.7
	12.3
	QF-PCR*

	14
	Patau high risk
	36
	159.4
	79.2
	31.2
	25.4
	Amniocentesis

	False Negative Case
	

	15
	47, XN, +21
	40
	170
	101
	34.9
	12.6
	Amniocentesis


* Absence of common fetal trisomies was confirmed using stored cord blood which was sampled at a delivery; † No result was obtained with QF-PCR (test failure d/t low DNA amount)
BMI, body mass index; GA, gestational age; QF-PCR, quantitative fluorescent polymerase chain reaction

