	
	RARB
	CADM1
	DAPK1
	PAX1

	Step
	Stage
	Temp °C

	Time 
	Cycles
	Temp °C

	Time  
	Cycles
	Temp °C

	Time  
	Cycles
	Temp °C

	Time  
	Cycles

	1
	Initial Denature 
	95
	5min
	
	95
	5min
	
	95
	5min
	
	95
	5min
	

	2
	Denature 
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	

	3
	Anneal*
	69-64
	1min
	
	64-58
	1min
	
	65-60
	1min
	
	69-64
	1min
	

	4
	Extension
	72
	1min
	
	72
	1min
	
	72
	1min
	
	72
	1min
	

	5
	Repeat step 2-4
	
	
	10
	
	
	10
	
	
	10
	
	
	10

	6
	Denature
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	

	7
	Anneal
	64
	30sec
	
	64
	30sec
	
	60
	30sec
	
	64
	30sec
	

	8
	Extension
	72
	1min
	
	72
	1min
	
	72
	1min
	
	72
	1min
	

	9
	Repeat
Step 6
	
	
	30
	
	
	30
	
	
	30
	
	
	30

	10
	Extension
	72
	10min
	
	72
	10min
	
	72
	10min
	
	72
	10min
	



Supplementary Table 2A: Designed methylated touch-down MS-PCR for detection of promoter methylation of four genes.
*Ta is reduced 0.5°C each cycle.
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	RARB
	CADM1
	DAPK1
	PAX1

	Step
	Stage
	Temp
	Time 
	Cycles
	Temp
	Time  
	Cycles
	Temp
	Time  
	Cycles
	Temp
	Time  
	Cycles

	1
	Initial Denature 
	95
	5min
	
	95
	5min
	
	95
	5min
	
	95
	5min
	

	2
	Denature 
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	

	3
	Anneal*
	59-54
	1min
	
	59-54
	1min
	
	65-60
	1min
	
	58-53
	1min
	

	4
	Extension
	72
	1min
	
	72
	1min
	
	72
	1min
	
	72
	1min
	

	5
	Repeat step 2-4
	
	
	10
	
	
	10
	
	
	10
	
	
	10

	6
	Denature
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	
	95
	30sec
	

	7
	Anneal
	54
	30sec
	
	54
	30sec
	
	60
	30sec
	
	53
	30sec
	

	8
	Extension
	72
	1min
	
	72
	1min
	
	72
	1min
	
	72
	1min
	

	9
	Repeat
Step 6
	
	
	30
	
	
	30
	
	
	30
	
	
	30

	10
	Extension
	72
	10min
	
	72
	10min
	
	72
	10min
	
	72
	10min
	



Supplementary Table 2B: Designed unmethylated touch-down MS-PCR for detection of promoter methylation of four genes. 
*Ta is reduced 0.5°C each cycle.
