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Sequences of primers used for real-time PCR amplification of NRAS, SMAD4, BBC3, Vimentin, ZEB1, and the GAPDH reference gene

	Gene
	Primer sequence (5′–3′)
	Product size (bp)

	NRAS
	Forward: ACAAAACAAGCCCACGAACTG Reverse: CCCATACAACCCTGAGTCCC
	170

	SMAD
	Forward: AGCCATGAACAAGGAAGGGG Reverse: CACTCGACGGGATCAGATGG
	162

	BBC3
	Forward: GACGACCTCAACGCACAG Reverse: TGATGAGATTGTACAGGACCCTC
	91

	Vimentin
	Forward: GAGAGGAAGCCGAAAACACC Reverse: TTGCGTTCAAGGTCAAGACG
	82

	GAPDH
	Forward: GTCTCCTCTGACTTCAACAGCG Reverse: ACCACCCTGTTGCTGTAGCCAA
	108

	ZEB1
	Forward: GGCATACACCTACTCAACTACGG Reverse: TGGGCGGTGTAGAATCAGAGTC
	155



NRAS neuroblastoma RAS viral oncogene homolog, SMAD SMAD family member, BBC3 BCL2 binding component 3 (PUMA), ZEB1 zinc finger E-box binding homeobox 1, GAPDH glyceraldehyde-3-phosphate dehydrogenase, bp base pairs

Supplementary Table S2
Thermal cycling program used for real-time PCR amplification

	PCR step
	Temperature
	Time

	Initial denaturation
	94 °C
	15 min

	Denaturation (40 cycles)
	94 °C
	30 sec

	Annealing (40 cycles)
	57 °C
	30 sec

	Extension (40 cycles)
	72 °C
	10 sec

	Final extension
	-
	-



PCR polymerase chain reaction

Supplementary Table S3
Reaction components used for real-time PCR (per 10 µl reaction)

	Component
	Volume
	Final amount/concentration

	DEPC-treated water
	1 µl
	1 µl

	Template
	2 µl
	0.5 µg

	Primer FW
	1 µl
	10 pmol

	Primer REV
	1 µl
	10 pmol

	Mastermix
	5 µl
	2X

	Sterilized distilled water
	Up to 10 µl
	-



DEPC diethyl pyrocarbonate, FW forward, REV reverse
