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[bookmark: _GoBack]Table S1: Antibodies used for FACS analysis
	Anti-human CD44-APC (clone)
	BD Bioscience
	55-9942

	Anti-human-Hes1-FITC (clone)
	Invitrogen
	11988

	Anti-human cleaved caspace 3 (clone)
	Cell Signaling
	9664






Table S2A: Relative inhibitory effects of cisplatin, eugenol alone and combination of both drugss for OV2774 and SKOV3 ovarian cancer cells: Cells were exposed to a range of cisplatin and eugenol concentrations for 72hrs. Values indicate the relative inhibitory effects as means of +/- standard errors (SE) of the mean for at least 3 separate experiments.
OV2774 cell line





SKOV3 cell line









Table S2B: Sequential drug delivery of cisplatin and eugenol in OV2774 and SKOV3 human ovarian cancer cell lines. For details please refer to Materials and methods. CI (Combination Index), a quantitative method to measure the degree of drug interaction was calculated using CompuSyn Software. Note: The CI value <1 indicate synergy; CI=1 indicates additive, and CI>1 indicates antagonism.









					











         
Table S3: Antibodies used for immunofluorescence
	Anti-human Hes1
	Invitrogen
	11988
	1:300

	Anti-human cleaved caspase 3
	Cell Signaling
	9664
	1:300

	Anti-human CD31
	BD Bioscience
	553369
	1:200

	Anti-human PAX8
	Abcam
	ab63490
	1:100

	Anti-human Ki-67
	Abcam
	ab15580
	1:200

	Anti-human Notch1
	EMD Millipore
	07-1232
	1:200

	Anti-human Jagged1
	Thermo Fischer
	PA5-46970
	1:200

	Antihuman CD44
	Sigma
	HPA005785
	1:300

	Anti-human ALDH1
	Sigma
	SAB140342
	1:300



                Table S4: Antibodies used for immunoblotting
	Cleaved caspase-3
	Cell Signaling
	9664
	1:300

	Cleaved-PARP
	Cell Signaling
	9541
	1:300

	Hes1
	Cell Signaling
	11988
	1:300

	Notch1
	EMD Millipore
	07-1232
	1:500

	Hey1
	Sigma
	SAB2106265
	1:200

	Jagged1
	Thermo Fischer
	PA5-46970
	1:200

	c-Myc
	BD Pharmingen
	551101
	1:200

	Phospho-AKT
	Cell Signaling
	9275
	1:400

	AKT
	Cell Signaling
	9275
	1:400

	CD44
	Sigma
	HPA005785
	1:300

	ALDH1
	Sigma
	SAB140342
	1:300

	Presenillin
	Abcam
	ab106351
	1:400

	Nicastrin
	Abcam
	ab189125
	1:400

	APH1-alpha
	Abcam
	ab111992
	1:500

	PEN2
	Abcam
	ab154830
	1:400

	GAPDH
	Santa Cruz
	sc25778
	1:200





 



Table S5: Primers set used for qRT-PCR 
	Genes
	Forward
	Reverse

	Hes1
	ACA CGA CAC CGG ATA AAC CAA
	CGA GTG CGC ACC TCG GTA

	ABCG1
	GAC CGG ACA TCC CAG TGC TT
	TGT GCT CGG AGA CAC TGA AC

	ABCG2
	TGG CTG TCA TGG CTT CAG TA
	GCC ACG TGA TTC TTC CAC AA

	ABCG5
	CAC AAA AGG CCA TTC AGG CT
	GCT GAG GAA TCC ACC CAA TCT

	EpCam
	GAA TGG CAA AGT ATG AGA AGG CTG A
	TCC CAC GCA CAC ACA TTT GTA A

	CD49f
	ACC CAG ATA TTG CAG TTG GA
	TTC GAT CAA GGT CCA TGT TT

	ALDH1
	TGT TAG CTG ATG CCG ACT TG
	TTC TTA GCC CGC TCA ACA CT

	CD44
	TGA ATA TAA CCT GCC GCT TTG
	GTC ATA CTG GGA GGT GTT GGA

	Sox2
	GGT TTC CAG TTC TTG CAC GCT GTT
	TTG CAA GGT AGG AAG CCA AGA AGC

	Oct3/4
	GTA CTC CTC GGT CCC TTT CC
	CAA AAA CCC TGG CAC AAA CT

	Nanog
	TTC CTT CCT CCA TGG ATC TG
	TCT GCT GGA GGC TGA GGT TAT

	GAPDH
	CGA CCA CTT TGT CAA GCT CA
	AGG GGT CTA CAT GGC AAC TG
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				Treatment sequence		Concentrations		Combination ratios		Combination index (CI)

						Cisplatin(uM)    Eugenol (uM)

						5.0                      0.5		01:00.1		0.598

				Cisplatin (24hrs)		10.0                    1.0		01:00.1		0.946

				(+)		20.0                    2.0		01:00.1		0.971

				Eugenol (48hrs)		30.0                    3.0		01:00.1		0.602

						 40.0                    4.0 		01:00.1		0.081

						                                                            OV2774 cell line

						 5.0                     0.5		01:00.1		0.834

				Eugenol (24hrs)		10.0                    1.0		01:00.1		1.095

				(+)		20.0                    2.0		01:00.1		1.192

				Cisplatin (48hrs)		30.0                    3.0		01:00.1		0.967

						40.0                    4.0 		01:00.1		0.888






image4.emf
Treatment sequence Concentrations Combination ratiosCombination index (CI)

Cisplatin(uM)    Eugenol (uM)

5.0                      0.5 01:00.1 0.577

Cisplatin (24hrs) 10.0                    1.0 01:00.1 0.918

(+) 20.0                    2.0 01:00.1 0.956

Eugenol (48hrs) 30.0                    3.0 01:00.1 0.655

40.0                    4.0  01:00.1 0.183

                                                 

           SKOV3 cell line

5.0                      0.5 01:00.1 0.906

Eugenol (24hrs) 10.0                    1.0 01:00.1 1.121

(+) 20.0                    2.0 01:00.1 1.139

Cisplatin (48hrs) 30.0                    3.0 01:00.1 0.867

 40.0                    4.0  01:00.1 0.717
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				Treatment sequence		Concentrations		Combination ratios		Combination index (CI)

						Cisplatin(uM)    Eugenol (uM)

						5.0                      0.5		01:00.1		0.577

				Cisplatin (24hrs)		10.0                    1.0		01:00.1		0.918

				(+)		20.0                    2.0		01:00.1		0.956

				Eugenol (48hrs)		30.0                    3.0		01:00.1		0.655

						40.0                    4.0 		01:00.1		0.183

						                                                            SKOV3 cell line

						5.0                      0.5		01:00.1		0.906

				Eugenol (24hrs)		10.0                    1.0		01:00.1		1.121

				(+)		20.0                    2.0		01:00.1		1.139

				Cisplatin (48hrs)		30.0                    3.0		01:00.1		0.867

						 40.0                    4.0 		01:00.1		0.717
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OV2775

Cis 0µM Cis 5.0µM Cis 10µM Cis 20µM Cis 30µM Cis 40µM

Eug 0.0µM 0±0.014 0.13±0.034 0.17±0.04 0.22±0.05 0.27±0.012 0.32±0.010

Eug 0.5µM 0.21±0.022 0.34±0.034 0.41±0.044 0.52±0.034 0.61±0.054 0.64±0.014

Eug 1.0µM 0.34±0.054 0.48±0.063 0.56±0.061 0.70±0.034 0.75±0.054 0.81±0.024

Eug 2.0µM 0.42±0.034 0.53±0.054 0.61±0.034 0.78±0.054 0.82±0.030 0.87±0.014

Eug 3.0µM 0.56±0.041 0.64±0.024 0.72±0.041 0.86±0.024 0.94±0.014 1.01±0.027

Eug 4.0µM 0.62±0.037 0.71±0.041 0.88±0.029 0.96±0.044 1.05±0.011 1.20±0.052
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		OV2775		Cis 0µM		Cis 5.0µM		Cis 10µM		Cis 20µM		Cis 30µM		Cis 40µM

		Eug 0.0µM		0±0.014		0.13±0.034		0.17±0.04		0.22±0.05		0.27±0.012		0.32±0.010

		Eug 0.5µM		0.21±0.022		0.34±0.034		0.41±0.044		0.52±0.034		0.61±0.054		0.64±0.014

		Eug 1.0µM		0.34±0.054		0.48±0.063		0.56±0.061		0.70±0.034		0.75±0.054		0.81±0.024

		Eug 2.0µM		0.42±0.034		0.53±0.054		0.61±0.034		0.78±0.054		0.82±0.030		0.87±0.014

		Eug 3.0µM		0.56±0.041		0.64±0.024		0.72±0.041		0.86±0.024		0.94±0.014		1.01±0.027

		Eug 4.0µM		0.62±0.037		0.71±0.041		0.88±0.029		0.96±0.044		1.05±0.011		1.20±0.052
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SKOV3 Cis 0µM Cis 5.0µM Cis 10µM Cis 20µM Cis 30µM Cis 40µM

Eug 0.0µM 0±0.001 0.15±0.034 0.27±0.031 0.32±0.055 0.49±0.019 0.52±0.027

Eug 0.5µM 0.29±0.037 0.44±0.074 0.57±0.024 0.63±0.054 0.68±0.024 0.72±0.034

Eug 1.0µM 0.38±0.024 0.54±0.034 0.61±0.061 0.74±0.014 0.81±0.064 0.97±0.013

Eug 2.0µM 0.44±0.034 0.59±0.054 0.78±0.041 0.88±0.034 0.95±0.020 1.02±0.024

Eug 3.0µM 0.61±0.041 0.68±0.024 0.77±0.067 0.89±0.044 0.97±0.034 1.21±0.047

Eug 4.0µM 0.69±0.027 0.78±0.071 0.87±0.024 0.99±0.044 1.15±0.041 1.27±0.032
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		SKOV3		Cis 0µM		Cis 5.0µM		Cis 10µM		Cis 20µM		Cis 30µM		Cis 40µM

		Eug 0.0µM		0±0.001		0.15±0.034		0.27±0.031		0.32±0.055		0.49±0.019		0.52±0.027

		Eug 0.5µM		0.29±0.037		0.44±0.074		0.57±0.024		0.63±0.054		0.68±0.024		0.72±0.034

		Eug 1.0µM		0.38±0.024		0.54±0.034		0.61±0.061		0.74±0.014		0.81±0.064		0.97±0.013

		Eug 2.0µM		0.44±0.034		0.59±0.054		0.78±0.041		0.88±0.034		0.95±0.020		1.02±0.024

		Eug 3.0µM		0.61±0.041		0.68±0.024		0.77±0.067		0.89±0.044		0.97±0.034		1.21±0.047

		Eug 4.0µM		0.69±0.027		0.78±0.071		0.87±0.024		0.99±0.044		1.15±0.041		1.27±0.032
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Treatment sequence Concentrations Combination ratiosCombination index (CI)

Cisplatin(uM)    Eugenol (uM)

5.0                      0.5 01:00.1 0.598

Cisplatin (24hrs) 10.0                    1.0 01:00.1 0.946

(+) 20.0                    2.0 01:00.1 0.971

Eugenol (48hrs) 30.0                    3.0 01:00.1 0.602

 40.0                    4.0  01:00.1 0.081

                                                 

           OV2774 cell line

 5.0                     0.5 01:00.1 0.834

Eugenol (24hrs) 10.0                    1.0 01:00.1 1.095

(+) 20.0                    2.0 01:00.1 1.192

Cisplatin (48hrs) 30.0                    3.0 01:00.1 0.967

40.0                    4.0  01:00.1 0.888


