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Figure S1. In vitro cell targeting analysis of αCD19-Caelyx.
Bars indicate percentage of cells targeted by 20 µM Caelyx alone or 20 µM αCD19-Caelyx (Caelyx+ cells), as determined by flow cytometry analysis comparing fluorescence of treated cells to cells receiving PBS (autofluorescence). No differences in cell targeting efficiency (αCD19-Caelyx versus Caelyx alone) were identified in any of the cell lines studied. Data are means plus SDs of three independent experiments.
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Figure S2. Investigating cytotoxic performance of αEGFR-Caelyx against NSCLC cells in vitro.
Dose-response curves show viable cell counts (relative to vehicle PBS) after treatment with increasing concentrations of αEGFR-Caelyx or Caelyx alone in the second and third of three repeated experiments. Data are presented as means ± SDs of three experimental replicates.
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Figure S3. In vitro cytotoxicity analysis of αEGFR-Caelyx in MCF-7 cells.
(A) Dose-response curves showing viable cell counts (relative to vehicle PBS) after treatment with increasing concentrations of αEGFR-Caelyx or Caelyx in three independent experiments. Viable cell count data are presented as means ± SDs of three experimental replicates. Fold change data are mean ± SD of three repeated experiments. P value was computed using paired student’s t-test. (B) Percentage of viable, apoptotic, dead, and necrotic cells (left), and total cell count (relative to vehicle, right) after treatment with vehicle (PBS), 5 µM Caelyx alone, or 5 µM αEGFR-Caelyx. 
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Figure S4. Studying in vitro anticancer effects of αCD19-Caelyx.
Dose-response curves show counts of viable H460 and Calu-6 cells (relative to vehicle PBS) after treatment with increasing concentrations of αCD19-Caelyx or Caelyx alone in three repeated experiments. Viable cell count data are presented as means ± SDs of three experimental replicates. Fold change is reported as mean ± SD of three repeated experiments. P value was computed using paired student’s t-test. 
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Figure S5. αEGFR alone causes no reduction in viability or growth of NSCLC cells.  Percentage of viable, apoptotic, dead, and necrotic cells (clustered stacked chart; left), and total cell count (relative to vehicle; right) of cancer cells exposed to αEGFR alone or vehicle. Data are presented as means ± SDs of three independent experiments.  
Information Classification: General

Information Classification: General

Information Classification: General

Table S1. Characteristics of human cancer cell lines used in this work.
Key information includes age, biopsy site, and subtype of cancer. (*) Cells derived from NCI-H460 clone (ATCC, HTB-177) and modified to express luc2 luciferase. American Type Culture Collection (ATCC). N/A, not available.

	Cell line
	Age (y)
	Sex
	Disease biopsy site 
	Cancer type
	Cancer subtype
	Supplier

	H460
	N/A
	M
	Pleural effusion
	NSCLC
	Large cell lung carcinoma
	PerkinElmer (124316)*

	Calu-6
	61
	F
	Pleural effusion
	NSCLC
	Lung adenocarcinoma
	ATCC, HTB-56

	A549
	58
	M
	Lung epithelium
	NSCLC
	Alveolar lung adenocarcinoma
	ATCC, CRM-CCL-185

	H1299
	43
	M
	Lymph node (metastatic site)
	NSCLC
	Large cell lung carcinoma
	ATCC, CRL-5803 (NCI-H1299)

	MCF-7
	69
	F
	Pleural effusion (metastatic site)
	Breast cancer
	Metastatic mammary carcinoma
	ATCC, HTB-22



Table S2. Single-chain variable fragment (scFv) sequences of αEGFR and αCD19 BsAbs.
All BsAbs share the same methoxy PEG-targeting scFv sequence. Monoclonal antibody clones used as source to generate scFvs are indicated in brackets. IMGT, ImMunoGeneTics information system.

	scFv
	Refs
	V (heavy)
	V (light)

	Anti-EGFR

(Panitumumab)
	IMGT,
#INN 5sx4
	QLQLQESGPGLVKPSETLSLTCTVSGGSVSSGDYYWTWIRQSPGKGLEWIGHIYYSGNTNYNPSLKSRLTISIDTSKTQFSLKLSSVTAADTAIYYCVRDRVTGAFDIWGQGTMVTVSS
	DIQMTQSPSSLSASVGDRVTITCQASQDISNYLNWYQQKPGKAPKLLIYDASNLETGVPSRFSGSGSGTDFTFTISSLQPEDIATYFCQHFDHLPLAFGGGTKVEIK

	Anti-CD19

(clone AMG103)
	IMGT,
#INN 9028
	QVQLQQSGAELVRPGSSVKISCKASGYAFSSYWMNWVKQRPGQGLEWIGQIWPGDGDTNYNGKFKGKATLTADESSSTAYMQLSSLASEDSAVYFCARRETTTVGRYYYAMDYWGQGTTVTVSS
	DIQLTQSPASLAVSLGQRATISCKASQSVDYDGDSYLNWYQQIPGQPPKLLIYDASNLVSGIPPRFSGSGSGTDFTLNIHPVEKVDAATYHCQQSTEDPWTFGGGTKLEIK

	Anti-PEG
	(22)
	EVKLEESGGGLVQPGGSMKLSCVASGFTFSNYWMNWVRQSPEKGLEWVTEIRSKSNNYATHYAESVKGRFTISRDDSKGSVYLQMNNLRAEDTGIYYCSNRYYWGQGTLVTVSA
	DIVMTQSHKFMSTSVRDRVTITCKASQDVNTSVAWYQQKPGQSPKLVIYWASTRHTGVPDRFTGSGSGTDFTLTISNVQSEDLADYFCLQYINYPYTFGGGTKLEIK



Table S3. 	Tumour size over time in H460 (NSCLC) cell engrafted mice after treatment with αEGFR-Caelyx, αCD19-Caelyx or Caelyx alone versus vehicle. 
Mice engrafted with H460 cells received weekly doses for 4 weeks of 1 mg/kg Caelyx either delivered alone or complexed with αCD19 (αCD19-Caelyx) or αEGFR (αEGFR-Caelyx). Phosphate buffered saline (PBS) was tested as Caelyx vector. Data are shown for individual mice on indicated days after initiating treatment. (†), indicates endpoint, tumor size of >1,000 mm3.
	 
	 
	Tumour size (mm3)

	
	Mouse ID
	Day 0
	Day 4
	Day 7
	Day 11
	Day 14
	Day 18
	Day 21

	Vehicle 
(n = 8)
	1
	178.6
	182.3
	145.8
	230.3
	304
	332.8
	393.6

	
	2
	224.2
	232.1
	329.7
	393.2
	581
	610.2
	791.4

	
	3
	97.4
	230
	406.3
	449.7
	670
	681.6
	1032.6

	
	4
	191.9
	173.4
	345.7
	388.1
	578.7
	559.8
	834

	
	5
	192.6
	204.8
	469.6
	600.8
	749.1
	1091.1†
	-

	
	6
	145.8
	246.3
	618
	828.1
	915.3
	1140†
	-

	
	7
	209.5
	159.7
	215
	270.7
	207.4
	302.7
	735.5

	
	8
	264.7
	144
	275.6
	398.7
	364.1
	393.2
	530.6

	Caelyx alone
(n = 8)
	1
	161.8
	160.2
	267.2
	334.6
	298.4
	298.4
	399.4

	
	2
	186.1
	131.4
	272.3
	366.6
	474.3
	394.3
	477.3

	
	3
	186.2
	154.7
	292.5
	286.7
	403
	461.7
	666.5

	
	4
	129.6
	146.9
	203.5
	242.5
	301.1
	487.9
	443.8

	
	5
	217.3
	166.9
	247.5
	361.6
	476.3
	467.3
	501

	
	6
	183.7
	200.4
	177.5
	306.7
	389.9
	393.6
	468.5

	
	7
	197
	185.2
	240.8
	405
	396.9
	442.9
	444.8

	
	8
	196
	145.8
	171.2
	293.1
	494.9
	534.6
	769.9

	αCD19-Caelyx
(n = 8)
	1
	194.4
	146.9
	280.9
	307.5
	449.2
	422.4
	512

	
	2
	156.3
	240.4
	251.3
	378.9
	620
	769.5
	847.6

	
	3
	216.3
	166.6
	197.5
	274.4
	507.1
	601.1
	680.4

	
	4
	158.4
	203.5
	269.1
	230.7
	338.1
	391.7
	527.4

	
	5
	185.1
	123.9
	295.8
	327.7
	346.8
	303.8
	309.4

	
	6
	253.5
	186
	287.8
	383.7
	366.8
	468.5
	493.9

	
	7
	186.8
	188.4
	264.9
	287.3
	374.2
	441.6
	530

	
	8
	192.6
	226.3
	309.6
	316.7
	541.7
	410.3
	854.8

	αEGFR-Caelyx
(n = 7)
	1
	194.5
	73.6
	98.8
	151.1
	352.8
	257.6
	242.9

	
	2
	167.4
	101.4
	154.3
	242.8
	254.7
	300.7
	256

	
	3
	131.3
	71.5
	164.5
	200.2
	273.8
	198
	232.2

	
	4
	193.6
	129.6
	184
	217.7
	245.1
	317.6
	340.9

	
	5
	150.1
	137.6
	174.4
	321.4
	383.3
	270.3
	424.4

	
	6
	137.6
	142.7
	188.4
	223
	259.2
	242.4
	298.4

	
	7
	133.2
	138.5
	85.2
	91.0
	169.1
	301.2
	395.5
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