Supplementary Table 1. DH82 infection rate (%) by Leishmania species (values represent mean ± SD).

	Time point
	L. infantum
	L. tarentolae
	Linf/Ltar Hybrid
	Coinfection

	
	Mean
	SD
	Mean
	SD
	Mean
	SD
	Mean
	SD

	4 h
	56.8
	1.55
	62.6
	0.66
	57.2
	0.97
	69.5
	0.83

	8 h
	52.1
	1.83
	56.3
	1.87
	53.8
	1.25
	63.2
	0.58

	24 h
	45.3
	0.96
	46.0
	1.10
	46.0
	1.85
	48.6
	1.30

	48 h
	43.2
	1.65
	39.1
	0.69
	40.1
	0.85
	40.2
	0.71

	72 h
	36.3
	1.11
	39.8
	0.35
	38.2
	1.77
	36.4
	1.08



Supplementary Table 2. Parasite burden per infected DH82 cells by Leishmania species (values represent mean ± SD).

	Time point
	L. infantum
	L. tarentolae
	Linf/Ltar Hybrid
	Coinfection

	
	Mean
	SD
	Mean
	SD
	Mean
	SD
	Mean
	SD

	4 h
	2.05
	0.05
	1.71
	0.03
	1.98
	0.04
	1.72
	0.06

	8 h
	1.76
	0.10
	1.65
	0.04
	1.72
	0.07
	1.37
	0.03

	24 h
	1.62
	0.02
	1.37
	0.05
	1.53
	0.04
	1.52
	0.06

	48 h
	1.62
	0.05
	1.38
	0.02
	1.46
	0.03
	1.56
	0.07

	72 h
	1.43
	0.07
	1.50
	0.06
	1.53
	0.02
	1.55
	0.07




Supplementary Table 3. Summary of RNA-seq quality control metrics.
	Sample
	Raw reads
	Raw bases
	Clean reads
	Clean bases
	Error rate
	Q20
	 Q30
	GC content (%)

	L. infantum R1
	62785558
	9.42G
	62785558
	9.42G
	0.01
	98.78
	95.95
	49.24

	L. infantum R2
	46726004
	7.01G
	45005200
	6.75G
	0.01
	99.04
	95.95
	56.04

	L. infantum R3
	63717666
	9.56G
	60679806
	9.10G
	0.01
	99.25
	96.59
	51.91

	L. tarentolae R1
	47607618
	7.14G
	47607618
	7.14G
	0.01
	98.63
	95.84
	48.26

	L. tarentolae R2
	40289786
	6.04G
	38799770
	5.82G
	0.01
	99.04
	96.05
	54.37

	L. tarentolae R3
	59831782
	8.97G
	58036740
	8.71G
	0.01
	99.10
	96.22
	54.44

	Linf/Ltar Hybrid R1
	46515038
	6.98G
	46515038
	6.98G
	0.01
	98.80
	96.16
	48.50

	Linf/Ltar Hybrid R2
	53912770
	8.09G
	52198274
	7.83G
	0.01
	99.11
	96.14
	52.70

	Linf/Ltar Hybrid R3
	41382622
	6.21G
	40002592
	6.00G
	0.01
	99.08
	96.11
	52.92

	Non-infected control R1
	101886028
	15.28G
	101886028
	15.28G
	0.01
	98.46
	95.41
	49.29

	Non-infected control R2
	41163754
	6.17G
	41163754
	6.17G
	0.01
	98.42
	95.26
	50.12

	Non-infected control R3
	64353788
	9.65G
	62292806
	9.34G
	0.01
	99.23
	96.48
	50.44

	Coinfection R1
	43300544
	6.50G
	43300544
	6.50G
	0.01
	98.34
	95.09
	50.84

	Coinfection R2
	58011118
	8.70G
	55670718
	8.35G
	0.01
	99.13
	96.29
	53.42

	Coinfection R3
	61212658
	9.18G
	58746064
	8.81G
	0.01
	99.15
	96.36
	53.32




















                     R= independent experimental replicates.












Supplementary Table 4. RNA-seq mapping results using the dog reference genome UU_Cfam_GSD_1.0

	Sample
	Total reads
	Total map
	Unique map
	Multi map
	Read1 map
	Read2 map
	Positive map
	Negative map
	Splice map
	Unsplice map
	Proper map

	L. infantum R1
	62785558
	54136844(86.22%)
	51330325(81.75%)
	2806519(4.47%)
	25708056(40.95%)
	25622269(40.81%)
	25673064(40.89%)
	25657261(40.86%)
	24172620
(38.5%)
	27157705(43.25%)
	48778286(77.69%)

	L. infantum R2
	45005200
	16532344(36.73%)
	15452449(34.33%)
	1079895(2.4%)
	7748618
(17.22%)
	7703831
(17.12%)
	7732719
(17.18%)
	7719730
(17.15%)
	7908612
(17.57%)
	7543837
(16.76%)
	15094372(33.54%)

	L. infantum R3
	60679806
	28389012(46.78%)
	27143976(44.73%)
	1245036(2.05%)
	13607829(22.43%)
	13536147(22.31%)
	13594025(22.4%)
	13549951(22.33%)
	12601326
(20.77%)
	14542650(23.97%)
	26150712(43.1%)

	L. tarentolae R1
	47607618
	41220483(86.58%)
	39192998(82.33%)
	2027485(4.26%)
	19633627(41.24%)
	19559371(41.08%)
	19603191(41.18%)
	19589807(41.15%)
	17862962
(37.52%)
	21330036(44.8%)
	36957710(77.63%)

	L. tarentolae R2
	38799770
	17223013(44.39%)
	16127881(41.57%)
	1095132(2.82%)
	8088670(20.85%)
	8039211
(20.72%)
	8069953(20.8%)
	8057928(20.77%)
	8197387
(21.13%)
	7930494
(20.44%)
	15755554(40.61%)

	L. tarentolae R3
	58036740
	25298088(43.59%)
	23671810(40.79%)
	1626278(2.8%)
	11867032(20.45%)
	11804778(20.34%)
	11846160(20.41%)
	11825650(20.38%)
	12034713
(20.74%)
	11637097(20.05%)
	23126350(39.85%)

	Linf/Ltar Hybrid R1
	46515038
	42555046(91.49%)
	40426258(86.91%)
	2128788(4.58%)
	20253415(43.54%)
	20172843(43.37%)
	20212233(43.45%)
	20214025(43.46%)
	19169066
(41.21%)
	21257192(45.7%)
	38122404(81.96%)

	Linf/Ltar Hybrid R2
	52198274
	34600072(66.29%)
	32319131(61.92%)
	2280941(4.37%)
	16205899(31.05%)
	16113232(30.87%)
	16169295(30.98%)
	16149836(30.94%)
	16490053
(31.59%)
	15829078(30.32%)
	31609632(60.56%)

	Linf/Ltar Hybrid R3
	40002592
	25820618(64.55%)
	24066053(60.16%)
	1754565(4.39%)
	12069447(30.17%)
	11996606(29.99%)
	12041509(30.1%)
	12024544(30.06%)
	12189476(30.47%)
	11876577(29.69%)
	23513332(58.78%)

	Non-infected control R1
	101886028
	94720900(92.97%)
	88382239(86.75%)
	6338661(6.22%)
	44282639(43.46%)
	44099600(43.28%)
	44169224(43.35%)
	44213015(43.39%)
	44544505(43.72%)
	43837734(43.03%)
	84977220(83.4%)

	Non-infected control R2
	41163754
	38699039(94.01%)
	36241989(88.04%)
	2457050(5.97%)
	18163404(44.12%)
	18078585(43.92%)
	18112645(44.0%)
	18129344(44.04%)
	18046319
(43.84%)
	18195670(44.2%)
	34896304(84.77%)

	Non-infected control R3
	62292806
	58729185(94.28%)
	54436245(87.39%)
	4292940(6.89%)
	27285930(43.8%)
	27150315(43.58%)
	27238807(43.73%)
	27197438(43.66%)
	27991432
(44.94%)
	26444813(42.45%)
	53232018(85.45%)

	Coinfection R1
	43300544
	36721244(84.81%)
	34242144(79.08%)
	2479100(5.73%)
	17155149(39.62%)
	17086995(39.46%)
	17115582(39.53%)
	17126562(39.55%)
	16530401
(38.18%)
	17711743(40.9%)
	32583940(75.25%)

	Coinfection R2
	55670718
	28667181(51.49%)
	26710558(47.98%)
	1956623(3.51%)
	13390448(24.05%)
	13320110(23.93%)
	13365353(24.01%)
	13345205(23.97%)
	13370059
(24.02%)
	13340499(23.96%)
	26105478(46.89%)

	Coinfection R3
	58746064
	32347562(55.06%)
	29970655(51.02%)
	2376907(4.05%)
	15023025(25.57%)
	14947630(25.44%)
	14991927(25.52%)
	14978728(25.5%)
	14700248
(25.02%)
	15270407(25.99%)
	29332414(49.93%)


R= independent experimental replicates.

	


