Phylogenetic relationships. Our phylogenetic analysis (Fig. 1) shows that the new species is sister to a clade consisting of Hyloscirtus criptico Coloma et al. (2012), H. larinopygion (Duellman, 1973), H. lindae (Duellman & Altig,1978), H. pacha (Duellman & Hillis, 1990), H. pantostictus (Duellman & Berger, 1982), H. princecharlesi Coloma et al. (2012), H. psarolaimus (Duellmn & Hillis, 1990), H. ptychodactylus (Duellman & Hillis, 1990), H. staufferroum (Duellman & Coloma, 1993) and , H. tigrinus Mueses-Cisneros & Anganoy-Criollo (2008). Genetic distances (mitochondrial 16S percent differences calculated from uncorrected p values between the new species and the most closely related Hyloscirtus are given in Table 1; genetic distances between the new species and its closest relative were 2.2-2.9% to H. tigrinus and 2.6-2.8% to H. ptychodactylus.


[bookmark: _Hlk84585698]Figure 1: Evolutionary relationships of species in the Hyloscirtus larinopygion group, based on the mitochondrial gene 16S under ML criterion. Clade support (bootstrap %) are in blue. The new species is in red.  
[image: ]


Table 1. Genetic distances (mitochondrial 16S) between Hyloscirtus sethmacfarlanei sp. nov. and its most closely related congeners. Values are presented as percent distances calculated from uncorrected p values.

	
	H. condor
(n = 2)
	H. hillisi
(n = 5)
	H. pacha 
(n = 1)
	H. larinopygion (n = 2)
	H. lindae (n = 4)
	H. pantostictus (n = 3)
	 H. tapichalaca 
(n = 2)
	H. ptychodactylus  (n = 2)
	H. princecharlesi  (n = 2)
	H. psarolaimus  (n = 2)
	H. tigrinus (n = 2)
	H. staufferorum (n = 2)
	H. sethmacfarlanei sp nov (n = 2)

	H. condor
	0.0
	
	
	
	
	
	
	
	
	
	
	
	

	H. hillisi
	3.8–4.1
	0.0–0.1
	
	
	
	
	
	
	
	
	
	
	

	H. pacha
	10.2–10.5
	11.3–11.4
	0.0
	
	
	
	
	
	
	
	
	
	

	H. larinopygion
	9.6–9.8
	10.2–10.4
	4.6
	0.0
	
	
	
	
	
	
	
	
	

	H. lindae
	10.1–10.8
	11.0–11.7
	4.6–5.3
	2.6–3.1
	0.0–0.5
	
	
	
	
	
	
	
	

	H. pantostictus
	10.4–10.8
	11.1–11.5
	4.7–4.8
	2.7–2.8
	6.0–14.0
	0.0–0.1
	
	
	
	
	
	
	

	H. tapichalaca
	3.7–4.0
	2.7–3.1
	11.0–11.1
	10.1–10.4
	10.9–11.4
	11.1–11.4
	0.6
	
	
	
	
	
	

	H. ptychodactylus
	9.5–9.6
	10.2–10.5
	3.8
	2.9–3.0
	2.9–3.6
	3.1–3.2
	10.1–10.2
	0.0
	
	
	
	
	

	H. princecharlesi
	9.7–9.9
	10.8–11.0
	4.3
	3.2
	3.3–3.6
	3.4–3.6
	10.6–10.7
	1.3
	0.0
	
	
	
	

	H. psarolaimus
	10.8–11.1
	11.3–11.7
	4.2–4.5
	4.8–5.0
	4.5–5.4
	4.8–5.2
	11.2–11.4
	3.6–3.8
	3.8–4.1
	0.3
	
	
	

	H. tigrinus
	9.8–10.1
	10.5–10.9
	3.1–3.2
	3.9–4.0
	3.9–4.6
	4.0–4.2
	10.5–10.8
	2.6
	2.8–2.9
	3.0–3.3
	0.0
	
	

	H. staufferorum
	9.6–10.1
	10.6–11.1
	1.8
	4.2–4.4
	4.0–4.7
	4.1–4.3
	10.6–10.8
	2.8–2.9
	3.3–3.4
	3.4–3.7
	2.7–2.8
	0.0
	

	H. sethmacfarlanei sp nov
	9.3–9.5
	9.2–9.6
	3.7–3.9
	2.9–3.5
	3.7–4.6
	3.5–3.7
	9.4–9.9
	2.6–2.8
	3.1–3.3
	3.1–3.3
	2.2–2.9
	3.5–4.0
	0.4



image1.jpeg
H. jahni (MG596779, MHNLS 20324)
H. jahni (MG596776, MHNLS 20318) | Andes
s H. jahni (MG596777, MHNLS 20319) | Venezuela

96

Other Hyloscirtus

100

|.HA jahni (MG596778, MHNLS 20320)

H. pacha (AY326057, WED 53493)

H. staufferorum (JX155843, QCAZ 45962) | Eastern Andes Ecuador

H. staufferorum (JX155842, QCAZ 45967)

H. criptico (JX155841, QCAZ 43422)

H. criptico (JX155840, QCAZ 45466)

H. criptico (JX155839, QCAZ 43421)
® H. tigrinus (JX155838, QCAZ 31550) | Central Andes Colombia +

99 @ H. tigrinus (JX155837, QCAZ 41351) I Eastern Andes Ecuador

—I H. psarolaimus  (JX155836_QCAZ_46095) Eastern Andes Ecuador & Colombia

100 H. psarolaimus (JX155835, QCAZ 27049)

H. pantostictus (AY326052, WED 52976)

H. pantostictus (JX155847, QCAZ 45435) | Eastern Andes Ecuador & Colombia

H. pantostictus (JX155846, QCAZ 45438)

H. lindae (JX155851, QCAZ 45342)

H..lindas; (1X155845, QCAZ 41232) Eastern Andes Ecuador & Colombia

H. lindae (JX155849, QCAZ 45346)

H. lindae (JX155850, QCAZ 45463)

H. larinopygion (JX155845, QCAZ 45462) | Central Andes Colombia +

H. larinopygion (JX155844, QCAZ 41826) | Western Andes Ecuador & Colombia

97 .,

Western Andes Ecuador

95 .,

H. princecharlesi (JX155834, QCAZ 43654)
H. princecharlesi (JX155833, QCAZ 42165)
H. ptychodactylus (JX155832, QCAZ 48031)
96 H. ptychodactylus (JX155831, QCAZ 46030)

H. sethmacfarlanei sp nov (DHMECN 14416, Genbank)
= Eastern Andes Ecuador
100 @ H. sethmacfarlanei sp nov (DHMECN 14549, Genbank)

Western Andes Ecuador

Western Andes Ecuador

|:0 H. charazani (—, AY843618) | Eastern Andes Bolivia
99 H. armatus (AY549321, AMNH-A1651632) | Eastern Andes Peru, Bolivia

H. condor (KF756939, MEPN 14754)
Eastern Andes Ecuador
99 H. condor (KF756938_MEPN 14758)

100

H. tapichalaca (AY563625, QCAZ 16704)
Eastern Andes Ecuador

100-f" L@ Y, tapichalaca (Jx155830, QCAZ 15083)

H. hillisi (MH883800, QCAZ 68651)

e Eastern Andes Ecuador
H. hillisi (MH883798, QCAZ 68648)

100

0.01 length units




