Appendix 2: Sample collection, laboratory procedures, and DNA sequencing 
Tissue sampling of 197 birds of 72 species, and 89 bats of 15 species was undertaken across south-eastern South Africa (29.42°S 21.29°E, 35.05°S 31.51°E) from 2017-2018 as part of the Eastern Cape Forest Biodiversity Project. These samples represent 40 novel bird species barcodes (57 new to South Africa) and 7 novel bat species barcodes (9 new to South Africa). 
Mist-netting was primarily used for bat (14x14 mm monofilament mesh) and bird (16x16 mm polyfilament mesh) capture, with mist-nets operated only under amicable conditions, and inspected half-hourly during sampling to ensure animal safety. Captured individuals were measured, banded (only in the case of captured birds), and sampled as either 20-50 μL blood from the brachial vein from birds, or as 2-mm wing punches from bats, prior to prompt release on site in compliance with South African regulations (see Acknowledgements for ethical clearance and permit numbers). Tissue samples were stored in 95 % ethanol. 
DNA was extracted following the NucleoSpin DNA protocol (Macherey-Nagel, Düren, Germany). COI sequences were amplified using polymerase chain reaction (PCR) using the universal COI primers LCO1490/ HCO2198 (Folmer et al., 1994) for bats, and standard avian primers BirdF1/BirdR1 (Hebert et al., 2004) and PasserF1/PasserR1 (Lohman et al., 2009) for birds. PCR thermocycling for each primer pair involved an initial denaturation of 5 min at 94 °C, followed by a thermocycling phase of 30 s at 94 °C, 30 s at TANNEAL, and 30 s at 72 °C, with a final extension phase of 7 min at 72°C. The PCR parameters for each primer pair are provided in the table below; see Moir et al. (2020) for additional details regarding bat DNA barcode generation. 
All PCRs were performed in 25 µL volumes containing 16.4 µL of deionized water, 2.5 µL of 25 mM MgCl2, 2.5 µL of 10×Mg2+-free buffer, 0.5 µL of a 10 mM dNTP solution, 0.5 µL of 10 mM primer pairs, 0.1 µL of Taq polymerase, and 2.0 µL template DNA. 
PCR products were visualised alongside negative controls on 1 % agarose gels, and purified using a BioSpin Gel Extraction Kit protocol (Bioer Technology, China) prior to being Sanger sequenced on an ABI 3730xl device (Central Analytical Facility, Stellenbosch University). Sequences were screened for base ambiguity in GENEIOUS 7.1.4 (©Biomatters) and aligned with CLUSTAL X (Larkin et al., 2007) in the same software. The new COI sequences of 648 bp were deposited to the ‘Foundational Biodiversity Eastern Cape’ project in the Barcode Of Life Data System v4 (BOLD) repository (Hebert & Ratnasingham, 2007: https://www.boldsystems.org/index.php/) under the accession numbers ECBAT001-19 to ECBAT089-19 for bats, and ECFPB001-21 to ECFPB197-21 for birds.
PCR primers for bat and bird DNA barcodes 
	
	Primer
	Primer sequence (5′-3′)
	No. cycles
	TANNEAL (°C)

	Bat
	LCO1490
	GGTCAACAAATCATAAAGATATTGG
	35
	43.5

	
	HCO2198
	TAAACTTCAGGGTGACCAAAAAATCA
	
	

	Bird
	PasserF1
	CCAACCACAAAGACATCGGAACC
	35
	50

	
	PasserR1
	GTAAACTTCTGGGTGACCAAAGAATC
	
	

	
	BirdF1
	TTCTCCAACCACAAAGACATTGGCAC
	6, 35 
	45, 51

	
	Bird R1
	ACGTGGGAGATAATTCCAAATCCTG
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