Online Resource 1. Extended methods and quality control
Sequence variation at BMP15 exon 2 and GLUD1 exon 8 is not associated with reproductive traits in Black Bengal goats. Tropical Animal Health and Production. Authors as on title page; corresponding authors: drmanoranjanroy@gmail.com, dr.sharadindu@gmail.com.
DNA extraction. 200 µL blood was lysed with 20 µL Proteinase K and 20 µL RNase A (2 min, room temperature), combined with 200 µL Genomic Lysis/Binding Buffer and incubated at 55 °C for 10 min; DNA was bound to a spin column after adding 200 µL 96–100% ethanol (10,000 × g, 1 min), washed with Wash Buffers I and II (500 µL each; final 3-min maximum-speed spin) and eluted twice in 50 µL Elution Buffer. Integrity was checked on 1.5% agarose gels; concentration and purity by spectrophotometry (A260/A280 1.8–2.0 accepted).
Primers (designed in NCBI Primer-BLAST, checked in OligoAnalyzer, synthesised by Eurofins). BMP15 exon 2 (~916 bp; FJ665809.1): forward 5′-CAAACCTGATCTAGCTGCAC-3′ (Tm 57.30 °C); reverse 5′-GCTTTGCTCTTGTTCCCTC-3′ (Tm 56.67 °C). GLUD1 exon 8 (~477 bp; XM_005699318.3): forward 5′-CTTGTTGGTCTCTTCATTTGC-3′ (Tm 55.92 °C); reverse 5′-TGAGCCTCAGAGATCTGTGTGC-3′ (Tm 62.12 °C). [AUTHORS TO VERIFY primer-to-gene assignment against the primer order sheets.]
PCR. 20 µL reactions: 2 µL 10× Takara Taq buffer, 1.6 µL 2.5 mM dNTPs, 0.5 µL of each primer (5 pmol), 0.2 µL Takara Taq, 0.5 µL (25 ng) DNA, 14.7 µL water. BMP15: 94 °C 5 min; 35 × (94 °C 30 s, 52 °C 30 s, 72 °C 1 min); 72 °C 5 min. GLUD1: 94 °C 5 min; 35 × (94 °C 30 s, 59 °C 20 s, 72 °C 40 s); 72 °C 5 min. No positive or negative template controls were included.
Sequencing. Products were cleaned with ExoSAP-IT (37 °C 15 min; 80 °C 15 min). Cycle sequencing used BigDye Terminator v3.1 (96 °C 1 min; 25 × [96 °C 10 s, 50 °C 5 s, 60 °C 4 min]), BigDye XTerminator clean-up, and a SeqStudio 8-Flex Genetic Analyzer with POP-7 polymer at the CLART GMBL, PBGSBS. Chromatograms were inspected in SeqStudio software and FinchTV. Sequencing was performed in the forward direction only (single-pass reads); no reverse reads were generated.
Quality-control flow. Phenotyped does: 33 (Nadia 13, Sunderban 20). BMP15: 30 sequence records; N9 lacked a group; S5, S13, S18 had no molecular data; analysed 29. GLUD1: 30 chromatograms; technical failures S10, S17, S20; quality/coverage exclusions N9, N12, S7; analysed 24 (shared interval XM_005699318.3:1394–1483, 90 bp, no variable position).





