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S4B), using the SNaPshot method. All primers used for the multiplex SNaPshot were designed using the SNaPshot Assay Design software (version 2.0) (Applied Biosystems). The allele frequencies and genotypes for both assays were determined using Gene Mapper ID (version 2.1) software (Applied Biosystems). The SNP genotypes were determined by comparing the SNaPshot data to the

corresponding TaqMan genotypes. The assays performed within this study included, (i) a single base extension reaction, (ii) one base extension with one-base removal, and (iii) three base extension with one-base removal, as shown in Additional file [1](#MOESM1){ref-type="media"}: Figure S5. The extension reaction in (i) and (iii) was performed in a final volume of 20 μL, and the same reaction
mixture was used for the extension reactions in (ii) and (iii). The extension reaction for SNaPshot was performed at 57 °C for 5 min, whereas the extension reactions in (ii) and (iii) were performed at 95 °C for 2 min, followed by 65 °C for 60 s for six cycles, 55 °C for 30 s, and finally 25 °C for 30 s. To determine the allele frequencies and genotypes for each SNP by TaqMan, the cDNA was

amplified by PCR with specific primers for *ACTB*, *HBB* and *B2M*, each of which were previously validated by the SNPGenie program (Additional file [1](#MOESM1){ref-type="media"}: Table S3). The PCR reactions were performed in the Veriti 96-well Thermal Cycler (Applied Biosystems) at 95 °C for 10 520fdb1ae7
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