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S1 Fig. PCR product of amplified ADCY5 (250 bp) and PTH1R gene variant (266bp).
Six DNA samples, each from ADCY5 gene variant (rs11708067) and PTH1R gene variant (rs11926707), were amplified via polymerase chain reaction (PCR) with the designed forward and reverse primers. PCR of sample DNA generated 250 base pairs (bp) and 266 bp PCR product of ADCY5 and PTH1R gene variants, respectively. The DNA ladder was used as a reference.

S2 Fig. Validation of ADCY5 variant rs11708067 and PTH1R variant rs11926707 genotypes by Sanger sequencing.
Three extracted DNA samples each from ADCY5 and PTH1R carriers were sequenced. From sequencing we found that, two heterozygous and one wild type genotype of ADCY5 variant and one heterozygous, one wild type and one homozygous mutant of PTH1R variant were correctly genotyped by RT-PCR.

S3 Fig. Distribution of parameters between healthy individuals, type 2 diabetic patients without low back pain, type 2 diabetic patients with low back pain and individuals with low back pain. 
(A) represents the median vitamin D (ng/ml) level difference between healthy individuals (control), type 2 diabetic patients without low back pain (DM), type 2 diabetic patients with low back pain (DM+LBP) and individuals with low back pain but no T2DM (LBP); (B) represents the median calcium (mg/dL) level difference between healthy individuals (control), type 2 diabetic patients without low back pain (DM), type 2 diabetic patients with low back pain (DM+LBP) and individuals with low back pain but no T2DM (LBP);  (C) represents the median phosphate (mg/dL) level difference between healthy individuals (control), type 2 diabetic patients without low back pain (DM), type 2 diabetic patients with low back pain (DM+LBP) and individuals with low back pain but no T2DM (LBP) and, (D) represents the difference in the median PTH (pg/mL) level between healthy individuals (control), type 2 diabetic patients without low back pain (DM), type 2 diabetic patients with low back pain (DM+LBP) and individuals with low back pain but no T2DM (LBP). The pairwise comparison showed no significant difference in vitamin D, calcium, phosphate, or PTH level among the groups (p-value > 0.05). P-value <0.05 was considered as the level of significance.

S4 Fig. Uncropped and unadjusted gel image of PCR product of amplified ADCY5 (250 bp) and PTH1R gene variant (266bp).
Six DNA samples, each from ADCY5 gene variant (rs11708067) and PTH1R gene variant (rs11926707), were amplified via polymerase chain reaction (PCR) with the designed forward and reverse primers. PCR of sample DNA generated 250 base pairs (bp) and 266 bp PCR product of ADCY5 and PTH1R gene variants, respectively. The DNA ladder was used as a reference. L1-L6: ADCY5 gene variant (rs11708067) desired band size of 250bp; L8:1000bp DNA ladder; L9-L14: PTH1R (rs11926707) gene variant desired band size of 266bp.

S1 Table. Forward and reverse primers for rs11708067 of ADCY5 and rs11926707 of PTH1R
S2 Table. Association of ADCY5 variant rs11708067 and PTH1R variant rs11926707 with T2DM in low back pain patients
S3 Table. Association of ADCY5 variant and PTH1R variant rs11926707 with low back pain in type 2 diabetic patients
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