
Supplementary methods 

Discrimination of genotypes B and Ba by high resolution melting analysis (HRMA) or DNA sequence analysis.  

A 184 bp fragment of ompA was amplified using primers 5’GCTTCTTTCCAATATGCTCAATC3’ and 5’GCCATTCATGGTAATCAATAGAG3’ (Fig S1A).  To reliably 

obtain sufficient DNA for sequencing, two stages of amplification were required. The first stage was performed using Platinum SYBR Green qPCR SuperMix-

UDG mastermix (Invitrogen). Each reaction contained 1x mastermix, each primer at 0.25 µM, 0.025 mg/ml BSA, 0.5 mM additional MgCl2 to a final 

concentration of 3.5 mM, 1 µl nucleic acid preparation, and water to a final volume of 10 µl. The temperature cycling was performed in a Rotorgene 6000 

instrument (formerly manufactured by Corbett, now QIAGEN), with the following cycling conditions: 50oC, 2 min; 95oC, 2 min; 50 cycles of (95oC, 10s; 59oC, 

30s), 72oC, 20s. The products were purified using the MinElute PCR purification kit (QIAGEN) according to the manufacturer’s instructions. The second stage 

PCR was performed in a conventional thermal cycler using Taq DNA polymerase (QIAGEN) and the same primers as for stage 1. Each reaction contained 1x 

buffer, each dNTP at 0.2 mM, each primer at 0.25 µM, MgCl2 at 2.75 mM, 1 unit of Taq polymerase, 2 µl of undiluted purified PCR product from the stage 1 

reaction, and water to a total volume of 20 µl. The thermocycling conditions were 95oC, 2 min; 40 cycles of (95oC, 30s; 59oC 30s, 72oC, 60s) , 72oC 5 min, 

12oC hold. The products were purified using the MinElute PCR purification kit according to the manufacturer’s instructions. Sanger sequencing was 

performed by Macrogen Inc (Seoul, South Korea).  

HRMA of the products of the stage 1 reactions was performed using a Rotorgene 6000 instrument.  The temperature range was 65°C to 85°C, raising 0.1°C 

at each step. There was a 90 s hold at the first step and 2 s holds at each subsequent step. Typical results are shown in Fig S2. .  



 

 

Supplementary Table 1. Numbers and (%) of classes of specimens and their typeability. All except five of the specimens were from pathology service 

provider 1 (PSP1), so the breakdown of all specimens available from that provider is shown in the rightmost column, to illustrate that the specimens typed 

were representative of the total collection in terms of specimen class.  

 

Specimen type Top End  Central Australia  PSP1  

 Typeable   Untypeable  Total   Typeable  Untypeable   Total    

Eye swab 5 (3.3%) 2 (1.8%) 7 (2.7%)  0 (0%) 0 (0%) 0(0%)  6 (0.3%) 
Undefined swab 11 (7.3%) 10 (8.9%) 21 (8.0%)  4 (5.6%) 2 ((1.9%) 6 (3.4%)  304 (13.6%) 
Endocervical swab 4 (2.7%) 5 (4.5%) 9 (3.4%)  1 (1.4%) 0 (0%) 1 (0.6%)  171 (7.7%) 
Undefined genital swab 0 (0%) 0 (0%) 0 (0%)  0 (0%) 0 (0%) 0 (0%)  13 (0.6%) 
High vaginal swab 1 (0.7%) 0 (0%) 1 (0.4%)  0 (0%) 0 (0%) 0 (0%)  33 (1.5%) 
Low vaginal swab 27 (17.9%) 3 ((2.7%) 30 (11.4%)  3 (4.2%) 1 (1.0%) 4 (2.3%)  304 (13.6%) 
Penile 0 (0%) 1 (0.9%) 1 (0.4%)    0 (0%) 0 (0%) 0 (4%)  1 (0.04%) 
Vaginal 0 (0%) 0 (0%) 0 (0%)  0 (0%) 0 (0%) 0 (0%)  10 (0.4%) 
Thin prep 1 (0.7%) 0 (0%) 1 (0.4%)  0 (0%) 0 (0%) 0 (0%)  11 (0.5%) 
Urine 102 (67.6%) 91 (81.3%) 193 (73.4%)  63 (88.8%) 102 (97.1%) 165 (93.7%)  1376 (61.7%) 

 


