SUPPLEMENTARY METHODS

PCR conditions
First round PCR reactions were performed in 25 µl reaction volumes with 0.3mM each dNTP, 0.5 µM primers, 0.5 units of Kapa HiFiTM HotStart DNA Polymerase (Cape Town, SA), and an input volume equivalent to 500 total plasmid templates. Cycling conditions were 95°C for 2 min, followed by 35 cycles of 98°C for 20 sec, 64°C for 30 sec, and 72°C for 90 sec, followed by a final extension of 72°C for 5 min. Primers for first round PCR are listed in Table S1.
Second round PCR conditions were identical to first round, except that primer concentrations were changed to 0.4 µM and 1µl of each first round reaction was combined and used as starting template. Cycling were 95°C for 2 min, followed by 5 cycles of 98°C for 20 sec, 58°C for 30 sec, and 72°C for 90 sec, followed by 30 cycles of 98°C for 20 sec, 64°C for 30 sec, and 72°C for 90 sec, followed by a final extension of 72°C for 5 min. Second round primers included a Roche MID, key (5’-TCAG-3’), and 454 adaptor sequence (A-5’-CGTATCGCCTCCCTCGCGCCA-3’ or B-5’-CTATGCGCCTTGCCAGCCCGC-3’) at the 5’ end of the primer, in addition to the HIV-1 specific primer sequence at the 3’ end shown in Table S1 (only the HIV-specific sequences are shown).  
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PCR Primer Amplicon Amplicon size (bp) Sequence
F683 agpol Yesa CTCTCGACGCAGGACTCGGCTTG

Firt round R3337-1 TTTCCYACTAAYTTYTGTATRTCATTGAC
F5957-1 TTAGGCATYTYCTATGGCAGGAAGAA
Rg053.1 P10 2096 CAAGGCACAKYAGTGGTGCARATGA
F1099 ATAGAGGAAGAGCAAAACAAAAGTAAGA
R1632 gag2 603 GCTRGYAGGGCTATACATYCTTACTAT
F1550alt1 CACCTATCCCAGTAGGAGAMATYTATA
R1985 gag3 503 CCTTCYTTGCCACARTTGAAACAYTT
F2195 ol 496 AACARCARCYCCCYCTCAGAARCAGG

Second roung | R2621 CCAYTGTTTAACYTTTGGKCCATCCATT
F6547altl 495 TAATCAGTTTATGGGATSAAAGYYTAAA
R6972 CATGTGTACATTGTACTGTGCTGACAT
F68S3altl . 391 TTGARCCAATTCCYATACATTAYTGTR
R7174 AATGCTCTYCCTGGTCCYATATGTAT
F7504altl so7 GGCARGARGTAGGAARAGCAATRTATG

R8031

TGAGYTTTCCAGAGCARCCCCAAAT
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gag3

pol1

env2
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496

495
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First round

Second round

gp120 2096

env5

391

597


Second round amplicon size includes the 454 sequencing adapter, key and MID barcode.
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Clone id Frequency
1 0.8
2 0.05
3 0.05
4 0.05
5 0.01
6 0.01
7 0.01
8 0.005
9 0.005
10 0.005
11 0.001
12 0.001
13 0.001
14 0.001
15 0.001
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