Supplementary Methods
The two-Step RT-PCR reaction
The two-Step RT-PCR reaction was performed as follow: 10 (l RNA, 2 (l primer ED14 and 1 (l Water (PCR-grade) were incubated at 65˚C for 10 minutes followed by immediately cool the tube on ice for 2 minutes. RT master mix (2 (l Deoxynucleotide Mix (10 mM), 0.5 (l RNase Inhibitor, 4 (l Buffer (5×) and 0.5 (l Transcriptor Reverse Transcriptase) was added to each tube and incubated for 60 minutes at 50˚C followed by 85˚C for 5 minutes.
Nested PCR reaction
The outer primers were 1FJ (HXB2:6954-6973) and 1RO1 (HXB2:7656-7676), respectively. The inner primers were 2FJ (HXB2:7002-7021) and ED33 (HXB2:7361-7381), respectively. Both PCR reactions were performed at a final volume of 20 (l containing 12.2 (l RNase-free water, 2μl 10×Buffer for KOD-Plus, 0.8 (l MgSO4 (25 m(), 2 (l dNTP (2 m(), 0.3 (l of each primer (10 pmol/(l), 0.4 (l KOD plus (TOYOBO, Japan), and 2 (l template cDNA. The first round of PCR was performed under the following conditions: 94˚C for 2 minutes, 30 cycles at 94˚C for 30 seconds, 55˚C for 30 seconds (-0.5˚C /3 cycles), 68˚C for 2 minutes, and final extension for 10 minutes at 68˚C. The second round of PCR was performed as follows: 94˚C for 2 minutes, 5 cycles at 94˚C for 30 seconds, 54˚C for 30 seconds, 68˚C for 1 minute, 25 cycles at 94˚C for 30 seconds, 60˚C for 30 seconds, 68˚C for 1 minute, and final extension for 7 minutes at 68˚C.
Table S1. Primers used for PCR amplification
	
	Direction
	Primer sequence
	Position in HXB2

	The specific primer 
	
	
	

	ED14
	Reverse
	5′-TCTTGCCTGGAGCTGTTTGATGCCCCAGAC-3′
	HXB2:7932-7961

	Outer Primers
	
	
	

	1FJ 
	Forward
	5'-TCAGTACAATGYACACATGG-3'
	HXB2:6954-6973

	1RO1
	Reverse
	5'-GTCYGAGTCACTTCTCCAATT-3'
	HXB2:7656-7676

	Inner Primers
	
	
	

	2FJ
	Forward
	5'-YTGTTAAATGGYAGYYTAGC-3'
	HXB2:7002-7021

	ED33
	Reverse
	5'-TTACAGTAGAAAAATTCCCCT-3'
	HXB2:7361-7381


Table S2. 454 pyrosequencing primers are listed below.
	
	
	Primer sequence

	Primer A
	Forward
	5’-CGTATCGCCTCCCTCGCGCCATCAGXXXXYTGTTAAATGGYAGYYTAGC -3’a

	Primer B
	Reverse
	5’-CTATGCGCCTTGCCAGCCCGCTCAGXXXXTTACAGTAGAAAAATTCCCCT -3’


a The 454 pyrosequencing adaptor regions are denoted in bold (Primer A contains adaptor A and Primer B contains adaptor B), the sample-specific multiplex identifier (MID) sequence region are underlined, and the gene specific primer regions are italic.
Table S3. Multiplex Identifier (MID) sequences
	MID1    ACGAGTGCGT 
MID2    ACGCTCGACA
MID3    AGACGCACTC
MID4    AGCACTGTAG
MID5    ATCAGACACG
MID6    ATATCGCGAG
MID7    CGTGTCTCTA
MID8    CTCGCGTGTC
MID9    TAGTATCAGC
MID10   TCTCTATGCG
MID11   TGATACGTCT
MID12   TACTGAGCTA
MID13   CATAGTAGTG
MID14   CGAGAGATAC


Table S4. Study cohort baseline characteristics
	Characteristic
	Overall
(N=64)
	Single infection
(N=46)
	Co-infection
(N=8)
	Superinfection
(N=10)

	Age at enrollment:
  Median years (IQR a)
	28 (24.0-37.0)
	27.5 (24.3-37.0)
	28 (23.2-42.5)
	28 (23.5-36.5)

	Estimated time of infection at enrollment:

  Median Days (IQR)
	33 (26.0-40.0)
	32.5 (26.3-39.8)
	33 (21.3-46.0)
	34 (24.5-45.0)

	Ethnicity, No. (%)
  Han 
  Manchu
  Korean
  Unknown
	34 (53)
4 (6)
1 (2)
25 (39)
	23 (50)
1 (2)
0 (0)
22 (48)
	
5 (63)
1 (12)
0 (0)
2 (25)
	6 (60)
2 (20)
1 (10)
1 (10)

	Marital status, No. (%)
  Never married
  Currently married
  Divorced, separated, widowed
  Unknown
	21 (33)
9 (14)
8 (13)
26 (40)
	
13 (28)
7 (15)
4 (9)
22 (48)
	
2 (25)
1 (12)
3 (38)
2 (25)
	6 (60)
1 (10)
1 (10)
2 (20)

	Risk factor, No. (%)
  MSM b
Heterosexual

IDU c
	63 (98)

1 (2)

0 (0)
	45 (98)

1 (2)

0 (0)
	8 (100)

0 (0)
0 (0)
	10 (100)
0 (0)
0 (0)

	Viral load: median log10 copies/ml (IQR)
	5.05
(4.46-5.90)
	4.99
(4.49-5.92)
	5.24
(4.47-5.87)
	4.94
(3.67-6.65)

	CD4+ T cell counts: median cells/(l (IQR)
	402
(291-581)
	381
(294-549)
	381
(253-636)
	488
(232-687)

	a IQR, inter-quartile range
b MSM, men who have sex with men
c IDU, injection drug users
	
	
	


Table S5. The genetic distance between the two strains in 18 HIV-1 dual infected participants.
	NO.
	Between strain mean genetic distance ±SD
	Type of dual infection 

	P1
	0.237±0.040
	intersubtype

	P2
	0.154±0.052
	intersubtype

	P3
	0.113±0.020
	intrasubtype

	P7
	0.059±0.008
	intrasubtype

	P8
	0.090±0.040
	intrasubtype

	P11
	0.130±0.023
	intrasubtype

	P12
	0.069±0.019
	intrasubtype

	P19
	0.071±0.020
	intrasubtype

	P20
	0.143±0.036
	intrasubtype

	P23
	0.128±0.026
	intersubtype

	P24
	0.222+0.041
	intersubtype

	P26
	0.183±0.033
	intersubtype

	P28
	0.163±0.045
	intersubtype

	P36
	0.165±0.033
	intersubtype

	P39
	0.182±0.033
	intersubtype

	P47
	0.205±0.036
	intersubtype

	P58
	0.147±0.036
	intrasubtype

	P64
	0.099±0.025
	intrasubtype


