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1. Estimation of HSV-2 Virus Replication 

Lower the average cycle threshold (ct) higher the virus load. As seen from above table at Day 14 ct of 

22.6 indicate active virus growth as compared to day 4 (Table S1). 

Table S1. Estimation of HSV-2 virus replication. 
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2. Cell Culture and Infectivity of HIV or HSV-2 

CEMss cells were received from the NIH AIDS Reagent program and cultured in RPMI 1640 

supplemented with 10% FBS, 2 mM glutamine, 100 units/mL of penicillin, and 100 units/mL 

streptomycin. Prior to infectivity experiments, the cells were prepared at a concentration of  

1 million/mL (5 million total) in serum free media. The HIV-1MN lab adapted strain was used for 

infectivity at a concentration of 5ng/mL of HIV-1 p24 antigen. After 2 h of infection at 37 °C, 5% 

CO2, cells were washed twice with 10 mL of 1× Phosphate Buffer Saline (PBS) and the cell pellet was 

resuspended in 40 mL of culture media (RPMI with 10% FBS). Culture media containing cells were 

transferred to a T-75 cm2 flask containing the fluorescent dye patch. Similar concentrations of 

uninfected cells were prepared and transferred to a T-75 cm2 flasks containing fluorescent dye patch.  

We had previously shown that HSV-2 can infect the CEMss cell line (unpublished). Therefore, cells 

were prepared according to methods used for HIV infection and 5pfu (plaque forming units) of HSV-2 

was used for infectivity studies. HIV and HSV-2 infection was performed in two separate experiments 

with a control flask containing no viruses. Dissolved oxygen was monitored every 30 min over 21 days. 

At days 7, 14, and 21 an aliquot of culture supernatant was removed for HIV-1 p24 measurement. 

3. Determination of Infectivity Titers 

3.1. HIV 

1 mL of culture supernatant was harvested at 4, 7, 14 and 21 days post infection for p24 antigen 

measurements in duplicate.  HIV-1 p24 quantification was performed using the Perkin-Elmer HIV-1 

p24 Elisa Kit, Cat No: NEK050B001. All procedures were followed as per the manufacturer 

instructions. Because this kit was optimized for quantification in a narrow range 12.5–200 pg/mL for 

HIV-1 p24, culture supernatants were diluted in culture media to 1:10, 1:100 and 1:1000 for 

quantification. Data were analyzed from excel spread sheet with graph pad software v5.0. 

3.2. HSV-2 

1 mL of culture supernatant was harvested at 4, 7 and 14 days post infection for HSV-2 taqman 

assay in duplicate.  Briefly Nucleic acids were extracted according to manufactures instructions  

of QIAGEN (Cat No: 57704) and determined using in-house real time PCR. A 118-nucleotide segment 

of the gB region was amplified by the use of primers described in Lilly Namvar et al.  

(J. Clin. Microbiol., 2005). 
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