17.

a)

You must address questions 17 separately for each species.

Experimental Protocol

In this section describe your experimental protocols, outside of normal husbandry, to be performed on the
animals. This response should provide the committee with a clear understanding of what
specifically happens sequentially to each animal or group of animals and over what time
period. It is not necessary to repeat the surgical description that is provided in question 28, but the timing
of the surgery within the experiment should be indicated. Be sure to include: all drugs given, including dosage
range, routes and frequency of administration; nutritional intervention; social or environmental manipulation;
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method and amount of biological samples taken; methods of antibody production; use of radioactive materials,
blood or other fluid sampling including method and amount, etc. Specify the expected sequence, frequency and
duration of these procedures. If this protocol is to cover an animal colony, use this section to
detail breeding procedures/methods. (Append additional page(s) if necessary)

Prime with DNA
Genes for Gag, Tat, Rev or Nef are cloned into the — 5 mg of plasmid DNA is added to
7.5 mg of _ a nonionic blocked copolymer adjuvant —

Before immunization, the formulation is warmed slowly to room
temperature from frozen stock. 1 ml or less of this formulation will then be injected i.m. We will use
one limb for each different DNA construct. This is because we, and others, have observed that if an
;mmunodominant epitope (such as CM9 in Gag) is included in the vaccination with other epitopes,
the immunodominant epitope Suppresses the response to the other epitopes. Therefore, we will use
separate limbs for each DNA construct, since in this manner the immune response develops in
separate draining lymph nodes, which should avoid this immunosuppressive effect. This prime will be

repeated three times at about a 4 week interval.

Boost with AdS

The adenoviral vector is based on a serotype 5 adenovirus that has been rendered incompetent to
replicate by deletion of the E1 and E3 viral genes. Four different viruses will be constructed,
encoding each of the four proteins Gag, Tat, Rev or Nef. A total of 10° — 10" particles of each
virus will be injected i.m. in a total volume of 1 ml. We will use one limb for each different virus.
This is because we, and others, have observed that if an immunodominant epitope (such as CM9 in
Gag) is included in the vaccination with other epitopes, the immunodominant epitope suppresses the
response to the other epitopes. Therefore, we will use separate limbs for each adenoviral vector,
since in this manner the immune response develops in separate draining lymph nodes, which should
avoid this immunosuppressive effect.

Challenge with Live SIV

Macaques will be challenged with live SIV. Challenges will be performed under ketamine anesthesia
(15mg/kg i.m.) by the intravenous (i.v.) route or ketamine/medetomidine (5mg and 30ug/kg
respectively) IM followed by reversal with 150ug/kg atipamezole IM or IV or a more refined
anesthetic regimen at the discretion of the veterinarian present. Intrarectal (i.r.) challenges will be
performed by delivering 30 -300 TCIDs, in a volume of 1 ml to the rectum. This dose will be
injected slowly over 1 minute, then the animal’s rump kept elevated for an additional 2 minutes
before returning the animal to its cate. One TCIDS0 stand for Tissue Culture Infectious Dose 50,
which is the dose required to infect 50% of cells in tissue culture. SIV challenges will be performed in
the SIV isolation center at the primate center, where animals will remain until euthanized (see

above).

Vaginal Washes

" Female macaques will be anesthetized using ketamine (15mg/kg i.m.) by the intramuscular (i.m.) route
or ketamine/medetomidine (Smg and 30ug/kg respectively) IM followed by reversal with 150ug/kg
atipamezole IM or IV or a more refined anesthetic regimen at the discretion of the veterinarian
present. The posterior of the animal will be elevated and 2 — 20 mls (volume depends on the volume
of the vaginal vault) of sterile saline or sterile phosphate buffered saline will be used to irrigate the
vaginal vault non-traumatically, using flexible tubing or another flexible device. It is preferable to
use the smallest volume possible. 1t is important to avoid any trauma to the vaginal tissue that could
result in contamination of the wash with blood. The procedure will be repeated using another 2 — 20
mls of sterile saline or sterile phosphate buffered saline. Both washes will be collected separately and
brought back to the lab for viral analysis. This procedure will be performed at intervals of no less
than one per week thoughout the lifetime of the animal to allow a longitudinal analysis of the
presence of virus in the vagina as infection progresses. The maximum number of vaginal wash
procedures will depend on how long the animal lives. Viral loads go up and down over time, so we will
continue to monitor the animal indefinitely, independent of viral load observed. The purpose of this
added procedure is to try and ascertain how viral transmission takes place from infected females to
male sexual partners, by determining how much virus is present in vaginal secretions. It is known
that HIV is transmitted both from male to female and female to male during sexual interactions.

However, the amount of virus present in the vagina during different phases of the infection has not
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