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The pharmacokinetics and brain distribution of zidovudine (3'-azido-3'-
deoxythymidine, AZT) and lamivudine ((-)- 2', 3 -dideoxy-3'-thiacytidine, 3TC) were
investigated in healthy cats.

Plasma concentrations of AZT declined rapidly with aterminal half-life of 1.4 +
0.19,1.4+0.16 and 1.6 £ 0.26 hr following 1V, 1G and PO administration of 25 mg/kg
AZT to six catsin athree way cross-over study. The area under the curve (AUC)
following 1V, IG, and PO administration was 64.7 + 16.6, 42.5 + 9.41 and 60.5 + 17.0
mg  h/L, respectively

In athree way cross-over study, the half-lives of 3TC were 1.9 + 0.21, 2.6 + 0.66
and 2.7 £ 1.5 hr following IV, |G and PO administration of 25 mg/kg 3TC to six cats.
The corresponding AUC was 130 + 55.2, 115 + 97.5 and 106 + 94.9 mg" hr/L.

Both AZT and 3TC were well-absorbed following 1G and PO administration.

To determine the distribution of AZT to cerebrospinal fluid (CSF) and brain,
plasma, CSF, and brain samples were obtained from five cats that received a 7.0 mg/kg
AZT loading dose, followed by three- hour infusion at 14.5 mg/kg/h. Mean (£ STD)
plasma, CSF, and brain concentrations of AZT at steady state were 26.3 + 4.21, 8.27 +
1.21, 6.37 £ 0.61 mg/L, respectively. In six cats, after 7.0 mg/kg loading dose of 3TC,
followed by three-hour infusion at 5.5 mg/kg/hr, 3TC concentrations in plasma and CSF

at steady stateswere 17.09 + 5.26 and 1.73 + 0.56 mg/L. No 3TC was detected in cat

bran.



Pharmacokinetics of (-)-b-D-2,6-diaminopurine dioxolane (DAPD) and its
metabolite, (-)-b-D-dioxolane guanosine (DXG) were estimated following administration
of 50 mg/kg DAPD intravenously or orally to four adolescent ducks. Most DAPD
concentrations were below the limit of quantitation. The AUC of DXG was 17.08 and
13.86 mgehr/L following intravenous administration of DAPD and 18.26 and 23.11
mgphr/L following oral administration. The half-life of DXG was 0.33 and 0.56 hr after

intravenous DAPD and 0.85 and 0.86 hr following oral dosing of DAPD.

INDEX WORDS:  Pharmacokinetics, Feline immunodeficiency virus (FIV), Cats,
Lamivudine (L-2',3'-Dideoxy-3 -thiacytidine, 3TC), Zidovudine
(3'-azido-3' -deoxythymidine, AZT), Ducks, DAPD ((-)-b-D-2,6-

diaminopurine dioxolane), DXG ((-)-b-D-dioxolane guanosine)
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CHAPTER 1

INTRODUCTION AND LITERATURE REVIEW



Lentivirus

The identification and characterization of human immunodeficiency virus (HIV)
as the cause of acquired immunodeficiency syndromes (AIDS) in 1983/1984 (Barre-
Sinouss et al 1983, Gallo et al 1984, Popovic et al 1984) soon led to the isolation of
similar viruses from a variety of different species. Among these viruses, smian
immunodeficiency virus (SIV) and feline immunodeficiency virus (FIV) are closely
related to HIV and are used as animal models for HIV (Schellekens and Horzinek 1989,
Hamburg et al 1993). HIV, SIV, and FIV belong to the same lentivirus subfamily of
Retroviridae. The Retroviridae family is so called due to the presence of a unique
enzyme, reverse transcriptase (RT), the key enzyme that facilitates the production of a
deoxyribose nucleic acid (DNA) copy from aribonucleic acid (RNA) genome. HIV, SIV
and FIV share the characteristics as members of Retroviridae, including RNA carried
genetic information, three polyprotein genes called group specific antigen (gag),
polymerase (pol) and envelope (env) which control the vira structure, and alife cycle
involving insertion of the viral genome into the genetic materia of the host cell. As
‘Lenti’ means dow in Greek, the lentivirus typically produce infections with long periods
of latency, with many of them affecting cells of the immune system and the brain,
causing neurological and immunologica diseases. Another characteristic of lentivirusis

its ability to rapidly change itself (Schoub 1994).

Viral lifecycle
Though the details of how lentivirus replicates remains unclear, the following

steps are believed to be essential for HIV, SIV, and FIV replication (Figure 1.1.). First



the virus is attached to the host cell, the core of the virus enters the cell and genetic
material, RNA, isreleased into cell. Next a DNA copy is made under the function of
reverse transcriptase (RT) and integrated into host cell DNA. Then, RNA and protein are
synthesized according to the integrated viral gene. Finally, the protein and genetic
material assemble together and released from the host cell as new virus that is able to
infect new cells and replicate. Protease plays pivota role in the assembly of proteinin
thisfinal step. Interruption of any steps in the replication cycle will terminate the virus

replication.

Anti-HIV compounds

Currently available antiretroviral compounds target two crucial enzymesin the
replication cycle: reverse transcriptase (RT) and protease. There are three classes of anti-
HIV compounds commercially available: nucleoside reverse transcriptase inhibitors
(NRTIs), nonnucleoside reverse transcriptase inhibitors (NNRTIS), and protease
inhibitors (Pls). Since the first antiretroviral drug, 3'-azido-3'-deoxythymidine
(zidovudine, AZT or ZDV) was introduced in 1987, fourteen agents have been approved
by the Food and Drug Administration (FDA) for the treatment of HIV infection. These
drugs include six NRTIs (zidovudine, didanosine, za citabine, stavudine, lamivudine, and
abacavir), three NNRTIs (nevirapine, delavirdine, and efavirenz), and five Pls
(saguinavir, ritonavir, indinavir, nelfinavir, and amprenavir). Severa promising agents

are under development as well.



FIV and its similarity with HIV

FIV wasfirst isolated in northern California from cats showing similar symptoms
as AIDS in human (Pedersen et al 1987). Cats with FIV-infection show asimilar pattern
of early cellular and humoral responses, period of latency, and subsequent development
of clinical disease as humans infected with HIV. FIV resembles HIV in terms of
morphologic, physical and biochemical characteristics (Pedersen et al 1987, North et al
1989, Duaet al 1994). Similar to HIV, FIV (structure shown in Figure 1.2.) is 105 to 125
nm in diameter, roughly spherical or oval, and composed of alipid envelope and the
RNA containing core. One of the important features of FIV isthat FIV reverse
transcriptase (RT) is similar to RT from HIV-1in physical properties, catalytic activities,
template specificity, requirement of M¢*, and sensitivities to active forms of severa RT-
targeted antiretroviral compounds (North et al 1989, North et al 1990a, North et al

1990h).

Epidemiology and transmission of FIV

Soon after the discovery, FIV was identified in various domestic and wild feline
species worldwide. The prevalence of FIV infection in the cat population depends on the
geography location. Though as high as a 26% and 28.9% FIV-positive rate has been
reported in the healthy cat population in Australia and Japan (Friend et al 1990), the
genera rate is around 1-12% throughout the world (Grindem et al 1989, Hopper et al
1991, Hosle et al 1989, Ishida et al 1988, O’ Connor Jr et al 1991, Shelton et al 1989,
Yamamoto et al 1989). In sick and wild cat populations, the prevalence is dramatically

higher, reaching 48% in the sick cat population, and even 83% among wild cat speciesin



South Africa, East Africa, and North America (Olmsted et al 1992). In the United States,
FIV affects 1-4% of the “hedlthy” cat, and 13-15% of the sick cat populations
(Yamamoto et al 1989). FlIV-infection is more often observed in free roaming cats,
multi-cat households, and male cats (Pedersen et al 1989). FIV is present in the blood,
serum, plasma, cerebrospinal fluid, brain tissue and saliva of FIV-infected cats
(Yamamoto et al 1988, Dow et al 1990). How FIV istransmitted remainsto be
elucidated. Though one case of mother to kitten infection in post-partum period was
reported (Callanan et al 1991), biting is thought to be the main transmission route
(Pedersen et al 1989). Studies showed that the salivamay be involved in the

transmission of FIV (Yamamoto et al 1989).

Clinical staging

Experimental inoculation studies demonstrated that FIV related diseaseis
composed of three stages (Bennett and Smyth 1992, Ishida et al 1989, Pedersen et al
1991). Intheinitia phase of FIV infection, lymphadenophy occurs in two to six weeks
and persists six to nine month, sometimes accompanied by fever, malaise, mild pyrexia,
depression, and leukopenia (Pedersen et al 1987, Pedersen et al 1989, Bennett and Smyth
1992). Thefollowed stage is alatent period, in which the FIV-infected cats appear
relative normal without clinical evidence of infection. This period can last 1-5 years
before the cats become termindly ill. In the termina stage, FIV infected cats
demonstrate an AIDS-like illness characterized by a number of chronic infections, such
as stomatitis, upper respiratory infections, enteritis, dermatomycosis, and neurologic

disease (Pedersen et al 1987, Pedersen et al 1989, Bennett and Smyth 1992. Cats with



AIDS-like syndrome usually survive only one to six months, though supportive

treatments are given (Ishida et al 1990, Pedersen et al 1991).

Current status of anti-FIV therapy

Since its discovery, FIV has been considered as a useful model for HIV (North et
al 1989, Dua et al 1994), however, cats have seen little benefit from these investigations
(Pedersen et al 1991, Egberink et al 1991). As fourteen compounds are available for
HIV-infection that have significantly improved and prolonged living for humans with
HIV, most clinical ill FIV-infected cats are only treated with empiric and supportive care
and the effectiveness of the treatment decreases as FIV progresses. Seeking safe and
effective anti-FIV compounds is critical to combat this significant health threat to the cat
population. Though there are limited systemically scientific studies to support
applications of anti-HIV compounds for the treatment of FIV infection, NRTIs and
NNRTIs have been tried by individuals on their sick cats. Almost all available NRTIs,
including AZT, (-)-2 -deoxy-3'-thiacytidine (lamivudine, 3TC), 2',3'-dideoxyinosine
(didanosine, ddI), 2',3'-dideoxycytidine (zalcitabine, ddC), 2,3’ -didehydro-2',3'-
didexoythymidine (stavudine, D4T), (-)-6-cyclopropylamino-2’,3 -dihydro-2’,3' -
dideoxyguanosine (abacavir, ABC) and 9-(2-phosphonylmethoxyethyl) adenine (PMEA),
and one NNRTIs (nevirapine) have been applied to treat FIV-infection by individual
veterinary medicine practice, either alone or in combination (animal healthchannel.com,

www.specent.com/artg).

Previous studies



The similarity between FIV and HIV not only makes FIV an attractive in vitro
and in vivo animal model for investigation of HIV, but also provides the rationale for
considering currently available anti-HIV chemotherapy agents in veterinary practice for
the treatment of FIV infection. Among the three types of antiretrovira compounds, most
HIV protease inhibitors (PIs) can not be applied toward FIV infection. FIV and HIV
protease inhibitors have the identical catalytic mechanism and superimposable active site
structure (Wlodawer et al 1995), however; FIV protease has a more restricted binding
subsite that resembles many drug-resistant HIV proteases (Lee et al 1998). This property
makes FIV protease a perfect model to study drug-resistant HIV protease and to develop
new protease inhibitors. But, it aso means that current Pls for HIV are not good
candidates for the control of FIV infection. Soon after the discovery of FIV, a number of
NRTIsweretested against FIV invitro and in vivo. Asearly asin 1989, North et al
demonstrated that the susceptibility of FIV in FIV-infected Crandell feline kidney cells
(CrFK) to AZT issimilar to that of HIV-1, which is completely inhibited by 1 to 3 niM
AZT (North et al 1989). Tanabe-Tochikuraet al reported similar results for AZT activity
towards FIV later while studying the effect of AZT and ddI on FIV replicationin
3201/FIV cells (Tanabe-Tochikuraet al 1992). In 1991, sensitivities of FIV to AZT, 3'-
azido-2',3 -dideoxyuridine (AZDU), ddl and DAT were tested in CrFK cells (Remington
et al 1991), the ECsp (50% effective concentration) values for AZT, AZDU, ddl and DAT
were 1.4, 71.6, 2.1, and 12.3 mM respectively. Cronn et al investigated the inhibition of
FIV replication by PMEA in CrFK cells and reported the ECso value to be 1.0 miM (Cronn
et al 1992). 1n 1994, Smyth et al studied eighteen antiviral agents for anti-FIV activity in

CrFK cells (Smyth et al 1994). Among the antiviral agents tested, NRTIs were among



the most effective agents against FIV and the least toxic, with ECsos for AZT, ddC, ddl,
04T, 2,3 -dideoxyadenosine (ddA), and 3TC of 0.2, 0.15, 0.87, 2.6, 1.8, 0.04 mg/L,
respectively. In aseries of studies reported by Hartmann and Egberink, AZT and PMEA
were shown to be potent and selective inhibitors of FIV in feline thymocytes with ECsg
values of 0.05 and 0.60 mM, and CDs (50% cytotoxic concentration, the concentration of
compound reducing the number of viable cells by 50%) values of 120 and 80 niv
(Egberink et al 1991, Hartmann et al 1992, Hartmann et al 1995). Both compounds (2.5
and 5 mg/kg/12h of PMEA, 5 and 10 mg/kg/12h of AZT) were found to have significant
therapeutic effect as indicated by improving clinical signs and raising the CD4/CD8 ratio
in naturally infected cats (Hartmann et al 1992, Hartmann et al1995). The toxicity of
AZT in cats includes anemia, neutropenia (Hartmann et al 1992, Gregory et al 1997).
This toxicity was found to be dose-dependent and reversible. The hematological side
effects caused by PMEA were more severe than those caused by AZT (Hartmann et al
1992). Besidesthe toxicity, there are still controversies related to the effectiveness of
AZT and PMEA in cats (Vahlenkamp et al 1995, Gregory et al 1997, Hayes et al 1993,
Smyth et al 1994, Hayes 2000, Meers 1993). Smyth et al. reported that giving AZT 0.2,
1.0, 5, 25, or 50 mg/kg/day for 29 days to experimentally infected cats was much less
effective than expected (Smyth et al 1994a). There are several other groups that showed
similar results (Hayes et al 1993, Hayes et al 1995, Meerset al 1993) . In aseriesof
efforts, Hayes et al. reported that AZT monotherapy reduced the FIV viral burden and
the acute CD4 lymphocyte loss in young cats inoculated with FIV during the drug
treatment, but did not prevent infection and later CD4 lymphocyte decline. Further

thymic histopathology studies implied that it did not reduce thymic inflammation (Hayes



et al 1993, Hayes et al 1995, Hayes et al 2000). Similar to humans, the thymus of FIV-
infected cats carries a heavy viral burden and thymic function is compromised as
extensive pathological change was observed in the tissue. Meanwhile, the development
of AZT-resistant virus has aso been a concern during the application of this drug
(Remington et al 1991, Remington et al 1994). Later the effectiveness of AZT, PMEA,
and (R)-9-(2-phosphonylmethoxypropyl)-2,6-diaminopurine ((R)-PMPDAP, a derivative
of PMEA) against FIV was studied in primary feline thymocytes isolated from specific-
pathogenfree cats and in CrFK cells (Vahlenkamp et al 1995). It was found the ECsp and
CDsp were dramatically different in these two types of cells. The ECsos were 0.05, 0.5,
0.07 M in thymocytes, and were 4.0, 1.5, 0.1 nM in CrFK cells. The CDsos were 110,
80, 190 in thymocytes, and >200, 90, >200 in CrFK cells. The results aso suggested (R)-
PMPDAP was a more potent and less toxic inhibitor of FIV invitro and in vivo. The cel
dependent antiviral activity by 2',3'-dideoxycytidine on feline leukemia virus (FeLV)
had been reported previoudly (Polas et al 1990).

Recently, activities of AZT, 3TC, (-)-2',3 -dideoxy-5- fluoro-3' -thiacytidine
(FTC), and DDC were assessed in feline peripheral blood mononuclear cells for a clinical
isolate of FIV (FIV-Maxam), a pathogenic molecular clone, FIV-pPPR, and site-directed
mutatant of FIV-pPPR, M183V (McCrackin Stevenson et al 2001). The ECsgs of AZT,
3TC, ddC were 0.07, 0.14, 0.86 nM for the clinical isolate FIV-Maxam respectively. The
ECsosof AZT, 3TC, (-)-FTC were 0.03, 0.46, 0.18 and 1.21 mM for FIV-pPPR
respectively. The ECsgs towards M183V, which resembles the M184V mutant in HIV,
were 0.04, 38.5, 49.8, 1.04 mM for AZT, 3TC, (-)-FTC, and ddC. Besides the individual

compound activity to different strains of FIV, these results also indicate that M183V



decreases the sengitivity of FIV to 3TC and (-)-FTC without changing the activity to AZT
and ddC.

Since combination chemotherapy significantly improved the therapeutics of HIV
infection, it has also been considered in treatment of FIV infection and showed promising
results. Preliminary in vitro studies showed that combination chemotherapy using AZT,
3TC, and an FIV-specific protease inhibitor was more effective in inhibiting FIV
infection than AZT monotherapy in peripheral blood mononuclear cells (PBMC) (Arai et
al 1998). Inavery recent in vitro study, the combination of AZT, 3TC, and abacavir, (-)-
6-cyclopropylamino-2',3' -dihydro-2’,3' - dideoxyguanosine (abacavir, ABC or 1592U809)
effectively inhibited FIV replication (Bisset et al 2002). The effectiveness of using AZT
and 3TC in combination in FIV-infected cats also been indicated in alimited in vivo
study when applied together with bone marrow transplantations (BMT) (Y amamoto et al

1998).

These studies indicate that FIV-infection is a complicated condition and that more
research needs to be done to find an effective therapeutic strategy. Meanwhile, different
types of cells respond differently to the same antiviral agents. Further, the NRTIs
represent an abundant resource to consider for treatment of FIV infection as some
members of NRTIs have shown promising in vitro and in vivo activity toward FIV with
relative low toxicity. In addition, combination chemotherapy may be more effective than

mono- chemotherapy.
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Purpose of current study

In this dissertation research, as part of the efforts to seek effective treatment for
FIV infection, two NRTIs (AZT and 3TC) were investigated for their pharmacokinetic
characteristics in cats after intravenous (1V), oral (PO) and intragastric (IG)
administration. 1G administration was investigated as an alternative route for long term
administration of these antiviral agentsin cats. Further, the cerebrospinal fluid (CSF) and
brain tissue distribution after intravenous infusion was studied at steady state.
Distribution to CSF and brain tissue of antiviral compounds is of interest since FIV, like
HIV, isaneurotropic lentivirus. There is evidence showing penetration of FIV into the
central nervous system (CNS) of infected cats (Pedersen et al 1989, Y amamoto et al
1998, Dow et al 1990, Dow et al 1992). The presence of FIV in CNS accounts for the
observed brain lesions and diffuse gliosis in FIV-infected cats. This physiological
damage may explain the abnormal behaviors observed in a subset of FIV-infected cats.
Onethird of FIV-infected cats showed neurologic dysfunctionin a three- year study with
the most common neurologic abnormality being altered behavior (Dow et al 1992).
Symptoms may be dlight or severe as obvious central and peripheral neurologic disease
such as seizures, striking behavior changes, anisocoria, or paresis. Therefore, whether
the antiviral compound can reach CNSis acritical point to evaluate itsin vivo

effectiveness.

Mechanism of antiviral activity of NRTIs

The antivira activity of NRTIs, including AZT, ddl, ddC, D4T, 3TC, and ABC, is

accomplished by the corresponding 5’ -triphophate metabolites of NRTIs. Intracellular

11



enzymes are critical for the metabolic activation of NRTIS to the active 5'-triphosphate
forms. The 5'-triphosphates are competitive with RT, and incorporated into and
terminate the viral DNA strand since they don’'t have a free 3'-hydroxyl end, which

results in the termination of viral replication.

AZT

3'-Azido-3 -deoxythymidine (zidovudine or AZT) (Figure 1.3.) was the first drug
approved for the treatment of HIV infection in humans and is the most well studied
compound to date. As mentioned above, AZT has shown activity against FIV in vitro
and invivo. In feline thymocytes, the ECso was reported to be 0.05-0.07 nM, and the
CDsp was 100-120 M (Egberink et al 1991, Vahlenkamp et al 1995, McCrackin
Stevenson et al 2001) . These results indicated that AZT is a potent and selective inhibitor
of FIV invitro. In FIV-infected cats AZT improved the immune status by raising the
CD4/CD8 ratio which subsequently led to an improvement in FIV-related stomatitis,
conjunctivitis, and alopecia (Hartmann et al 1992, Hartmann et al 1995). The
enhancement in the cats overall clinical condition increased the quality of life, and
prolonged life expectancy. Though the possible toxicity and emergence of drug
resistance has limited the application of AZT, this compound remains one of the most
important components in combination chemotherapy for HIV. The pharmacokinetics of
AZT have been well documented in mice (Doshi et al 1989), rats (Mays et al 1991), and
monkeys (Boudinot et al 1990); however, few studies have attempted to characterize the
pharmacokinetics of AZT in cats. In humans, AZT is amost completely absorbed in Gl

tract with the achievement of peak plasma concentration in 0.5 to 1.5 h after dosing

12



(Dollery 1999). AZT israpidly distributed throughout the body with a volume of
distribution of 1.6 L/kg. AZT is also able to penetrate the blood brain barrier with a
CSF/plasmaratio at 0.53 (Klecker et al 1987). The clearanceisof AZT isvery high a

180 L/h (Dollery 1999). The mean plasma half-life of AZT is approximately 1 h.

3TC

(-)- 2,3 -Dideoxy-3 -thiacytidine (lamivudine, 3TC) (Figure 1.3.) isa
dideoxynucloside analogue with potent antiviral activities against HIV-1, HIV-2,
hepatitis B virus (HBV) and FIV (Soudeyns et al 1991, Coates et al 1992a, Coates et al
1992b, Smyth et al 1994b). 3TC is approved to be administered in combination with
other antiviral agents for the treatment of HIV infection and as monotherapy for the
treatment of HBV infection. Compared to other available nucleoside reverse
transcriptase inhibitors, 3TC has less toxicity and synergic activity with other anti- HIV
compounds (Soudeyns et al 1991, Coates et al 1992a, Coates et al 1992b, Chang et al
1992). In vitro, 3TC has demonstrated activity against HIV-1 with a 50% inhibitory
concentration (1Csp) ranging from 0.002 to 0.87 nM in various cell lines (Soudeyns et al
1991, Coates et al 1992b). Most nucleoside analogs currently available for clinical use,
including AZT, ddl, ddC, and D4T, have clinically limiting toxicities such as peripheral
neuropathy, myopathy, pancredtitis and hematological toxicity (Parker and Cheng 1994).
AZT and ddI are possibly related to liver toxicity as well (Parker and Cheng 1994).
These toxicities of 3TC are believed to be due to the inhibition of mitochondrial DNA
replication by the 5’ -triphosphates of the nucleoside anal ogues (Chen and Cheng 1992,

Chen et al 1991, Parker and Cheng 1994). Though the phosphorylation steps of 3TC are
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smilar to ddC, it differs from ddC in that it does not inhibit mammalian mitochondrial
DNA replication in intact cells. 3TC-TP is formed intracellularly, however, it is not
transported into the mitochondria (Gray et al 1995). Therefore, 3TC is unlikely to induce
clinically important hematological and hepatic adverse events, neuropathy or myopathy
(Parker and Cheng 1994). The more favorable safety profile of 3TC compared to other
available anti- HIV compounds has been confirmed by in vitro studies, animal toxicology
studies and in clinical trias (Lisignoli et al 1992, Sommadossi et al 1992, Tyrrell et al
1993, Lai et al 1998). In along-term placebo-controlled study involving 358 patients,
there is no serious drug-related adverse events observed (La et al 1998) with the
administration of 3TC. Another advantage to applying 3TC to antiviral therapy isits
synergic effect with other antiviral compounds. Mutant strains resistant to 3TC arise
rather rapidly during monotherapy through the acquisition of a Methionine-to-Valine
(M184V) or a Methionine-to-1soleucine (M 1841) mutation at codon 184 at the YMDD
motif of HIV-1 RT (Schinazi et al 1993). This mutation is associated with adelay in the
emergence of AZT-resistant mutants in AZT-naive patients, restoration of AZT
sengitivity in patients already possessing AZT-associated resistance mutations,
impairment of HIV-1 replication capacity, and a reduced ability of the HIV-1 env geneto
mutate (Larder et al 1995). This provides the rationale for combination therapy using
3TC and other anti-HIV compounds. The combination of 3TC, AZT and an HIV
protease inhibitor has showed a remarkable effect in decreasing HIV levels and
improving CD4+ cell counts of AlDs patients (Torres and Barr 1997). The devel opment
of 3TC resistance in the immuno- and neuropathogenic molecular clone of FIV, FIV-

pPPR, is similar with the 3TC resistance of HIV-1 developed in 3TC-treated HIV-1-
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infected patients (McCrackin Stevenson and McBroom 2001). The similarity between
the development of the resistance to 3TC in FIV and HIV-1 makes it reasonable to
consider 3TC, which has been used in combination chemotherapy in HIV-1 infection, in
combination chemotherapy for FIV-infected cats.

The pharmacokinetics of 3TC have been well characterized in different species.
Following IV administration, 3TC is distributed throughout the body with the volume of
distribution 1.3 L/kg in humans (Hussey et al 1994). The total clearance of 3TC in
humans is 0.32 L/h/kg. 3TC is primarily eliminated as unchanged drug through renal
clearance (Rajagopalan et al 1996). The renal clearance of 3TC is greater than the
glomerular filtration rate (GFR) indicating active renal tubular secretion is involved in the
elimination (van Leeuwen et al 1992). The half-life of 3TC is2.8 h (Hussey et al 1994).
3TC iswell absorbed following ora administration with a bioavailability of

approximately 87% in humans (van Leeuwen et al 1992, Hussey et al 1994).

Hepatitis B virus (HBV)

As amagor public health threat worldwide, hepatitis B virus (HBV) infection is
strongly associated with acute and chronic hepatitis, cirrhosis, and hepatocellular
carcinoma. Approximately 5% of the world’s population (400 million people) are
chronic carriers of HBV. Forty percent (40%) of these patients will die from HBV-
related diseases, thus making HBV the ninth leading cause of death throughout the world
(Maynard et al 1988, Ayoola et al 1988, Mahoney 1999, Mast et al 1999, Lok 2000).

Interferon (IFN)-a was the only approved treatment for chronic hepatitis B infection until

15



1999 (Farrell 2000, Shaw and Locarnini 2000) thought IFN-a is only effective in 30-50%
of the patients, and various side effects, relatively high expense and administration by
injection limit its use (Saracco and Rizzetto 1997, Farrell 2000). Recently, some
nucleoside analogues originally synthesized for chemotherapy of HIV or herpesvirus
were found to have potent anti-HBV activity, this discovery opened a new door for
investigating effective anti- HBV chemotherapy (Hong et al 1998, Kinchington 1999,
Shaw and Locarnini 2000, Farrell, 2000). One of these nucleoside analoguesis 3TC,
which has been approved to treat HBV. 3TC iswell tolerated and effectively inhibits
HBV replication during the course of treatment. However, the rebound of viral
replication during prolonged therapy and the devel opment of drug resistance to
lamivudine have been a problem (Berenguer and Wright 1998, Marzano et al 2001).
Therefore, the search for additional safe and effective oral therapies for chronic HBV

infection remains atask of health professionals.

(-)-b-D-2,6-Diaminopurine dioxolane (DAPD)

As more nucleoside analogues have been investigated for anti- HBV activity, (-)-
b-D-2,6-Diaminopurine dioxolane (DAPD) appears to be one of the most promising anti-
HBV agents due to it potent activity and low toxicity (Kim et al 1993, Schinazi et al
1994, Furman et al 2001). DAPD is a potent inhibitor of human immunodeficiency virus
type 1 (HIV-1) and type 2 (HIV-2), HBV, and Simian Immunodeficiency Virus (SIV) in
vitro. The ECsq (effective concentration) of DAPD is 0.09 mM against HBV DNA
replication intermediates or HBV virionsynthesis inhibition in transfected HepG2 2.2.15

cells. DAPD is converted into (-)-b-D-dioxolane guanosine (DXG) in vivo by adenosine
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deaminase (Figure 1.4.) (Chen et al 1999, Rajagopalan et al 1996, Painter et al 1999).
DXG also shows potent anti-HBV activity (Schinazi et al 1994, Kim et al 1993). In
transfected HepG-2 cells, the ECsp for DXG against HBV DNA replication intermediates

and HBV virion synthesis inhibition was approximately 1 mv. No marked toxicity was

observed up to 100 mM DXG and up to 300 miM DAPD in transfected HepG2 2.2.15 cells
(Schinazi et al 1994, Kim et al 1993). DAPD, considered as a water-soluble and
bioavailable prodrug of DXG, is currently being investigated as an anti- HIV and anti-
HBYV agent by Triangle Pharmaceuticals (Durham, NC) (Corbett and Rublein 2001) due
to its favorable therapeutic index and pharmacokinetic profiles in vitro and in animals
(Furman et al 2001, Chen et al 1999, Rajagopalan et al 1994, Rajagopalan et al 1996,
Schinazi et al 1994, Kim et al 1993). DAPD is the only member of its chemical seriesin
development for antiviral activity. DAPD is effective toward HBV strains resistant to
lamivudine and /or famciclovir (Chin et al 2001), and HIV strainsresistant to AZT, 3TC,
adefovir and multidrug resistance (Bazmi et al 2000, Gu et al 1999). Thereby, it is
synergistic with a number of current antivira treatments. DAPD provides new options

for anti-HIV and anti-HBV chemotherapy.

Duck hepatitis B virus (DHBV)

HBV belongs to the family of hepadraviridae which comprises human HBV,
woodchuck hepatitis virus (WHV) (Summers et al 1978), ground squirrel hepatitis virus
(GSHV) (Marion et al 1980), and duck hepatitis B virus (DHBV) (Mason et al 1980).
The hepadraviridae viruses have been shown to cause persistent chronic infections in

their natural hosts and share common biological features including the virion
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ultrastructure, genomeic structure, and unique mechanism of replication. DHBV was
first discovered in 1979 in serum samples taken from ducks in the People' s Republic of
China (Mason et al 1980). DHBV was detected in 10% of Peking ducks in commercial
flocks in the United States (Mason et al 1980). Hepatitis caused by DHBV accounts for
great losses among ducklings two to three weeks old (Raethel 1988). Due to the “ striking
resemblance” to HBV, DHBV has been used as an anima model to HBV. Part of this
dissertation is to investigate the pharmacokinetics of DAPD and DXG in ducks in order
to provide information for the further evaluation of DAPD and DXG as potential anti-

HIV and anti-HBV agent in vivo.

18



References

Aral M, Rerko D, Yamamoto JK (1998), Allogenic bone marrow transplantation
and antiretroviral drugs as combination therapy against FIV infection (abstract). Fourth
International Feline Retrovirus Research Symposium, 28-31 May 1998, Glasgow, UK,
P.35

Ayoola EA, Balayan MS, Deinhardt F, Gust |, Kureshi AW, Maynard JE, Nayak
NC, Brodley DW, Ferguson M, Melnick J, Purcell RH, Zuckerman AJ (1988), Progress
in the control of viral hepatitis: Memorandum from World Health Organization. 6: 443-
455

Barre-Sinoussi F, Chermann JC, Rey F, Nugeyre M, Chamaret S, Gruest J,
Dauguet C, Axler-Blin C, Vezinet-Brun F, Rouzioux C, Rozenbaum W, and Montagnier
L (1983), Isolation of a T-lymphotropic retrovirus from a patient at risk for acquired
immune deficiency syndrome (AIDS). Science 220: 868-871

Bazmi HZ, Hammond JL, Cavalcanti SC, Chu CK, Schinazi RF, Mellors IW
(2000), In vitro selection of mutations in the human immunodeficiency virus type 1
reverse transcriptase that decrease susceptibility to (-)-beta- D-dioxolane- guanosine and
suppress resistance to 3'-azido-3'-deoxythymidine. Antimicrob. Agents Chemother. 44:
1783-1788

Bennett M, Smyth NR (1992), Feline immunodeficiency virus. a brief review. Br.
Vet. J. 148: 399-412.

Berenguer M, Wright TL (1998), Advances in antiviral therapy for hepatitis.

Lancet 352 Suppl 1V, 15

19



Bisset LR, Lutz H, Boni J, Hofmann-Lehmann R, Luthy R, Schupbach (2002),
Combined effect of zidovudine (ZDV), lamivudine (3TC) and abacavir (ABC)
antiretroviral therapy in suppressing in vitro FIV replication. Antiviral Research 53: 35-
45

Callanan JJ, Hosie MJ, Jarrett O (1991), Transmission of feline
immunodeficiency virus from mother to kitten. Vet Rec. 128: 332-333

Chang CN, Doong SL, Zhou JH, Beach JW, Jeong LS, Chu CK, Tsai CH, Cheng
YC, LiottaD, Schinazi R (1992), Deoxycytidine deaminase-resistant stereoisomer is the
active form of (x)-2'-3'-dideoxy-3'-thiacytidine in the inhibition of hepatitis B virus
replication. J. Biol. Chem. 267: 13938-13942

Chen CH, Cheng Y C (1992), Delayed cytotoxicity and selective loss of
mitochondrial DNA in cells treated with the anti- human immunodeficiency virus
compound 2',3' -dideoxycytidine. J. Biol. Chem. 264: 11934-11937

Chen CH, VazquezPadua M, Cheng Y C (1991), Effect of anti- human
immunodeficiency virus nucleoside analogs on mitochondrial DNA and its implication
for delayed toxicity, Mol. Pharmacol. 39: 625-628

Chen H, Schinazi RF, Rajagopalan P, Gao Z, Chu CK, McClure H M, Boudinot
FD (1999), Pharmacokinetics of (-)-beta- D-dioxolane guanine and prodrug (-)-beta-D-
2,6-diaminopurine dioxolane in rats and monkeys. AIDS Res. Hum. Retroviruses 15:
1625-1630

Chin R, Shaw T, Torres J, Sozzi V, Trautwein C, Bock T, Manns M, Isom H,

Furman P, Locarnini S (2001), In vitro susceptibilities of wild-type or drug-resistant

20



hepatitis B virus to (-)-beta-D- 2,6-diaminopurine dioxolane and 2'-fluoro-5-methyl-beta-
L-arabinofuranosyluracil. Antimicrob. Agents Chemother. 45: 2495-2501

Coates JAV, Cammack N, Jenkinson HJ, Mutton IM, Pearson BA, Storer R,
Cameron JM, Penn CR (1992a), The separated enantiomers of 2'-deoxy-3'-thiacytidine
(BCH) both inhibit human immunodeficiency virus replication in vitro. Antimicrob.
Agents Chemother. 36: 202-205

Coates JAV, Cammack N, Jenkinson HJ, Jowett AJ, Jowett M|, Pearson BA,
Penn CR, Rouse PL, Viner KC, Cameron JM (1992b), (-)-2'-deoxy-3' -thiacytidine (3TC)
is a potent, highly selective inhibitor of HIV-1 and HIV-2 replication in vitro.
Antimicrob. Agents Chemother. 36: 733-739

Corbett AH, Rublein JC (2001), DAPD (Emory University/Triangle
Pharmaceutical s/Abbott Laboratories). Curr. Opin. Investig. Drugs. 2: 348-353

Cronn RC, Remington KM, Preston BD, North TW (1992), Inhibition of reverse
transcriptase from feline immunodeficiency virus by analogs of 2'-deoxyadenosine-5'-
triphosphate. Biochemical Pharmacology 44:1375-1381

Dollery C (1999), Zidovudine, in Therapeutic Drugs, Churchill Livingstone,
Edinburgh p Z12-718

Dow SW, Poss ML, Hoover EA (1990), Feline immunodeficiency virus. a
neurotropic lentivirus. Journal of Acquired Immune Deficiency Syndromes. 3: 658-668

Dow S, Dreitz M, Hoover EA (1992), Feline immunodeficiency virus
neurotropism: evidence that astrocytes and macrophages are the primary target cells. Vet.

Immunol. Immunopathol. 35: 23-35

21



DuaN, Reubel G, Moore PF, Higgins J, Pedersen NC (1994), An experimental
study of primary feline immunodeficiency virus infection in cats and a historical
comparison to acute simian and human immunodeficiency virus diseases. Vet. Immunol.
| mmunopathol. 43: 337-355

Egberink HF, Hartman K, Horzinek MC (1991), Chemotherapy of feline
immunodeficiency virus infection. J. Am. Vet. Med. Assoc. 199: 1485-1487

Farrell GC (2000), Clinical potential of emerging new agents in hepatitis B.
Drugs 60: 701-710

Friend SC, Birch CJ, Lording PM, Marshall JA, Studdert MJ (1990), Feline
immunodeficiency virus. prevalence, disease associations and isolation. Aust. Vet. J. 76:
237-243

Furman PA, Jeffrey J, Kiefer LL, Feng JY, Anderson KS, Borroto-Esoda K, Hill
E, Copeland WC, Chu CK, Sommadossi JP, Liberman I, Schinazi RF, Painter GR (2001),
Mechanism of action of 1-beta- D- 2,6-diaminopurine dioxolane, a prodrug of the human
immunodeficiency virus type 1 inhibitor 1-beta- D-dioxolane guanosine. Antimicrob.
Agents Chemather. 45: 158-165

Gray NM, Marr CLP, Penn CR, Cameron JM, Bethell RC (1995), The
intracellular phosphorylation of (-)-2'-deoxy-3'-thiacytidine (3TC) and the incorporation
of 3TC 5'-monophosphate into DNA by HIV-areverse transcriptase and human DNA
polymerase g. Biochem. Pharmacol. 50: 1043-1051

Gregory CR, Barlough JE, Clark R, Griffey SM, Patz JD, Jadieu P, Pedersen NC
(1997), Effects of insulin-like growth factor-1 and AZT in cats experimentally infected

with FIV. Feline Practice 25: 23-31

22



Gallo RC, Salahuddin Sz, Popovic M, Shearer GM, Kaplan M, Haynes BF,
Palker TJ, Redfield R, Oleske J, Safai B (1984), Frequent detection and isolation of
cytopathic retroviruses (HTLV-111) from patients with AIDS and at risk for AIDS.
Science 224: 500-503

Grindem CB, Corbett WT, Ammerman BE, Tomkins MT (1989),
Seroepidemiologic survey of feline immunodeficiency virus infection in cats of Wake
County, North Carolina. J. Am. Vet. Med. Assoc. 194: 226-228

Gu Z, Wainberg MA, Nguyen-Ba N, L'Heureux L, de Muys JM, Bowlin TL,
Rando RF (1999), Mechanism of action and in vitro activity of 1',3-dioxolanylpurine
nucleoside analogues against sensitive and drug-resistant human immunodeficiency virus
type 1 variants. Antimicrob. Agents Chemother. 43: 2376-2382

Hartmann K, Donath A, Beer B, Egberink HF, Horzinek MC, Lutz H, Hoffmann
Fezer G, Thum I, Thefeld S (1992), Use of two virustatica (AZT, PMEA) in the treatment
of FIV and of FeL.V seropositive cats with clinical symptoms. Vet. Immunol.
Immunopathol. 35: 167-175

Hartmann K, Donath A, Kraft W (1995), AZT in the treatment of feline
immunodeficiency virus infection. Feline Practice 23: 13-20

Hayes KA, Lafrado LJ, Erickson JG, Marr IM, Mathes LE (1993), Prophylactic
ZDV therapy prevents early viremia and lymphocyte decline but not primary infection in
feline immunodeficiency virus-inoculated cats. J. Acquir. Immune. Defic. Syndr. 6: 127-

134

23



Hayes KA, Wilkinson JG, Frick R, Francke S, Mathes LE (1995), Early
suppression of viremia by ZDV does not alter the spread of feline immunodeficiency
virus infection in cats. J. Acquir. Immune. Defic. Syndr. 9: 114-122

Hayes KA, Phipps AJ, Francke S, Mathes LE (2000), Antiviral therapy reduces
viral burden but does not prevent thymic involution in young cats infected with feline
immunodeficiency virus. Antimicrobial agents and chemotherapy. 44: 2399-2405

Hong JH, Choi Y, Chun BK, Lee K, Chu CK (1998), Current status of anti- HBV
chemotherapy. Arch. Pharm. Res. 21: 89-105

Hopper CD, Cripps PJ, Howard PE, Harbor DA, Gruffydd-Jones TJ (1991), The
epidemiology of feline immunodeficiency virus infection in cats in the United Kingdom.
67-74. 1991. London. in Proceedings of the Society for Veterinary Epidemiology and
Preventive Medicine. 4-17-1991.

Hosie MJ, Robertson C, Jarrett O (1989), Prevalerce of feline leukaemia virus
and antibodies to feline immunodeficiency virusin cats in the United Kingdom. Vet. Rec.
125: 293-297

Hussey EK, Donn KH, Daniel MJ, Hall ST, Harker AJ, Evans GL (1994),
Interspecies scaling and pharmacokinetic parameters of 3TC in humans. J. Clin.
Pharmacol. 34: 975-977

Ishida T, Washizu T, Toriyabe K, Motoyoshi S (1988), Detection of feline T-
lymphotropic lentivirus (FTLV) infection in Japanese domestic cats. Nippon Juigaku.
Zasshi 50: 39-44

Ishida T. Tomodal (1990), Clinical staging of feline immunodeficiency virus

infection. Jpn J Vet Sci. 52: 645-648

24



Ishida T, Washizu T, Toriyabe K, Motoyoshi S, Tomoda I, Pedersen NC (1992),
Feline immunodeficiency virus infection in cats of Japan. J. Am. Vet. Med. Assoc. 194:
221

Klecker RW, Jr., Collins M, Y archoan R, Thomas R, Jenkins JF, Broder S,
Myers CE (1987), Plasma and cerebrospinal fluid pharmacokinetics of 3'-azido-3'-
deoxythymidine: a novel pyrimidine analog with potential application for the treatment of
patients with AIDS and related diseases. Clin. Pharmacol. Ther. 41: 407-412

Kim HO, Schinazi RF, Nampalli S, Shanmuganathan K, Cannon DL, Alves AJ,
Jeong LS, Beach JW, Chu CK (1993), 1,3-dioxolanylpurine nucleosides (2R,4R) and
(2R,4S) with selective anti- HIV-1 activity in human lymphocytes. J. Med. Chem. 36: 30-
37

Kinchington D (1999) Recent advances in antiviral therapy. J. Clin. Pathol. 52,
89-94

Lai CL, Chien RN, Leung NWY, Chang TT, Guan R, Tai DI, Ng KY, Wu PC,
Dent JC, Barber J, Stephenson SL, Gray DF (1998), A one-year trial of lamivudine for
chronic hepatitis B. N. Engl. J. Med. 339: 61-68

Larder BA, Kemp SD, Harington PR (1995), Potential mechanism for sustained
antiretroviral efficacy of AZT-3TC combination therapy. Science 269: 696-699

Lee T, Laco GS, Torbett BE, Fox HS, Lerner DL, Elder JH, Wong CH (1998),
Analysis of the S3 and S3' subsite specificities of feline immunodeficiency virus (FIV)
protease: development of a broad-based protease inhibitor efficacious against FIV, SIV,
and HIV in vitro and ex vivo. Proceedings of the National Academy of Sciences of the

United Sates of America 95: 939-944

25



LeeTY, LeVD, LimDY, Lin YC, Morris GM, Wong AL, Olson AJ, Elder JH,
Wong CH (1999), Development of a new type of protease inhibitors, efficacious against
FIV and HIV variants. Journal of The American Chemical Society 121: 1145-1155

Lisignoli G, Facchini A, Cattini L Monaco MCG, Degrass A, Marianil E (1992),
In vitro toxicity of 2',3 -dideoxy-3'-thiacytidine (BCH189/3TC), a new synthetic anti-
HIV-1 nucleoside. Antiviral Chem. Chemother. 3: 299-303

Lok AS (2000), Hepatitis B infection: pathogenesis and management. J. Hepatol.
32: 89-97

Mahoney FJ (1999), Update on diagnosis, management, and prevention of
hepatitis B virus infection. Clin. Microbiol. Rev. 12: 351-366

Marion PL, Oshiro LS, Regnery DC, Scullard GH, Robinson WS (1980), A virus
in Beechey ground squirrels that is related to hepatitis B virus of humans. Proc. Natl.
Acad. &ci. U.SA. 77: 2941-2945

Marzano A, Ciancio A, Salizzoni M, Rizzetto M, Negro F (2001) Hepatitis B
virus subtypes and lamivudine resistance. Lancet 358: 153-154

Mason WS, Sea G, Summers J (1980), Virus of Pekin ducks with structural and
biological relatedness to human hepatitis B virus. J. Virol. 36: 829-836

Mast EE, Alter MJ, Margolis HS (1999), Strategies to prevent and control
hepatitis B and C virus infections: a global perspective. Vaccine 17: 1730-1733

Maynard E, Barrois V, Larouze B, Alter MJ, Hadler SC (1988), Control of
hepatitis B by immunization: global perspectives. in Zuckerman AJ (ED) Viral hepatitis
and liver disease; International Symposium, London, England UK, May 26-28, 1987

Alan R. Liss, Inc. 967-969

26



McCrackin Stevenson MA, McBroom DG (2001), In vitro characterization of
FIV-pPPR, a pathogenic molecular clone of feline immunodeficiency virus, and two
drug-resistant pol gene mutants. Am. J. Vet. Res. 62: 588-594

Meers J, del Fierro GM, Cope RB, Park HS, Greene WK, Robinson WF (1993),
Feline immunodeficiency virus infection: plasma, but not peripheral blood mononuclear
cell virus titer is influenced by zidovudine and cyclosporine. Arch. Virol. 132: 67-81

North TW, North GL, Pedersen NC (1989), Feline immunodeficiency virus, a
model for reverse transcriptase-targeted chemotherapy for acquired immune deficiency
syndrome. Antimicrob. Agents Chemother. 33: 915-919

North TW, Cronn RC, Remington KM, Tandberg RT, Judd RC (1990a),
Characterization of reverse transcriptase from feline immunodeficiency virus. J. Biol.
Chem. 265: 5121-5128

North TW, Cronn RC, Remington KM, Tandberg RT (1990b), Direct
comparisons of inhibitor sensitivities of reverse transcriptases from feline and human
immunodeficiency viruese. Antimicrob. Agents Chemother. 34: 1505-1507

O'Connor TP, Jr., Tonelli QJ, Scarlett IM (1991), Report of the National
FeLV/FIV Awareness Project. J. Am. Vet. Med. Assoc. 199: 1348-1353

Olmsted RA, Langley R, Roelke ME, Goeken RM, Adger-Johnson D, Goff JP,
Albert JP, Packer C, Laurenson MK, Caro TM, Scheepers L, Wildt DE, Bush M,
Martenson JS, O'Brien S (1992), Worldwide prevalence of lentivirus infection in wild

feline species: epidemiologic and phylogenetic aspects. J. Virol. 66: 6008-6018

27



Painter GR, Kiefer LL, Schinazi RF, Korba B, Chu CK, Tennant BC, Hill E,
Begley J, Lampert B, Locarnini LS, Furman PA (1999), DAPD: a novel inhibitor of
hepatitis B virus replication. Antiviral Res. 41: A56

Parker WB, Cheng Y C (1994), Mitochondrial toxicity of antiviral nucleoside
analogs. The Journal of NIH Research 6: 57-61

Pedersen NC, Ho EW, Brown ML, Yamamoto JK (1987), Isolation of a T-
lymphotropic virus from domestic cats with an immunodeficiency-like syndrome.
Science 235: 790-793

Pedersen NC, Yamamoto JK, Ishida T, Hansen (1989), Feline Immunodeficiency
virus infection. Veterinary Immunology and |mmunopathology 21: 111-129

Pedersen NC, Barlough JE (1991), Clinical overview of feline immunodeficiency
virus. JAVMA 199: 1298-1305

Polas PJ, Swenson CL, Sams R, Cheney CM, Hayes CA, Tarr MJ, Kociba GJ,
Mathes LE (1990), In vitro and in vivo evidence that the antiviral activity of 2’,3'-
dideoxycytidine is target cell dependent in afeline retrovirus animal model.
Antimicrobial Agents and Chemotherapy. 34: 1414-1421

Popovic M, Sarngadharan MG, Read E, Gallo RC (1984), Detection, isolation,
and continuous production of cytopathic retroviruses (HTLV-111) from patients with
AIDS and pre-AIDS. Science 224: 497-500

Raethel HS (1988), The new duck handbook. Barron’s Educational Series, Inc.

Rajagopalan P, Boudinot FD, Chu CK, McClure HM, Schinazi RF (1994),
Pharmacokinetics of (-)-3-D-2,6-diaminopurine dioxolane and its metabolite dioxolane

guanosine in rhesus monkeys. Pharma. Res. 11: S-381

28



Rajagopalan P, Boudinot FD, Chu CK, Tennant BC, Baldwin BH, Schinazi R F
(1996), Pharmacokinetics of (-)-3-D-2,6-diaminopurine dioxolane and its metabolite,
dioxolane guanosine, in woodchucks (Marmota monax). Antiviral Chemistry &
Chemotherapy 7: 65-70

Rajagopalan R, Moore LE, Schinazi RF, Boudinot FD (1996), Pharmacokinetics
of (-)-b-L2,3 -dideoxy-3'-thiacytidine in rats. Pharamceutical Sciences 2: 133-136

Remington KM, Chesebro B, Wehrly K, Pedersen NC, North TW (1991),
Mutants of feline immunodeficiency virus resistant to 3'-azido-3'-deoxythymidine.
Journal of Virology. 65: 308-312

Remington KM, Zhu YQ, Phillips TR, North TW (1994), Rapid phenotypic
reversion of zidovudine-resistant feline immunodeficiency virus without loss of drug-
resistant reverse transcriptase. Journal of Virology. 68: 632-637

Saracco G, Rizzetto M (1997), A practical guide to the use of interferonsin the
management of hepatitis virus infections. Drugs53: 74-85

Schellekens H, Horzinek MC (1990), Animal modelsin AIDS. International TNO
meeting, Maastricht, The Netherlands, 23-26 October 1989. Elsevier

Schinazi RF, LIoyd RM Jr, Nguyen MH, Cannon DL, McMillan A, llksoy N, Chu
CK, Liotta DC, Bazmi HZ, Mellors JW (1993), Characterization of human
immunodeficiency viruses resistant to oxathiolane-cytosine nucleosides. Antimicrob.
Agents Chemother. 37:8 75-881

Schinazi RF, McClure HM, Boudinot FD, Jxiang Y, Chu CK (1994),
Development of (-)-3-D-2,6-diaminopurine dioxolane as a potential antiviral agent.

Antiviral Res. 23: 81

29



Schoub BD (1994), The SIDS virus. in AIDS&HIV in perspective: a guide to
under standing the virus and its consequences. Cambridge University Press 2: 55-69

Shaw T, Locarnini S (2000), Combination chemotherapy for hepatitis B virus. the
path forward? Drugs 60: 517-531

Shelton GH, Waltier RM, Connor SC, Grant CK (1989), Prevalence of feline
immunodeficiency virus and feline leukemia virus infections in pet cats. Journal of the
American Animal Hospital Association 25: 7-12

Smyth NR, Bennett M, Gaskell RM, McCracken CM, Hart CA, Howe JL (1994a),
Effect of 3'azido-2',3'-deoxythymidine (AZT) on experimental feline immunodeficiency
virus infection in domestic cats. Res. Vet. Sci. 57: 220-224

Smyth NR, McCracken C, Gaskell RM, Cameron JM, Coates JAV, Gaskell CJ,
Hart CA, Bennett M (1994b), Susceptibility in cell culture of feline immunodeficiency
virus to eighteen antiviral agents. Journal of Antimicrobial Chemotherapy 34: 589-594

Sommadossi JP, Schinazi RF, Chu CK, Xie MY (1992), Comparison of
cytotoxicity of the (-)-enantiomer and (+)-enantiomer of 2',3' -dideoxy-3'-thiacytidine in
normal human bone marrow progenitor cells. Biochem. Pharmacol. 44: 1921-1925

Soudeyns H, Yao XJ, Gao Q, Belleau B, Kraus JL, Nguyentba N, Spira B,
Wainberg MA (1991), Anti-human immunodeficiency virus type a activity and in vitro
toxicity of 2’-deoxy-3'-thiacytidine (BCH-189), a novel heterocyclic nucleoside analog.
Antimicrob. Agents Chemother. 35: 1386-1390

Summers J, Smolec J, Snyder R (1978), A virus similar to human hepatitis B
virus associated with hepatitis and hepatoma in woodchucks. Proc. Natl. Acad. ci. U.SA

75: 4533-4537

30



Tanabe-Tochikura A, Tochikura TS, Blakeslee JR, Olsen RG, Mathes LE (1992),
Anti- human immunodeficiency virus (HIV) agents are also potent and selective inhibitors
of feline immunodeficiency virus (FIV)-induced cytopathic effect: development of a new
method for screening of anti-FIV substances in vitro. Antiviral Research. 19: 161-172

Torres RA, Barr MR (1997), Combination antiretroviral therapy for HIV
infection. Infect. Med. 14: 142-160

Tyrrell DLJ, Mitchell MC, DeMan RA, Schalm SW, Man J, Thomas HC, Fevery
J, Nevens F, Beranek P, Vicary C (1993), Phase Il trial of lamivudine for chronic
hepatitis B. Hepatology 18: A112

Van Leeuwen R, Lange JM, Hussey EK (1992), The safety and pharmacokinetics
of areverse transcriptase inhibitor, 3TC, in patients with HIV infection: a phase | study.
AIDS 6: 1471-1475

Vahlenkamp TW, De Ronde A, Bazarini J, Naesens L, De Clercq E, van Eijk MJ,
Horzinek MC, Egberink HF (1995), (R)-9-(2-phosphonylmethoxypropyl)-2,6-
diaminopurine is a potent inhibitor of feline immunodeficiency virus infection.
Antimicrob. Agents Chemother. 39: 746-749

Wlodawer A, Gustichina A, Reshetnikova L, Lubkowski J, Zdanov A, Hui KY,
Angleton EL, Farmerie WG, Goddenow MM, Bhatt D, Zhang L, Dunn BM (1995),
Structure of an inhibitor complex of the proteinase from feline immunodeficiency virus.
Nat. Struct. Biol. 2: 480-487

Y amamoto JK, Sparger E, Ho EW (1988), Pathogenesis of experimentally-

induced feline immunodeficiency virus infection in cats. Am. J. Vet. Res. 49:1246-1258

31



Yamamoto JK, Hansen H, Ho EW, Morishita TY, Okuda T, Sawa TR, Nakamura
RM, Pedersen NC (1989), Epidemiologic and clinical aspects of feline immunodeficiency
virus infection in cats from the continental United States and Canada and possible mode
of transmission. J. Am. Vet. Med. Assoc. 194: 213-220

Yamamoto JK, Pu R, Arai M, Pollock D, lIrausquin R, Bova FJ, Fox LE, Homer
BL, Gengozian N (1998), Feline bone marrow transplantation: its use in FIV-infected

cats. Vet. Immunol. Immunopathol. 65: 323-351

32



Viral Life Cycle

Host Cell

2. Reverse

@ /’ ,JJ \Transcription @ 5. %E}:::Iy
. J/ /

4. Transcription
1. Attachment and
and Translation
Entry

AN

3. Integration

Figure1.1.  Vird life cycle of HIV and FIV.

33



VIRAL CORE & CORE
ASS0C. PROTEINS

VIRAL ENZYMES

v

RT

AR
WA ca |NE] [P

\\ -M"‘\___\

EM Micrograph

s

VIRAL ENVELOPE PROTEINS

Figure1.2.  Structure of FIV.

IMMUNOBLOT
PROFILE

SU gp100

RT p62

T™ p40
IN p31
CA p25

http://www.vetmed.ufl.edu/path/teach/vem5110b/diagnosti cs/diagnostics.htm

Veterinary Immunology, University of Florida College of Veterinary Medicine

34



N3

AZT

Figure1.3.  Structure of AZT and 3TC.

35

NH

3TC



Z
N
HZN/K | % Adenosine

N deaminase
o
@)

Figure1.4.  Structures of DAPD and DXG.

36



CHAPTER 2

PHARMACOKINETICS OF ZIDOVUDINE IN CATS?

1 Zhang W, Mauldin JK, Schmiedt CW, Brockus CW, Boudinot FD, McCrackin Stevenson MA. To be
submitted to American Journal of Veterinary Research
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Obj ective—To characterize the pharmacokinetics of zidovudine (3'-azido-3'-
deoxythymidine, AZT) in cats.

Animals—Six hedlthy intact 8- month-old barrier-reared domestic short hair cats (3 male,
3female).

Procedure—Six cats, randomly divided into three groups, were administered 25 mg/kg
AZT intravenoudy (1V), intragastrically (1G), and oraly (PO) in athree-way cross over
study design. The intragastric administration was achieved through skin-level low-
profile gastrostomy ports. A two-week washout period was allowed between studies.
Plasma samples were collected and AZT concentrations were determined by HPLC.
Bone marrow aspirates were examined for cytologic evidence of acute bone marrow
suppression. Pharmacokinetic parameters were obtained by area- moment analysis.
ANOVA was conducted using SAS (*p<0.05).

Results—Plasma concentrations of AZT declined rapidly with atermina half-life of 1.4
+0.19,1.4+0.16 and 1.6 £ 0.26 hr following IV, |G and PO administration,
respectively. Tota body clearance and steady-state volume of distribution were 0.41 +
0.10 L/hr/kg and 0.82 + 0.15 L/kg, respectively. The area under the curve (AUC)
following 1V, IG, and PO administration was 64.7 = 16.6, 42.5 + 9.41 and 60.5 + 17.0
mg h/L. AZT was well absorbed after |G and PO administration with bioavailability
values of 0.70 £ 0.24 and 0.95 + 0.23. Cytology of bone marrow aspirates was normal.
The disposition of AZT in cats was sSimilar to that in other species.

Conclusons—At adose of 25 mg/kg, plasma concentrations of AZT were maintained
above the minimum effective concentration (0.03 uM for wild-type FIV) for at least 12 h

following 1V, 1G or PO administration.
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The abbreviations used are: 3TC, lamivudine, L-2'-deoxy-3'-thiacytidine; ABC,
abacavir, (-)-6-cyclopropylamino-2’,3' -dihydro-2’,3' -dideoxyguanosine; AlDs, acquired
immune deficiency syndrome; AZT, zidovudine, 3’ -azido-3 -deoxythymidine; FIV,
feline immunodeficiency virus; HIV, human immunodeficiency virus; RT, reverse
transcriptase; NRTIs, nucleoside reverse transcriptase inhibitors, NNRTIs, nort
nucleoside reverse transcriptase inhibitors; PIs, protease inhibitors; DDI, 2’,3'-
dideoxyinosine; DDC, 2',3'-dideoxycytidine; D4T, 2',3'-didehydro-2',3' -
didexoythymidine; PMEA, adefovir, 9-(2-phosphonylmethoxyethyl) adenine; CS-85, 3'-
azido-2',3 -dideoxy-5-ethyluridine; (R)-PMPDAP, (R)-9-(2-phosphonylmethoxypropyl)-

2,6-diaminopurine; FTC, 2,3’ -dideoxy-5-fluoro-3'-thiacytidine;

Key words: 3'-azido-3'-deoxythymidine (AZT), cats, pharmacokinetics, feline

immunodeficiency virus (FIV).

Feline immunodeficiency virus (FIV) was first isolated in the United States in
1986, and cats with FIV infection show similar symptoms to humans with acquired
immunodeficiency syndrome (AIDS).! Similar to human immunodeficiency virus (HIV),
FIV belongs to the lentivirus sub family of Retroviridae. The pattern of early cellular and
humoral responses, period of latency, and subsequent development of clinical disease are
paraleled in cats and humans since FIV is similar to HIV in terms of morphologic,
physical and biochemical characteristics. »® Like HIV, the genetic material of FIV is

composed of RNA; the production of a DNA copy of the viral RNA is an essential step in
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the replication of FIV. This step requires the enzyme reverse transcriptase (RT). Most
current available anti-HIV agents target RT to inhibit the replication of HIV. Although
FIV has been used as an HIV model, veterinary medicine has benefited little from these
investigations. Most FIV-infected cats with clinical illness are treated with empiric and
supportive care as a safe and effective antiviral drug is not available for FIV treatment. 3*
3'-Azido-3 -deoxythymidine (zidovudine or AZT) was the first drug approved by Food
and Drug Administration (FDA) for the treatment of HIV infection in humans. AZT is
phosphorylated to AZT-triphosphate intracellularly. This triphosphate metabolite inhibits
reverse transcriptase (RT). Because of the similarity of the RT in HIV and FIV, the
antiretroviral efficacy of AZT against FIV was demonstrated as early asin 1989. 2
Hartmann and Egberink reported the efficacy of AZT against FIV invitro and in vivo . *®
In feline thymocytes, the ECso (50% effective concentration) was reported to be 0.05-
0.07 nM , *"® and the CDs (50% cytotoxic concentration, the concentration of AZT
reducing the number of viable cells by 50%) was 100-120 M . *"® These results
indicated that AZT is a potent and selective inhibitor of FIV invitro. In FIV-infected
cats AZT improved the immuno status by raising the CD4/CDS8 ratio which subsequently
led to an improvement in FIV-related stomatitis, conjunctivitis, and alopecia.>® The
enhancement in the cats' overall clinical condition increased the quality of life, and
prolonged life expectancy. The toxicity of AZT in cats includes anemia, and
neutropenia.’ This toxicity is found to be dose-dependent and reversible. The
pharmacokinetics of AZT have been well documented in mice, 1° rats, ** and monkeys; **
however, few studies have attempted to characterize the pharmacokinetics of AZT in

cats. The purpose of this study was to characterize the pharmacokinetics of AZT in cats
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by three administration routes: intravenous (1V), ora (PO) and intragastric (IG). The IG
route was investigated as an alternative administration route for long term application of

AZT in catsin clinica practice.

Materials and M ethods

Cats

Six hedlthy intact 8-month-old barrier-reared® domestic short hair cats (3 mae, 3
female) weighing 2.56 to 4.04 kg (mean + SD, 3.21 + 0.73) were used in the study. Cats
were housed at the University Veterinary Medical Animal Care Facility. Animal studies
were approved by the University of Georgia Animal Care and Use Committee and were
conducted in accordance with guidelines established by the National Institutes of Health
Guide for the Care and Use of Laboratory Animals. Complete blood counts (CBC),
serum biochemistry panels, and urinalyses were done on al cats within 3 days of their
arrival. All cats had skin-level gastrostomy ports placed 2 weeks before the start of the

study.

Study design

The study was done in accordance with a randomized 3-way crossover design,
with 3 dosing periods and a 2-week washout period between doses. Doses were
administered orally (PO), intragastrically (IG), and intravenoudly (1V). Twelveto 16
hours before drug administration, cats were anesthetized with intramuscular (IM)

xylazine® (1.0 mg/kg) and ketamine® (12.5-15.0 mg/kg) for aseptic placement of 18.5-
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gauge jugular catheters®. A 20- gauge catheter® was aso placed in the cephalic vein of
cats scheduled for IV drug administration. Jugular catheters were flushed with 1 ml, and
cephalic catheters with 0.5 ml, of 0.9% saline containing 5 units/ml sodium heparin.

Food was withheld for 24 hours before and 5 hours after drug administration.
Water was withheld for 12 to 16 hours prior to drug administration but was freely
available after drug was given. AZT' was purchased in capsule and IV formulations and
was dosed at 25 mg/kg for each cat, based on alometric interspecies scaling techniques.**
Ora AZT, compounded for each cat, was put in gelatin capsules. For 1G administration,
asuspension of AZT in 5 ml water was given through the gastrostomy tube and flushed
with 5 ml water. AZT solution (10 mg/ml) was diluted to 4 mg/ml with 5% dextrose in
water as recommended by the manufacturer and injected in the cephalic catheter as a
bolus over 1 to 2 minutes.

Blood samples were collected from the jugular catheter immediately before drug
administration and 0.08, 0.25, 0.50, 0.75, 1, 1.5, 2, 4, 6, 8, and 12 hr afterwards.
Sampling was a 4-step procedure. A 2.5-ml blood sample was aspirated from the jugular
catheter into a sterile 3-ml syringe. Next, a0.3-ml sample for drug analysis was collected
into a tuberculin syringe and transferred into a heparinized polypropylene
microcentrifuge tube. The initia 2.5-ml blood sample was then returned to the cat
through the jugular catheter. Finally, the catheter was flushed with 1 ml heparinized
saline. Heparinized blood samples were immediately centrifuged at 3000 g, and the
harvested plasmawas stored at —20°C until analysis. Twenty-four hours after drug
administration, a blood sample for CBC was collected from the jugular catheter before it

was removed.
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Two weeks after the third dose of AZT, cats were sedated with diazepam (0.12-
0.2 mg/kg) and ketamine (2.5-4.0 mg/kg) IV and anesthetized with xylazine (1.0 mg/kg)
and ketamine (12.5-15.0 mg/kg) IM for a concurrent study. Bone marrow aspirates were

obtained from the proximal left femur to evaluate cytology for bone marrow suppression.

Determination of AZT concentration

Concentrations of AZT in plasma samples were determined by an established
high performance liquid chromatographic (HPLC) method.™® Briefly, 100 m of plasma
sample, 50 nl of internal standard (5 ng/ml 3"-azido-2",3"-dideoxy-5-ethyluridine, CS-
85) and 50 m of 2 M perchloric acid were added to 1.7 ml polypropylene microcentrifuge
tubes. After vigorously mixing, the tubes were centrifuged at 9000 g for 10 min. The
supernatant was directly injected onto HPLC. Chromatography was performed using an
Alliance HPLC system with 996 Photodiode Array Detector (PDA) from Waters
Associates®. Chromatographic separation of the compounds was accomplished with the
use of a hypersil ODS C18 column (5 nm, 4.6~ 150 mm) and a 12 % acetonitrile in 40
mM sodium acetate (pH 7.0) mobile phase at aflow of 2.0 ml/min. The UV detection
wavelength was set at 263 nm. Standard curves were prepared by adding known amounts
of AZT to blank cat serum and subjecting them to the same sample preparation procedure

as described above. Standard curves were linear over arange of 0.1 ng/ml to 100 ngy/ml.

Phar macokinetic analysis
Plasma AZT concentration versus time data was analyzed by non-compartmental

methods using Winnonlin. The area under the plasma concentration-time curve (AUC)



from time zero to the last observed concentration was determined by the linear
trapezoidal rule with extrapolationto time infinity by dividing the last concentration by
the terminal elimination rate constant (I z). The terminal half-life (ty2) was calculated by
0.693/l z. The bicavailability after PO or |G administration was calculated by the ratio of
AUC following PO or IG administration to AUC following IV administration. Statistical

analysis was performed by using two-way ANOVA.

Results

Plasma concentrations of AZT following IV administration of 25 mg/kg AZT to
cats are shown in Figure 2.1-a. Following IV administration, plasma concentrations of
AZT declined rapidly with atermina half-life of 1.4 + 0.19 hr. Plasama AZT
concentration-time profiles after PO and 1G administrations are illustrated in Figure 2.1-b
and 2.1-c, respectively. Rapid absorption of AZT after PO and 1G administration was
observed. The peak plasma AZT concentrations were achieved within 15 min after both
PO and IG administration. The terminal half-life after PO and |G administrations were
1.4+ 0.16 and 1.6 + 0.26 hr, respectively.

The pharmacokinetic parameters after 1V, PO and |G administration analyzed by
the non-compartmental method are listed in Table 2.1. Total clearance averaged 0.41 +
0.10 L/hr/kg and steady-state volume of distribution was 0.82 + 0.15 L/kg. AZT was
well absorbed after IG and PO administration with AUC values of 42.5 + 9.41 mg™ hr/L
and 60.5+ 17.0 mg h/L. Interestingly, the bioavailability of AZT following IG

administration (F = 0.70 + 0.24) was less than that following PO administration (F = 0.95
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+ 0.23). This may be related to the location of the skin-level gastrostomy port through
which the IG administration was given. The spleen was located cranial to the skin-level
gastrostomy port in 3 cats and caudal to the gastrostomy port (the more desirable
location) in 3 cats. Further, the solubility of in the relatively high concentrations of AZT
as it entered the acid environment of stomach by 1G bolus administration may also
account for the lower bioavailability.

Transient hemolysis occurred after IV administration of AZT in cats weighing >
3.5kg. Gross hemolysis resolved within 2 hours. Two cats appeared anxious and
restless during the injection of the last 20% of the drug dose volume. There was no

evidence of bone marrow suppression detected with cytology.

Discussion

Though FIV was discovered in 1986, there is evidence suggesting that it has
existed in cats for along time. FIV has been found in cat populations worldwide, but the
prevalence of infection depends on geographic location, and ranges between 2-12%
among ‘healthy’ cats.2®? The percentage of catsinfected can reach 48% in asick cat

popul ation, 16-%

and even 83% among wild cat species in South Africa, East Africa, and
North America®® Asasignificant health threat to the feline population, there is neither a
cure nor avaccine for FIV. Most FIV-infected cats are treated for the secondary
infections by antibacterial and antifungal medications. ** However as FIV progresses the
effect of these treatments to the infections decreases with time. The search for effective

antivira drugs for FIV has been atask since this virus was isolated. Due to the similarity

between FIV and HIV, the effective anti-HIV drugs are considered to be good candidates
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for anti-FIV activity. Three types of anti-HIV agents are commercialy available:
nucleoside reverse transcriptase inhibitors (NRTIs), non nucleoside reverse transcriptase
inhibitors (NNRTIs), and protease inhibitors (Pls). Most Pls used against HIV will not
work for cats®* Almost al available NRTIs, including AZT, (-)-2’ -deoxy-3 -thiacytidine
(3TC), 2’ ,3'-dideoxyinosine (DDI), 2’,3'-dideoxycytidine (DDC), 2',3' -didehydro-2’',3'-
didexoythymidine (D4T), (-)-6-cyclopropylamino-2’,3' -dihydro-2’,3' -dideoxyguanosine
(ABC) and 9-(2-phosphonylmethoxyethyl) adenine (PMEA), and one compound from
NNRTIs (nevirapine) have been applied to treat FIV-infection by individual veterinary
medicine practice, either alone or in combination with others (animal healthchannel.com,
www.specent.com/artg). However, there are few scientific studies to support these
applications. Two of these compounds, AZT and PMEA were tested against FIV in vitro
and invivo. In aseries of studies reported by Hartmann and Egberink, AZT and PMEA
were shown to be potent and selective inhibitors of FIV in feline thymocytes with ECsg
vaues of 0.05 and 0.60 mVl, CDs values of 120 and 80 mM.* Both compounds (2.5 and
5 mg/kg /12hr of PMEA, 5 and 10 mg/kg/12hr of AZT) were found to have significant
therapeutic effect as indicated by improving clinical signs and raising the CD4/CD8 ratio
in naturally infected cats. > However, there are still controversies related to the
effectiveness and toxicity of AZT and PMEA in cats. %2’ Meanwhile, the
development of AZT-resistant virus has drawn some attention during the application of
thisdrug. Smyth et a. reported that giving AZT 0.2, 1.0, 5, 25, or 50 mg/kg/day for 29
days to experimentally infected cats was much less effective than expected.?’ Thereare
several other groups that showed similar results. 22 The discrepancy between these

studies may be partly due to the susceptibility of the various stages of FIV infection.
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Vahlenkamp et al. studied the effectiveness of AZT, PMEA, and (R)-9-(2-
phosphonylmethoxypropyl)-2,6-diaminopurine ((R)-PMPDAP, a derivative of PMEA)
against FIV in primary feline thymocytes isolated from specific- pathogen-free cats and in
Crandell feline kidney (CrFK) cells.® They found the ECso and CDso were dramatically
different in these two kinds of cells. The ECsoswere 0.05, 0.5, 0.07 mM in thymocytes,
and were 4.0, 1.5, 0.1 mM in CrFK cells. They suggested (R)-PMPDAP was a more
potent and less toxic inhibitor of FIV invitro and in vivo. These studies indicated that
FIV-infection is a complicated disease and that more research needs to be done to find an
effective therapeutic strategy.

In order to search for an effective treatment for FIV infection, activities of AZT,
3TC, (-)-2',3 -dideoxy-5-fluoro-3'-thiacytidine (FTC), and DDC were assessed in feline
peripheral blood mononuclear cells for a clinical isolate of FIV, and a pathogenic
molecular clone, FIV-pPPR.” AZT was the most effective agent among the tested
compounds. The ECsos of AZT for the clinical isolate and for FIV-pPPR were 0.07 +
0.02 nM and 0.03 + 0.02 M, respectively.

This study serves as a part of a series of efforts looking for an effective anti-FIV
compound for clinical veterinary practice. Currently in clinical veterinary practice, an
oral or subcutaneous dose of 5 mg/kg of AZT twice daily has been recommended for
maximum therapeutic effects and minimum toxic effects for long term application >
Previoudly, daily doses of 0.2 mg/kg to 50 mg/kg have been used for clinical studiesin
cas?’ A single dose of 25 mg/kg was selected for this short term pharmacokinetic study
based on interspecies scale up technique.’* No bone marrow suppression was observed

two weeks after this study.
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Thetotal plasma clearance of AZT after IV administration of a single-dose of 25
mg/kg to cats was 0.41 L/hr/kg smaller as compared to 1.6 L/hr/kg in rhesus monkeys, **
1.4 L/hr/kg in mice, 1° 2.0 L/hr/kg in rats, ** and 3 L/hr/kg in humans.?® The half-life of
AZT in cats of 1.4 hr islonger than that in rhesus monkeys (0.5 hr), *2 rats (0.5 hr), *°
mice (1.1 hr) 1% and humans (1.0 hr).2° This half-lifeis consistent with the previous
reported half-life range of 1.3-1.9 hr for AZT in cats.® The lower clearance and
prolonged half-life can be explained by the low activity of UDP-glucuronyltransferasein
cat liver.3® 5-Glucuronyl-AZT (GAZT) is the most important metabolite of AZT
accounting for 50-80% of total AZT elimination in humans.?® Infelineliver,
glucuronidation is less efficient than in the human liver.*° The volume of distribution at
steady state, 0.82 L/kg, was comparable with that of other species; 1.1 L/kg in rhesus
monkeys, 121.0L/kg in rats, ** 0.7 L/kg in mice, *° but smaller than 1.6 L/kg in human. 28
Similar to the other species, AZT was rapidly absorbed after PO and 1G administration.
The biocavailability after PO and |G administration was greater than 70%.

In summary, administration of 25 mg/kg AZT to healthy cats resulted in plasma
concentrations of AZT greater than ECsq for 12 hours following 1V, IG, and PO

administration. Further studies are needed to eval uate the clinical effectiveness of AZT

in FIV-infected cats.

Footnotes
&Harlan, Indianapolis, IN, 46229.
P Rompun, Bayer Corp., Shawnee Mission, KS, 66201.

¢ Ketaset, Fort Dodge Animal Health, Fort Dodge, 1A, 50501.
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d|-Cath, Charter Medical, Ltd., Lakewood, NJ, 08701.

€ Sovereign, Sherwood Medical Industries, Tullamore, Ireland.
"Retrovira , GlaxoWellcome Inc., Research Triangle Park, NC, 27709.
IWaters, Milford, Massachusetts 01757

" Alltech Associates, Deerfield, IL 60015

' Pharsight, Mountain View, California 94040

Table 2.1. Pharmacokinetic parameters of AZT following 1V, 1G, or PO 25 mg/kg single

dose administration to healthy cats

Pharmacokinetic Administration Route

50

Parameters \Y IG PO
Mean + SD
AUC (mg hiL) 64.7+ 16.6 425 + 9.41* 60.5+ 17.0
tz (hr) 1.4+0.19 1.4+0.16 1.6+ 0.26
MRT (hr) 2.1+0.33 2.1+0.27 2.6 + 0.60*
CL (L/Nkg) 0.41+0.10
Vss (L/kg) 0.82+0.15
F 0.70 + 0.24* 0.95+0.23
*:p<0.05
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Figure 2.1. Concentration of AZT in cat plasma following administration of 25 mg/kg

AZT by a IV administration (filled circle), b: IG administration (filled triangle), and c:

PO administration (filled square). Bars indicate the standard deviation.
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Abstract

Lamivudine ((-)- 2', 3 -dideoxy-3'-thiacytidine, 3TC), a nucleoside analogue
applied in combination for the treatment of human immunodeficiency virus (HIV)
infection and applied as monotherapy to treat hepatitis B virus (HBV) infection, may aso
be effective as a treatment for feline immunodeficiency virus (FIV) infection in cats. The
purpose of this study was to characterize the pharmacokinetics of 3TC in normal cats.
Six hedlthy cats (2.67 —3.99 kg), randomly divided into three groups, were administered
25 mg/kg 3TC intravenoudly (1V), intragastrically (1G), and orally (PO) in athree-way
cross over study design that included two-week washout periods between studies. The
intragastric administrationwas achieved through skin-level low-profile gastrostomy
ports. Plasma samples were collected for 12 hr and 3TC concentrations were determined
by high performance liquid chromatography (HPLC). Bone marrow aspirates were
examined for cytologic evidence of acute bone marrow suppression. Pharmacokinetic
parameters were obtained by area- moment analysis. ANOV A was conducted using SAS
(p < 0.05). Plasma concentrations of 3TC declined rapidly with aterminal half-life of 1.9
+0.21,2.6 £ 0.66 and 2.7 £ 1.5 hr following IV, |G and PO administration to cats,
respectively. Total body clearance and steady-state volume of distribution were 0.22 +
0.09 L/hr/kg and 0.60 * 0.22 L/kg, respectively. The area under the plasma 3TC
concentration versus time curve (AUC) following IV, |G, and PO administration was 130
+55.2, 115+ 97.5and 106 + 94.9 mg hr/L. 3TC was well absorbed after IG and PO
administration with bioavailability values of 0.88 £ 0.45 and 0.80 £ 0.52. Cytology of
bone marrow aspirates was normal. The pharmacokinetics of 3TC in cats was similar to

that in other species. At adose of 25 mg/kg of 3TC, plasma concentrations of the
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nucleoside analogue were maintained above the 50% inhibition concentration (0.14 uM

for wild-type FIV) for at least 12 hr following 1V, 1G or PO administration.

The abbreviations used are: 3TC, lamivudine, (-)-2',3 -dideoxy-3' -thiacytidine;
ABC, abacavir, (-)-6-cyclopropylamino-2',3' -dihydro-2',3' -dideoxyguanosine; AlDs,
acquired immune deficiency syndrome; AUC, area under the curve; AZT, zidovudine, 3'-
azido-3' -deoxythymidine; DAT, stavudine, 2',3'-didehydro-2',3' -dideoxythymidine;
ddA, 2,3 -dideoxyadenosine; ddC, zalcitabine, 2',3’ -dideoxycytidine; ddI, didanosine,
2,3 -dideoxyinosine; ddU, 2’,3'-dideoxyuridine; FIV, feline immunodeficiency virus,
FTC, 2',3 -dideoxy-5-fluoro-3'-thiacytidine; HBV, hepatitis B virus; HIV, human
immunodeficiency virus;, NNRTIs, non-nucleoside reverse transcriptase inhibitors;
NRTIs, nucleoside reverse transcriptase inhibitors; PIs, protease inhibitors; PMEA,

adefovir, 9-(2-phosphonylmethoxyethyl) adenine; RT, reverse transcriptase.

Key words: (-)-2',3 -dideoxy-3' -thiacytidine (lamivudine, 3TC), cats,

pharmacokinetics, feline immunodeficiency virus (FIV).

Introduction
(-)- 2,3 -Dideoxy-3 -thiacytidine (lamivudine, 3TC) is a dideoxynucleoside
analogue with antiviral activities against human immunodeficiency virus (HIV) and
hepatitis B virus (HBV). 3TC is approved for use in combination with other antiviral
agents for the treatment of HIV infection and as monotherapy for the trestment of HBV

infection. 3TC undergoes anabolic phosphorylation intracellularly to form lamivudine-
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5'-triphosphate (3TC-TP) (Cammack et al 1992). The anabolic phosphorylation is a
stepwise intracellular process catalyzed by a series of enzymes including deoxycytidine
kinase, cytidine monophosphate kinase and deoxycytidine monophosphate kinase, and
pyrimidine nucleoside diphosphate kinase (Cammack et al 1992). 3TC-TP prevents
HIV-1 and HBV replication by competitively inhibiting viral reverse transcriptase (RT)
and terminating provira DNA chain extension.

Compared to other available nucleoside reverse transcriptase inhibitors (NRTIS),
3TC has potent activity against HIV-1, HIV-2, and HBV with low toxicity but synergistic
activity with other anti-HIV compounds (Soudeyns et al 1991, Coates et al 1992, Coates
et al 1992, Chang et al 1992). In vitro, 3TC has demonstrated activity against HIV-1
with a 50% inhibitory concentration (ICso) ranging from 0.002 to 0.87 nM in various cell
lines (Soudeyns et al 1991, Coates et al 1992). Most nucleoside analogs currently
available for clinical use, including 3'-azido-3'-deoxythymidine (zidovudine, AZT),
2’3 -dideoxyinosine (ddl), 2',3 -dideoxycytidine (ddC), and 2’,3' -didehydro-2’,3'-
dideoxythymidine (D4T), have clinically limiting toxicities such as peripheral
neuropathy, myopathy, pancreatitis and hematologic toxicity (Parker and Cheng 1994).
AZT and ddI are possibly related to liver toxicity as well (Parker and Cheng 1994).
These toxicities are believed to be due to the inhibition of mitochondrial DNA replication
by the 5’ -triphosphates of the nucleoside analogues (Chen and Cheng 1992, Chen et al
1991, Parker and Cheng 1994). Though the phosphorylation steps of 3TC are similar to
ddC, 3TC differs from ddC in that it does not inhibit mammalian mitochondrial DNA
replication in intact cells. 3TC-TP is formed intracellularly; however, it is not

transported into the mitochondria (Gray et al 1995). Therefore, 3TC is unlikely to induce
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clinically important hematologic and hepatic adverse events, neuropathy or myopathy
(Parker and Cheng 1994). The more favorable safety profile of 3TC than other available
anti-HIV compounds has been confirmed by in vitro studies, animal toxicology studies
and clinical trials (Lisignoli et al 1992, Sommadossi et al 1992, Tyrrell et al 1993, Lai et
al 1998). In along-term placebo-controlled study involving 358 patients, there were no
serious drug-related adverse events observed with the administration of 3TC (Lai et al
1998). Another advantage to applying 3TC to antiviral therapy isits synergistic effects
with other antiviral compounds. Mutant strains resistant to 3TC arise rather rapidly
during monotherapy through the acquisition of a methionine-to-valine (M184V) or a
methionine-to-isoleucine (M 1841) mutation at codon 184 of the YMDD motif of HIV-1
RT (Schinazi et al 1993). This mutation is associated with a delay in the emergence of
AZT-resistant mutants in AZT-naive patients, restoration of AZT sensitivity in patients
aready possessing AZT-associated resistance mutations, impairment of HIV-1
replication capacity, and a reduced ability of the HIV-1 env gene to mutate (Larder et al
1995). This provides the rationale for combination therapy using 3TC and other anti-HIV
compounds. The combination of 3TC, AZT and an HIV protease inhibitor has shown
remarkable results in decreasing plasma vira loads and improving CD4+ cell counts of
acquired immunodeficiency syndrome (AIDs) patients (Torres and Barr 1997).

Feline immunodeficiency virus (FIV) is the causative agent of immune
deficiency symptoms similar to human AlIDs in the feline population (Pedersen et al
1987). AsFIV and HIV belong to the same subfamily of Retroviridae, the lentivirus
family, FIV shares similar morphologic, physical and biochemical characteristics to HIV-

1 (Pedersen et al 1987, North et al 1989). FIV RT issimilar to RT from HIV-1in
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physical properties, catalytic activities, template specificity, Mg requirement, and
sensitivities to active forms of several RT-targeted antiretroviral compounds (North et al
1990a, North et al 1990b). These features not only make FIV an attractive in vitro and in
vivo anima model for studies of HIV-1 pathogenesis and chemotherapy, but they also
provide the rationale for considering currently available anti-HIV chemotherapeutic
agentsin veterinary medicine for treating FIV infection. In a study conducted by Smyth
et al., 18 antivira agentsincluding 3TC, AZT, ddC, ddI, D4T, 2,3 -dideoxyuridine
(ddU), and 2',3' -dideoxyadenosine (ddA) were tested for their activitiesagainst FIV in
primary feline lymphocyte cell lines (Smyth et al 1994). Among these agents, 3TC was
the most effective analogue with an ICsp value of 0.17 mM, and it was one of the drugs
which demonstrated the least toxicity. The purpose of the current study was to
characterize the pharmacokinetics of 3TC in cats following intravenous (1V), intragastric
(IG), and ora (PO) administration. The IG route was investigated as an alternative for

long term administration of 3TC to catsin clinical veterinary practice.

Materialsand Methods
Cats
Six hedlthy intact 9- month-old barrier-reared® domestic short hair cats (3 mae, 3
female) weighing 2.67 to 3.99 kg (mean + SD, 3.30 = 0.59) were used in the study. Cats
were housed at the University of Georgia Veterinary Medical Animal Care Facility.
Animal studies were approved by the University of Georgia Animal Care and Use
Committee and were conducted in accordance with guidelines established by the National

Institutes of Health Guide for the Care and Use of Laboratory Animals. Complete blood
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counts (CBC), serum biochemistry panels, and urinalyses were done on all cats within 3
days of their arrival. All cats had skin-level gastrostomy ports (Stevenson et al 2000)

placed 2 weeks before the start of the study.

Study design

The study was done in accordance with arandomized 3-way crossover design,
with 3 dosing periods and a 2-week washout period between doses. Doses were
administered 1V, |G, and PO. Twelve to 16 hours before drug administration, catswere
anesthetized with intramuscular xylazine® (1.0 mg/kg) and ketamine® (12.5-15.0 mg/kg)
for aseptic placement of 18.5-gauge jugular catheters”. A 20-gauge catheter® was also
placed in the cephalic vein of cats scheduled for 1V drug administration. Jugular
catheters were flushed with 1 ml, and cephalic catheters with 0.5 ml, of 0.9% saline
containing 5 units/ml sodium heparin.

Food was withheld for 24 hours before and 5 hours after drug administration.
Water was withheld for 12 to 16 hours prior to drug administration but was freely
available after drug was given. 3TC was purchased as tablets’ and was dosed at 25 mg/kg
for each cat, based on alometric interspecies scaling techniques. Oral 3TC was
compounded for each cat and put in agelatin capsule. For |G administration, a
suspension of 3TC in 5 ml water was given through the gastrostomy tube and flushed
with 10 ml water. 3TC for IV administration? was dissolved in 0.9% saine (10 mg/ml)
and injected in the cephalic catheter as a bolus over 1 to 2 minutes.

Blood samples were collected from the jugular catheter immediately before and

0.08, 0.25, 0.50, 0.75, 1, 1.5, 2, 4, 6, 8, and 12 hr after drug administration. Sampling
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was a4-step procedure. Blood (2.5 — 3.0-ml) was aspirated from the jugular catheter into
asterile 3-ml syringe. A 0.3-ml sample for drug analysis was then collected into a
tuberculin syringe and transferred into a heparinized polypropylene microcentrifuge tube.
Theinitial 2.5 —3.0-ml blood sample was returned to the cat through the jugular catheter,
and the catheter was flushed with 1 ml heparinized saline. Heparinized blood samples
were immediately centrifuged at 3000 g, and the harvested plasma was stored at —20°C
until analysis. Twenty-four hours after drug administration, a blood sample for CBC was
collected from the jugular catheter before the catheter was removed.

Plasma samples were analyzed for 3TC concentrations by an established high
performance liquid chromatographic (HPLC) method (Rajagopalan et al 1996). Briefly,
50 m of plasmasample, 100 m of internal standard (1 ng/ml 2,3 -didehydro-2',3' -
dideoxythymidine, D4T) and 50 m of 2 M perchloric acid were added to 1.5-ml
polypropylene microcentrifuge tubes. After vigorously mixing, the tubes were
centrifuged at 9500 g for 10 min. The supernatant was injected onto the HPL C column.
The chromatography was performed using an Alliance HPLC system with 996
Photodiode Array Detector (PDA) from Waters Associates’. Chromatographic separation
of the compounds was accomplished with the use of a Hypersil ODS C18 column (5 pm,
4.6° 250 mm) and a mobile phase of 4% acetonitrile in monobasic potassium phosphate
buffer (pH 6.95) with 2 mM triethylamine at a flow of 1.5 ml/min. The absorbency was
detected at 270 nm. Standard curves were prepared by adding known amounts of 3TC to
blank cat serum and subjecting them to the same sample preparation procedure as
described above. Retention times of 3TC and DAT were 7.8 and 12.9 minutes,

respectively. Standard curves were linear over arange of 0.25 ng/ml to 25 ng/ml.
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Plasma 3TC concentration versus time data was analyzed by non-compartmental
methods using Winnonlin. The area under the plasma concentration-time curve (AUC)
from time zero to the last observed concentration was determined by the linear
trapezoidal rule with extrapolation to time infinity by dividing the last concentration by
the terminal elimination rate constant (I z). Theterminal haf-life (ty2) was calculated by
0.693/l z. The biocavailability of 3TC following PO and IG administration was cal culated
by the ratio of AUC after PO or |G administration to the AUC after IV administration.
Statistical analysis was performed by two-way ANOVA.

Two weeks after the third dose of 3TC, cats were sedated with diazepam (0.12-0.2
mg/kg) and ketamine (2.5-4.0 mg/kg) 1V and anesthetized with xylazine (1.0 mg/kg) and
ketamine (12.5-15.0 mg/kg) IM. Bone marrow aspirates were obtained from the

proximal left femur to evaluate cytology for bone marrow suppression.

Results

Plasma concentrations of 3TC following IV administration of 25 mg/kg to cats are
shown in Figure 3.1-a. Following IV administration, concentrations of 3TC in plasma
declined rapidly with atermina half-life of 1.9 + 0.21 hr. Plasma 3TC concentration
time profiles after IG and PO administrations are illustrated in Figure 3.1-b and 3.1-c,
respectively. Rapid absorption after G and PO administration was observed with peak
plasma 3TC concentrations achieved at 30 minutes and 1 hr after |G and PO
administration. The maximum plasma concentrations (Cnax) following 1G and PO
administration of 3TC were 50.0 and 35.6 mg/L, respectively. The termina half-lives of

3TC after |G and PO administration were 2.6 + 0.66 hr and 2.7 + 1.5 hr.
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The pharmacokinetic parameters for 3TC following 1V, 1G and PO administration
arelistedin Table 3.1. Tota clearance averaged 0.22 + 0.09 L/hr/kg and steady-state
volume of distribution was 0.60 + 0.22 L/kg. 3TC was well absorbed after |G and PO
administration with AUC values of 115+ 97.5 mg hr/L and 106 + 94.9 mg hr/L. There
was no significant difference between the bioavailability of 3TC after IG (F=0.88 £
0.45) and PO (F = 0.80 £ 0.52) administration.

There was no evidence of bone marrow suppression detected with cytology.

Discussion

FIV has been identified worldwide in domestic and wild feline species (Pedersen
et al 1987, Olmsted et al 1992). In the United States, FIV affects 1-4 % of healthy cats,
and 13-15% of sick cats (Yamamoto et al 1989, O'Connor et al 1991). Neurologic,
hematol ogic and immunologic abnormalities have been reported in FIV-infected cats
(Pedersen and Barlough 1991, Bennett and Smyth 1992, Davidson et al 1993, Dua et al
1994, Phillips et al 1996). Along with these abnormalities, weight loss and a number of
infections have been reported in FIV-infected cats, which leads to AlDs-like illness of
cats within approximately 4 — 7 years of infection (Dua et al 1994). Cats with AlDs-like
illness usualy survive only 1 to 6 months (Pedersen and Barlough 1991). Most FIV-
infected cats with clinical illness are treated symptomatically with antibacterial and
antifungal medications for secondary infections. These treatments lose their
effectiveness as FIV infection progresses (Pedersen and Barlough 1991, Egberink et al
1991, Bennett and Smyth 1992). FIV infection has been considered a useful model for

investigating various aspects of HIV infection. While more anti-HIV chemotherapy
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agents become available to AlDs patients, cats with FIV infection still suffer without
many options for effective treatment.

FIV represents a significant health threat to the feline population; however, there
has not been a safe and effective antiviral drug available for FIV treatment (Pedersen and
Barlough 1991, Egberink et al 1991, Bennett and Smyth 1992). AZT and 9-(2-
phosphonylmethoxyethyl) adenine (adefovir, PMEA) have been shown to inhibit FIV in
vitro (Egberink et al 1991) and improve clinical signsin FIV-infected cats (Hartmann et
al 1992,Hartmann et al 1995). However, controversy concerning the effectiveness and
toxic side effects of AZT and PMEA in cats remains (Gregory et al 1997, Hayes et al
1993, Meers et al 1993, Smyth et al 1994, Vahlenkamp et al 1995). Further, the
development of AZT-resistant virus has drawn concern with the clinical use of this drug.

3TC isone of the most potent nucleoside analogs against HIV and HBV
(Soudeyns et al 1991, Coates et al 1992, Coates et al 1992, Chang et al 1992), and its
activity against FIV in primary blood mononuclear cells (PBMC) has aso been shown in
vitro (Smyth et al 1994, McCrackin Stevenson and McBroom 2001). 3TC resistance in
the immuno- and neuropathogenic molecular clone of FIV, FIV-pPPR, is similar to the
3TC resistance of HIV-1 that developsin 3TC-treated HIV-1-infected patients
(McCrackin Stevenson and McBroom 2001). The similarity between the resistance to
3TCin FIV and HIV-1 makes it reasonable to consider 3TC, which has been used in
combination chemotherapy in HIV-1 infection, in combination chemotherapy in FIV-
infected cats. Recently, McCrackin Stevenson et al. studied the effects of AZT, 3TC,
2,3 -dideoxy-5-fluoro-3'-thiacytidine (FTC), and ddC on a natural isolate of FIV (FIV-

Maxam), FIV-pPPR, and the 3TC-resistant mutant FIV-pPPR-M 183V (McCrackin
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Stevenson and McBroom 2001). The ICso value of 3TC was 0.14 nM for the naturd
isolate, FIV-Maxam, and 0.46 nM for FIV-pPPR. The M 183V mutation decreased the
susceptibility to 3TC amost 100 times (1Csp, 38 nM). However, the M183V mutation
(ICs0 FIV-pPPR-M-183-V, 0.03 mM) did not change the susceptibility of FIV-pPPR to
AZT (ICsp FIV-pPPR, 0.04nM). Preliminary in vitro studies showed that combination
chemotherapy using AZT, 3TC, and an FIV-specific protease inhibitor was more
effective in inhibiting FIV infection than AZT monotherapy in PBMC (Ara et al 1998).
In avery recent in vitro study, the combination of AZT, 3TC, and abacavir, (-)-6-
cyclopropylamino-2',3 -dihydro-2’',3 -dideoxyguanosine (abacavir, ABC or 1592U89)
effectively inhibited FIV replication (Bisset et al 2002). Limited information using AZT
and 3TC in FIV-infected cats also suggested effectiveness against FIV-infection when
applied together with bone marrow transplantation (BMT) (Y amamoto et al 1998).
Further knowledge concerning the pharmacokinetics of 3TC in cats will provide valuable
information for designing 3TC mono- or combination chemotherapeutic dosage
regimens for the treatment of FIV infection.

In general, the pharmacokinetics of 3TC in cats was comparable to that of other
species, including humans. The volume of distribution of 3TC in cats (0.60 L/kg) is
somewhat lower than that reported for humans (1.3 L/kg) (Hussey et al 1994). The half-
life (1.9 hr) of 3TC following IV administration is shorter than that in humans (2.8 hr)
(Hussey et al 1994). The total clearance of 3TC following IV administration to cats (0.22
L/hr/kg) is dightly lower than in humans (0.32 L/hr/kg). 3TC is primarily eliminated as
unchanged drug through renal clearance (Rajagopalan et al 1996). The rena clearance of

3TC is greater than the glomerular filtration rate (GFR) indicating active renal tubular
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secretion is involved in the elimination (van Leeuwen et al 1992). The creatine clearance
for cats (2.7-2.8 ml/min/kg) (Brown et al 1996) is larger compared to that in humans (1.8
ml/min/kg). This may indicate the efficiency of the corresponding transporters present in
catsis not as efficient asin humans. 3TC was well absorbed following both 1G and PO
administration with a bioavailability similar to the bioavailability following oral
administration in humans (van Leeuwen et al 1992, Hussey et al 1994).

Overal, administration of 25 mg/kg 3TC to healthy cats maintained 3TC plasma
concentrations greater than the 50% effective concentration (ECsp) for 12 hours after
dosing. Further studies will be necessary to evaluate the long term effectiveness and

toxicity of 3TC used in combination therapy for treating FIV infection in cats.

Footnotes
&Harlan, Indianapolis, IN, 46229.
P Rompun, Bayer Corp., Shawnee Mission, KS, 66201.
¢ Ketaset, Fort Dodge Animal Health Fort Dodge, IA, 50501.
d|-Cath, Charter Medical, Ltd., Lakewood, NJ, 08701.
€ Sovereign, Sherwood Medical Industries, Tullamore, Ireland.
"Epivira , Glaxowellcome Inc., Research Triangle Park, NC, 27709.
93TC, purified powder, was a kind gift of Glaxowellcome Inc., Research Triangle Park,
NC, 27709
"\Waters, Milford, Massachusetts 01757
' Alltech Associates, Deerfield, IL 60015

I Pharsight, Mountain View, California 94040
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Table 3.1. Pharmacokinetic parameters of 3TC (25 mg/kg) following 1V, IG, or PO

administration to healthy cats

Pharmacokinetic Administration Route
Parameters
Mean + SD v IG PO
AUC (mg h/L) 130+ 55.2 115+ 975 106 + 94.9
ti2 (h) 19+0.21 2.6+ 0.66 27+15
MRT (h) 2.2+0.39 3.1+057 39+18
CL (L/h/kg) 0.22+0.09
Vss(L/kg) 0.60+0.22
F 0.88 £ 0.45 0.80+ 0.52
* 1 p<0.05
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Figure 3.1. Concentration of 3TC in cat plasma following administration of 25 mg/kg

3TC by a: IV administration (filled circle), b: 1G administration (filled triangle), and c:

PO administration (filled square). Bars indicate standard deviation.

70



References

Aral M, Rerko D, Yamamoto JK (1998), Allogenic bone marrow transplantation and
antiretroviral drugs as combination therapy against FIV infection (abstract). Fourth
International Feline Retrovirus Research Symposium, 28-31 May 1998, Glasgow, UK,
P.35

Bennett M, Smyth NR (1992), Feline immunodeficiency virus. a brief review, Br. Vet .J.
148: 399-412.

Bisset LR, Lutz H, Boni J, Hofmann-Lehmann R, Luthy R, Schupbach (2002), Combined
effect of zidovudine (ZDV), lamivudine (3TC) and abacavir (ABC) antiretroviral therapy
in suppressing in vitro FIV replication, Antiviral Research 53: 35-45

Brown SA, Finco DR, Boudinot FD, Wright J, Tarver SL, Cooper T (1996), Evaluation
of a single injection method, using iohexal, for estimating glomerular filtration rate in
cats and dogs, AJVR57: 105-109

Cammack N, Rouse P, Marr CLP, Reid PJ, Boehme RE, Coates JAV, Penn CR, Cameron
IM (1992) Cellular metabolism of (-) enantiomeric 2'-deoxy-3' -thiacytidine, Biochem.
Pharmacol. 43: 2059-2064

Chang CN, Doong SL, Zhou JH, Beach JW, Jeong L S, Chu CK, Tsai CH, Cheng YC,
Liotta D, Schinazi R (1992), Deoxycytidine deaminase-resistant stereoisomer is the
active form of (x)-2'-3'-dideoxy-3'-thiacytidine in the inhibition of hepatitis B virus
replication, J. Biol. Chem. 267: 13938-13942

Chen CH, Cheng Y C (1992), Delayed cytotoxicity and selective loss of mitochondrial
DNA in cells treated with the anti-human immunodeficiency virus compound 2',3’-
dideoxycytidine, J. Biol. Chem. 264: 11934-11937

Chen CH, VazquezPadua M, Cheng Y C (1991), Effect of anti- human immunodeficiency
virus nucleoside analogs on mitochondrial DNA and its implication for delayed toxicity,
Mol. Pharmacol. 39: 625-628

Coates JAV, Cammack N, Jenkinson HJ, Mutton IM, Pearson BA, Storer R, Cameron
JM, Penn CR (1992a), The separated enantiomers of 2’ -deoxy-3'-thiacytidine (BCH)
both inhibit human immunodeficiency virus replication in vitro, Antimicrob. Agents
Chemother. 36: 202-205

Coates JAV, Cammack N, Jenkinson HJ, Jowett AJ, Jowett M1, Pearson BA, Penn CR,
Rouse PL, Viner KC, Cameron JM (1992b), (-)-2'-deoxy-3'-thiacytidine (3TC) isa
potent, highly selective inhibitor of HIV-1 and HIV-2 replication in vitro, Antimicrob.
Agents Chemother. 36: 733-739

Davidson MG, Rottman JB, English RV, Lappin MR, Tompkins MB (1993), Feline
immunodeficiency virus predisposes cats to acute generalized toxoplasmosis, Am. J.
Pathol., 143(5): 1486-1497

71



Dua N, Reubel G, Moore PF, Higgins J, Pedersen NC (1994), An experimenta study of
primary feline immunodeficiency virus infection in cats and a historical comparison to
acute simian and human immunodeficiency virus diseases, Vet. Immunol. Immunopathol.
43:337-355

Egberink HF, Hartmann K, Horzinek MC (1991), Chemotherapy of feline
immunodeficiency virus infection, J. Am. Vet. Med. Assoc. 199: 1485-1487

Gray NM, Marr CLP, Penn CR, Cameron JM, Bethell RC (1995), The intracellular
phosphorylation of (-)-2'-deoxy-3'-thiacytidine (3TC) and the incorporation of 3STC 5'-
monophosphate into DNA by HIV-areverse transcriptase and human DNA polymerase g,
Biochem. Pharmacol. 50:1043-1051

Gregory CR, Barlough JE, Clark R, Griffey SM, Patz JD, Jadieu P, Pedersen NC (1997),
Effects of insulin-like growth factor-1 and AZT in cats experimentally infected with FIV,
Feline Practice 25: 23-31

Hartmann K, Donath A, Beer B, Egberink HF, Horzinek MC, Lutz H, Hoffmann-Fezer
G, Thum I, Thefeld S (1992), Use of two virustatica (AZT, PMEA) in the treatment of
FIV and of FeLV seropositive cats with clinical symptoms, Vet. Immunol. Immunopathol.
35: 167-175

Hartmann K, Donath A, Kraft W (1995), AZT in the treatment of feline
immunodeficiency virus infection., Feline Practice 23: 13-20

Hayes KA, Lafrado LJ, Erickson JG, Marr IM, Mathes LE (1993), Prophylactic ZDV
therapy prevents early viremia and lymphocyte decline but not primary infection in feline
immunodeficiency virus-inoculated cats, J. Acquir. Immune. Defic. Syndr. 6: 127-134

Hussey EK, Donn KH, Daniel MJ, Hall ST, Harker AJ, Evans GL (1994), Interspecies
scaling and pharmacokinetic parameters of 3TC in humans, J. Clin. Pharmacol. 34: 975-
977

La CL, Chien RN, Leung NWY, Chang TT, Guan R, Tai DI, Ng KY, Wu PC, Dent JC,
Barber J, Stephenson SL, Gray DF (1998), A one-year tria of lamivudine for chronic
hepatitis B, N. Engl. J. Med. 339: 61-68

Larder BA, Kemp SD, Harington PR (1995), Potential mechanism for sustained
antiretroviral efficacy of AZT-3TC combination therapy, Science 269: 696-699

Lisignoli G, Facchini A, Cattini L Monaco MCG, Degrassi A, Marianil E (1992), In vitro
toxicity of 2',3 -dideoxy-3'-thiacytidine (BCH189/3TC), a new synthetic anti-HIV-1
nucleoside, Antiviral Chem. Chemother. 3: 299-303

McCrackin Stevenson MA, McBroom DG (2001), In vitro characterization of FIV-pPPR,
a pathogenic molecular clone of feline immunodeficiency virus, and two drug-resistant
pol gene mutants, Am. J. Vet. Res. 62: 588-594

72



Meers J, del Fierro GM, Cope RB, Park HS, Greene WK, Robinson WF (1993), Feline
immunodeficiency virus infection: plasma, but not peripheral blood mononuclear cell
virus titer is influenced by zidovudine and cyclosporine, Arch. Virol. 132: 67-81

North TW, North GL, Pedersen NC (1989), Feline immunodeficiency virus, a model for
reverse transcriptase-targeted chemotherapy for acquired immune deficiency syndrome,
Antimicrob. Agents Chemother. 33: 915-919

North TW, Cronn RC, Remington KM, Tandberg RT, Judd RC (1990a), Characterization
of reverse transcriptase from feline immunodeficiency virus, J. Biol. Chem. 265: 5121-
5128

North TW, Cronn RC, Remington KM, Tandberg RT (1990b), Direct comparisons of
inhibitor sensitivities of reverse transcriptases from feline and human immunodeficiency
viruese, Antimicrob. Agents Chemother. 34: 1505-1507

O'Connor TP, Jr., Tonelli QJ, Scarlett IM (1991), Report of the National FeLV/FIV
Awareness Project, J. Am. Vet. Med. Assoc. 199: 1348-1353

Olmsted RA, Langley R, Roelke ME, Goeken RM, Adger-Johnson D, Goff JP, Albert JP,
Packer C, Laurenson MK, Caro TM, Scheepers L, Wildt DE, Bush M, Martenson JS,
O'Brien S (1992), Worldwide prevalence of lentivirus infection in wild feline species:
epidemiologic and phylogenetic aspects, J. Virol. 66: 6008-6018

Parker WB, Cheng Y C (1994) Mitochondria toxicity of antiviral nucleoside analogs, The
Journal of NIH Research 6: 57-61

Pedersen NC, Ho EW, Brown ML, Yamamoto JK (1987), Isolation of a T-lymphotrophic
virus from domestic cats with an immunodeficiency- like syndrome, Science 235: 790-
793

Phillips TR, Prospero-Garcia O, Wheeler DW, Wagaman PC, Lerner DL, Fox HS,
Whalen LR, Bloom FE, Elder JH, Henriksen SJ (1996), Neurol ogic dysfunctions caused
by a molecular clone of feline immunodeficiency virus, FIV-PPR, J. Neurovirol. 2(6):
388-396

Pedersen NC, Barlough JE (1991), Clinical overview of feline immunodeficiency virus,
JAVMA 199: 1298-1305

Rajagopalan R, Moore LE, Schinazi RF, Boudinot FD (1996), Pharmacokinetics of (-)-b-
L2 ,3 -dideoxy-3'-thiacytidine in rats, Pharamceutical Sciences 2: 133-136

Schinazi RF, LIoyd RM Jr, Nguyen MH, Cannon DL, McMillan A, Ilksoy N, Chu CK,
Liotta DC, Bazmi HZ, Mélors JW (1993), Characterization of human immunodeficiency
viruses resistant to oxathiolane-cytosine nucleosides, Antimicrob. Agents Chemother. 37:
875-881

73



Shelton GH, Waltier RM, Connor SC, Grant CK (1989), Prevalence of feline
immunodeficiency virus and feline leukemia virus infections in pet cats, Journal of the
American Animal Hospital Association 25: 7-12

Smyth NR, Bennett M, Gaskell RM, McCracken CM, Hart CA, Howe JL (19944), Effect
of 3'azido-2',3'-deoxythymidine (AZT) on experimenta feline immunodeficiency virus
infection in domestic cats, Res. Vet. &ci. 57: 220-224

Smyth NR, McCracken C, Gaskell RM, Cameron JM, Coates JAV, Gaskell CJ, Hart CA,
Bennett M (1994b), Susceptibility in cell culture of feline immunodeficiency virus to
eighteen antiviral agents, Journal of Antimicrobial Chemotherapy 34: 589-594

Sommadossi JP, Schinazi RF, Chu CK, Xie MY (1992), Comparison of cytotoxicity of
the (-)-enantiomer and (+)-enantiomer of 2',3’-dideoxy-3'-thiacytidine in normal human
bone marrow progenitor cells, Biochem. Pharmacol. 44:1921-1925

Soudeyns H, Yao XJ, Gao Q, Belleau B, Kraus JL, Nguyen-baN, SpiraB, Wainberg MA
(1991), Anti-human immunodeficiency virus type a activity and in vitro toxicity of 2'-
deoxy-3' -thiacytidine (BCH-189), a novel heterocyclic nucleoside analog,
Antimicrob.Agents Chemother. 35: 1386-1390

Stevenson MA, Stiffler KS, Schmiedt CW (2000), One-step placement of a percutaneous
nonendoscopic low-profile gastrostomy port in cats, J. Am. Vet. Med. Assoc. 217: 1636-
1641

Torres RA, Barr MR (1997), Combination antiretroviral therapy for HIV infection, Infect.
Med. 14: 142-160

Tyrrell DLJ, Mitchell MC, DeMan RA, Scham SW, Maln J, Thomas HC, Fevery J,
Nevens F, Beranek P, Vicary C (1993), Phase Il trial of lamivudine for chronic hepatitis
B, Hepatology 18: A112

Vahlenkamp TW, De Ronde A, Bazarini J, Naesens L, De Clercq E, van Eijk MJ,
Horzinek MC, Egberink HF (1995), (R)-9-(2-phosphonylmethoxypropyl)-2,6-
diaminopurine is a potent inhibitor of feline immunodeficiency virus infection,
Antimicrob. Agents Chemother. 39: 746-749

Van Leeuwen R, Lange M, Hussey EK (1992), The safety and pharmacokinetics of a
reverse transcriptase inhibitor, 3TC, in patients with HIV infection: a phase | study, AIDS
6: 1471-1475

Y amamoto JK, Hansen H, Ho EW, Morishita TY, Okuda T, Sawa TR, Nakamura RM,
Pedersen NC (1989), Epidemiologic and clinical aspects of feline immunodeficiency
virus infection in cats from the continental United States and Canada and possible mode
of transmission, J.Am.Vet.Med.Assoc. 194: 213-220

74



Yamamoto JK, PuR, Arai M, Pollock D, lrausquin R, Bova FJ, Fox LE, Homer BL,
Gengozian N (1998), Feline bone marrow transplantation: its use in FIV-infected cats,
Vet. Immunol. Immunopathol. 65: 323-351

75



CHAPTER 4

DISTRIBUTION OF ZIDOVUDINE AND LAMIVUDINE IN CAT BRAIN?

! Zhang W, Mauldin JK, Schmiedt CW, Brockus CW, Boudinot FD, McCrackin Stevenson MA. To be
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Obj ective—To determine the brain distribution of zidovudine (3'-azido-3'-
deoxythymidine, AZT) and lamivudine ((-)-2',3 -dideoxy-3'-thiacytidine, 3TC) in cats at
steady state.

Animals—14 healthy intact 10-month-old barrier-reared® domestic short hair cats.
Procedure—Three cats were given 15 micron microspheres radio-labeled with 250 pCi
of Strontium-85 to study the blood flow into specific cat brain area. The cats were
sacrificed and the brains were taken immediately, and counted for the radioactivity in
different region of brain. Five cats were received 7.0 mg/kg AZT loading dose, followed
by three-hour infusion of AZT at 14.5 mg/kg/h through Intracath catheters. Six cats were
given 7.0 mg/kg 3TC loading dose, followed by three-hour infusion of 3TC at 5.5
mg/kg/hr. Blood samples were collected from the jugular catheter immediately before
drug administration and 1, 2, 3 hr afterwards. Cerebrospinal fluid (CSF) was collected at
3 hr during infusion and the cats were then euthanatized with pentobarbital. Brain
samples were harvested immediately.

Results—Mean (x STD) plasma, CSF, and brain concentrations of AZT at steady state
were 26.3 £ 4.21, 8.27 + 1.21, 6.37 + 0.61 mg/L, respectively. No significant difference
of AZT concentrations was detected in different cat brain section. 3TC concentrationsin
plasma and CSF at steady states were 17.09 £+ 5.26, and 1.73 £ 0.56 mg/L. Brain
concentrations were undetectable for 3TC. The CSF/plasmaratios for AZT and 3TC
were 0.32 =+ 0.05 and 0.098 + 0.01, respectively. The brain/plasmaratio of AZT, which
was 0.25 + 0.04, was similar to its value of CSF/plasma.

Conclusons—Both AZT and 3TC were able to penetrate into cat CSF, however the

extent of AZT penetration was greater than that of 3TC. Significant amount of AZT also
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distributed across cat blood brain barrier. In comparison, no detectable amount of 3TC
was present in cat brain. AZT may be more effective to inhibit FIV infection in the
central nervous system as it can penetrate the blood-CSF barrier and blood brain barrier

to asignificant extent.

The abbreviations used are: 3TC, lamivudine, (-)-2',3 -dideoxy-3' -thiacytidine;
ABC, abacavir, (-)-6-cyclopropylamino-2',3 -dihydro-2',3 - dideoxyguanosine; AlDs,
acquired immune deficiency syndrome; AZT, zidovudine, 3’ -azido-3' -deoxythymidine;
CSF, cerebrospina fluid; FIV, feline immunodeficiency virus, HIV, human
immunodeficiency virus, NRTIs, nucleoside reverse transcriptase inhibitors, NNRTIs,
non-nucleoside reverse transcriptase inhibitors; Pls, protease inhibitors; RT, reverse

transcriptase.

Key words: (-)-2',3 -dideoxy-3'-thiacytidine (3TC), 3'-azido- 3’ -deoxythymidine
(AZT), brain, cats, cerebrospinal fluid (CSF), feline immunodeficiency virus (FIV),

pharmacokinetics.

I ntroduction
Feline immunodeficiency virus (FIV) was isolated from cats with similar
symptoms to humans with acquired immunodeficiency syndrome (AIDS) (Pedersen et al
1987). FIV belongs to the same lentivirus sub family of Retroviridae as human
immunodeficiency virus (HIV) and simian immunodeficiency virus (SIV). Cats with

FIV-infection show a similar pattern of early cellular and humoral responses, period of
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latency, and subsequent development of clinical disease as HIV-positive humans since
FIV issimilar to HIV in terms of morphologic, physical and biochemical characteristics.
Although FIV has been used as an HIV model, veterinary medicine has benefited little
from these investigations. A safe and effective antiviral drug is not available for FIV
infection. Most FIV-infected cats with clinical illness are treated with empiric and
supportive antibiotics. Dueto the similarity between HIV and FIV, compounds with
anti-HIV activity are good candidates in consideration for treatment of FIV-infection.
Currently, there are three classes of anti-HIV compounds available: nucleoside reverse
transcriptase inhibitors (NRTISs), nortnucleoside reverse transcriptase inhibitors
(NNRTIs), and protease inhibitors (Pls). These compounds target two enzymes, reverse
transcriptase and protease of HIV. Inhibition of one of these two enzymes will terminate
the replication of HIV. Although FIV and HIV protease inhibitors share the identical
catalytic mechanism and superimposable active site structure (Wlodawer et al 1995), FIV
protease has a more restricted binding subsite that resembles many drug-resistant HIV
proteases (Lee et al 1998). This property makes FIV protease a perfect model of drug-
resistant phenotype of HIV protease to develop new inhibitors without resistance.
However, it also means current PIs of HIV are not effective toward FIV infections. The
genetic materia of FIV and HIV is composed of RNA; the production of a DNA copy of
the viral RNA is an essential step in the replication of FIV and HIV. The enzyme reverse
transcriptase (RT) plays crucia roleinthisstep. FIV reverse transcriptase (RT) is similar
to RT from HIV-1 in physical properties, catalytic activities, template specificity,
requirement of Md’*, and sensitivities to active forms of several RT-targeted

antiretroviral compounds (North et al 1990a, North et al 1990b). Currently available
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reverse transcriptase inhibitors with anti-HIV activities are considered for veterinary
medicine in FIV infection.

Both 3'-azido- 3’ -deoxythymidine (zidovudine or AZT) and (-)- 2', 3 -dideoxy-3'-
thiacytidine (lamivudine, 3TC) belong to NRTIs. AZT was the first commercially
available drug for the treatment of HIV infection in humans. 3TC isadideoxynucloside
analogue with antiviral activities against human immunodeficiency virus type 1 (HIV-1)
and hepatitis B virus (HBV). The intracellular phosphorylation products of AZT and
3TC, AZT-triphosphate (AZT-TP) and 3TC 5'-triphosphate (STC-TP), prevent HIV-1
replication by competitively inhibiting viral reverse transcriptase (RT) and terminating
proviral DNA chain extension, which will finally terminate the replication of HIV.
Favorable pharmacokinetic profiles of AZT and 3TC in cats have been demonstrated in
previous studies in our lab.

Similar to HIV infection in humans, both central and peripheral neurologic
diseases have been observed in FIV infections. One third of FIV-infected cats showed
neurologic dysfunction in athree-year study. Most common neurologic abnormalities
were altered behavior (Dow et al 1992). Symptoms may be slight or severe as obvious
central and peripheral neurologic disease, such as seizures, striking behavior changes,
anisocoria, or paresis. Therefore, the penetration of anti- virus compound to the nervous
system, especialy the central nervous system (CNS), will be a critical factor to consider
while investigating the effective treatment of HIV or FIV. In this study, the distribution
of AZT and 3TC in cat cerebrospinal fluid (CSF) and brain tissue brain after intravenous
infusion was studied at steady state as part of efforts to develop these compounds for use

in the treatment of FIV-infection in cats.
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Materialsand Methods

Cats

Fourteen hedlthy intact 10-month-old barrier-reared® domestic short hair cats (7
male, 7 female) weighing 2.44 to 4.35 kg (mean + SD, 3.45 + 0.76) were used in the
study. Cats were housed at the University Veterinary Medical Animal Care Facility.
Animal studies were approved by the University of Georgia Animal Care and Use
Committee and were conducted in accordance with guidelines established by the National
Institutes of Health Guide for the Care and Use of Laboratory Animals. Cats complete

blood counts (CBC), serum biochemistry panels, and urinalyses were done on al cats..

Study design

Three cats (one male, two female) were injected with radiolabelled 15 micro
microspheres® to study the cerebral blood distribution. Microspheres labeled with 250
microCuries (nCi) of Strontium (Sr) 85 in 0.9% saline and 0.01% Tween were injected
into the left atrium. The brain tissue was soon harvested in 10-15 minutes. The brain
was then dliced into 23 slices (numbered 1 through 23) and on each even dlice, two to six
small spots (labeled A, B, C, D, E, F, respectively) were punched out to be samples as
indicated in Figure 4.1 while frozen. For example, sample number 16F means sixth spot
on cat brain dlice 16. The brain spots were then placed in vials and counted using an ICN
Isomedic Gamma Counter® for their radioactivity. The radioactivity in each spots was
then compared to estimate whether the volume of blood was different among different

regions of cat brain.
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The rest of the cats were randomly divided into two groups for AZT (five cats)
and 3TC (six cats) study. An 18.5-gauge jugular catheter® was placed in the aseptic vein
for collecting blood samples under anesthetization with intramuscular xylazine® (1.0
mg/kg) and ketamine’ (12.5-15.0 mg/kg). A 22-gauge Intracath catheter? was also placed
by surgical cut-down into the medial saphenous vein of arear leg for drug administration,
in which the tip of the catheter is located in the caudal vena cava. Jugular catheters were
flushed with 1 ml, and Intracath catheters with 0.5 ml, of 0.9% saline containing 5

units/ml sodium heparin.

Dosing

Food was withheld for 24 hrs before and after drug administration. Water was
withheld for 12 to 16 hrs prior to drug administration but was freely available after drug
was given. AZT" solution (10 mg/ml) in IV formulations was diluted to 6.67 mg/ml with
5% dextrose in water as recommended by the manufacturer and injected in the cephalic
catheter as abolus (7.0 mg/lkg AZT) over 1to 3 min asaloading dose. Thiswas
followed by an intravenous infusion of the same diluted AZT solution for 3 hrs at arate
of 14.5 mg/kg/hr. The loading dose of 3TC' (7.0 mg/kg) was diluted to 10.0 mg/ml with
0.9% saline and injected in the cephalic catheter as a bolus over 1 to 3 minutes. The

infusion of 5.0 mg/ml 3TC in 0.9% saline was given for 3 hrs at rate 5.5mg/kg/hr.
Sample collection

Blood samples were collected from the jugular catheter immediately before drug

administration and 1, 2, 3 hr afterwards. Sampling was a 4-step procedure. A 2.5-ml
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blood sample was aspirated from the jugular catheter into a sterile 3-ml syringe. Next, a
0.3-ml sample for drug analysis was collected into a tuberculin syringe and transferred
into a heparinized polypropylene microcentrifuge tube. The initial 2.5-ml blood sample
was then returned to the cat through the jugular catheter. Finaly, the catheter was
flushed with 1 ml heparinized saline. Heparinized blood samples were immediately
centrifuged at 3000 g, and the harvested plasma was stored at —20°C until analysis. Cats
were sedated with diazepam (0.12-0.2 mg/kg) and ketamine (2.5-4.0 mg/kg) IV and
anesthetized with xylazine (1.0 mg/kg) and ketamine (12.5-15.0 mg/kg) IM at end of
infusion. The cerebrospinal fluid (CSF), and brain were immediately (within 10 to 15
minutes) harvested and stored at -80°C. The brain spots were then made by the same

procedure as used in radiolabelled microspheres study.

Sample preparation and analysis
Brain tissue was homogenized with two volumes (1:2, g:ml) of ice cold isotonic
phosphate buffer, pH 7.4 in a 1.5 ml polypropylene microcentrifuge tubes. Pellet Pestle
Motor’ and Pestle Pellet Blue Polyprop’ were used to homogenize the brain.
Concentrations of AZT in plasma and CSF samples were determined by an
established high performance liquid chromatographic (HPLC) method (Manouilov et al

1995). Briefly 100 m of plasmasample, 50 m of internal standard (5 ng/ml 3-azido-

2',3-dideoxy-5-ethyluridine, CS-85) and 50 i of 2 M perchloric acid were added to 1.7
ml polypropylene microcentrifuge tubes. After vigorously mixing, the tubes were
centrifuged at 9000 g for 10 min. The supernatant was directed injected onto HPLC. The

chromatography was performed using an Alliance HPLC system with 996 Photodiode
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Array Detector (PDA) from Waters Associates. Chromatographic separation of the
compounds was accomplished with the use of a hypersil ODS C18 column' (5 um, 4.6°
150 mm) and a 12 % acetonitrile in 40 mM sodium acetate (pH 7.0) mobile phase at a
flow of 2.0 ml/min. The UV detection wavelength was set at 263 nm. Standard curves
were prepared by adding known amounts of AZT to blank cat serum and subjecting them
to the same sample preparation procedure as described above. Standard curves were
linear over arange of 0.1 ng/ml to 100 ng/ml.

AZT concentrations in brain tissues were determined by the method of Doshi et al
(Doshi et al 1989). Briefly, the 100 m of brain homogenate together with 10 i interna

standard (40 ng/ml CS-85) and 50 m of 2 M perchloric acid were votexed for about 30

sec. The tubes were then centrifuged at 9000 g for 10 min, and 80 nl of the supernatant
was directly injected onto the HPLC system. Standard curves were prepared by mixing
cat plasmawith a known amount of AZT subjected with the same procedure as above.
The extraction difference between plasma and brain tissue was corrected by adding a
known amount of AZT to blank brain tissue homogenate, which went through the
extraction procedure and HPLC analysis. The ratio of the measured value and the true
value was used to correct the cat brain concentration of AZT from the HPLC analysis.
3TC plasma and CSF samples were analyzed by an established HPL C method for
3TC concentrations (Rajagopalan et al 1996). Briefly 50 ml of plasma sample, 100 i1 of
internal standard (1 mg/ml D4T) and 50 m of 2 M perchloric acid were added to 1.5 ml
polypropylene microcentrifuge tubes. After vigorously mixing, the tubes were
centrifuged at 9500 g for 10 min. The supernatant was directly injected onto the HPLC

column. The chromatography was performed using an Alliance HPLC system with 996
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Photodiode Array Detector (PDA) from Waters. Chromatographic separation of the
compounds was accomplished with the use of a hypersil ODS C18 column' (5 um, 4.6°
250 mm) and a mobile phase of 4 % acetonitrile in monobasic potassium phosphate
buffer (pH 6.95) with 2 mM triethylamine at a flow of 1.5 ml/min. The detection
wavelength was at 270 nm. Standard curves were prepared by adding known amounts of
3TC to blank cat serum and subjecting them to the same sample preparation procedure as
described above. Retention times for 3TC and D4T were 7.8 and 12.9 respectively. The
standard curves were linear over arange of 0.25 mg/ml to 25 ng/ml.

Concentrations of 3TC in brain tissue were determined by a slight modification of
the same method. Briefly, 10 m interna standard (40 ng/ml D4T) and 50 nl of 2 M
perchloric acid were added to 100 ml of brain homogenate in 1.7 ml polypropylene
microcentrifuge tubes, the tubes were then vortexed about 30 sec and centrifuged at 9000
g for 10 min. 80 ml of the supernatant was directly injected onto the HPL C system.
Standard curves were prepared by cat plasma with known amount of 3TC subjected to the

same procedure as above.

Results
Radio- |abeled microspheres study showed no significant difference of
radioactivity in various region of cat brain (data not shown), indicating roughly even
distribution of blood flow to cat brain. However, ardatively high leve of inter-
individual difference has been observed.
The distribution of AZT in cat brain at steady state is presented in Table 4.1.

Significant levels of AZT have been detected in cat al brain spots with atotal average
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value of 6.37 £ 0.61 (mean + SD). No significant difference was detected among brain
spots. Similar to radiolabeled microspheres, inter-individual variance was relatively
high. The 3TC was undetectable in al cat brain spots, possibly due to the low amount
present and the limited assay sensitivity.

The average concentrations of AZT and 3TC present in plasma, CSF and brain
spot at steady state, as well as ratios of CSF/plasma and brain/plasma are shown in Table
4.2. The concentrations of AZT in plasmaand CSF were 26.3 + 4.21 and 17.09 + 5.26
mg/L, respectively. The corresponding concentrations of 3TC were 17.09 + 5.26 and
1.73+0.56 mg/L. The CSF/plasmaratios of AZT and 3TC were dramatically different
with values 0.32 + 0.05 and 0.098 + 0.01. The brain/plasmaratio of AZT (0.25 = 0.04)

is closeto its CSF/plasmaratio.

Discussion

As asignificant health threat to feline population, FIV has been identified
worldwide in domestic and wild feline species (Grindem et al 1989, Hopper et al 1991,
Hoseet al 1989, Ishida et al 1988, O’ Connor Jr. et al 1991, Shelton et al 1989,
Yamamoto et al 1989). Though the prevalence of FIV is different by geography location,
the general infected rate is around 1-12% throughout the world. The infection rates are
significantly higher in wild and sick feline populations. FIV has been considered a
useful model for HIV since its discovery, however, there is no effective treatment for FIV
infection as fourteen compounds are available for HIV infection. The cats with FIV will
die from aterminal AIDS-like illness though supportive antibacterial and antifungal

medications are applied to treat secondary infection. Some anti-HIV compounds have
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been applied to FIV infected cats by individual practice, however, there is no systemic
study to support the application (animalhealthchannel.com, www.specent.com/artg).

AZT, the first anti-HIV agent, is a potent and selective inhibitor of FIV in vitro.
The 50% effective concentrations (ECso) of AZT for FIV was 0.07 mM in feline
peripheral blood mononuclear cells (McCrackin Stevenson et al 2001), 0.05 M in feline
thymocytes (Egberink et al 1991, Vahlenkamp et al 1995), 4.0 "M in Crandéell feline
kidney (CrFK) cells (Vahlenkamp et al 1995). The CDsg (50% cytotoxic concentration,
the concentration of compound reducing the number of viable cells by 50%) was reported
110-120 M in thymocytes (Egberink et al 1991, Vahlenkamp et al 1995) and greater
than 200 nM in CrFK cells (Vahlenkamp et al 1995). Hartmann et al aso showed the
therapeutic effect of AZT (5 and 10 mg/kg/12 hr) in naturally infected cats (Hartmann et
al 1992, Hartmann et al 1995). However, there are still controversies about the
effectiveness and toxicity of AZT to treat FIV-infected cats (Gregory et al 1997, Hayes et
al 1993, Meers et al 1993, Smyth et al 19944, Vahlenkamp et al 1995, Hayes et al 1995,
Hayes et al 2000). Though the toxicity and emergence of drug resistant strainsto AZT
limited its application in HIV infection, AZT remain one of most often used anti- HIV
compounds, especially in combination therapy.

3TC is one of most potent nucleoside analogs against HIV and HBV, meanwhile
its less toxicity and synergic action with other antiviral compounds make it a more
valuable antiviral agent. 3TC has demonstrated activity against HIV-1 with ECsg ranging
from 0.002 to 0.87 mM/L in various cell lines (Soudeyns et al 1991, Coates et al 1992).
Smyth et al reported 3TC as the most effective antiviral agent against FIV among the

eighteen agents tested in primary feline lymphocyte cell lines with the lowest ECsp (0.17
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nmM) (Smyth et al 1994b). This value was consistent with a later report of 0.14 nM ECsg
in feline peripheral blood mononuclear cells (McCrackin Stevenson et al 2001).

Different from most nucleoside analogs, 3TC does not inhibit mammalian mitochondrial
DNA replication; thereby 3TC is unlikely to induce marked toxicity in clinical
application. The development of 3TC resistant strains of FIV is similar to that of HIV, in
which 3TC has been approved for its therapeutic effect by combining with other antiviral
agents. The emergence of 3TC resistant strains of HIV has remained the susceptibility of
HIV to other antiviral agents. Similar results were demonstrated for FIV in feline
peripheral blood mononuclear cells, implying combination chemotherapy may be more
effective than monotherapy (McCrackin Stevenson et al 2001). Recent in vitro study
demonstrated that combination of AZT, 3TC, and abacavir (ABC) was more effectivein
suppressing FIV replication than monotherapy (Bisset et al 2002).

Similar to most lentivirus, FIV is a neurotropic virus and has been associated with
some neurol ogic malfunctions, which often present as behavioral changes (Dow et al
1990, Pedersen et al 1989, Y amamoto et al 1989). The clinical signs include dementia,
twitching movements of the face and tongue, psychotic behavior (hiding, rage,
aggression), loss of toilet training, and compulsive roaming, or as severe as seizures
(Pedersen et al 1989). This abnormality is believed to be directly related to cortical
involvement as pathology studies have shown the most lesions present in the cerebral
cortex in FIV-infected cats (Pedersen et al 1989). The presence of FIV in CSF and brain
tissue of FIV-infected cats further confirmed the penetration of FIV through blood brain
barrier (BBB) and blood-CSF barrier into central nervous system (Dow et al 1990,

Yamamoto et al 1989). Thereby, distribution of antiviral agents into the central nervous
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system (CNS) is an important requirement. The results from the current study were
consistent with a previous report that the extent of penetration of nucleoside analogs into
CSF depends on the nucleobase structure rather than the lipid solubility (Collinset al
1988). The CSF/plasmaratio for AZT was significantly higher than that of 3TC, which
corresponded to the fact that thymidine derivatives penetrate CSF much better than
cytidine derivatives. The CSF/plasmaratio of AZT in cats (0.32) is comparable with
values of 0.21 in rhesus monkeys (Coallins et al 1988) and 0.24 in human (Balis et al
1989). The brain/plasmaratio of AZT in cats (0.25) was consistent with the previous
reported value in mice (0.28) (Doshi et al 1989). The CSF/plasmaratio of 3TC in cats
(0.098) was also similar with the value demonstrated in rhesus monkeys (0.079) (Blaney
et al 1995). Thelevel of 3TC in cat brain was undetectable using the current assay,
however, the compound may be present in the tissue at concentrations below the limit of
guantitationof the assay.

The distribution of antiviral compounds to CSF and brain tissue is pivotal to
eradicate the virus. The concentrations of antiviral compounds present in CSF and brain
tissue reflect the net effect between influx and efflux through blood-CSF barrier and
BBB. Though the mechanism of antiviral nucleoside analogs into CNS is unclear,
studies demonstrated that both passive diffusion and active transport were involved in the
process. Unlike that of the endogenous nucleoside, passive diffusion has been indicated
to be the mgjor entry route of antiviral nucleoside analogs to CNS (Sawchuk and Y ang
1999). The CSF/plasmaratios are independent of octanol/buffer ratios of antiviral
nucleoside analogs, indicating the involvement of active transport systems (Collinset al

1988). The exact transport system is yet to be determined, but it appears that multi-drug
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resistance protein (MRP)-like transporters may be involved in the CNS (Sawchuk and
Yang 1999). MPR1 and MPR2 have been identified to transport organic anions (Keppler
et al 1998). The fact that probenecid, a known inhibitor of MRPs, increased the
distribution of some nucleoside analogs further demonstrated the existence of active
efflux transport systems in the blood-CSF barrier and BBB (Wong et al 1992). The
expression of MRPL in cerebral endothelial cell lines has been confirmed by two
independent studies (Han et al 1998, Kusuhara et al 1998). The possible role of MRP1 in
the distribution of AZT in CNS has been investigated by a preliminary study (Miller and
Maier 1995). The various CSF/plasma ratios among different nucleoside analogs imply
that more than one transporter is possibly involved in the efflux of these compounds into
CSF.

In summary, following intravenous infusion, AZT and 3TC penetrated into cat
CSF yielding CSF/plasmaratios of 0.32 and 0.098, respectively. Significant levels of
AZT were aso present in different areas of cat brain tissue. This study will assist in

designing an appropriate chemotherapy strategy to treat FIV-infected cats.

Footnotes

&Harlan, Indianapolis, IN, 46229.

®New England Nuclear Life Science Products, Inc. Boston, MA 02118
“ICN Biomedicals Inc. Costa Mesa, CA

4]-Cath, Charter Medical, Ltd., Lakewood, NJ, 08701

¢ Rompun, Bayer Corp., Shawnee Mission, KS, 66201.

" K etaset, Fort Dodge Animal Health, Fort Dodge, IA, 50501.
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9 Sovereign, Sherwood Medical Industries, Tullamore, Ireland.

" Retrovira , Glaxowellcome Inc., Research Triangle Park, NC, 27709.
' Epivira , GlaxowWellcome Inc., Research Triangle Park, NC, 27709.

'K ontes Glass Company, Vineland, New Jersey 08360

K Waters, Milford, Massachusetts 01757

' Alltech Associates, Deerfield, IL 60015

Figure 4.1. Sampling of cat brain spot (A, B, C, D, E, F) from even number of cat brain

dices.
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Table4.1. AZT concentrations in different brain spots of cats. (n=5)

Brain Spot | Mean | SD Brain Spot | Mean | SD
(mg/g) (mg/g)
2A 7.81 | 152 14C 759 | 2.18
2B 7.07 | 1.06 14D 6.66 | 1.32
4A 536 | 0.93 16A 6.64 | 1.71
4B 562 | 1.19 16B 578 | 1.14
4C 481 | 1.60 16C 6.97 | 0.77
4D 517 | 1.89 16D 6.82 | 0.67
6A 503 | 1.14 16E 6.41 111
6B 537 | 1.32 16F 572 | 055
6C 498 | 1.67 18A 6.52 | 1.34
6D 6.25 | 3.19 18B 592 | 0.76
8A 469 | 1.76 18C 735 | 1.04
8B 512 | 1.03 18D 7.45 154
8C 557 | 1.23 18E 6.44 | 0.65
8D 6.22 | 1.06 18F 6.59 | 1.50
10A 6.91 | 150 20A 7.32 | 159
10B 6.93 | 1.01 20B 7.45 | 1.06
10C 6.41 | 1.42 20C 6.73 | 1.96
10D 540 | 0.83 20D 6.73 | 1.70
12A 557 | 0.79 20E 6.75 | 0.90
12B 585 | 0.82 20F 6.54 | 0.88
12C 593 | 0.52 22A 6.68 | 1.46
12D 6.04 | 113 22B 6.75 1.43
14A 7.25 | 157 22C 7.67 | 091
14B 7.63 | 1.70 22D 740 | 0.95
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Table 4.2. Plasma, CSF and brain concentrations of AZT and 3TC after intravenous

infusion to cats, and the ratios of CSF/plasma, brain/plasma.

Compound Concentrations (Mean + SD) (mg/L or mg/g

Mean + SD Plasma CSF Brain CSF/plasma | Brain/plasma
AZT? 26.3+4.21 |827+1.21|6.37+061 | 0.32+0.05 | 0.25+0.04
31CP 17.09+5.26 | 1.73+ 0.56 ND 0.098 + 0.01 ND

3:n=5 ":n=6

ND: Concentrations of 3TC undetectable in cat brain.
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ABSTRACT
(-)-b-D-2,6-Diaminopurine dioxolane (DAPD) and its active metabolite (-)-b-D-
dioxolane guanosine (DXG) are promising antiviral compounds. The pharmacokinetics
of DAPD and DXG have been previously characterized in rats, rhesus monkeys, and
woodchucks. The purpose of this study was to evaluate the pharmacokinetics of DAPD
and its metabolite, DXG, in ducks. Four adolescent ducks (34 days of age) were used in
the studies. Two ducks received 50 mg/kg DAPD intravenously and two ducks were

given the same dose orally. Blood samples were collected prior to DAPD administration
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and at 0.25, 0.5, 1, 1.5, 2, 3, 4, 6, and 8 hr following dosing. Plasma concentrations of
DAPD and DXG were determined by HPLC assay. Plasma concentration-time data were
analyzed using noncompartmental analysis. DAPD concentrations were below the limit
of quantitation except for the first two samples from the intravenously dosed ducks. The
area under the curve (AUC) of metabolite DXG was 17.08 and 13.86 mghr/L following
intravenous administration of DAPD and 18.26 and 23.11 mghr/L following oral
administration. The Cnax of DXG was achieved at 0.50 and 0.25 hr after intravenous
DAPD and 0.50 hr in both ducks receiving DAPD oraly. The half-life of DXG was 0.33
and 0.56 hr after intravenous DAPD and 0.85 and 0.86 hr following oral dosing of
DAPD. DAPD was rapidly metabolized to the active metabolite DXG followed by both
intravenous and oral administration to ducks. The higher AUC and longer half-life of
DXG following oral administration are likely due to first pass metabolism and slower

absorption of DAPD.

The abbreviations used are: 3TC, lamivudine, L-2'-deoxy-3'-thiacytidine; ADA,
Adenosine deaminase; AUC, area under curve, D4T, 2',3'-didehydro-2’,3'-
didexoythymidine; DAPD, (-)-b-D-2,6-Diaminopurine dioxolane; DHBV, duck hepatitis
B virus, DXG, (-)-b-D-dioxolane guanosine; HBV, hepatitis B virus; HIV, human

immunodeficiency virus.

Key words: (-)-b-D-2,6-Diaminopurine dioxolane (DAPD), duck hepatitis B virus

(DHBYV), ducks, (-)-b-D-dioxolane guanosine (DXG), pharmacokinetics.
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INTRODUCTION

Hepatitis B virus (HBV) infection is a mgor public health problem worldwide.
Approximately 5% of the world’ s population (400 million people) are chronic carriers of
HBV, which is strongly associated with acute and chronic hepatitis, cirrhosis, and
hepatocellular carcinoma (Maynard et a., 1988; Ayoola et al., 1988; Mahoney, 1999;
Mast et a., 1999; Lok, 2000). Among the chronic carriers, 40% of these patients will die
from HBV-related diseases, thus making HBV the ninth leading cause of death
throughout the world. Though it had been realized for more than 30 years that HBV isa
cause of vira hepatitis, until 1999 interferon (IFN)-a was the only Food and Drug
Administration (FDA) approved treatment for chronic hepatitis B infection (Farrell,
2000; Shaw and Locarnini, 2000). However, IFN-a isonly effective in 30-50% of the
patients, and various side effects, relatively high expense and administration by injection
limit its use (Saracco and Rizzetto, 1997; Farrell, 2000). A better understanding of HBV
replication during the past decade has enhanced efforts to discover more effective
chemotherapy for chronic HBV infection (Nassal and Schaller, 1996). The many
nucleoside anal ogues recently synthesized for potential chemotherapy for human
immunodeficiency virus (HIV) and herpesvirus infections provides an abundant
compound resource to develop successful chemotherapy for the treatment of HBV
infection (Hong et a., 1998; Kinchington, 1999; Shaw and Locarnini, 2000; Farrell,
2000). Though some of compounds have shown anti-HBV activity, additional drugs will
still be necessary to effectively treat HBV infection. For example, (-)-2’,3' -dideoxy-3'-
thiacytidine (lamivudine, 3TC) is well tolerated and effectively inhibits HBV replication

during the course of treatment, but the rebound of vira replication during prolonged
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therapy and the development of drug resistance to lamivudine have been a problem
(Berenguer and Wright, 1998; Marzarp et a., 2001). Therefore, the search for additional
safe and effective ora therapies for chronic HBV infection, either mono- or coactive-
therapy, remains atask of health professionals. As more nucleoside anal ogues have been
investigated for anti-HBV activity, (-)-b-D-2,6-diaminopurine dioxolane (DAPD)
appears to be one of the most promising anti-HBV agents due to it potent activity and low
toxicity (Kim et al., 1993; Schinazi et a., 1994; Furman et al., 2001). DAPD isan
effective inhibitor of human immunodeficiency virus type 1 (HIV-1) and type 2 (HIV-2),
HBV, and Simian Immunodeficiency Virus (SIV) in vitro. The ECs (effective
concentration) of DAPD is 0.09 mM against HBV DNA replication intermediates or HBV
virion synthesis inhibition in transfected HepG2 2.2.15 cells. No marked toxicity was
noted when tested up to 300 nM in transfected HepG2 2.2.15 cells (Schinazi et al., 1994;
Kimet al., 1993). It isbelieved that DAPD is converted into (-)-b-D-dioxolane
guanosine (DXG) in vivo by adenosine deaminase (Figure 5.1) (Chen et al., 1999;
Rajagopalan et al., 1996; Painter et al., 1999). DXG also shows potent anti- HBV activity
(Schinazi et d., 1994; Kim et al., 1993). In transfected HepG 2 célls, the ECso for DXG
against HBV DNA replication intermediates and HBV virion synthesis inhibition was
approximately 1 mM. No significant toxicity was observed up to 100 nM DXG.
Therefore, both DXG and its prodrug, DAPD have favorable therapeutic indexes towards
HBV.

HBV belongs to the family of hepadraviridae which comprises human HBV,
woodchuck hepatitis virus (WHV) (Summers et al., 1978), ground squirrel hepatitis virus

(GSHV) (Marion et a., 1980), and duck hepatitis B virus (DHBV) (Mason and Summers,
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1980). The hepadraviridae viruses have been shown to cause persistent subacute
infections in their natural hosts and share common biological features including the virion
ultrastructure, genomeic structure, and unique mechanism of replication. DHBV was
first discovered in 1979 in serum samples taken from ducks in the People' s Republic of
China (Mason and Summers, 1980). DHBV was detected in 10% of Peking ducksin
commercia flocks in the United States (Mason and Summers, 1980). Hepatitis caused by
DHBYV accounts for great losses among ducklings two to three weeks old (Raethel,

1988). Due to the “striking resemblance’ to HBV, DHBYV has been used as an animal
model to HBV. The purpose of this study was to investigate the pharmacokinetics of

DAPD and DXG in ducks.

MATERIALSAND METHODS

DAPD and DXG were synthesized as previously described (Kim et al., 1993;
Schinazi et a., 1994). Theinternal standard, 2’ 3’ -didehydro-2’ -deoxythymidine (D4T),
was provided by the Developmental Therapeutic Branch, AIDS Program, National
Ingtitutes of Health (Rockville, MD). The chemical purity of each compound was greater
than 98%. HPLC grade Acetonitrile and al other chemicals (analytical grade) were
obtained from J. T. Baker (Phillipsburg, NJ).

Four adolescent Peking ducks (2 male, 2 female; 34 days of age) were used in this
study. Ducks were maintained in a 12 hr light/dark cycle with free access to food and
water. The facilities are fully accredited by the American Association for Accreditation
of Laboratory Animal Care (AAALAC). The animal study was approved by Stanford

University Animal Care and Use Committees and conducted in accordance with
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guidelines established by the Anima Welfare Act and Guide for the Care and Use of
Laboratory Animals from the National Research Council (Institute of Laboratory Animal
Resources, 1996). Two ducks (1 male, 1 female) received 50mg/kg DAPD
intravenoudly, and two ducks (1 male, 1 female) were given 50 mg/kg DAPD oraly.
Blood samples were collected at O (pre-dose) and at 0.25, 0.5, 1, 1.5,2 3, 4, 6, and 8
hours after dosing. The blood samples were placed into chilled tubes containing EDTA,
immediately centrifuged, and the plasma samples were stored at - 70°C until analysis.

Plasma concentrations of DAPD and DXG were determined by HPLC
(Rajagopalan et al., 1994, 1996). Briefly, 100 nl of the internal standard (D4T, 2 ng/ml)
was mixed well with 50 1l plasma, followed by the addition of 50 n1 of 2 M perchloric
acid. After centrifugation, the supernatant was injected onto a C18 HPLC column
(4.6mm ID x 25 cm, 5. The mobile phase, which contained 4% acetonitrile and 5 mM
triethylamine in 5 mM potassium phosphate, was delivered at a flow rate of 1.5 mL min™.
The absorbency of eluants was measured by an UV detector at 270 nm. The retention
timeswere 5.7, 8.1, and 12.1 min for DXG, DAPD, and DA4T, respectively. The limits of
quantitation were 125 ng/ml and 100ng/ml for DAPD and DXG, respectively.

Individual plasma concentrationtime data were used to cal culate pharmacokinetic
parameters using noncompartmental methods (Metzler et al., 1974) with WinNonlin
(version |, Pharsight Corp., Mountain View, CA). The maximum concentration (Cmax),
time of maximum concentration (Tmax) and final quantifiable sampling time (t;) were the
observed values. The elimination phase rate constant (k) was calculated by linear
regression analysis of the terminal loglinear portion of the plasma concentration-time

curve. Thetermina phase half-life (t12) was calculated as 0.693/k. The AUC value from

105



time zero to tf (AUCy.f) was calculated using the linear trapezoidal method with

extrapolation to infinity by dividing the last measured concentration by k (AUCo.y).

RESULTS AND DISCUSSION

Plasma concentrations of DXG following intravenous administration of 50 mg/kg
of DAPD to ducks areillustrated in Figure 5.2. Corresponding pharmacokinetic
parameters are presented in Table 5.1. Plasma DAPD concentrations were quantifiable
only after intravenous administration at the 0.25 and 0.5 hr time points. The lack of
DAPD at later time points after intravenous administration is likely due to the rapid
conversion of DAPD to DXG by adenosine deaminase as indicated by the early Tmax
(0.25-0.5 hr) and relative high Cihax (26.07 and 22.98 mg/L) of DXG. DXG was detected
for up to 4 hr after both intravenous and oral administration of DAPD. Following
intravenous administration of DAPD, plasma concentrations of DX G declined rapidly
with an estimated ty> of 0.33 hr for the female and 0.56 hr for the male ducks. This value
is comparable with the half-life of DXG after intravenous administration of 25 mg/kg
DAPD to rats, which is 0.62 hr, but lower than the 1.6 hr in monkeys (Chen et ., 1999).
Thety, of DXG was 0.86 hr (female) and 0.85 hr (male) in the ducks receiving DAPD
orally. Interestingly, the AUC of DX G following DAPD ora administration (18.26
mghr/L and 23.11 mghr/L) was higher than intravenous administration (17.08 mghr/L
and 13.86 mgehr/L) while the Cax after oral administration (10.20 mg/I and 12.51 mg/l)
was much lower than intravenous administration (26.07 mg/l and 22.98 mg/L).
Meanwhile, thety», of DXG following oral dosage was longer than the ty, of DXG after

intravenous dosage. The likely explanation is the ower absorption and more extensive
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first pass metabolism of DAPD following oral administration. The contribution of
intestinal and/or hepatic adenosine deaminase responsible for this metabolism remains
unknown. Although higher adenosine deaminase activity in the intestinal tract than in the
liver has been reported in rodents (Mohamedali et a., 1993) and humans (Daddona,
1981), little information is available about the distribution of this enzyme in ducks,
making it difficult to predict the exact location of DAPD metabolism.

Adenosine deaminase (ADA) is a key enzyme in purine metabolism (Conway and
Cooke, 1939; Wiginton et al., 1981). It isresponsible for the deamination of adenosine,
deoxyadenosine, and a number of other modified adenine nucleosides which are
produced endogenously or exogenously (Conway and Cooke, 1939; Wiginton et al.,
1981; Cristalli et a., 2001). ADA has been found in plants, bacteria, invertebrates,
vertebrates, and mammals, including humans (Brady and O’ Donovan, 1965; Daddona,
1981; Cristalli et a., 2001). Itsamino acid sequence is highly conserved frombacteria
to humans. This enzymeis present in virtually al animal and human tissues, but the
highest levels in human are in the lymphoid system such as lymph nodes, spleen, thymus,
and circulation peripheral blood lymphocytes (Daddona, 1981). In rat, guinea-pig,
mouse, cat, rabbit, dog and some calf, highest ADA activity was found in spleen and
duodenum, followed by lung, ovary and placenta; activity islow in the blood, brain,
muscle, pancreas and testis (Brady and O’ Donovan, 1965). Though the functions of
ADA have not been fully elucidated, it is believed that ADA plays acritical role in the
regulation of adenine nucleotide levels. The deficiency of ADA causes severe combined
immunodeficiency disease (ADA-SCID) (Cristalli et al., 2001). The available

information of ADA present in duckling (Anas domesticus) demonstrated similar activity
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in erythrocyte homogenate as it in human (Y amada and Sherman, 1981). This may
indicate similar biotransformation of DAPD to DXG in human and ducks.

DAPD, considered as a water-soluble and bioavailable prodrug of DXG, is
currently being investigated as an anti-HIV and anti-HBV agent by Triangle
Pharmaceuticals (Durham, NC) (Corbett and Rublein, 2001) due to its favorable efficacy,
toxicology and pharmacokinetic profiles in vitro and in animals (Furman et a., 2001;
Chen et a., 1999; Rajagopalan et a., 1994, 1996; Schinazi et al., 1994; Kim et a., 1993).
DAPD is the only member of its chemical seriesin development for antiviral activity. It
is synergistic with a number of current antiviral treatments. DAPD is effective toward
HBV strains resistant to lamivudine and /or famciclovir (Chin et al., 2001), and HIV
strains resistant to zidovudine, lamivudine, adefovir and multidrug resistance (Bazmi et
al., 2000; Gu et al., 1999). DAPD provides new options for anti-HIV and anti-HBV
chemotherapy. In this study, following intravenous administration of 50 mg/kg of DAPD
to ducks, its metabolite DXG concentration remained above ECsp about 2 hr, and DXG
concentrations were above ECs at least 3 hr following oral administration. This study
provides information for the further evaluation of DAPD and DXG as potentia anti-HIV

and anti-HBV agent in vivo.
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Table 5.1. Pharmacokinetic parameters of DX G following 50mg/kg DAPD

administration to ducks

DXG Pharmacokinetic Parameters Male Female

I ntravenous Administration

Crnex (Mg/L) 22.98 26.07
Tmax (h1) 0.25 0.50
AUCq.y (mgehr/L) 13.86 17.08
t2 (hr) 0.56 0.33

Oral Administration

Crax (Mg/L) 12.51 10.20
Tmax (hr) 0.50 0.50
AUCo.y (mgphr/L) 23.11 18.26

t1/2 (hr) 0.85 0.86

112



N

Z N H
™ | \> Adenosine ,\J\ | \>

N
H, N Jeaminase™ |2 N
H H
1o oS
DAPD DXG

Figure5.1.  Chemical structures of DAPD and DXG
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Figure5.2.  Concentrations of DXG in plasma following administration of 50 mg/kg
DAPD to ducks by (a) intravenous administration (filled triangle-female, filled circle-

male) and (b) oral administration (open triangle-female, open circle-male).
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CHAPTER 6

CONCLUSIONS
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Feline immunodeficiency virus (FIV), a significant health threat to the feline
population, has been identified worldwide. However, there are not many options for
effective treatment of FIV, neither a cure nor avaccine. Due to the similarity between
human immunodeficiency virus (HIV) and FIV, current anti-HIV compounds zidovudine
(3 -azido-3'-deoxythymidine, AZT) and lamivudine ((-)- 2', 3 -dideoxy-3'-thiacytidine,
3TC) were investigated as a part of an effort to search for an effective treatment of FIV
infection. AZT was the first commercially available drug for the treatment of HIV
infection in humans. 3TC is one of most potent nucleoside analogues against HIV and
HBV, itslow toxicity and synergic action with other antiviral compounds make it a more
valuable antiviral agent. In current studies, pharmacokinetics and brain distribution of
AZT and 3TC were characterized in healthy cats.

Hepatitis B virus (HBV) infection is a mgjor public health problem, which is the
ninthleading cause of death throughout the world. (-)-b-D-2,6-diaminopurine dioxolane
(DAPD) appears to be one of the most promising anti- HBV agents due to it potent
activity and low toxicity. The pharmacokinetics of DAPD and its active metabolite, (-)-

b-D-dioxolane guanosine (DXG), was investigated in ducks.

Pharmacokinetics of zidovudinein cats

The pharmacokinetics of AZT following intravenous (1V), intragastrical (1G), and
oral (PO) administration of 25 mg/kg of AZT were evaluated by a three-way cross over
study in six healthy cats. Plasma concentrations of AZT declined rapidly with aterminal
haf-lifeof 1.4 £ 0.19, 1.4 + 0.16 and 1.6 £ 0.26 hr following IV, |G and PO

administration, respectively. Total body clearance and steady- state volume of

116



distribution were 0.41 £+ 0.10 L/hr/kg and 0.82 + 0.15 L/kg, respectively. The area under
the curve (AUC) following IV, |G, and PO administration was 64.7 + 16.6, 42.5 + 9.41
and 60.5+ 17.0mg h/L. AZT waswell absorbed after |G and PO administration with
bioavailability values of 0.70 £ 0.24 and 0.95 £ 0.23. The disposition of AZT in cats was
similar to that in other species. At adose of 25 mg/kg, plasma concentrations of AZT
were maintained above the minimum effective concentration (0.03 uM for wild-type

FIV) for at least 12 h following 1V, 1G or PO administration.

Pharmacokinetics of lamivudinein cats

The pharmacokinetics of 3TC following intravenous (1V), intragastrical (1G), and
ora (PO) administration of 25 mg/kg were evaluated by athree-way cross over study in
six hedlthy cats. Plasma concentrations of 3TC declined rapidly with atermina half-life
of 1.9+0.21, 2.6 £ 0.66 and 2.7 + 1.5 hr following IV, |G and PO administration to cats,
respectively. Total body clearance and steady-state volume of distribution were 0.22 +
0.09 L/hr/kg and 0.60 + 0.22 L/kg, respectively. The area under the plasma 3TC
concentration versus time curve (AUC) following IV, IG, and PO administration was 130
+55.2,115+ 97.5and 106 + 94.9 mg hr/L. 3TC waswell absorbed after |G and PO
administration with bioavailability values of 0.88 £ 0.45 and 0.80 £ 0.52. The
pharmacokinetics of 3TC in cats was similar to that in other species. At adose of 25
mg/kg of 3TC, plasma concentrations of the nucleoside analogue were maintained above
the 50% inhibition concentration (0.14 uM for wild-type FIV) for at least 12 hr following

IV, 1G or PO administration.
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Distribution of zidovudine and lamivudine in cat brain

Five cats were received 7.0 mg/kg AZT loading dose, followed by three-hour
infusion of AZT at 14.5 mg/kg/h through Intracath catheters. The plasma, cerebrospinal
fluid (CSF), and brain samples were then obtained to determine the distribution of AZT
to CSF and brain. Mean (£ STD) plasma, CSF, and brain concentrations of AZT at
steady state were 26.3 £ 4.21, 8.27 £ 1.21, 6.37 £ 0.61 mg/L, respectively. No significant
difference of AZT concentrations was detected in different cat brain sections. The
distribution of 3TC to cat brain was investigated in six cats after 7.0 mg/kg 3TC loading
dose, followed by three-hour infusion of 3TC at 5.5 mg/kg/hr. 3TC concentrationsin
plasmaand CSF at steady states were 17.09 + 5.26, and 1.73 £ 0.56 mg/L. Brain
concentrations were undetectable for 3TC. The CSF/plasmaratios for AZT and 3TC
were 0.32 £ 0.05 and 0.098 + 0.01, respectively. The brain/plasmaratio of AZT, which
was 0.25 + 0.04, was similar to its value of CSF/plasma.

Both AZT and 3TC were able to penetrate into cat CSF, however the extent of
AZT penetration was greater than that of 3TC. A significant amount of AZT was also
distributed across cat blood brain barrier. In comparison, no detectable amount of 3TC
was present in cat brain. AZT may be more effective to inhibit the FIV infection in
central nervous system as it can penetrate into blood-CSF barrier and blood brain barrier

in significant extent.
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Phar macokinetics of (-)-b-D-2,6-diaminopurine dioxolane and dioxolane guanosine
in ducks

Pharmacokinetics of DAPD and DXG were estimated following administration of
50 mg/kg DAPD intravenously or orally to four adolescent ducks (34 days of age).
DAPD concentrations were below the limit of quantitation except for the first two
samples from the intravenously dosed ducks. The area under the curve (AUC) of
metabolite DXG was 17.08 and 13.86 mghr/L following intravenous administration of
DAPD and 18.26 and 23.11 mgshr/L following oral administration. The Cpax of DXG
was achieved at 0.50 and 0.25 hr after intravenous DAPD and 0.50 hr in both ducks
receiving DAPD orally. The half-life of DXG was 0.33 and 0.56 hr after intravenous
DAPD and 0.85 and 0.86 hr following oral dosing of DAPD. DAPD was rapidly
metabolized to the active metabolite DXG followed by both intravenous and ora
administration to ducks. The higher AUC and longer haf-life of DXG following oral
administration are likely due to first pass metabolism and slower absorption of DAPD. In
this study, following intravenous administration of 50 mg/kg of DAPD to ducks, its
metabolite DXG concentration remained above ECsp (50% effective concentration) about
2 hr, and DX G concentrations were above ECs at least 3 hr following ord

administration.

Summary
Nucleoside analogues represent one group of most effective antiviral agentsto
treat various virus infections, including HIV, HBV, FIV, etc. In the current studies,

favorable pharmacokinetic profiles were observed following 1V, |G, and PO
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administration of AZT and 3TC to hedlthy cats. 3TC was able to penetrate into cat CSF,
AZT can distribute to both CSF and brain tissue. The pharmacokinetics of DAPD and
DXG provide valuable information for the further evaluation of DAPD and DXG as
potential anti-HIV and anti-HBV agent in vivo. The current studies provide valuable
information for further investigating the application of AZT, 3TC and DAPD in

veterinary medicine.
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