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The capacity of recombinant human cytosolic thymidine kinase (TK1) and bovine mitochondrial thymidine
kinase (TK2) to phosphorylate the antiviral analogs 1-(2'-deoxy-2'-fluoro-1-3-p-arabinofuranosyl)-5-iodoura-
cil (FIAU) and 1-(2'-deoxy-2’-fluoro-1-B-p-arabinofuranosyl)-5-methyluracil (FMAU) has been analyzed. The
Vmax'K,, ratios for FIAU and FMAU with TK2 are about 30% of that for deoxythymidine, while the corre-
sponding values for TK1 are 2 and 5%, respectively. Thus, these two analogs are more efficient substrates for
TK2 than for TK1, which may be part of the explanation for the mitochondrial toxicity associated with FIAU

during treatment of hepatitis B infection.

2’-Fluorinated arabinosyl pyrimidine nucleosides have shown
high antiviral activity against herpesvirus, cytomegalovirus, and
hepatitis B virus infections, and cellular toxicity was observed
only at high nucleoside concentrations (5, 6, 10, 13, 16, 18).
Among them, 1-(2'-deoxy-2’-fluoro-1-B-p-arabinofuranosyl)-
5-iodouracil (FIAU) and one of its in vivo metabolites, 1-(2'-
deoxy-2'-fluoro-p-p-arabinofuranosyl)-5-methyluracil (FMAU),
have been found to exhibit a high capacity to suppress the
replication of hepatitis B virus in treated animals and patients
(6, 10, 13, 16). Nevertheless, when FIAU was orally applied to
15 patients with chronic hepatitis B, unanticipated liver toxicity
was observed weeks later in 10 patients, of whom seven suf-
fered severe toxicity and five died (reviewed in references 6, 13,
and 16).

The clinical symptoms indicated that there was mitochon-
drial toxicity, i.e., the interference with mitochondrial (mt)
DNA synthesis and function, as a result of FIAU treatment.
Inhibition of mtDNA synthesis has also been observed during
treatment with antiviral dideoxynucleosides such as zidovu-
dine, ddI, and ddC, but in contrast to those analogs which serve
as chain terminators for mtDNA synthesis, FIAU triphosphate
(TP) can be efficiently incorporated into mtDNA (6, 13, 16).
This mechanism relies on efficient incorporation of nucleoside
analogs into mtDNA by the mtDNA polymerase, which is
known to have low selectivity and high activity with di-
deoxynucleoside triphosphates and FIAU-TP (14). Incorpora-
tion of FIAU-TP then leads to inhibition or dysfunction of
mtDNA synthesis, since there is no efficient repair mechanism
to remove FIAU monophosphate (13, 16).

A prerequisite for this mechanism is the phosphorylation
and transport of nucleoside metabolites into mitochondria.
Hepatitis B virus does not code for a nucleoside kinase, but
there are two cellular nucleoside kinases capable of catalyzing
the first step in the anabolism of FIAU: cytosolic thymidine
kinase (TK1) and mitochondrial thymidine kinase (TK2). The
latter is expressed at a low but constant level in all cells, while
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TK1 is found highly expressed only in S-phase cells (reviewed
in reference 1).

Cheng et al. (3) have shown that both TK1 and TK2 can
phosphorylate FMAU and FIAU, but the enzymes in that
study were not purified, and only one high concentration of the
substrates was tested. Recently, purification of TK2 to homo-
geneity from human or bovine sources has been developed
(12); expression of human TK1 ¢cDNA (11) in Escherichia coli
has been achieved as well, and it will be presented here shortly.
The availability of pure preparations of TK1 and TK2 enabled
us to investigate some of the kinetic properties of FIAU and
FMAU with these two enzymes in detail and to discuss their
antiviral and toxic effects on the basis of such results.

Chemicals. [y-**P]JATP was from Radiochemical Centre,
Amersham, United Kingdom. FIAU and FMAU were synthe-
sized and provided by J. Fox, Memorial Sloan Kettering Can-
cer Institute, New York.

Enzyme preparation. A T7 gene 10 fusion protein was con-
structed by cloning the Smal and BamHI restriction fragment
of human TK1 (nucleotides 110 to 1343 [2]) into the pT7-7
vector (17), thereby substituting the N-terminal 16 amino acids
of TK1 with 5 amino acids from the T7 gene 10 protein, which
gives a 24-kDa fusion protein. This plasmid, designated
phTKI1, was transfected into E. coli BL21(DE3) LysS, and
production of the T7 gene 10 fusion protein was induced with
0.4 mM IPTG (isopropyl-B-D-thiogalactopyranoside) at 25°C
for 3 h (10).

Cells were resuspended in buffer A (25 mM Tris-HCI [pH
7.0}, 1 mM EDTA, 1 mM dithiothreitol, 0.05 M KCl, 20%
glycerol, 0.1% Triton X-100) and a protease inhibitor, phenyl-
methylsulfonyl fluoride (2.5 mM). The suspension was freeze-
thawed three times and sonicated; this was followed by cen-
trifugation for 45 min at 100,000 X g at 4°C. The crude extract
contained approximately 10 mg of total protein per ml and was
diluted with an equal volume of buffer A and applied directly
to a MemSep SP1010 (Millipore) column attached to a Milli-
pore ConSep unit. The column was eluted with a 0.05 to 0.5 M
linear KCl gradient in buffer A without EDTA and the pro-
tease inhibitor. A substantial fraction of TK1 activity was found
in the flowthrough collection, but nearly 40% of the total TK1
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FIG. 1. SDS-gel electrophoresis of TK2 from bovine brain and recombinant
human TKI1. The 10 to 15% gradient gel was visualized by silver staining. M,
molecular weight standards; A, TK2 preparation (with the addition of bovine
serum albumin); B, recombinant TK1 preparation; C, crude extract of recombi-
nant TK1.

activity was eluted with 0.2 M KCI. The fraction with the
highest TK1 activity contained a polypeptide of 24 kDa as
revealed by sodium dodecyl sulfate (SDS)-gel electrophoresis,
and this preparation was approximately 90% pure (Fig. 1).

TK2 was purified from bovine brain extracts, as described in
reference 15. The overall structure and specificity of bovine
TK2 and recombinant TK1 are very similar to those of the
human spleen enzymes (12, 15).

Enzyme assays. The nucleoside substrates were tested as
phosphate acceptors with 100 uM [y->’P]JATP as the phos-
phate donor, 50 mM Tris-HCl (pH 7.6), 0.5 mM MgCl,, 100
mM KCl, and 0.5 mg of bovine serum albumin per ml at 37°C
for 10 to 30 min. The products were analyzed by polyethylene-
imene-cellulose thin-layer chromatography, the X-ray films
were quantified with an LKB Ultroscan XL laser densitometer,
and the kinetic constants were determined with the Enzfitter
software from Elsevier-Biosoft (7).

Purification of recombinant human TK1 from overproduc-
ing E. coli cells by ion-exchange chromatography (11) led to a
preparation that contained essentially pure TK1 polypeptide
(Fig. 1). The specific activity and overall properties of this
recombinant enzyme are very similar to those of the earlier-
studied enzyme from human spleen or lymphoblast (15).

TK2 was purified from bovine brain extracts by DEAE and
hydroxylapatite chromatography; this was followed by affinity
chromatography on dTMP-Sepharose as previously described
(15). The final preparation contained only one band of 29 kDa
(bovine serum albumin was added to stabilize the TK2 en-
zyme) (Fig. 1). The properties of the bovine and human en-
zymes are very similar.

A direct phosphorylation assay was used, and the formation
of radioactive monophosphate product was monitored by using
[y->*P]ATP as the phosphate donor (7). The difference in the
capacities of TK1 and TK2 to use FIAU and FMAU was
apparent when the K, and V,,,, values were determined (Ta-
ble 1). The K,,, values for these two analogs with TK1 were 35-
and 5-fold higher than those with TK2, while the relative effi-
ciency (V../K,,) for each analog was approximately 30% of
that for deoxythymidine in the case of TK2 but only 2 and 5%,
respectively, in the case of TK1 (Table 1). The discrepancy in
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TABLE 1. Kinetic parameters for TK1 and TK2 with
deoxythymidine, FIAU, and FMAU“

Vinax ¢
Enzyme  Substrate” K, (uM) (pmol min—! mg~1) Vinax/Kon
TK1 Thd 21+04 2,100 £ 300 670
FMAU 33+15 1,000 = 300 31 (4.6)
FIAU 140 + 38 1,600 = 200 11 (1.7)
TK2 Thd 1+0.12 150 = 40 150
FMAU  7+02 265 + 30 38 (25.3)
FIAU 406 200 + 40 50 (33)

“ Data were obtained by using the phosphotransfer assay with 100 uM of
[y-**P]ATP-0.5 pM MgCl,.

b Thd, deoxythymidine.

¢ Values in parentheses are percentages of the value obtained with Thd for the
given enzyme.

absolute specific activities between the enzymes used here and
those used in the previous studies (15) is primarily due to the
difference in assay conditions.

The tissue selectivity of the toxic side effects of deoxynucleo-
side analogs may come from the different capacities of differ-
ent cells and tissues to phosphorylate the analogs. There is also
a large variability in the expression of the cellular deoxynucleo-
side kinases, and as stated earlier, TK1 is found only in pro-
liferating cells while TK2 is expressed in all cells but at a level
10- to 100-fold lower than the maximal TK1 level (1).

FIAU and FMAU are substrates for TK1 and even better
substrates for TK2, but since the V,,,, of TK1 is higher than
that of TK2, it is likely that the in vivo anabolism of these
analogs occurs through both enzymes. These results agree with
those of Cheng et al. (3) and other earlier work showing that
TK2 has a high capacity to phosphorylate arabinosyl thymidine
as well as 5-halogen- and 5-heteroaryl-substituted deoxypyri-
midine analogs (8). However, in a recent study by Cui et al. (4),
no formation of phosphorylated metabolites was detected
when purified mitochondria were incubated with radioactive
FIAU. We do not know why TK2 was not capable of activating
FIAU in that experiment, but we have observed earlier that
although mitochondrial extracts show a higher TK2 specific
activity than cytosolic extracts, 80% of the total activity occurs
in the cytosol (12). Therefore, it is possible that isolated mito-
chondria are at least partially deficient in TK2 and have a low
capacity to activate deoxynucleoside analogs compared with
the situation for intact cells.

It is likely that there is an association between the relatively
efficient phosphorylation of FIAU by TK2 and the mitochon-
drial toxicity observed with this nucleoside. The broad speci-
ficity of the mitochondrial thymidine kinase and mtDNA poly-
merase (9, 14) is of significant concern in the design of new
antiviral nucleoside analogs. Clearly, there are other important
processes and enzymes responsible for the incorporation and
inhibitory effects of FIAU-TP or FMAU-TP, such as the ca-
tabolism of the nucleotides, their rate of incorporation by the
mtDNA polymerase, as well as the eventual excision and repair
of the altered mtDNA. We have focused here on one aspect of
this process, and even though more basic biochemical infor-
mation is necessary for future reliable drug design, it seems
advisable to screen candidate chemotherapeutic analogs as
substrates for key enzymes in mtDNA metabolism in order to
identify at the preclinical state potential toxic inhibitors of this
process.

This work was supported by grants from the Swedish Medical Re-
search Council; the Swedish Natural Science Research Council; Me-



VoL. 40, 1996

divir AB, Huddinge, Sweden; and the Swedish Technical Board of
Development.

REFERENCES

. Arnér, E. S. J., and S. Eriksson. 1995. Mammalian deoxynucleoside kinases.
Pharmacol. Ther. 67:155-186.

. Bradshaw, H. D., Jr., and P. L. Deininger. 1984. Human thymidine kinase
gene: molecular cloning and nucleotide sequence of a cDNA expressible in
mammalian cells. Mol. Cell. Biol. 4:2316-2320.

. Cheng, Y.-C., G. Dutschman, J. J. Fox, K. A. Watanabe, and H. Machida.
1981. Differential activity of potential antiviral nucleoside analogs on herpes
simplex virus-induced and human cellular thymidine kinases. Antimicrob.
Agents Chemother. 20:420-423.

. Cui, L., S. Yoon, R. F. Schinazi, and J.-P. Sommadossi. 1995. Cellular and
molecular events leading to mitochondrial toxicity of 1-(2-deoxy-2-fluoro-1-
B-p-arabinofuranosyl)-5-iodouracil in human liver cells. J. Clin. Invest. 95:
555-563.

. Drew, W. L., R. Miner, and D. King. 1991. Antiviral activity of FIAU
(1-[2'deoxy-2'fluoro-1-B-p-arabinofuranosyl]-5-iodo-uridine) on strains of
cytomegalovirus sensitive and resistant to ganciclovir. J. Infect. Dis. 163:
1388-1389.

. Dusheiko, G. M. 1994. Fialuridine toxicity: new hopes and false dawns. Int.
Antiviral News 2:22-23. .

. Eriksson, S., B. Kierdaszuk, B. Munch-Petersen, B. Oberg, and N. G. Jo-
hansson. 1991. Comparison of the substrate specificities of human thymidine
kinase 1 and 2 and deoxycytidine kinase toward antiviral and cytostatic
nucleoside analogs. Biochem. Biophys. Res. Commun. 176:586-592.

. Eriksson, S., J. Wang, S. Gronowitz, and N. G. Johansson. 1995. Substrate
specificities of mitochondrial thymidine kinase and cytosolic deoxycytidine
kinase against 5-aryl substituted pyrimidine-2’-deoxyribose analogues.
Nucleosides Nucleotides 14:507-510.

. Eriksson, S., B. Xu, and D. A. Clayton. 1995. Efficient incorporation of

10.

11.

12.

NOTES 1557

anti-HIV deoxynucleotides by recombinant yeast mitochondrial DNA poly-
merase. J. Biol. Chem. 270:18929-18934.

Fourel, L., J. Li, O. Hantz, C. Jacquet, J. J. Fox, and C. Trépo. 1992. Effects
of 2'-fluorinated arabinosyl-pyrimidine nucleosides on duck hepatitis B virus
DNA level in serum and liver of chronically infected ducks. J. Med. Virol.
37:122-126.

He, Q., S. Eriksson, N. Wang, and B. Tribukait. 1996. A peptide antibody
against a C-terminal part of human and mouse cytosolic thymidine kinase as
a marker for cell proliferation. Eur. J. Cell Biol. 70:117-124.

J , 0., C. Boh B. Munch-Petersen, and S. Eriksson. 1992. Mam-
malian thymidine kinase 2: direct photoaffinity labeling with [**P]dTTP of
the enzyme from spleen, liver, heart and brain. Eur. J. Biochem. 206:485—
490.

. Lewis, W., and M. C. Dalakas. 1995. Mitochondrial toxicity of antiviral drugs.

Nat. Med. 1:417-422.

. Lewis, W., R. R. Meyer, J. F. Simpson, J. M. Colacino, and F. W. Perrino.

1994. Mammalian DNA polymerases a, B, v, 3, and € incorporate fialuridine
(FIAU) monophosphate into DNA and are inhibited competitively by FIAU
triphosphate. Biochemistry 33:14620-14624.

. Munch-Petersen, B., L. Cloos, G. Tyrsted, and S. Eriksson. 1991. Diverging

substrate specificity of pure human thymidine kinase 1 and 2 against antiviral
dideoxynucleosides. J. Biol. Chem. 266:9032-9038.

. Parker, W. B, and Y. C. Cheng. 1994. Mitochondrial toxicity of antiviral

nucleoside analogs. J. NIH Res. 6:57-61.

. Tabor, S. 1987. Expression using the T7 RNA polymerase/promoter system,

p- 16.2.1-16.2.11. In F. M. Ausubel, R. Brent, R. E. Kingston, D. D. Moore,
J. G. Seidman, J. A. Smith, and K. Struhl (ed.), Current protocols in mo-
lecular biology. Greene Publishing and Wiley-Interscience, New York.

. Watanabe, K. A., U. Reichman, K. Hirota, C. Lopez, and J. J. Fox. 1979.

Synthesis and antiherpes virus activity of some 2’'-fluoro-2'-deoxyarabino-
furanosylpyrimidine nucleosides. J. Med. Chem. 22:21-24.



