[CANCER RESEARCH 43, 4142-4147, September 1983]

Effect of 2’'-Deoxycoformycin Infusion on S-Adenosylhomocysteine
Hydrolase and the Amount of S-Adenosylhomocysteine and

Related Compounds in Tissues of Mice'

Svein Helland® and Per Magne Ueland

Department of Pharmacology, University of Bergen, School of Medicine, MFH-bygget [S. H., P. M. U.], and the Department of Dermatology, N-5016 Haukeland Sykehus

[S. H], Bergen, Norway

ABSTRACT

Mice were given constant infusions of the adenosine deami-
nase inhibitor, 2'-deoxycoformycin, by i.p. implantation of micro-
osmotic pumps, delivering the compound at a rate of 0.16 mg
hr=' kg™'. In accordance with published data, we observed that
adenosine deaminase in most tissues was nearly completely
inhibited. In addition, the S-adenosylhomocysteine hydrolase
activity decreased slowly and showed a half-life in liver of about
4 hr. The rate and extent of the inactivation were highest in
spleen. The amounts of adenosine, 2’'-deoxyadenosine, S-
adenosylhomocysteine, and S-adenosyimethionine were deter-
mined in treated animals and control animals. The tissue levels
of adenosine and, to a lesser degree, S-adenosylhomocysteine
and S-adenosyimethionine were critically dependent on the pro-
cedure used for processing the tissues. Lowest concentrations
were observed when the organs were frozen in situ by liquid
nitrogen. Treatment with 2'-deoxycoformycin induced no or a
moderate increase in tissue content of adenosine and S-adeno-
sylhomocysteine, whereas the amount of 2’-deoxyadenosine
increased markedly, especially in spleen and thymus. 2’-Deoxy-
coformycin treatment caused an increase in adenosine and 2’-
deoxyadenosine, but not S-adenosylhomocysteine, in serum of
mice.

INTRODUCTION

The antibiotic dCF? is a tight-binding inhibitor of isolated aden-
osine deaminase and also inhibits this enzyme in vivo (2, 10).
dCF possesses lymphocytopenic and immunosuppressive activ-
ities which have been attributed to accumulation of dATP, an
inhibitor of ribonucleoside diphosphate reductase. The lympho-
cytotoxic properties of dCF have stimulated clinical trials with
dCF as an antileukemic agent (2, 10, 23, 25, 27, 33, 37). The
potential usefuiness of dCF as a chemotherapeutic agent is also
indicated by the finding that dCF inhibits deamination of several
adenosine analogues and thereby potentiates the biological ef-
fects of these agents both in vitro and in vivo (2, 10).

Our interest in dCF was stimulated by the finding that this
agent potentiates the effect of ara-A on AdoHcy metabolism
both in isolated cells and in whole animals (12, 13). ara-A is an
irreversible inactivator of isolated AdoHcy hydrolase (16), the
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enzyme responsible for the metabolic degradation of the endog-
enous transmethylase inhibitor, AdoHcy (31). Several mecha-
nisms may contribute to the enhancement of ara-A effects by
dCF, all of which seem to be related to adenosine deaminase
inhibition (13). We have recently reported that reactivation of the
intracellular ara-A-AdoHcy hydrolase complex is partly blocked
by dCF (12, 13).

The present investigation was carried out to provide further
knowledge on the effect of dCF on AdoHcy hydrolase and
AdoHcy metabolism when dCF was administered alone. This
project was also stimulated by recent reports on low AdoHcy
hydrolase activity in lymphoblasts from patients receiving dCF
treatment (15) and in erythrocytes from patients afflicted with
severe combined immunodeficiency disease associated with lack
of adenosine deaminase (17).

MATERIALS AND METHODS

Chemicals. Sources of most chemicals have been given in previous
publications (12, 13); 2’-deoxyadenosine was purchased from Sigma
Chemical Co., St. Louis, Mo., and dCF was a gift from either the
Developmental Therapeutics Program, Chemotherapy, National Cancer
Institute, Bethesda, Md., or Parke-Davis Research Laboratories, Ann
Arbor, Mich.

Treatment of Animals. dCF was dissoived in 0.9% sodium chloride
solution, and the solution was sterilized by filtration through Millex single-
use filters (Millipore, Bedford, Mass.). Alzet miniosmotic pumps (Model
2001; Alza, Palo Alto, Calif.) were filled with the solution under sterile
conditions, as described by the manufacturer. The filled pumps were
implanted i.p. into mice. For short-term experiments (less than 24 hr),
the prefilled pumps were placed in 0.9% NaCl solution, for 4 hr at room
temperature, before the implantation.

Two procedures were used for isolation of organs: (a) The animals
were put to death by decapitation, and the liver, kidney, spieen, lung,
heart, brain, jejunum, and thymus were immediately removed and placed
in liquid nitrogen. Liver was placed in liquid nitrogen within 15 sec; the
brain, within 25 sec; and the other organs, within 1 min. The intestine
(jejunum) was placed on ice and washed by a slow stream of 0.9% NaCl
solution to remove residual intestinal content. (b) The mice were anes-
thetized with ether, and the abdominal cavity was opened to expose the
liver and kidney. Skin and tissue were removed from the skull bone
covering the brain. The animals were then allowed to breathe fresh air
until just before they recovered and were then submerged in liquid
nitrogen. The organs which could be identified and isolated while still
frozen were liver, kidney, brain, lung, and heart. The organs were kept
at —80° until use.

Preparation of Tissue Extracts. One part of each organ was homog-
enized at 0° in a buffer suitable for preservation of AdoHcy hydrolase
activity [80 mm potassium phosphate buffer, pH 7.0, containing 2 mm
dithiothreitol, 20% glycerol, 0.5% Triton X-100, and 3 mm oL-homo-
cysteine (11)], and the other part (used for determination of purines) was
homogenized in perchloric acid. Part of the perchloric acid extract (used

CANCER RESEARCH VOL. 43



for determination of adenosine and 2’-deoxyadenosine) was immediately
neutralized to pH 7. Details have been given previously (13).

Assay for AdoHcy Hydrolase. This was carried out by a radiochemical
method described elsewhere (11). The assay mixture used for the
determination of the synthetic reaction contained 300 um [8-'“C]adeno-
sine and 3 mm pL-homocysteine.

Assay for Adenosine Deaminase. This was performed according to
the method of Kalckar (21), recording the change in absorbance at 265
nm resulting from the conversion of adenosine to inosine, using a Kontron
Spectrophotometer, Model Uvicon 810. The assay buffer was 0.1 m
potassium phosphate, pH 7.5, containing 150 um adenosine. For meas-
urement of adenosine deaminase activity in brain extracts, a radiochem-
ical method was used, based on separation of [8-'“CJadenosine (150
uM) from radioactive inosine and oxypurines by thin-layer chromatogra-
phy (8).

Determination of AdoMet, AdoHcy, Adenosine, and 2'-Deoxyaden-
osine in Tissues. AdoMet, AdoHcy, and adenosine were determined by
high-pressure liquid chromatography using cation exchange or reversed-
phase columns, as described previously (12, 13). 2’-Deoxyadenosine
was determined by high-speed reversed-phase chromatography, using
the same chromatographic system as developed for measurement of
adenosine (12). 2'-Deoxyadenosine (retention time, 5.67 min) eluted
from the column immediately after adenosine. The chromatographic
peaks corresponding to 2’ -deoxyadenosine (and adenosine) were absent
in extract treated with adenosine deaminase.

RESULTS

Adenosine Deaminase Activity. The adenosine deaminase
activity in various tissues of mice was almost maximally inhibited
after 4 hr of treatment with dCF. The residual enzyme activity
varied from one tissue to another, and was high (about 50%) in
jejunum, intermediary in brain, and low (1 to 2%) in the other
tissues investigated (liver, kidney, lung, spleen, and thymus).
These data (Table 1) confirm those obtained by Tedde et al. (29)
in determining the effect of dCF infusion on mouse adenosine
deaminase.

AdoHcy Hydrolase Activity. The AdoHcy hydrolase activity
decreased slowly in most tissues of mice receiving continuous
infusion with dCF. In liver, kidney, heart, spleen, lung, and
thymus, the enzyme activity decreased at a rate of about 0.2
hr™', and reached a plateau corresponding to 5 to 20% of the
enzyme activity in tissues of nontreated mice. The rate and
extent of inactivation were relatively high in the spleen. In this
organ, the residual AdoHcy hydrolase activity was about 5%.
Only a moderate inactivation (residual activity, 30 to 40%) was
observed in brain and jejunum (Chart 1).

Table 1
Adenosine deaminase activity in various tissues of mice given infusions of dCF

The adenosine deaminase activity in various tissues of untreated mice is
compared with the activity in tissues exposed to dCF for 24 hr.

Adenosine deaminase activity (umoi/min/g, wet wt)

Tissues exposed to dCF for

Tissue Tissues of untreated mice 24 hr

Liver 16 +03° 0.02 + 0.01

Kidney 1.8 +04 0.03 + 0.02

Heart 0.32+0.10 ND?

Lung 15 +0.3 0.01 £ 0.01

Brain 0.16 + 0.03 0.01 + 0.008

Jejunum 29 %9 14 6

Spleen 52 +12 0.04 + 0.02

Thymus 10 +£32 0.12 £ 0.06

? Mean =+ S.E. of 4 to 8 observations.
® ND, not detectabie.
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dCF and AdoHcy Hydrolase

The inhibition of AdoHcy hydrolase activity induced by dCF
could not be reversed by subjecting tissue extracts to gel filtra-
tion on Sephadex G-25 columns (to remove low molecular weight
compounds from the enzyme) (Table 2). These data suggest that
dCF treatment irreversibly inactivates AdoHcy hydrolase in sev-
eral tissues of mice.
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Chart 1. Inactivation of AdoHcy hydrolase and residual enzyme activity in var-
ious tissues of mice receiving constant infusion of dCF. Values, mean + S.E. of 4
to 11 determinations.

Table 2
Effect of gel filtration of tissue extracts on residual AdoHcy hydrolase activity
remaining after dCF infusion

Mice were treated with dCF for 4 days, and the tissues were processed as
described under “Materials and Methods.” Each extract was divided in 2 portions,
one of which (100 ul) was subjected to ge! filtration on Sephadex G-25 column (0.5
x 10 cm). The enzyme activity determined in these extracts was compared with
the enzyme activity in the extracts not subjected to gel filtration. The activity is
given as percentage of the activity in tissue extracts of nontreated animals.

AdoHcy hydrolase activity (% of control)

Tissue After gel filtration No gel filtration
Liver 11.0+ 1.4° 138+ 16
Kidney 233+ 16 177+ 30
Heart 204 +47 139+24
Lung 123+09 108+ 0.8
Brain 265+ 1.7 211 +13
Jejunum 359+ 4.1 36.5+54

59+08 48+03
Thymus 109+ 4.6 6711
?Mean + S.E. of 4 determinations.
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Evaluation of the Procedure Used for Isolation of Organs.
The amounts of adenosine, 2’'-deoxyadenosine, AdoHcy, and
AdoMet in liver, kidney, brain, lung, and heart frozen in situ using
liquid nitrogen were determined. The concentrations of these
metabolites were compared with the corresponding values ob-
tained when the organs were rapidly removed following decapi-
tation. The comparison involved only organs which could be
easily identified or isolated in a frozen state (Tables 3 to 5).

The method involving rapid freezing of the organs in situ gave
adenosine concentrations in tissues far below the amounts ob-
served when the organs were excised immediately after decap-
itation (Table 3). The former method also resulted in relatively
low tissue level of AdoHcy and AdoMet (Tables 4 and 5). The
amount of 2’-deoxyadenosine in some tissues (liver, kidney, and
brain) was not related to the procedure used for isolation of the
organs. In lung and heart frozen in situ, the 2’-deoxyadenosine
content was somewhat lower than the amount in these organs

frozen after death of the animal (Chart 2). (Data on heart frozen
in situ should be interpreted with caution because of technical
difficulties in removing intraventricular blood from frozen myo-
cardium.)

AdoHcy hydrolase activity in tissues of treated mice and
control animals was the same whether the organs were frozen
in situ followed by immediate assay for enzyme activity, or the
organs were removed after decapitation and stored for up to 7
days at —80° until assay (data not shown).

Tissue Content of Adenosine and 2’-Deoxyadenosine. dCF
induced a marked increase in the amount of adenosine in some
tissues when the organs were excised following decapitation,
but no effect was observed in the brain (Table 3). In contrast,
the concentration of adenosine in liver, kidney, heart, lung, and
brain was essentially not increased following dCF treatment
when the organs were frozen in situ (Table 3). This finding
suggests that the elevation of adenosine concentration by dCF

Table 3
Concentration of adenosine in various tissues of mice given infusions of dCF for increasing periods of time
Mice were treated with dCF for 0 to 5 days. The tissues were either removed after decapitation or frozen in situ using liquid nitrogen. Details
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are given in the text.
Adenosine in tissues during treatment (nmol/g, wet wt)
Tissue Ohr 8hr 1 day 3 days 5 days
Removed after decapita-
tion
Liver 30 +102° 1016 + 11 217 = 238 5400 + 858 4412 + 832
Kidney 1459 =+ 144 604.2 +101.2 7417 £ 727 7962 + 90.0 3735 = 733
Heart 2814 +542 4722 + 803 857.7 %2013 7664 + 97.2 2498 + 457
Lung 217 + 52 139.1 + 30.2 1369 + 387 1462 + 179 1071 + 219
Brain 256.6 +43.3 2579 + 291 380.7 = 524 4325 = 386 1875 + 356
Jejunum 199 + 26 4874 +119.0 816.5 + 174.1 7089 + 977 868.7 + 150.3
Spleen 115 = 3.07 4388 +103.2 536.6 + 88.0 763.0 *116.0 9443 + 182
Thymus 238 + 88 3043 = 412 1988 + 343 4082 + 48.0 602.1 + 140.6
Frozen in situ using liquid
nitrogen
Liver 319+ 0.90 379+ 0.59 382+ 1.02 963+ 3.24 758+ 19
Kidney 8.02+ 2.0 429+ 1.68 849 + 287 924+ 239 353+ 038
Heart 277 = 19 275 £ 39 348 + 53 266 + 56 117 £ 47
Lung 118+ 0.2 108+ 0.11 170 £ 043 101+ 022 085+ 0.26
Brain 071+ 0.07 110+ 0.15 077+ 0.16 079+ 0.16 086+ 0.23
® Mean + S.E. of 4 to 11 observations.
Table 4

Concentration of AdoHcy in various tissues of mice given infusions of dCF for increasing periods of time

Mice were treated with dCF for 0 to 5 days. The tissues were either removed after decapitation or frozen in situ using
liquid nitrogen. Details are given in the text.

AdoHcy in tissues during treatment (nmol/g wet wt)

Tissue Ohr 8 hr 1 day 3 days 5 days
Removed after decapita-
tion
Liver 255 £39° 240 +14 355 +4.4 313 £27 263 +33
Kidney 4.20 + 0.80 5.62 + 0.62 3.83 + 0.42 4,02 + 0.63 3.41 +0.90
Heart 0.41+0.25 0.73+0.17 1.25+0.50 1.21 £0.43 0.72 + 0.41
Lung 5.53 + 0.86 6.81 + 0.82 4.03+0.44 4.00 + 0.34 6.92 +1.19
Brain 0.76 £ 0.13 110+ 0.27 0.59 + 0.19 0.97 +£ 0.26 0.89 +0.16
Jejunum 2.75 +0.39 3.52 +0.20 2.78 + 0.50 3.49 + 0.47 2.54 + 0.31
Spleen 1.70 £ 0.40 3.70 £ 0.82 434 +0.46 263+043 ND?
Thymus 1.19+0.33 1.95 + 0.70 2.40 + 0.53 ND ND
Frozen in situ using liquid
nitrogen
Liver 130 +46 6.73+0.77 8.32 + 0.54 6.69 + 0.46 7.96 + 0.67
Kidney 1.93 + 0.63 151 +0.20 139+0.25 2.13 £ 0.60 0.88 + 0.08
Heart 0.31 £ 0.04 0.31 £ 0.03 0.51+0.20 0.44 + 0.02 0.29 + 0.08
Lung 1.39 £ 0.19 2.07 +0.14 1.38 £ 0.07 22 +0.50 33 032
Brain 0.32 £ 0.1 0.50 + 0.09 0.77 + 0.06 0.59 + 0.20 0.89 +0.12

? Mean + S.E. of 4 to 11 observations.

®ND, not determined.
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Table 5

dCF and AdoHcy Hydrolase

Concentration of AdoMet in various tissues of mice given infusions of dCF for increasing periods of time

Mice were treated with dCF for 0 to 5 days. The tissues were either removed after decapitation or frozen in situ using
liquid nitrogen. Details are given in the text.

AdoMet in tissues during treatment (nmol/g wet wt)

Tissue Oh 8 hr 1 day 3 days 5 days
Removed after decapita-
tion
Liver 1128+ 124° 1062+ 5.6 1348+109 1113+ 49 1055%79
Kidney 1074+ 55 90.6 + 6.9 1066 + 7.2 921+ 6.0 63.0+46
Heart 585+ 4.2 522+39 531+ 7.4 47+ 16 409 + 4.0
Lung 477+ 36 50.1+5.1 506 + 7.1 342+ 18 416+63
Brain 358+ 4.0 352+32 450+ 57 401+ 24 332+25
Jejunum 604+ 97 455+52 534+ 42 595+ 3.4 487 +8.3
Spleen 652+ 8.1 458+ 3.9 712 £11.0 586+ 29 435+93
Thymus 413+ 115 493+ 9.0 465 + 120 276+ 35 ND®
Frozen in situ using liquid
nitrogen
Liver 643+ 98 521+54 624 + 33 517+ 12 61.2+36
Kidney 89.0+ 64 69.0 £ 5.1 758 + 5.2 532+ 11.0 478+1.2
Heart 206+ 17 19.6 + 3.0 1521+ 13 146+ 1.0 16.1+2.3
Lung 240+ 3.0 273+22 178 + 37 202+ 1.9 225+ 16
Brain 240+ 24 255+ 4.3 217 £ 1.9 172+ 28 232126
% Mean + S.E. of 4 to 11 observations.
® ND, not determined.
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Chart 2. Concentration of 2’-deoxyadenosine in various tissues of mice receiv-
ing constant infusion with dCF. @, amount of 2’-deoxyadenosine in tissues isolated
immediately after the animal was put to death; O, amount of 2’-deoxyadenosine in
tissues frozen in situ using liquid nitrogen. Details are given in the text. Values,
mean + S.E. of 4 to 8 determinations.
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thymus could not be obtained. dCF did not affect the amount of
AdoMet in tissues (Table 5).

Adenosine, 2’'-Deoxyadenosine, and AdoHcy in Serum. No
2’-deoxyadenosine and only trace amounts of AdoHcy were
detected in serum of mice not exposed to dCF. Infusion with
dCF induced a progressive increase in the amount of adenosine
and 2’-deoxyadenosine in serum (Chart 3), whereas no increase
in the AdoHcy concentration was observed (data not shown).
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DISCUSSION

Inhibition of adenosine deaminase by dCF leads to accumula-
tion of adenosine and 2’-deoxyadenosine in tissues (Table 3;
Chart 2). Determination of the former metabolite is critically
dependent on the procedure used for isolation of the organs
(Table 3), and high levels may result from tissue anoxia following
death of the animal. This problem has been addressed by others
(3) and has been studied in detail in brain (26, 35, 36), but
postmortem increase in adenosine concentrations in tissues is
often overlooked (9, 34).

Postmortem increase in the amount of AdoHcy in tissues has
been reported by Hoffman et al. (18) for rat liver. When the
organs were frozen in situ by liquid nitrogen, we obtained values
for AdoHcy in liver and other tissues (Table 4) below those
reported previously by others (6, 9, 18, 28). Unexpectedly, this
procedure also gave relatively low concentrations of AdoMet
(Table 5).

AdoHcy hydrolase is inactivated in tissues of mice treated with
dCF (Chart 1). This observation is in agreement with the finding
of low level of AdoHcy hydrolase in erythrocytes from patients
with adenosine deaminase deficiency (17, 22). dCF decreased
the AdoHcy hydrolase activity in spleen, thymus, and liver of
mice (14) and in human leukemic cells (15). AdoHcy hydrolase
activity in cultured cells from patients afflicted with hereditary
absence of adenosine deaminase was low in relation to the
activity in cells from normal individuals (30). A mechanism for a
secondary inactivation of AdoHcy hydrolase under conditions of
impaired nucleoside catabolism has been suggested. Low aden-
osine deaminase activity leads to accumulation of both adeno-
sine and 2’-deoxyadenosine (17), and the latter compound is a
mediocre inactivator of AdoHcy hydrolase (16).

AdoHcy hydrolase was not completely inactivated in the tis-
sues examined, even after prolonged treatment with dCF. The
residual enzyme activity was remarkably stable, and only de-
creased slightly in some tissues. A similar observation has been
made for AdoHcy hydrolase activity in several tissues of mice
(13), in the liver of rats (7) given injections of ara-A, and in intact
cells exposed to ara-A (11). The residual enzyme activity has
been explained by protection of the intracellular enzyme by
AdoHcy accumulating in response to ara-A (7, 11, 13).

A similar explanation can be offered for the residual AdoHcy
hydrolase activity in tissues of mice exposed to dCF. Adenosine,
accumulating in the presence of dCF (Table 3), protects AdoHcy
hydrolase against inactivation by 2’-deoxyadenosine (16). How-
ever, the finding of essentially no adenosine accumulation when
precautions were taken to avoid postmortem elevation of aden-
osine (Table 3) is not in favor of this explanation. The possibility
exists that the residual AdoHcy hydrolase activity represents a
balance between the inactivation process and mechanism(s)
reactivating AdoHcy hydrolase (11, 13). This explanation is in
accordance with the observation that the residual activity is low
in tissues accumulating large amounts of 2'-deoxyadenosine in
response to dCF (Charts 1 and 2).

During preparation of this manuscript, a paper by Kajander
(20) appeared, showing that AdoHcy hydrolase was inactivated
in extracts from the liver of rats given injections of the adenosine
deaminase inhibitor, erythro-9-2-hydroxy-3-nonyl)adenine. The
inactivation occurred even at 0° and was inhibited by homo-
cysteine. The author suggests that the inactivation induced by
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erythro-9-(2-hydroxy-3-nonyl)adenine was a postmortem phe-
nomenon mediated by adenosine accumulating in the liver after
death of the animal. Because of this, he recommends that the
AdoHcy hydrolase inactivation under conditions of disturbances
of purine metabolism should be reconsidered (20).

In accordance with the data of Kajander (20), we observed a
marked inactivation of AdoHcy hydrolase in extract of rat hepa-
tocytes, but the inactivation was prevented by extraction of the
cells in phosphate buffer containing homocysteine and dithio-
threitol (11). This procedure was used in the present work.

The following observations strongly favor the possibility of
AdoHcy hydrolase inactivation under conditions of impaired
adenosine catabolism (Ref. 22 and the present work) as being
an in vivo phenomenon.

AdoHcy hydrolase inactivation (Chart 1) correlated better with
accumulation of 2’-deoxyadenosine (Chart 2) than postmortem
increase in adenosine (Table 3).

One hr after i.p. injection of dCF into mice, there was a maximal
adenosine deaminase inhibition and postmortem adenosine ac-
cumulation in various tissues, whereas essentially no AdoHcy
hydrolase inactivation was observed.

The AdoHcy hydrolase activity in tissues of mice treated with
dCF was not dependent on the procedure used for isolation of
the organs (see “Materials and Methods"). The same degree of
inactivation of the enzyme was observed whether the assay was
carried out immediately after death of the animal or after some
days of storage of the organs at —80°.

Kaminska and Fox (22) could not demonstrate factors inacti-
vating AdoHcy hydrolase in hemolysates from patients with
adenosine deaminase deficiency.

No or only a moderate increase in the amount of AdoHcy in
tissues has been observed after dCF treatment (Table 4). Be-
sides, the slight increase in the AdoHcy content in spleen should
be interpreted with caution, because these data are limited to
organs frozen after death of the animals (Table 4). Lack of a
marked increase in the amount of AdoHcy (Table 4) under
conditions of a profound inhibition of AdoHcy hydrolase (Ref. 13;
Chart 1) suggests that the enzyme level exceeds the activity
required to handle the amount of AdoHcy formed as a product
of cellular transmethylation reactions. However, data presented
in this paper do not rule out the possibility that dCF affects the
tumover of AdoHcy or AdoMet.

Treatment of patients with dCF leads to increased concentra-
tions of AdoHcy and reduction in RNA methylation in leukemic
cells from these individuals (15). This observation appears to be
in conflict with the finding of no inhibiton of DNA or RNA
methylation in mouse spleen lymphocytes incubated with dCF
(5), and with the present data showing essentially no increase in
AdoHcy level in tissues of mice treated with dCF (Table 4).

Some difficulties exist when trying to interpret and reconcile
data of the present paper. Assuming that AdoHcy hydrolase is
inactivated by 2’-deoxyadenosine (16, 17), it is remarkable that
the rate of inactivation of the enzyme proceeds at about equal
rates in liver and spleen (Chart 1) despite the fact that the rate
and extent of accumulation of the inactivator are much higher in
spleen than in liver (Chart 2). Accumulation of 2’ -deoxyadenosine
seems to correlate better with the degree of inactivation (residual
activity) than the rate of the process. Furthermore, we are also
puzzied by the high degree of inactivation required before
AdoHcy accumulates (Ref. 13; Chart 1; Table 4) even in the liver,
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where the turnover of AdoHcy is high (19). The possibility exists
that some nucleosides and nucleoside analogues, which irre-
versibly inactivate AdoHcy hydrolase in cell-free systems (31),
function as regulators of the intracellular enzyme (32). Some
intracellular factor(s) may be critical for a dynamic, allosteric
regulation of AdoHcy hydrolase. Allosteric regulation of the en-
zyme by nucleosides in the intact cell should be considered in
light of the recent finding that AdoHcy hydrolase has 2 classes
of adenosine-binding sites, and 2 of 4 sites participate in the
catalytic cycle (1). These sites probably reside on 2 nonequivalent
pairs of subunits (1, 4).

Previous and present data (13) show that ara-A and dCF,
when given alone, only induce a moderate or no increase in
AdoHcy content in tissues in vivo. In contrast, the combination
treatment with dCF plus ara-A gives a massive build-up of
AdoHcy. This enhancement of the ara-A effect by dCF has been
explained by inhibition of ara-A degradation, inhibition of reacti-
vation of AdoHcy hydrolase, and inhibition of residual enzyme
activity by adenosine (13). The present data indicate that accu-
mulation of 2’-deoxyadenosine may contribute to the increase
in AdoHcy concentration observed when ara-A is given in com-
bination with dCF. Newly reactivated AdoHcy hydrolase (12, 13)
may be trapped by forming an inactive complex with 2’-deoxy-
adenosine.

The observation that dCF does not induce an elevation of
AdoHcy content in tissues argues against the possibility that the
biological and toxicological properties of dCF (2, 10, 24) are
mediated by AdoHcy. However, the marked reduction of AdoHcy
hydrolase activity observed under conditions of impaired purine
catabolism (Chart 1; Refs. 15, 17, 22, 30) may have biological
implications not readily apparent in light of the present knowledge
of the role of AdoHcy hydrolase in cellular function.
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