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Relationship between a1-acid glycoprotein and plasma binding
of disopyramide and mono-N-dealkyldisopyramide

J. E. BREDESEN & P. KIERULF
Division of Clinical Pharmacology and Toxicology, The Central Laboratory, Ullevaal University Hospital,
Oslo 1, Norway

1 Highly purified serum albumin did not bind either disopyramide (DP) or mono-N-
dealkyldisopyramide (MND). The unbound fraction of DP and MND in highly purified
serum a,-acid glycoprotein (AAG) at 0.5 g/l was 57 and 62 and at 2.0 g/l 19 and 30%
respectively.
2 Unbound DP and MND were measured in spiked plasma (10 ,umol/l of DP or
MND), from 60 patients, having AAG concentrations varying from 0.4 to 3.0 g/l.
Unbound drug varied from 13 to 58 and from 24 to 62% for DP and MND, respectively,
and was inversely related to the plasma concentration of AAG (r = -0.9016, r =
-0.9157).
3 A linear relationship was found between the binding ratio (moles bound divided by
moles unbound) and the plasma concentration of AAG for both DP (r = 0.9199) and
MND (r = 0.9270), whereas no relationship was found between the binding ratios of DP
or MND and the plasma concentrations of total protein, albumin, haptoglobin, al-
antitrypsin or the immunoglobulins IgG, IgA or IgM.
4 In patients on DP maintenance therapy, a linear relationship was found between
percent unbound DP and the plasma concentration of DP in samples with similar AAG
concentrations. Furthermore, a linear relationship was found between the binding ratio
of DP and the plasma concentration ofAAG in samples with similar DP concentrations.
5 The present findings support the concept that AAG is the major serum protein
responsible for the binding of DP and MND.
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Introduction

Disopyramide (DP) is an antiarrhythmic drug 10% of that of the parent drug. However,
with an assumed therapeutic range of 6-15 recent studies have shown that the steady-state
,umol/l (Garfein, 1982; Follath et al., 1983). concentrations of MND in some patients on
About 55% of the administered dose of DP is maintenance treatment with DP, were even
eliminated unchanged, primarily by the kidneys. higher than that of the parent drug (Aitio, 1981;
The main metabolic pathway of DP is dealkyla- Bredesen et al., 1982).
tion to the pharmacologically active metabolite, The plasma protein binding of both DP and
mono-N-dealkyldisopyramide, and about 25% MND shows a wide intersubject and concentra-
of the administered drug is excreted by the tion dependent variability even within the
kidneys as MND. The serum concentration of assumed therapeutic range (Meffin et al., 1979;
MND was previously thought to be only about David et al., 1980; Lima et al., 1981; Bredesen
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et al., 1982). High concentrations of MND
change the protein binding of DP and vice versa
(Bredesen et al., 1982). Thus measuring total
drug concentration of DP or MND cannot be
used to predict the individual free drug concen-
tration of neither DP nor MND.
A previous study indicated that albumin was

the main binding protein of DP (Chien et al.,
1974). Recent studies, however, in this labora-
tory and others (Lima et al., 1981; David et al.,
1983; Pike et al., 1983) have shown that DP
binds mainly to the acute-phase protein, al-
acid glycoprotein (AAG). The plasma concen-
tration of AAG may be elevated in various
disease states, associated with a variation in the
binding of basic drugs (Fremstad et al., 1976;
Piafsky et al., 1980; David et al., 1983).
The purpose of the present study was to

investigate the relationship between DP and
MND binding and the plasma concentration of
AAG.

Methods

The binding of DP and MND (DP and MND,
Roussel Labs, Wembley Park, London, UK) to
albumin (Albumin Kabi, Stockholm, Sweden)
and to aet-acid glycoprotein (AAG) (AAG
Behringwerke, Marburg Lahn, Germany) was
tested by spiking each preparation with DP
or MND, using equilibrium dialysis and gas
chromatographic determination as described
previously (Bredesen, 1980; Bredesen et al.,
1982). The AAG concentration in the albumin
solution tested was less than 0.05 g/l. The
albumin concentration in the AAG solution
tested was less than 0.01 g/l. The serum protein
binding of DP or MND were studied in 60 in
vitro spiked patient samples with different
concentration of AAG. Thirty-one males aged
16-89 years (mean 78), and 29 females aged 28-
88 years (mean 76). The binding of DP and
MND was tested by spiking each sample with 10
,umol/l DP or MND. Concentrations of total
protein, haptoglobin, al-antitrypsin and the
immunoglobulins IgA, IgG and IgM were
measured in each sample using nephelometric
methods, and albumin by a dye (BCP) binding
method (Pike & Skuterud, 1983).

a1-acid glycoprotein was determined im-
munochemically by nephelometry. Serum was
diluted 1/100 with saline (200 RI), antibody
(DAKO-immunoglobulins, Denmark) (40 p1l)
added, the volume adjusted to 800 ,u1 with
saline, and the mixture left at room-temperature
for 45 min, prior to reading in the Beckman
Immunochemistry System as an end-point deter-
mination. Standards were prepared by appro-

priate dilutions of the LN-standard serum from
Behringwerke (Marburg Lahn, Germany). A
total of 30-40 samples were performed per
hour. Concentrations down to 0.01 mg AAG/1
were detected with a coefficient of variation of
5.5%. The serum binding of DP was also
measured in 60 samples, 34 males, aged 31-82
years (mean 69) and 26 females, aged 42-86
years (mean 72), all on maintenance therapy
with DP. All patients had used DP for more
than 2 weeks, and the samples were drawn just
before the dose of the drug.

Results

The binding of DP and MND to purified
albumin and a1-acid glycoprotein (AAG) are
shown in Table 1. Neither DP nor MND bound
to albumin whereas both DP and MND bound
to AAG in varying degree depending on the
protein concentration. The binding was in the
same order of magnitude as for patient samples
with corresponding AAG concentrations
(Figure 1).

Table 1 Binding of disopyramide (DP) and mono-
N-dealkyldisopyramide (MND) to albumin and a1-
acid glycoprotein (AAG).

Concentration % unbound DP % unbound MND

AAG 0.5 g/l 57 62
AAG 2.0 g/l 19 30
Albumin 40 g/l 100 102

The percent of unbound drug in the 60 in
vitro spiked samples tested varied from 13 to 58
(mean 24) and 24 to 62 (mean 41) for DP and
MND respectively. The AAG concentrations in
the 60 in vitro spiked samples varied from 0.4 to
3.0 g/l. There was a negative linear relationship
between the AAG concentration and the per-
cent unbound DP (r = -0.9016) and MND (r =
-0.9157) (Figure 1 and 2, closed circles). The
open circles in Figure 1 and 2 show the unbound
fraction of DP and MND in one sample diluted
with different volumes of the highly purified
albumin, 50 g/l. The AAG concentration in the
undiluted sample was 2.5 g/l. In the diluted
samples the concentrations ranged from 2.4 to
0.1 g/l. These data indicate a nonlinear relation-
ship between the binding of DP and MND and
the AAG concentration, a trend which is
difficult to discover in the data from the 60 in
vitro spiked samples.

In Figures 3 and 4 the data therefore are
presented as the relationship between the
binding ratio (moles bound divided by moles
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unbound) and the AAG concentration. This
relationship should be linear if the dissociation
constant for the drug protein complex is much
higher than the molar concentration of free
drug (Nilsen et al., 1978). A linear relationship
was found between the AAG concentration and
the binding ratio. For DP and MND respectively
the relationship was 0.9199 and 0.9270 for the
60 in vitro spiked samples, (closed circles in
Figure 3 and 4), 0.9792 and 0.9904 for the
diluted samples (open circles in Figure 3 and 4)
(0.9514 and 0.9485 for all points).

10 Poor or no relationship were found between
50 * the binding ratio of DP and MND and the

serum concentration of total protein (rDp =
0.25, rMND = 0.18), albumin (rDp = 0.29, rMND
= 0.15), haptoglobin (rDp = 0.14, rMND =
0.18), al-antitrypsin (rDp = 0.37, rMND =
0.28) or the immunoglobulins IgG (rDp = 0.27,

1.0 2.0 3.0 rMND = 0.31), IgA (rDp = 0.01), rmND = 0.11)
cid glycoprotein (g/l) and IgM (rDp = 0.34, rmND = 0.36). In the 60.- glycoproten samples tested no relationship was found be-
p between al-acid glycoprote een binding age = =
n and percent unbound diso- tweeI ndnT andate (rDp i0.08, rMND =
;ed circles patients samples (r = 0.11). To investigate the relative importance of
[es one patient sample (AAG the different proteins and age on DP and MND
) diluted with purified human binding a multiple regression analysis was
on 50 g/l). performed of the binding ratio against the

different proteins and age. All the variables
explained 90% and 91% respectively of the
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Figure 2 Relationship between a,-acid glycoprotein
(AAG) concentration and percent unbound mono-N-
dealkyldisopyramide (MND). Closed circles patient
samples (r = -0.9157). Open circles one patient
sample (AAG concentration 2.5 g/l) diluted with
purified human albumin (concentration 50 g/l).
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Figure 3 Relationship between a,-acid glycoprotein
(AAG) concentration and the binding ratio of diso-
pyramide (DP). Open circles one patient sample
(AAG concentration 2.5 g/l) diluted with human
albumin. Closed circles patient samples (r = -0.9199,
broken line: y = 1.9 x +0.02). All points (r = 0.9488,
solid line: y = 1.9 x +0.03).

I I I

*0

I I I



782 J. E. Bredesen & P. Kierulf
total binding variation of DP and MND, and of
these explained variations, 94% was due to
AAG alone for both DP and MND.

Large variations in the protein binding of DP
was found in samples from the 60 patients on
maintenance therapy with DP. The total con-
centration of DP ranged from 2.1 to 12.0 ,umol/
1, mean 6.6 ,umol/l, and the percent unbound
fraction from S to 37, mean 17 (Figure 5). Poor
relationship between DP concentration and
percent unbound drug was found (r = 0.1018,
all points, Figure 5). However, the concentra-
tion of AAG in the 60 samples ranged from 0.5
to 2.4 Rmol/l, mean 1.3 ,umol/l, and a linear
relationship was found between percent un-
bound DP and the total DP concentration in
samples with similar AAG concentrations. In
samples where the AAG concentrations range
from 0.5 to 0.9 g/l (Figure 5, open triangles),
from 1.0 to 1.9 g/l (Figure 5, closed circles), and
from 2.0 to 2.4 g/l (Figure 5, open circles), the
relationship were 0.8361, 0.7344 and 0.7396
respectively. No correction was made for the
possible effect on MND on the DP binding. The
MND concentrations ranged from 0.4 to 11.3
,umol/l, mean 3.1 ,umol/l. A linear relationship
was also found between the binding ratio of DP
and the plasma concentration of AAG in the
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Figure 4 Relationship between a,-acid glycoprotein
(AAG) concentration and the binding ratio of mono-
N-dealkyldisopyramide (MND). Open circles one

patient sample (AAG concentration 2.5 g/l) diluted
with human albumin. Closed circles patient samples
(r = 0.9270, broken line: y = 0.9 x -0.01). All points
(r = 0.9485, solid line: y = 0.9 x +0.02).
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Figure 5 Relationship between percent unbound
fraction of disopyramide (DP) and disopyramide
equilibrium concentration in 60 patients on main-
tenance therapy with disopyramide. Open triangles
a1-acid glycoprotein (AAG) concentration 0.5 to 0.9
g/1 (r = 0.8361, y = 3.7 x +3.4). Closed circles AAG
concentration 1.0 to 1.9 g/l (r = 0.7344, y = 1.9 x +
2.1). Open circles AAG concentration 2.0 to 2.4 g/l
(r = 0.7396, y = 1.6 x -2.4).

samples where DP concentrations ranged from
2.1 to 4.9 ,umol/l (r = 0.8122, Figure 6, open
circles), from 5.1 to 7.9 ,umol/l (r = 0.8378,
Figure 6, closed circles), from 8.1 to 10.8
p.mol/l (r = 0.7818, Figure 6, open triangles)
and from 11.4 to 12.0 (r = 0.9911 Figure 6,
closed triangles). All points, r = 0.4264.
To investigate the relationship between DP

binding, AAG, total DP and total MND con-
centrations, a multiple regression analysis was
performed of percent unbound DP against
AAG, total DP and total MND concentrations.
The three variables together explained 64% of
the DP binding variations, while each alone
contributed to only 17%, 2%, and 1% respec-
tively. The regression equation describing
the relationship between percent unbound
DP and AAG, total DP and total MND
concentrations is as follows: Percent un-
bound DP = 2.2.DPcons. + 0.8-MNDcons. -
11.7-AAGcons. + 17.8 (r = 0.8021).

Discussion

Wide interindividual binding variations of DP
have been reported by a number of authors
(Aitio, 1981; Bredesen et al., 1982; David et al.,
1983). The use of total plasma concentrations of
DP to dose adjust problem patients may fail if
binding variations are not taken into account.
To explain the binding variations of DP and

MND the relationship between DP and MND
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main binding protein of DP as well as the lack

O of relationship between drug binding and other
proteins tested, is in accordance with the results

/ published by Holt et al. (1983), Johnston et al.
0/ * (1983) and David et al. (1983).

_° * Similar binding characteristics as for DP were
/0 found for MND. In a previous study (Bredesen

0 / et al., 1982) it was also found that DP and MND
, A were competing for similar binding sites on the

/ A' proteins.
- // -̂ /It is known that a wide variation in the AAG

0 0 , concentration may occur in a variety of diseases,
/ /, associated with variation in the binding of basic

0 A , drugs (Fremstad et al., 1976; Piafksy et al.,
_O >0' , t ^ 1980; David etal., 1983). Thus, the variation in

the binding of both DP and MND may be
;i*Pw,* A considerable even within the same individual.

>,*s Therefore it may be almost impossible to
** predict the pharmacological active free drug

l I I concentration measuring only the total concen-
1.0 2.0 3.0 tration. In the present study the binding data

a1-acid glycoprotein (g/l) found in patients on maintenance therapy with
Relationship between al-acid glycoprotein DP substantiate this (Figure 5). As seen, a wide
inding ratio of disopyramide (DP). Open variety in the drug binding was found, with up
IP concentration 2.1 to 4.9 p.mol/I (r = to six-fold variance in free drug concentration
= 10.9 x -2.5). Closed circles, DP at the same total concentration. No concentra-
tion 5.1 to 7.9 ,umol/l (r = 0.8378, y = 6.0 tion dependent binding was found in these
Open triangles, DP concentration 8.1 to samples, evidently because of the wide varia-
1/1 (r = 0.7818, y = 6.1 x -4.2). Closed tion in the AAG concentration in the different
DP concentration 11.4 to 12.0 F±mol/l (r = samples. However, as seen from Figure 5,

1.8 x +1.0). concentration dependent protein binding was
found in samples from patients on DP therapy,
as for healthy subjects (Bredesen et al., 1982)

and the concentration of the acute- when the AAG concentrations in the samples
Irotein al-acid glycoprotein (AAG) were similar. Another explanation of the wide
en investigated, variation in the drug binding data shown in
cting results have been published on Figure 5, may be the possible effect of high
ing proteins of DP. Thus, Chien et ai. concentrations of MND on the binding of DP
reported that albumin was the main (Bredesen et al., 1982). Fourteen of the 60
protein whereas Lima & Salzer (1981) samples had higher concentrations of MND
I that only 5-10% was bound to than DP.
A recent study, however, showed that As for in vitro spiked samples, a linear
removal of albumin from serum did relationship was also found between DP bind-

ct the binding of DP. Separate removal ing and the AAG concentration in samples
J, on the other hand, abolished the from patients on maintenance therapy with DP
thus indicating that AAG alone may when DP concentrations were similar (Figure

)nsible for the binding of DP (Pike et 6). The relationship between binding and the
1). The lack of binding of DP and MND AAG concentration is somewhat better for the
ed albumin and the binding to purified spiked samples, probably due to large variations
:ogether with the close relationship in MND concentrations in the samples from
the AAG concentration and the bind- patients on maintenance therapy. Multiple re-

Poth drugs, strongly indicates that this gression analysis showed that both AAG, total
is the serum protein binding DP and DP and total MND concentrations have to be
rhis is also substantiated by extrapola- considered to predict the unbound fraction of
he regression line (Figure 3, 4 and 6) of DP.

the relationship between the binding ratio of
DP and MND and the AAG concentration to
the abscissa, which indicates that neither DP
nor MND would be bound in samples where
AAG is absent. The finding of AAG as the

The results of this study indicate that AAG is
the major protein, and probably the only one,
responsible for the binding of DP and MND. In
addition to the variation in AAG concentration,
the wide variety of the DP binding is also
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determined by the concentration of both DP
and MND in plasma. An attempt to establish
plasma concentration/effect relationship based
on free drug concentration should be carried
out. Measuring free drug concentration is time
consuming and not suitable for clinical monitor-
ing. However, these results indicate that

measurement of the AAG concentration to-
gether with both DP and MND concentration
should be a useful guide to predict the unbound
pharmacologically active concentration of DP.

The multiple regression analysis was done by Svein
B0rre Mogensen, Institute for Medical Statistics,
Ulleval Hospital.

References

Aitio, M. L. (1981). Plasma concentrations and
protein binding of disopyramide and mono-N-
dealkyldisopyramide during chronic oral diso-
pyramide therapy. Br. J. clin. Pharmac., 11,
369-376.

Bredesen, J. E. (1980). Gas-chromatographic deter-
mination of disopyramide and its mono N-dealky-
lated metabolite in serum with use of a nitrogen-
selective detector. Clin. Chem., 26, 638-640.

Bredesen, J. E., Pike, E. & Lund, P. K. M. (1982).
Plasma binding of disopyramide and mono-N-
dealkyldisopyramide. Br. J. clin. Pharmac., 14,
673-676.

Chien, Y. C., Lambert, H. J. & Karim, A. (1974).
Comparative binding of disopyramide phosphate
and quinidine sulfate to human plasma proteins.
J. pharm. Sci., 63, 1877-1879.

David, B. M., Madsen, B. M. & Ilett, K. F. (1980).
Plasma binding of disopyramide. Br. J. clin.
Pharmac., 9, 614-618.

David, B. M., Ilett, K. F., Withford, E. G. & Sten-
house, N. S. (1983). Prolonged variability in
plasma binding of disopyramide after myocardial
infarction. Br. J. clin. Pharmac., 15, 435-441.

Follath, F., Ganzinger, U. & Schuetz, E. (1983).
Reliability of antiarrhythmic drug plasma concen-
tration monitoring. Clin. Pharmacokin., 8, 63-82.

Fremstad, D., Bergerud, K., Haffner, J. F. W. &
Lunde, P. K. M. (1976). Increased plasma binding
of quinidine after surgery. A preliminary report.
Eur. J. clin. Pharmac., 10, 441 444.

Garfein, 0. B. (1982). Pharmacology of commonly
used antiarrhythmic drugs and comments on the
use of therapeutic drug monitoring. Therapeutic
Drug Monitoring, 4, 1-14.

Holt, D. W., Hayler, A. M. & Healey, G. F. (1983).
Effect of age on plasma binding of disopyramide.
Br. J. clin. Pharmac., 16, 344-345.

Johnston, A., Caplin, J. L., Hamer, J. & Camm,
A. J. (1983). The serum protein binding of
disopyramide and flecainide following acute
myocardial infarction. Br. J. clin. Pharmac., 15,
601P.

Koch-Weser, J. (1979). Drug therapy disopyramide.
New Engl. J. Med., 300, 957-962.

Lima, J. J., Boudoulas, H. & Blanford, M. (1981).
Concentration-dependence of disopyramide bind-
ing to plasma protein and its influence on kinetics
and dynamics. J. Pharmac. exp. Ther., 219,
741-747.

Lima, J. J. & Salzer, P. (1981). Contamination of
albumin by al-acid glycoprotein. Biochem.
Pharmac., 30, 2633-2636.

Meffin, P. J., Robert, E. W., Winkle, A., Harapat,
S., Peters, F. A. & Harrison, D. C. (1979). Role
of concentration-dependent plasma protein bind-
ing in disopyramide disposition. J. Pharmacokin.
Biopharm., 7, 29-46.

Nilsen, 0. G., Leren, P., Aakesson, I. & Jacobsen,
S. (1978). Binding of quinidine in sera with
different levels of triglycerides, cholesterol and
orosomucoid protein. Biochem. Pharmac., 27,
871-876.

Piafsky, K. M. (1980). Disease-induced changes in
the plasma binding of basic drugs. Clin. Pharma-
cokin., 5, 246-262.

Pike, E., Kierulf, P., Skuterud, B., Bredesen, J. E. &
Lunde, P. .K. M. (1983). Drug binding in sera
deficient in lipoprotein, albumin or orosomucoid.
Br. J. clin. Pharmac., 16, 233-239.

Pike, E. & Skuterud, B. (1984). An equilibrium
dialysis method for determination of plasma bind-
ing of amitripytline and nortriptyline. Medd.
Norsk. Farm. selsk. (in press).

(Received January 23, 1984,
accepted July 9, 1984)


