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A new 31P NMR method is used to probe the cytoplasmic viscosity of human erythrocytes. The method is based on
observing two-spin order relaxation of the 31 P atom of the hypophosphite ion. This method is superior to our previous method, using
the longitudinal relaxation time of the ion, because random field effects such as intermolecular dipole-dipole relaxation can be
separated from intramolecular relaxation. This allows a more accurate determination of the effective reorientational correlation time
from the measured intramolecular relaxation because it is now unaffected by random field effects. The new method also provides a
means by which to estimate the random field effects. Both two-spin order and proton-decoupled T, measurements were
conducted on hypophosphite in water solutions at various temperatures, glycerol solutions of various viscosities, and in erythrocyte
samples of various cell volumes. The results show that the effective reorientational correlation time of the hypophosphite ion varies
from 7.2 to 15.2 ps in the cytoplasm of cells ranging in volume from 102 to 56 fl cells.

ABSTRACT

INTRODUCTION
The cytoplasmic viscosity of erythrocytes can have broad
physiological effects. It can affect red cell deformability
(Evans, 1989), which will ultimately affect blood circulation due to the increase in whole blood viscosity.
Increased cytoplasmic viscosity will also lead to slower
diffusion rates for molecules in the cytoplasm. In the
human erythrocyte, the enzymes carbonic anhydrase
and glutathione peroxidase are thought likely to be
under diffusion control (Hasinoff, 1984; Endre et al.,
1983). Thus, increased cytoplasmic viscosity may affect
metabolism through effects on diffusion-controlled reactions (e.g., Olea and Thomas, 1989).
Most methods for studying blood viscosity report on
only the bulk properties of the blood and it can be
difficult to separate membrane and cytoplasmic contributions (Dintenfass, 1968). Methods designed specifically
to study intracellular viscosity often involve nonphysiological probe molecules (Morse et al., 1979; Herrmann
and Muller., 1986) and so do not report on the forces
relevant to small molecules of 'metabolite size'.
NMR provides a convenient, noninvasive means of
studying the intracellular milieu. There are two types of
NMR method for noninvasively probing intracellular
viscosity, the pulsed field gradient method (e.g., Price et
al., 1989a; Price et al., 1990; Price and Kuchel, 1990a)
and the correlation-time method (e.g., Endre et al.,
1983; Endre and Kuchel, 1986; Price et al., 1989b).
However, the two methods report on motions on difAddress correspondence to Lian-Pin Hwang.
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ferent timescales (Stilbs, 1987), with the correlationtime method giving information on motions occurring on
very short timescales of the order of the reorientational
correlation time (Tr) of the molecule. In this study, rC
refers to an 'effective' reorientational correlation time.
In our previous study of erythrocyte intracellular
viscosity using the correlation-time method (Price et al.,
1989b), proton-decoupled 31P spin-lattice (longitudinal)
relaxation time (T1) measurements were used to determine Tc of the probe molecule, hypophosphite (H2PO2-;
HP). From Tc and molecular dimensions of HP the
intracellular viscosity and translational diffusion coefficient were determined. The PH2 moiety of HP forms an
AX2 system of spin-1/2 nuclei and so the proton-coupled
31P spectrum appears as a triplet of resonance lines. In
an erythrocyte suspension the intra- and extracellular
HP species give rise to distinct 31P NMR resonances. HP
is a structural analogue of both the phosphate and
bicarbonate ions and diffuses rapidly into the cell via the
band 3 protein (Price and Kuchel, 1990b; Price et al.,
1991). HP has also been used as a probe molecule in
pulsed field gradient NMR studies of human erythrocytes (Price and Kuchel, 1990a) and for determining
membrane potential from its transmembrane distribution (Kirk et al., 1988).
In this study, 31P two-spin order (2I1S,, where the
operators I and S are used to denote the 31P and 'H spins
in the PH2 moiety, respectively) relaxation (Tsai et al.,
1991) in conjunction with proton-decoupled 31P spinlattice measurements are used to determine the effective
reorientational correlation time of HP. Measurements
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were conducted in three systems: HP in H20 solutions,
HP in glycerol solutions, and HP in erythrocyte suspensions. Two-spin order relaxation results from chemical
shift anisotropy (CSA)-dipole-dipole (DD) crossinteractions.
Selective study of cross-relaxation, which is extremely
sensitive to reorientational correlation time, has been
shown to be a useful tool for elucidating relaxation
mechanisms and molecular dynamics (Hwang et al.,
1988; Wang and Hwang, 1988; Wong et al., 1989; Chang
et al., 1989, 1990; Chang and Hwang, 1991, Tsai et al.,
1991). More importantly, this method allows separation
of intramolecular and intermolecular (i.e., random field)
contributions to the relaxation mechanism, thus affording more accurate estimates of the reorientational
correlation time. In previous in vivo studies, using
standard relaxation time measurements, the importance
of random field effects was not quantitated and so the
value of Tc determined contained both intramolecular
relaxation and unaccounted for intermolecular relaxation contributions.

THEORY

31P NMR relaxation
We have previously shown that, excluding random field effects, the
relaxation mechanism for the 31P atom of hypophosphite is a combination of CSA, DD, and spin-rotation (SR) and CSA-DD crossinteractions (Price et al., 1989b; Tsai et al., 1991). Hence, the
spin-lattice interaction, Hamiltonian, for this system may be defined by
OZ

-°[P5A +°DD

(1)

+ SRI

whereXcsA,oDD, andASR represent the Hamiltonians for the cherr
shift anisotropy, dipole-dipole and spin-rotation interactions, resi
tively.
For the 'H-decoupled 31P nucleus of HP in solution, the contr ibutions of the individual mechanisms to the overall (extrinsic) relaxa[tion
rate constant are additive:

and Powles, 1965),

1/TlsR = 2kTIavC2Tj/(3h2),

where k is the Boltzmann constant, T is temperature, Iav is the averaged
moment of inertia of the molecule, C is the SR coupling constant of the
3'P nucleus, and rj is the effective angular momentum correlation-time
of HP. The Hubbard relation (Hubbard, 1963) has been used to relate

Tc to Tj.
The relaxation rate constant for 3'P random field relaxation is given
by (Bain and Lynden-Bell, 1975),

1/T, RAN =-2p 3_.2
(B-B)T,
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the individual relaxation rate constants are defined below.
The relaxation rate constant for the 31p CSA interaction is giveinby

(Abragam, 1961),
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where -y, is the phosphorus magnetogyric ratio, B0 is the strength of the
static magnetic field and Ao is the shielding anisotropy (o0 al).
The 3'P relaxation rate constant for the DD interaction, in the
extreme narrowing condition, is given by (Abragam, 1961),

(7)

where -q is the isotropic random field term defined by Bain and
Lynden-Bell (1975), and B now refers to the isotropic random
magnetic field experienced by the 'H nuclei.
The CSA-DD cross-interaction gives rise to the two-spin order
signal. Here we give only an outline of the theory, a more complete
treatment may be found in our earlier publication (Tsai et al., 1991).
To model the NMR relaxation process, the populations of the AX2
system of spin-'/2 nuclei are described by the expectation values of
multi-spin operators (e.g., (IS,)). Redfield theory (Redfield, 1965) is
used to describe the relaxation processes including effects of CSA-DD
cross-interactions. The description of the relaxation processes is given
in terms of the rate equation,

d(9

(8)

dt=
dt R69,

where t is time, a is an array of spin operators, and R is the Redfield
relaxation matrix. a is defined by (Tsai et al., 1991),

=
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where
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where p is the isotropic random field term (for 3'P in the present case)
defined by Bain and Lynden-Bell (1975), and B is the isotropic random
magnetic field experienced by the 31P nuclei. The corresponding
formula for 'H is

-S

=
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where nH is the number of attached protons, h is Plancks constant, YH iS
the proton magnetogyric ratio, and rPH is the phosphorus to proton
bond length.
The relaxation rate constant for "P SR relaxation is given by (Green

622

Biophysical
Journal
Biophysical Journal

(97

_ U2(2)

[4(S

S)

'

-

((s+'s

"

+

S5iS+"))I/I6,

(10)

and the U and S operators of Bain and Lynden-Bell (1975) have been
written in operator form. In the above expressions the operators I and
S (=-S' + S") are used to denote the "P and 'H spins in the PH2 moiety
of HP, and the superscript, 0, represents the equilibrium value of the
corresponding spin operators.
R is given in the work of Bain and Lynden-Bell (1975) modified in
accordance with the interaction Hamiltonian defined in Eq. 1 and the
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initial preparation of the system (Tsai et al., 1991). In our previous
study, the HP was dissolved in D20 thereby minimizing random field
effects. In this study the relaxation matrix includes the terms and 'q.
A completely asymmetric CSA tensor is incorporated into the relaxation matrix formulation as the sum of two axially symmetric CSA
tensors. By analogy to the work of Goldman (1984), the CSA terms of
the A spin are replaced by the following equations:
(UA
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where P is the Legendre function, 8 is the angle between the AX
internuclear vector and the principal axis of the CSA tensor, while the
angles O... and O,. define the relative orientation between the IS
internuclear vector (i.e., z' directed along P-H) with respect to the
principal axes x and y of the chemical shift shielding tensor of HP, o.
For HP a,l = -105, a22 = -7 and a33 = 112 ppm (relative to the
isotropic chemical shift). a33 is the most shielded element. There is a
6.0 1.00 tilt angle between the r22 direction and the O-P-O plane
(i.e., O,. = 35.50) and O,' = 900 (Tsai et al., 1991).
The radiofrequency pulse sequence used for measuring two-spin
order relaxation is part of the DEPT pulse sequence (Bulsing and
Doddrell, 1985),

(7r/I2)H - 1/(2JPH)

-

(7T/2)H - t - (ir/2)y

-

(FID),

where JPH (Hz) is the spin-spin coupling constant and t is the evolution
time. The two proton pulses generate 'H -- 31p coherence transfer and
the phosphorus pulse converts the two-spin order coherence into
single-quantum coherence for 31p observation. Immediately after the
generation of coherence transfer the density matrix for the system is
given by (Bulsing and Doddrell, 1985),

p(t

=

0)

=

(1/8)(1 +

h(ApIIkT

±

hO)H(2IzSz)/kT),

(13)

where Cp and aw are the 31P and 'H Larmor frequencies, respectively.
The sign of the third term in Eq. 13 depends on the phase (i.e.,
4) = -y) of the second proton pulse. 31P difference spectra (i.e.,
,O = -y), recorded for each value of the evolution time, appear as
antiphase doublets of spectral resonances (e.g., see Fig. 1). The
difference in the intensity of the two (antiphase) resonances is related
to the evolution of the (IzS,) terms. The time evolution of (AL(t)) is
calculated from Eq. 8 with the initial expectation values of the
multispin operators (defined in Eq. 9). The initial expectation values of
the multispin operators are calculated from the initial density matrix
given in Eq. 13 and the equilibrium distribution. We obtain (AI(0)) =
0, (ASX(O)) = -hwH/2kT, (IzSz(O)) = ±hwH/8kT; the expectation values
of other multispin operators vanish. The experimental and calculated
results are expressed in terms of (I1S0(t))/I, where the superscript 0
denotes the equilibrium value. In practice the equilibrium value is
obtained from the spectral resonance acquired using only a very short
evolution time, typically 1 ms (e.g., see Fig. 1 a).

Erythrocyte sample preparation
The blood was collected into centrifuge tubes containing heparin, the
buffy coat and plasma were removed by centrifugation. The cells were
then washed once in saline (NaCl 154 mM; glucose 10 mM), resuspended in saline, and gassed with carbon monoxide to minimize
magnetic susceptibility effects (Fabry and San George, 1983). The cells
were then pelleted by centrifugation and then divided into four
portions. Each portion was then washed three times in a large excess of
HP buffer (HP 80 mM; glucose 10 mM; EDTA 0.1 mM; pH 7.4)
containing various sucrose concentrations to adjust the solution
osmolality and thereby the cell volume. All the HP buffer solutions
were saturated with CO before cell suspension. Finally, the cells were
'blotted' with filter paper to increase the hematocrit to greater than
0.91. The anion transport inhibitor, DNDS, was then added to give a
concentration of 1 mM in the extracellular fluid. The ratio of
UV-visible absorbance measurements at 353 and 310 nm showed that
at least 95% of the DNDS was present as the active trans-isomer
(Falke et al., 1984).
Erythrocyte cell volumes were calculated from the cell count and
hematocrit (Dacie and Lewis, 1975). The cell count was performed
using a Coulter particle counter (model T 540; Coulter Electronics,
Dunstable, UK). The hematocrit was determined using a Hawksley
microhematocrit centrifuge (Hawksley, UK) operated for 8 min. The
hematocrits were multiplied by 0.97 to allow for trapped extracellular
fluid (International Committee for Standardization in Hematology,
1980).

Bulk viscosity measurements
An Ostwald viscometer (Merrington, 1949) was used in a water bath
controlled at 310°K. Deionized water served as a viscosity standard
(Weast, 1984). Samples were allowed to equilibrate thermally for at
least 10 min before measurement. The results were the average of at
least three measurements.

NMR measurements
NMR measurements were performed on a Bruker MSL-300
spectrometer operating at 121.5 MHz. An ethylene glycol (Van Geet,

31P

within +0.5°K.

Reagents
4,4'-Dinitrostilbene-2,2'-disulfonate (DNDS) was obtained from Tokyo Kasei Kogyo Co., Ltd. Japan. Sodium hypophosphite and glycerol
(anhydrous) were obtained from Ferak, Berlin. Lysozyme was from

Prc

Solution preparation
Hypophosphorus acid has a pKa of 1.1 (Windholz, 1976), so that at the
pH values used in this work (i.e., all above 7), HP is almost totally
ionized. Water solutions were prepared by dissolving HP in water to
give a concentration of 0.1 M and adjusting the pH to 7.4 with NaOH.
Glycerol solutions containing 80 mM HP were prepared by mixing
glycerol, water and a small amount of concentrated HP, pH 7.4. EDTA
was added to the glycerol solutions to a concentration of 0.1 mM.
A lysozyme solution was prepared by dissolving lysozyme in an
aqueous solution of HP to give a final lysozyme concentration of 14.5
mM and HP concentration of 83 mM. The solution had a pH of 7.3

1970) or methanol (Van Geet, 1968) capillary was used to calibrate the
temperature. After calibration, the temperature was controlled to

MATERIALS AND METHODS

Price et al.

Sigma Chemical Co., St Louis, MO. Human blood was freshly drawn
by venipuncture from one donor (William Price).

et

Proton-decoupled 31P T, measurements were performed using the
inversion recovery pulse sequence (Vold et al., 1968). 2ISz order
relaxation experiments were performed using the pulse sequence given
in the Theory section.
Typical acquisition parameters were: spectral width 2.5 kHz; digi-
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tized into 8 k data points; wr/2 pulse length 32 ps; recycle delay of at
least 5 x T,. For each time point the 31P signal was averaged over eight
scans for proton-decoupled T,, 24 scans for 2IhS, spin order relaxation
experiments.
The experimental two spin order data was analyzed by simulating it
using Eq. 8 and adjusting the parameters T, and The shape 2IS,
order relaxation profile has a different dependence for each ofT,
and il. A 'cross-check' of the parameters determined was obtained by
comparing the time evolution of the total magnetization obtained
using Eq. 8 with that obtained (experimentally) from the inversion
recovery experiments.
1,

T.

1,

RESULTS

Examples of two-spin order spectra of HP in H20 and in
erythrocyte suspensions are shown in Fig. 1. The time
evolution of 2IzSz relaxation of HP in H20 at various
temperatures, HP in glycerol solutions of various viscosities and of HP in erythrocyte suspensions with various
cell volumes are given in Figs. 2, 3, and 4, respectively.
There is -5% error in the determination of the 2ISz
relaxation profiles of HP in water and glycerol solutions.
Due to the poorer signal-to-noise ratio in the erythrocyte samples, the errors in the determination of the 2ISz
relaxation profile is 10%. Error bars are omitted in
Figs. 2, 3, and 4 to avoid crowding the figures and thus
masking the position of the data points. The parameters
used in Eq. 8 to stimulate the experimental 2IzSz
relaxation data for HP in the three systems are given in
Tables 1-3. Experimental and simulated proton-decoupled 31P T, relaxation times are also given in Tables 1-3.
The T, relaxation times were simulated with and without
the effects of the CSA-DD cross-interaction using Eqs. 8
and 2, respectively. The effects of the 31P random field
relaxation on the simulated T, values is also given in the
tables. Table 3 also contains details of relevant erythrocyte parameters. There is an 8% error associated with
the T, measurements. There is 5% error in the
experimentally determined parameters for HP in the
water and glycerol solutions and 10% for the parameters
obtained in the erythrocyte suspensions.
The 31P NMR linewidths of the HP triplet in the
lysozyme solution at 280°K were (from low field to high
field) 1.1, 1.2, and 1.4 Hz, respectively.
DISCUSSION
Similar to our previous work (Tsai et al., 1991) we found
that there was a nearly negligible change in JPH (<< 1%)
for HP suspended in the different media. This implies
that the H-P-H bond angle (and presumably the structure of HP) is not altered (Spitz et al., 1986), thus
providing justification for using the same value of C for
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HP in all cases. DNDS was included in the erythrocyte
suspensions to inhibit any effects due to transmembrane
HP exchange. DNDS is a potent inhibitor of transmembrane HP transport (Price and Kuchel, 1990b). The
erythrocyte suspensions were adjusted to high hematocrit to increase the cytoplasmic volume of the sample.
The CSA contribution to the overall relaxation rate
constant is small (Price et al., 1989b), consequently the
CSA-DD cross-interaction is also small. Hence, we used
selective excitation with a coherence transfer technique
to facilitate the two-spin order measurements. It should
be noted, however, that if the relaxation is too short [i.e.,
on the time scale of 1/(2JPH)] then selective excitation
with coherence transfer cannot be used. The small
CSA-DD cross-interaction in conjunction with the field
strength of the present spectrometer means that the
accuracy and precision of the two-spin order experiments are not optimal. The signal-to-noise ratio is
further compromised in the erythrocyte samples because osmotic pressure limits the maximum HP concentration that may be used, and even then the HP species
present is divided between two spectral resonances. This
method would be greatly facilitated at higher magnetic
fields because the two-spin order effect is directly
proportional to Bo and the concomitant increase in
NMR sensitivity. Thus, at double the present field
strength, it should be possible to conduct the 2IzS,
relaxation experiment in erythrocyte suspensions with
approximately one-quarter of the HP concentration
used in this study.
In our previous study (Tsai et al., 1991), the HP 31P
two spin-order data in D20 solutions was fit without
considering random field terms. This was possible because paramagnetics were excluded by careful sample
preparation, and intermolecular dipole-dipole relaxation was almost negligible due to the lower gyromagnetic ratio of deuterium. However, random field terms
were needed for HP in H20 solutions, HP in glycerol
solutions and HP in erythrocyte suspensions. The random field term for 31P is understandably less than that of
the protons because, from the structure of HP, the 31P
nucleus is more distant from the solvent. In the glycerol
solutions paramagnetic effects were excluded by addition of EDTA. It was not possible to exclude paramagnetic ions from the erythrocyte cytoplasm.
From the T, data in Tables 1-3 it can be seen that for
relaxation measurements in vivo, random field effects
must be accounted for if the correct rr is to be determined. Also due to CSA-DD cross-interaction effects
increasing with viscosity, the spin-lattice relaxation of
the net magnetization becomes increasingly nonexponential. Comparison of the T, values simulated using Eq. 2
with the values obtained using Eq. 8 shows that the
CSA-DD cross-interaction increases the relaxation time.
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FIGURE 1 (a) 2I2S, spectra 116 mM HP in H20 solution at 310°K with an evolution time of 1 ms (see Theory section). The spectrum appears as an
antiphase doublet of resonances. Because of the very short evolution time, the effects of CSA-DD cross-interaction are not visible and so both
resonances have the same absolute intensity. (b) 2I2SA spectra of 80 mM HP in a suspension of 56 fl erythrocytes at 310°K obtained after an
evolution time of 0.5 s. The spectrum appears as a pair of antiphase doublets from the intracellular (i) and extracellular (e) species, respectively.
Before Fourier transformation the FID was subject to gaussian multiplication. The area of the extracellular resonance is small due to the high
hematocrit (0.91) and because the recycle delay only allowed complete relaxation of the faster relaxing, intracellular species. The separation
between the intra- and extracellular resonances was 51.9 Hz. The difference in absolute intensity between the resonances of the doublet resulting
from the intracellular HP species is due to the effects of CSA-DD cross-interaction.

Our data show (see Table 1) that only in the H20 solutions, where the random field effects on the 31P nuclei
are very small, will no significant error in the value of Tc
result if it is determined from longitudinal relaxation
measurements alone. However, the random field effects
on the 'H nuclei are significant. If, at the same temperature, allowance is made for the viscosity difference
between D20 and H20 (Kell, 1972), then the simulated

Price et
at al.

value of T1 without random field effects (Tl,im-pF) for HP
in H20 (see Table 1) will be, within experimental error,
identical to the T, in D20. In biological systems the
random field cannot be 'calibrated out', because among
other reasons, ion distributions and ion concentrations
are likely to alter with cell volume and or membrane
potential changes.
Binding of HP to molecules in the erythrocyte cyto-
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absence of differential line broadening in the other
erythrocyte suspensions is indicative of the absence of
binding. However, a proton-coupled 31P spectrum of HP
dissolved in a solution of lysozyme, to which HP is
thought to bind (Kirk and Kuchel, 1988), exhibits

0
N

-1-

differential

N

Uf)
N

0

10

5

t

(s)

FIGURE 2 2IZSZ relaxation profiles for 116 mM HP in H20 at 286.5
(A), 293.5 (A), 313.0 (0), and 328.0°K (0). ;, is closely related to the
locus of the maximum point of each curve (see Table 1). Since the
random field interactions are small the locus of the maximum point
(i.e., evolution time) decreases with increasing viscosity and therefore
;c (see Eq. 8). The depression of the intensity of the maximum point
provides a method to quantitate the random field contribution to the
overall longitudinal relaxation.

plasm (predominantly hemoglobin) in cells of physiologically relevant volume is thought to be negligible and
therefore has no affect on the TC values determined.
Minor differential line broadening in the protoncoupled 31P HP spectrum was only observed in the
erythrocyte suspension of extremely shrunken cells (56
fl); from low field to high field the linewidths were 19.5,
19.5, and 23.2 Hz, respectively. Since differential line
broadening only occurs when urc 1, where w is the
larmor frequency of the nucleus in question (Wang and
Hwang, 1988; Hwang et al., 1988; Wong et al., 1989), the
0.08

0

;

0.06-

30.040

cN

0

5

t (s)

FIGURE 3 2IzS, relaxation profile for 80 mM HP in glycerol solutions
containing 5 (0), 20 (-), 45 (A), 60 (A), and 80 (E) glycerol (g/100 g)
at 310°K. The trend of the maximum intensity increasing with
decreasing values of the evolution time is not as clear as that observed
in the water solutions.
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satellite peaks of the proton-coupled 31P triplet.
It is likely that much of the random field interaction
arises from intermolecular DD relaxation between HP
and water (and possibly protein) protons in the cytoplasm (Andree, 1978; Peemoeller et al., 1986). To test
this hypothesis we use the formula for a spin, I, being
relaxed by a spin, S (Abragam, 1961; Hwang and Freed,
1975), in the extreme narrowing condition (i.e.,

1/T'22(inter)

= 64

rn5y,y2h2S(S

wT

>> 1),

1)I(8lDd),

where ns is the number of S spins (i.e., non-HP protons
in this case) per unit volume, D is the relative translational self-diffusion coefficient of the molecules containing I (which represents either the proton or phosphorus
atoms of HP) and S, and d is the distance of closest
approach of the molecules containing spins I and S. In
this case, we have assumed that ns is equal to the number
of protons in pure water. If we assume that at 310°K the
HP diffusion coefficient in erythrocyte cytoplasm is
1.5 10-6 CM2 s-l (Price et al., 1990a) and that the
x

cytoplasmic water diffusion coefficient is -4.2 x 10-6
cm s-' (Price, 1990), then D = 5.7 x 10-6 cm2 s-'. d is
taken as water molecule radius plus the van der Waals
radius of a proton (4.20 x 10-8 cm) for calculating the
intermolecular DD relaxation rate for the HP protons or
as a water molecule radius plus the van der Waals radius
of a proton plus rPH (i.e., 5.64 x 10-8 cm) for calculating
the intermolecular DD relaxation rate for the phosphorus atom of HP. The calculation gives values of 0.3 and
0.04 s-1 for the intermolecular DD relaxation for the HP
protons and phosphorous, respectively. These values are
in reasonable agreement with what we have found Pi and
'n for HP to be in the erythrocyte suspensions (see Table
3). It has previously been shown that the cytoplasmic
microviscosity depends almost exclusively on hemoglobin concentration (Herrmann and Muller, 1986; Johnson,
1989). Scattering studies suggest that appreciable
amounts of hemoglobin exist in associated states such as
dimers and higher order aggregates of the hemoglobin
tetramer within normal erythrocytes (Krueger et al.,
1990), and this aggregation is likely to be further
enhanced at higher hemoglobin concentrations (see
Table 3) such as in the cytoplasm of the shrunken
erythrocytes in this study. Thus, as the intracellular
viscosity increases, the translational diffusion coefficients will decrease causing greater intermolecular DD
effects.
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FIGURE 4 2I Sz relaxation profiles for 80 mM HP in erythrocyte suspensions of 56 (0), 69 (0), 85 (A), and 102 fl (A) cells at 310°K. The lines
), 69 (- - - -), 85 (- * -), and 102 fl cells (... ). The respective effective correlation
represent the simulated relaxation profiles for the 56 (
times and other relevant relaxation parameters are given in Table 3. The intracellular viscosity increases with decreasing cell volume.
-

With decreasing cell volume, the fraction of HP being
at least partly solvated by the hydration layers of the
hemoglobin molecules is likely to increase (N.B. the
hemoglobin volume fraction, 4), increases as the cell
TABLE 1 Effective reorientatlonal correlation times ('re) and
Isotropic random field relaxation rate parameters for 31P (O)
and 'H (n) derived from two-spin order measurements and
proton-decoupled T, measurements (T,,,) at various
temperatures for HP In H20 solutlons.

T (K)

;, (ps)
1B (s-')
1

(s-')

Tlcpt(s)
Tladd (s)
Tladd+RF (s)
Tisim+RF (s)
TIsim-RF (s)

286.5
6.8

0.002
0.10

5.4
5.1
5.0
5.3
5.5

293.5
5.8
0.002
0.09
5.8
5.6
5.5
5.7
5.9

313.0
4.4
0.003
0.11
6.6
6.4
6.1
6.3
6.6

328.0

TABLE 2. Eftfctive reorientational correlation times and
Isotropic random field relaxation parameters derived from
two-spin order m"surements and proton-decoupled T,
measurements for HP In glycerol solutions at 31OK.

3.1
0.003

0.10
6.6
6.7
6.5
6.6
6.8

Proton-decoupled T1 values were simulated using the (simplistic) Eq.
2, which excludes the effects of the CSA-DD cross-interaction, with
(Tladd+RF) and without 31P random field effects (Tlad,). The T1 values
were also simulated using Eq. 8, which includes the effects of the
CSA-DD cross-interaction, with (Tlin+RF) and without random field
effects (Tlsim.-RF). The parameters used in the simulations were C =
1.92 x 105 s-', I., = 79.48 x 10-4 g cm2, and rPH = 1.44 A (Tsai et al.,
1991). The relevant chemical shift shielding tensor data is given in the
Theory section.
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volume and cytoplasmic water content decreases; see
Table 3). This could lead to additional complications in
fitting the data because the reorientation of the hydration layer is likely to be sufficiently slow (Schreiner et al.,
1991 and pertinent references therein) so as to cause the
T, of HP to be outside the extreme narrowing condition,
in which the random field interaction would no longer be

Glycerol
(g/100g)

5

T; (ps)

4.8

5.6

0.003

0.03

0.02

0.04

0.04

(s I)

0.11

0.24

0.40

0.56

0.56

Tlexpt (s)

6.4

4.3

3.1

1.9

1.0

T1.dd (S)

6.2

5.7

3.2

2.2

1.0

Tladd+RF (s)

5.9

4.3

6.2
6.4

4.6
6.0

1.9
2.0
2.6

0.9

TIUm+RF (s)
TiUm-RF (s)
'9b (mPas)

2.8
2.9
3.6

0.76

1.01

2.22

4.28

17.29

q

20

45

60

80

12.5

18.5

41.7

1.0
1.2

Proton-decoupled T, values, T, values simulated with and without
random field effects as well as the bulk viscosity derived from
viscometry measurements are also given. The parameters used in the
simulations are given in the caption to Table 1.

Erythrocytes
Microviscosity
Microviscosity of Human Erythrocytes

627

627

TABLE 3 Effective reorientational correlation times and
isotropic random field relaxation parameters derived from
two-spin order measurements at 310°K and proton-decoupled
T, measurements at approximately 312°K for 80 mM HP In
erythrocyte suspensions.

Tlsim+RF (s)
Tlsim-RF (s)
[Hemoglobin] (g/ml)

2.8
2.7
2.4
2.4
3.1
0.47

69
10.6
0.02
0.38
3.2
3.7
3.2
3.3
4.1
0.38

+Hemoglobin

0.35

0.29

Cell Volume (fl)
Tc (ps)
c (sW')
n (s-1)
Tl,xpt (s)
Tladd (s)

T1add+RF (s)

56
15.2
0.02
1.2

85
7.9
0.02
0.33
4.0
4.6
3.9
4.1
4.9
0.30
0.23

102
7.2
0.02
0.28
3.8
4.9
4.1
4.1
5.2

0.25
0.19

Proton-decoupled T, values and T, values simulated with and without
random field effects are also given. The parameters used in the
simulations are given in the caption to Table 1. The concentration and
volume fraction (+) for hemoglobin is also given for each cell sample.
The partial specific volume for hemoglobin used in calculating the
volume fraction was 0.7546 ml/g (Bernhardt and Pauly, 1975).

proportional to the viscosity, and Eqs. 2-7 and the
elements of the relaxation matrix are no longer valid.
In all of the experimental systems in this work the
Markovian limit holds (i.e., Tc >> T), justifying the use of
the Hubbard relation to relate Tc to Tj. In this limit,
inertial effects are unimportant so other models for
interpreting the molecular reorientation of HP, such as
'extended J-diffusion' (McClung, 1977) and the FokkerPlanck-Langevin model (Perry et al., 1981; Powles and
Rickayzen, 1977), give the same answer. The simplest
means to relate Tc to solution viscosity is via the Debye
equation (Bloembergen et al., 1948; Boere and Kidd,
1982). However, at least in the case of HP dissolved in
erythrocyte cytoplasm, a basic assumption of the Debye
equation is violated because the physically small HP
cannot 'see' the solvent (mainly hemoglobin and H20) as
a continuum. Examples of modifications to the Debye
equation to account for the discontinuous nature of the
solvent and for nonsphericity of the probe molecule may
be found in a review by Boere and Kidd (1982). In our
previous work (Price et al., 1989b) we used an experimentally determined Stokes radius of 1.74 A, although it has
been suggested that the best choice for a small molecule
is the van der Waals radius (Edward, 1970), which for
HP is 2.78 A. The translational diffusion coefficient can
then be calculated from the solution viscosity; two
possible methods are the Stokes-Einstein relationship
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(Stokes, 1856; Einstein, 1956) or a later relationship by
Zwanzig (1983).
Although the two-spin order measurements in conjunction with the proton-decoupled T1 measurements provides a more accurate determination of the reorientational correlation time, the data in Tables 2 and 3 show
that the use of T1 measurements alone is still a good
qualitative probe of viscosity changes. The bulk viscosity
of the glycerol solutions is shown to enable the sensitivity
of the two-spin order experiments to viscosity changes to
be visualized. The corresponding bulk measurements
were not performed on the erythrocyte suspensions for a
number of reasons. First, it has been previously shown
for erythrocyte cytoplasm that bulk (i.e., macro) and
NMR-determined (i.e., micro) viscosity are essentially
different things (Endre and Kuchel, 1986; Price et al.,
1989b). Second, it is difficult to get reliable values for the
cytoplasmic bulk viscosity due to the inevitable dilution
by extracellular fluid upon lysing the cells (it is not
possible to get 100% hematocrit) and if on preparing the
lysate not all of the cell debris is removed, the flow of the
lysate may be non-Newtonian (Cokelet and Meiselman,
1968). Finally, cytoplasmic organization (e.g., cytoskeleton, etc.) may make the viscosity inside the cell greater
than that in the lysate (Everhart et al., 1982).
The results of this study have shown that two-spin
order relaxation provides a convenient and noninvasive
method for accurately determining the reorientational
correlation times of HP in erythrocyte cytoplasm. The
reorientational correlation times can then be related to
the cytoplasmic viscosity. Most importantly the method
allows random field effects to be separated from the
effects of intramolecular relaxation, thereby permitting
the reorientational correlation time to be determined
with greater accuracy. Previously, it was not possible to
separate random field and viscosity effects. The method
also allows the random field effects to be quantitated.
The Hematology Service, Clinical Pathology Department and Dr.
W. C. Perng of the Tri-Services General Hospital, Mr. M. L. Lai of the
Union Clinical Laboratory, and Professor Y. H. Chen of the Graduate
School of Biological Chemistry at National Taiwan University are
thanked for assistance.

Support of this work by the National Science Council of the Republic
of China is gratefully acknowledged.

Received for publication 3 June 1991 and in final form 7 October
1991.

REFERENCES
Abragam, A. 1961. The Principles of Nuclear Magnetism. Clarendon
Press, Oxford. 298-300.

Volume 61 March 1992

Andree, P. J. 1978. The effect of cross relaxation on the longitudinal
relaxation times of small ligands binding to macromolecules. J.
Magn. Reson. 29:419-431.
Bain, A. D., and R. M. Lynden-Bell. 1975. The relaxation matrices for
AX2 and AX3 spin systems. Mol. Phys. 30:325-356.
Bernhardt, J., and H. Pauly. 1975. Partial specific volumes in highly
concentrated protein solutions. I. Water-bovine serum albumin and
water-bovine hemoglobin. J. Phys. Chem. 79:584-590.
Bloembergen, N., E. M. Purcell, and R. V. Pound. 1948. Relaxation
effects in nuclear magnetic resonance absorption. Phys. Rev. 73:679712.
Boer6, R. T., and R. G. Kidd. 1982. Rotational correlation times in
nuclear magnetic relaxation. Annual Reports on NMR Spectroscopy.
13:319-385.
Bulsing, J. M., and D. M. Doddrell. 1985. Multiple-quantum polarization-transfer coherence pathways in liquids. J. Magn. Reson. 61:197219.
Chang, W. T., P. L. Wang, and L. P. Hwang. 1989. Relaxation studies
of 2IZSZ spin order on cross correlation of chemical shift anisotropy
and dipolar interactions with signal enhancement by coherence
transfer. J. Chin. Chem. Soc. 36:417-421.
Chang, W. T., P. L. Wang, and L. P. Hwang. 1990. Determination of
tensorial orientation of chemical shift anisotropy interaction by
relaxation studies of 2IzSZ spin order in solution. J. Phys. Chem.
94:1343-1346.
Chang, C. F., and L. P. Hwang. 1991. Relaxation studies of 21zSz
spin-order in liquid benzene selection of chemical shift anisotropy
parameters. J. Chin. Chem. Soc. 38:1-4.
Cokelet, G. R., and H. J. Meiselman. 1968. Rheological comparison of
hemoglobin solutions and erythrocyte suspensions. Science (Wash.
DC) 162:275-277.
Dacie, J. V., and S. M. Lewis. 1975. Practical haematology, 5th ed.
Churchill Livingstone, Edinburgh, Scotland.
Dintenfass, L. 1968. Fluidity (internal viscosity) of the erythrocyte and
its role in physiology and pathology of circulation. Haematologica.
2:19-35.
Edward, J. T. 1970. Molecular volumes and the Stokes-Einstein
equation. J. Chem. Educ. 47:261-270.
Einstein, A. 1956. Investigations of the Theory of the Brownian
Movement. R. Furth, editor. Dover Publications, New York. 19-35.
Endre, Z. H., B. E. Chapman, and P. W. Kuchel. 1983. Intraerythrocyte microviscosity and diffusion of specifically labelled
[glycyl-a-13C]glutathione by using 13C n.m.r. Biochem. J. 216:655-660.
Endre, Z. H., and P. W. Kuchel. 1986. Viscosity of concentrated
solutions and of human erythrocyte cytoplasm determined from nmr
measurement of molecular correlation times. Biophys. Chem. 24:337356.
Evans, E. A. 1989. Structure and deformation properties of red blood
cells: concepts and quantitative methods. Methods Enzymol. 173:335.
Everhart, C. H., D. A. Gabriel, and C. S. Johnson, Jr. 1982. Tracer
diffusion coefficients of oxyhemoglobin A and oxyhemoglobin S in
blood cells as determined by pulsed field gradient NMR. Biophys.
Chem. 16:241-245.
Fabry, M. E., and R. C. San George. 1983. Effects of magnetic
susceptibility on nuclear magnetic resonance signals from red cells:
a warning. Biochemistry. 22:4119-4125.
Falke, J. J., R. J. Pace, and S. I. Chan. 1984. Chloride binding to the
anion transport binding sites of band 3. J. Biol. Chem. 259:64726480.

Price et al.

Goldman, M. 1984. Interference effects in the relaxation of a pair of
unlike spin-1/2 nuclei. J. Magn. Reson. 60:437-452.
Green, D. K., and J. G. Powles. 1965. Nuclear spin-lattice relaxation,
including the spin-rotation interaction, in liquid benzene and
several benzene derivatives up to the critical temperature. Proc.
Phys. Soc. 85:87-102.
Hasinoff, B. B. 1984. Kinetics of carbonic anhydrase catalysis in
solvents of increased viscosity: a partially diffusion-controlled reaction. Arch. Biochem. Biophys. 23:676-681.
Herrmann, A., and P. Muller. 1986. Correlation of the internal
microviscosity of human erythrocytes to the cell volume and the
viscosity of hemoglobin solutions. Biophys. Chem. 885:80-87.
Hubbard, P. S. 1963. Theory of nuclear magnetic relaxation by
spin-rotational interactions in liquids. Phys. Rev. 131:1155-1165.
Hwang, L. P., and J. H. Freed. 1975. Dynamic effects of pair
correlation functions on spin relaxation by translational diffusion in
liquids. J. Chem. Phys. 63:4017-4025.
Hwang, L. P., P. L. Wang, and T. C. Wong. 1988. Theory of differential
line broadening in coupled spin systems in macromolecules and
molecular aggregates. Application to the study of micellar systems.
J. Phys. Chem. 92:4753-4758.
International Committee for Standardization in Hematology. 1980.
Recommended methods for measurement of red-cell and plasma
volume. . Nucl. Med. 21:793-800.
Johnson, R. M. 1989. Ektacytometry of red blood cells. Methods
Enzymol. 173:35-54.
Kell, G. S. 1972. Thermodynamic and transport properties of fluid
water. In Water a Comprehensive Treatment. Vol. 1. F. Franks,
editor. Plenum Press, New York. 336-412.
Kirk, K., and P. W. Kuchel. 1988. Physical basis of the effect of
hemoglobin on the 31P NMR chemical shifts of various phosphoryl
compounds. Biochemistry. 27:8803-8810.
Kirk, K., P. W. Kuchel, and R. J. Labotka. 1988. Hypophosphite ion as
a nuclear magnetic resonance probe of membrane potential in
erythrocyte suspensions. Biophys. J. 54:241-247.
Krueger, S., S. H. Chen, J. Hofricher, and R. Nossal. 1990. Small angle
neutron scattering studies of HbA in concentrated solutions. Biophys. J. 58:745-757.
McClung, R. E. D. 1977. On the extended rotational diffusion models
for molecular reorientation in fluids. Adv. Mol. Relaxation Processes.
10:83-171.
Merrington, A. C. 1949. Viscometry. Edward Arnold, London. 17 pp.
Morse II, P. D., D. M. Lusczakoski, and D. A. Simpson. 1979. Internal
microviscosity of red blood cells and hemoglobin-free resealed
ghosts: a spin-label study. Biochemistry. 18:5021-5029.
Olea, A. F., and J. K. Thomas. 1988. Rate constants for reaction in
viscous media: correlation between the viscosity of the solvent and
the rate constant of the diffusion-controlled reactions. J. Am. Chem.
Soc. 100:4494-4502.
Peemoeller, H., F. G. Yeomans, D. W. Kydon, and A. R. Sharp. 1986.
Water molecule dynamics in hydrated lysozyme. Biophys. J. 49:943948.
Perry, S., V. H. Schiemann, M. Wolfe, and J. Jones. 1981. Raman
Study of the pressure and temperature effects on reorientational
motions of CF4 and CF4 in Ar and Ne. J. Phys. Chem. 85:2805-2810.
Powles, J. G., and G. Rickayzen. 1977. Correlation times for molecular
reorientation. MoL Phys. 33:1207-1227.
Price, W. S. 1990. Ph.D. dissertation, University of Sydney. 146-148.
Price, W. S., B. E. Chapman, P. W. Kuchel, and B. A. Cornell. 1989a.

Microviscosity of Human Erythrocytes

629

Translational diffusion of glycine in erythrocytes measured at high
resolution with pulsed field gradients. J. Magn. Reson. 83:160-166.
Price, W. S., P. W. Kuchel, and B. A. Cornell. 1989b. Microviscosity of
human erythrocytes studied with hypophosphite and 31P-NMR.
Biophys. Chem. 33:205-215.
Price, W. S., and P. W. Kuchel. 1990a. Restricted diffusion of
bicarbonate and hypophosphite ions modulated by transport in
suspensions of red blood cells. J. Magn. Reson. 90:100-110.
Price, W. S., and P. W. Kuchel, 1990b. Hypophosphite transport in
human erythrocytes studied by overdetermined one-dimensional
NMR exchange analysis. NMR in Biomedicine. 3:59-63.
Price, W. S., B. E. Chapman, and P. W. Kuchel. 1990. Correlation of
viscosity and conductance with 'Na' T, measurements . Bull. Chem.
Soc. Jpn. 63:2961-2965.
Price, W. S., P. W. Kuchel, and B. A. Cornell. 1991. A 35Cl and 37CI
NMR study of chloride binding to the erythrocyte anion transport
protein. Biophys. Chem. 40:329-337.
Redfield, A. G. 1965. The theory of relaxation processes. Adv. Magn.
Reson. 1:1-32.
Schreiner, L. J., J. C. MacTavish, M. M. Pintar, and A. Rupprecht.
1991. NMR spin grouping and correlation exchange analysis. Application to low hydration NaDNA paracrystals. Biophys. J. 59:221-234.
Spitz, F. R., J. Cabral, and P. Haake. 1986. Cation effects on one bond
P-H coupling constants in phosphinate ion (hypophosphite ion).
Experimental evidence for effects of association with metal cations
on the structure of tetracoordinate phosphorus anions in solution. J.
Am. Chem. Soc. 108:2802-2805.

630

Biophysical Journal

Stilbs, P. 1987. Fourier transform pulsed-field gradient spin-echo
studies of molecular diffusion. Prog. NMR Spec. 19:145.
Stokes, G. G. 1856. On the effect of the internal friction of fluids on the
motion of pendulums. Trans. Cambr. Phil. Soc. 9:8-106.
Tsai, C. L., W. S. Price, Y. C. Chang, B. C. Perng, and L. P. Hwang.
1991. A multi-spin order relaxation study of the hypophosphite ion.
J. Phys. Chem. 95:7546-7551.
Van Geet, A. L. 1968. Calibration of the methanol and glycol nuclear
magnetic resonance thermometers with a static thermistor probe.
Anal. Chem. 40:2227-2229.
Van Geet, A. L. 1970. Calibration of methanol nuclear magnetic resonance thermometer at low temperature. AnaL Chem. 42:679-680.
Vold, R. L., J. S. Waugh, M. P. Klein, and D. E. Phelps. 1968.
Measurement of spin relaxation in complex systems. J. Chem. Phys.
48:3831-3832.
Wang, P. L., and L. P. Hwang. 1989. Relaxation of longitudinal
three-spin order. J. Magn. Reson. 84:351-356.
Weast, R. C. editor. 1987. Handbook of Chemistry and Physics, CRC
Press, Cleveland, Ohio. F-39.
Windholz, M. editor. 1976. Merck Index, 9th ed. Merck and Company,
Rahway, NJ.
Wong, T. C., P. L. Wang, D. M. Duh, and L. P. Hwang. 1989.
Determination of molecular dynamics from 'H multiple quantum
relaxation and "3C line broadening. Application to the deoxycholate
micelle. J. Phys. Chem. 93:1295-1302.
Zwanzig, R. 1983. On the relation between self-diffusion and viscosity
of liquids. J. Chem. Phys. 79:45074508.

Volume 61 March 1992

