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ABSTRACT

A precision capillary viscometer with a photoelectric
timer has been designed and bullt for these investigations.
On the assumption that the relative viscosity can be ex-
panded in a power series in concentration, the intrinsic
viscosity and the coefficient of the second order term have
been measured for suspensions of spherical and riglid rod-
like macromolecules, The viscosity of a known heterocgenecus
suspension of rods and spheres has been determined and has

nterpreted in terms of interaction cocefficlients.

Jode

heen
The Einstein theory of viscosity of dilute suspensions
of spheres has been modified to form, together with the ap-
proaches of Burgers and Jeffery, a logically consistent
theory for the intrinsic viscosity of spherical molecules

particular, and ellipsoid particles in general.

N
)

The second order theory in volume fraction for the vis-

cosity of suspensions was reviewed. Previous work in this

6]

field was found to be in error. It was shown that, when
properly interpreted, the linear solution of Burgers to the
problem of the viscosity of dilute suspensions of spheres
fully explains the variation of the relative viscosity with
concentration. The linear theory of Burgers did not ade-
guately explain the variabion of the relative viscoslty of
rod-like molecules with concentration. This was attributed
to mutual orientation effects.  The study of the system
consisting of rods and spheres also indicated that orienta-

tion effects might be important.
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INTRODUCTION

The continued isolation or creation of substances of
very iarge molecular weight b& industry and by the biological
sciences has contributed to the increased interest shown in
the rheoleogy of dilute suspensions, Although it is possible
to disperse large molecules or macromolecules as aerosols,
the most frequent method of dispersion is to dissolve them.
In biological systems the dissolved state is the naturally
occurring one for the macromolecule,

In the dissolved state it is possible to determine the
osmotic pressure, the sedimentation and diffusion rates of
the macromolecule, the streaming birefringence of the solu-
tion and the viscosity of the solution. Additional measure-
ments could include light scattering, dielectric dispersion
and relaxation, X-ray analysis and electrophoresis of the
solution. With proper preparation the macromolecule may be
examined under the electron microscope. These techniques
allow one to determine such important properties as size,
shape, molecular weight, electrical charge and magnetic
characteristics~-of the macromolecule.

Among the important rheological properties of colloidal
solutions and of suspensiong is the variation of the properties
of the solution with the concentration of the macromolecule.
The viscosity, sedimentation coefficient, diffusion rate and

streaming birefringence are all functions of the concentration.



Within the linear region there are more or less satisfactory
theories to explain these variations. In the region of
particle interaction the agreement of experiment with theory
is not so satisfactory. The sedimentation rate and diffusion
rates may be interpreted on the basisg of the existence of a
local viscosity lying between that of the solvent and that
of the solution. The effective or local viscosity seen by
the particle is due to interactions either chemical, hydro-
dynamic or both., It was felt that studies of a heterogeneous
system might be helpful in obtaining a better understanding
of these interactions. It was therefore decided to investi-
gate particle interactions in two homogeneous populationsof
particles and in the heterogeneous system composed of these
two types of particles. The main eéncern of the investiga-
tion was directed towards the hydrodynamic interactions of
certain macromolecules.

Since the diffusion constant is in general only a weakly
varying function of concentration, the viscosity, sedimenta-
tion or ultracentrifuge and streaming birefringence techniques
of’ measurement were considered. Another portion of the labora-
tory has been and 1s conducting an active investigation of
macromolecular sclutions by means of streaming birefringence
so attention was directed towards the ultracentrifuge and
the measurement of viscosity. | |

Some preliminary'investigations were conducted with the

ultracentrifuge. The work led to the conviction that both



and the complexity of the flow
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the experimental difficulti

field made the investigation of particle interactions ex-
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tremely difficult. In addition there were some scheduling

difficulties since the ultracentrifuge was not an integral
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art of the laboratory.
Viscoslty measurements are a widely used method for

characterizing macromolecules. Measurements in the non-

o

linear range, l.e. w
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1igh precision; a precision that 1
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viscometer of a very
found in the normal viscometer apparatus of a typical labora-
tory. It was felt that the construction of this viscometer
aside from affording a wealth of experimental experience

would add a valuable instrument to the laboratory. Such an
instrument could be used in future investigations of anomalous
viscosity effects, electroviscous effects and further inves-
tigations of hydrodynamic interactions.

Ty

fude

The two most extensive methods used to measure viscos
of dilute agueous solutions with viscosities in the nelghbor-
hood of one centipoise are the capillary viscometer and the
couette viscometer, Although the couette viscometer permits
the viscosity of a solution to be measured over a wide range
of shears including very low ghears, and 1s thus ideally
suited to the investigation of the shear dependence of the
viscosity of solutions, the apparatus in itself i1s inherently

complicated and in general it does not have the reproducibllity
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and accuracy of a capillary viscometer. Most precision
viscosity measurements have been made with capillary vis-
cometers., A precisgion capillary viscometer was therefore
designed for the investigation of particle interactions.

In the viscosity of macromolecules we must distinguish
between two general categories: flexible and rigid mo1eeu1es.
The flexible molecule has no definite shape or conflguration
and may bé visualized as a long ehain. ' The chain may be
looéely or tightly coiled depending upon the nature of the
solvent. The analysis of the viscosity of solutions of
flexible molecules ' is difficult and requires assumptions
as to the statistical configuration of the chain.

The rigid molecules behavé, as their name implies, as
rigid bodies. The properties of such molecules can in a
1a?ge‘measure be described by the choice of a suitable geo-
metric model such as a sphere, ellipsoid, cylindrical rod,
pearl string, ete....The appropriateness of a given model is
determined to a large extent by agreement with expefimental
data. We shall confine our investigations to rigid molecules.

The definition of the viscosity of a suspension is based
on an extension of that for a pure fluid. Thus for homo-
geneous incompressible liquids in the case that the terms of
inertia are neglected one obtains the following equation for

amount of energy dissipated per unit time

4

aw _ 1 Wy .
a—%—-é-'}lo (%%E)dv i, k=1, 2, 3

where 010 is the viscosity of the liquid.
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If the same equatlon were used for defining the viscosity
of an heterogeneous medium it is clear that the instantaneous
veloeities would fluctuate with time. These velocity fluc-
tuations are not, however, observable guantities in the
standard viscosity apparatus so thgt ‘ho defined as above
is not an expe&imenﬁally determinable guantity. The meas-
urable experimental quantities are aetaally’the mean valuesg
over time of the velocities of deformation. The above equa~
tion is valid then as a definition for the viscosity of a
kguspenSiom if it is understood that we are referring to
timelaveraged guantities.

There are several terms used in referring to the visg-

cosity of suspensions and flulds. The relative viscosity 1s
_
’)lrel“” /710

where ’H@ is the vigcosity of the calibratimg fluid or
reference fluid and %’ is the viscosity of the suspension
or other measured fluid.

The specific viscosity is

(R S R

ﬁg rel

The reduced specific viscosity is the specific viscosity

divided by concentration

i.e. | Q-sp/é

Finally a very important quantity in the viscosity of

suspensions is the intrinsic viscosity which is the reduced

I4
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specific viscosity extrapolated te zero concentration and

zero shear

q —» O
a ig the shear rate.
It is possible to define an intrinsic viscosity extra-

polated to infinite shear. This will be denoted by

{w%z(%gp/c) .

q —>»Oo

It is possible to expand the relative viscosity of a
suspension at léeast in the dilute range, in a power series
in the cémcent?atiaﬁ. General experimental results and
dimensional arguments indicate that this series is of the

following form

% sp gal}a ¢+ k {‘?Ei ?

It is the purpose of this investigation to determine
the intrinsic viscosities of rigid rods and sphereﬁw The
value of k will be determined for rods and spheres separately
and for a mixture of rods and spheres. The experimental
results are then compared with those that might be expected

from theory.
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SECTION I

The purpose of this section is to review the develop-
ment of the theory of the viscosity of dilute suspensions.
Detailed investigation of physical assumptions and their
mathematical expression will be feuné in the analyslis sec-
tion where applicable. The three theoretical approaches to
the problem are represented by the hydrodynamic theory, the
relaxation theory and the molecular theory of fluids. Sev-

eral excellent reviews (1, 2, 3, 4) exist on the subject.

Hydrodynamic Theory

The hydrodynamic theory of viscosity of dilute solu-
tions and suspensions originated with Albert Einstein (5).
In this theory the molecular structures of the solvent and
of the solute are completely ignored and the solvent is
treated as a continuum. The presence of the macromolecule
in the solvent perturbs the original flow field and this
perturbation causes an increase in the energy dissipated and
correspondingly an increase in the apparent viscosity. The
solvent can, of course, be treated as a continuum only when
the macromolecule dimensions are large with respect to
the solvent molecules. To the first order in volume fraction
good experimental agreement with theory is found for colloidal
solutions and suspensions of rigid particles but not for pure
solutions or mixtures of pure solutions. In the latter case

the molecular structure of both the solvent and solute play
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an important role. The viscosity in the case of pure flulds
can depend on the surface activity of the solute, on the
nature of the solute-solvent combination and on molecular
associations within the liguid.

The development of the hydrodynamic theory of viscosity
which is based on the Stokes approximation to the Navier-
Stokes eqguations may be briefly summarized as follows:

1. Solution to the problem of the increase in viscosity
due to a spherical macromolecule in an infinite flow
field with different types of boundary conditions
and including the case of rigid and non rigid
particles. |

2. Solution of the above problem with rigid ellipsocidal,
dumbbell or pearl string macromolecules in the ab-
sence of Brownlan motion.

3, Inclusion of the effect of Brownian motion in in-
creasing the viscosity for non-spherical particles.

L, Solution to the problem of flexible molecules in an
infinite medium. | |

5., Investigation of the effects of finite concentrations
and the hydrodynamic interaction of the macromolecules.

Einstein solved the problem of a rigid sphere in an
infinite medium. Since Einstein's procedure is fundamental
to the entire hydrodynamic theory of viscogity it is dis-
cussed in some detall in the analysis section. Some of the

assumptions of Einstein have in turn been relaxed by others.
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G. I. Taylor (6) has treated the case of fluid spheres.
Cerf (7) among others has studied the case of elastic par-
ticles. The wall effect has been investigated by Guth and
Simha (8) and Vand (9). Simha {10) and Happel (11) replace
Einstein's condition of tﬁe perturbation velocity vanishing
at Infinity with conditions on & large sphere concentric with
the original sphere.

Jefrery (12) obtained the solution to the motion and
viscosity increase of ellipscidal particles in laminar flow
in the absence of Brownian motion. The case of overwhelming
Brownian motion has been treated by R. Simha (13) and by
Kuhn and Kuhn (14},

The rather intricate calculations for ellipsoid particles
have beeh avoided in several simple model investigations. Of
these the rigid pearl necklace model of Kuhn and Kuhn (14) is
perhaps the most illuminating. This.mcdel was instrumental |
in the development of the pearl necklace representation of
flexible molecules.

Burgers (15) has developed an alternative procedure to
that of Einstein for evaluating the effective viscosity of a
suspénaian by utilizing the formulas originated by Oseen
(16) for the effect of concentrated forces acting on a fluid.
By this method he is able to derive Einstein's original re-
sult and also to treat the problem of the viscosity of

eylindrical rods. Kirkwood and Riseman (17) have extended
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this method to include rods and flexibvle centrosymmetrilc
macromolecules. While Riseman and Ullman (18) in a further,
but somewhat free extension, have usged the method to cal-
culate the concentration dependence of centrosymmetric
macromolecules.

Guth-Simha-Gold (19} in a very involved calculation
have obtained, after a fashion, the coefficient of the
second order in sphere-sphere interactions. Simha (20) has
similarly calculated the concentration dependence of dumb-
bells. The qualifying remarks used in the description of
the theoretically calculated concentration dependence arise
because of the existence of an improper indeterminate in-
tegral in all the above investigations, This 1s discussed
more fully under analysis.

Vand {9) in an entirely different approach has attempted
to calculate the contribution to the viscosity of collisions
between sphericsl macromolecules,

The theoretical difficulties in the calculation of the
concentration dependence of macromolecular solutions have
led to several semiempirical meﬁhods, Thus De Bruyn (21),
Brinkman {(22), Saito (23), Robinson (24} and Vand (9) have

all presented varicus phenomenological approaches.
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The Relaxation Theory

The relaxation theory treats transport phenomena in
condensed systems from the viewpoint of rate processes. The
molecules in a condensed phase occupy positions of equilibrium
and may be considered as vibrating about the minimum of a free
energy well. The structure of all condensed systems may be
thought as possessing a more or less regular lattice arrange-
ment.

The effect of a stress on a body is to cause displace-
ments from equilibrium along the various planes separating
molecular layers. If the body is perfectly elastic then the
stored potential energy is immediately and completely returned
when the stress is released., The result is the return of the
molecular patches to their original minimum positions in the
energy wells., The elasticity modulus, shear modulus, bulk
modulus, and hardness are all functions of the steepness of
the energy wells.

If a relatively large stress acts constantly on a body,
however, the molecular patches on the two sides of a shear
plane Jjump with respect to each other over the energy barrier
and take up new positions of equilibrium. In this way the
stored potential energy 1s released as thermal energy. The
statistical displacement of patches by Jjumping along shear
planes continues as long as the stress acts, l.e. the sub-
stance flows in a direction such as to release the stress.
This relative displacement to new positions along shear planes

is called the relaxation theory of transport phenomena.
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The fundamental equation for the shear rate in terms of
molecular paramebers was developed by Eyring (25). From this
equation follows easily the relationship for the viscosity.
The theory has been generalized to heterogeneous flow units
by Taikyue Ree and Henry Eyring (26). The flow units can be
either different molecules or different complexes of the same
substances. The theory adequately explains both the varia-
tion of viscosity with pressure at constant temperature and

the variation of the viscosity with temperature.

The Molecular Theorv of Fluids

The most fundamental approach to the viscosity problem
is through the method of the molecular theory of liguids.
The theory is vastly more complicated than the corresponding
theory for gases. It has only been recently that some con-
crete results have been obtained with the theory for mona-
tomic liguids. This result is so complicated that its
extension to more comprehensive systems has met with dif-
ficulty.

The molecular theory of liguids attempts to describe
the properties of liguids in terms of the radial distribution
function of nearest neighbors around a given reference mole-~
cule and in terms of the distribution of molecular velocities.

Since the molecules are very closely grouped to each
other these distribution functions are primarily determined

by intermolecular forces.
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SECTION II

This section is divided into three parts:

(1) A prief development of the theory of capillary
viscometry, the necessary corrections to the theory, and
discussion of the possible sources of error in the measuring
of viscosity by means of capillary tubes.

(2} A detailed outline of the experimental equipment
that has been designed and assembled in order to measure the
hydrodynamic interaction of macromolecules in an agueous
solution. The interactions are investigated by means of
precision viscosity measurements. The experimental equip-
ment consists of the viscometer, a precision timing device
using photocells, and the temperature baths. In addition
there is a description of the necessary auxiliary equipment.
The materials tested in the experimental investigations are
agqueous solutions of polystyrene 1atéx (PSL) and tobacco
" mosaic virus (TMV).

(3) Details of the experimental procedure used in ob-
taining the data are explained. Accompanying this descrip-
tion of technigues is a discussion of the calibration of the
viscometer and of the determination of surface tension

correction.
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Part I Theoryv and Error Discussion

Consider laminar flow in a circular pipe such that

where w is the flow along the pipe axis. From the Navier-
Stokes equations

9p . dp _ 4
ox Y

The pressure is therefore constant across the pipe.

AEW%)EWQ 1 dp
éxe ayz ’5 dz

The left hand side of the eguation can be only a func-

tion of x, y, while the right hand side can only be a function
of z., This can only be true if both sides of the equation are
equal to a constant. We can therefore write the pressure

gradient as

= -Ap/1

3e

where A p is the pressure difference between the ends of the
pipe and 1 is the length of the pipe. From symmebtry 1t is
evident that

w(x,y) = w(r)

We have, therefore, in polar coordinates

1.4 (ragw)_ - Ap
r dr dr’ %:ﬁ
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Upon integrating one has

w= "BR 2 Ly log » + ¢

Ey1c

The boundary conditions are
w = finite r =0
W= 0 r o= a

where a is the radius of the pipe. These conditions determine

b and ¢

2 L2
we Ap (2% - %)
4 % 1
The velcoecity distribution is parabolic. The mass Q of fluid

passing per second through the fluid is

a
Q = 27ff2[f v wdr
o

4
Q _TAp p a
8 % 1

This is Poiseuillets formula (29). For the viscosity

and

one has

%uf,.,éi?_ﬁ@i
=5 T 41

Two corrections must be made to this formula. The
kinetic energy correction and the couette correction. Refer-
ence is made to Barr's treatise (30) for a derivation of the

corrections., Briefly the kinetic energy correction relates
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to the fact that the pressure forces also impart kinetic
energy bto the fluid in addition to working against the vis-

cous forces., The true effective pressure is given by
}Tom
Ap =npe - [Ty

where h is the head expressed in terms of the liguid of
dengity f9 in the viscometer. The factor m S 1. The couette
correction accounts for the fact that the liquid entering the
capillary is flowing in a converging stream. The effective
length of the capillary is increased. Introducing these

corrections into the theoretical equation one obtains

hhﬁg‘h - mpvV

qz _TTa ‘
8 V {1 + na) 8wt (1 + na)

& has been replaced by V}% where V is the volume discharged
in the time t. The factor n is slightly greater than 1. Tor

a fixed geometry this equation becomes

o= p (st +B/)

In the measurement of relative viscosities the constants
A and B can be determined by calibration with a liguid of
known viscosity. In absdlute viscosity measurements one
calculates the viscosity from the actual geomebric guantities
in the theoretical equation. Needless to say absolute vis-
cosity measurements are extremely difficult to make accurately
as there exist many sources of error, Barr's treatise has an
excellent discussion of the problems encountered in absolute

viscosity measurements.
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t AV = consgt Y

where AV is volume of liguid clinging to the wall
t is flow through time

Y is the kinematic viscosity

Disregarding the energy correction, the [flow-through
time, when the effective pressure is due to the weight of

the fluid iteelf, 1is given by
t =AY

so the error AV is independent of the viscosity. Inclusion
of the kinetic energy correction gives an error below the
precision of our measurements for the viscoslty measured
in these experiments. This is mainly due to the fact that,
for relative measurements, we are interested in the differ-
ences in the error between the fluid being tested and the
calibrating fluid,
The surface tension correctlion will be discussed later
under experimental procedure,
There are three principal non-systematic sources of
error in viscosity measurements.
These involve:
1. Measurement of flow-through times
2. Variations in orientation of the viscometer
3. Maintenance of constant temperature
Flow-through times are determined by measurement of the

elapsed time for the passage of the meniscus of the liguid
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between fiducial marks above and belcw‘the viscometer bulb.

The standard method is to measure the elapsed time by means

of a stop~watch. This introduces a subgéctive error accord-
ing to Philippoff of from 20 to 30 milliseconds.

The effective pressure acting on the fluid depends on
the mean head of the fluid. This head varies if the orienta-
tion of the viscometer is changed.

The viseosit? of water near room temperature changes
approximately 2% for each degrée change in the tempeﬁ&ture
of the bath;

Thus, controlling the temperature accurately is a prime
requisite for precision viscometry. For accurate viscosity
measurements in present day chemistry and biological labora-
tories the temperature is usually controlled to + .01 %.
Frequently measurements are made with the temperature con-
trolled to only + 0056%.

It’will become evident in the descrip%ion of the experi-
mental equipment how each of the difficulties listed above

hasg been minimized.

Part II Experimental Eguipment

Viscometer

& multigradient viscometer consisting of three bulbs
with mean hydrodynamic heads of 5, 10, and 15 cm was built
for the experimental invesﬁigaﬁians of the interactions of

macromolecules., Reference is made to photographs one and
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two, page 95. The viscometer has the high accuracy charac-
teristic of standard capillary viscometers and at the same
time allows in some measure the shear dependences of the

test solutions to be extr ap@iaueﬁ out. The viscometer was
designed to give moderate mean shears of approximately 180,

-1 . .
120, 60 sec for water at 28 OC. The efflux times for all

L

three bulbs are approximately 200 seconds over the range of

viscosities measured. The capillary is 170 c¢m long and has

[

length reduces the

bt

an inside diameter of 1.15 mm. The lon

0]

shear rate to the moderate values given above,

Zm

+
ba
o
—d
@
AN

The capillary tube was formed into a hellix witl
diameter so that it would fit in a reasonable size temperature
bath. The helix construction also permits a long tube with

a3 small head. The size of the inside diameter of the capll-
lary was chosen to minimize the influence of monolayers that
might adhere to the capillary walls. In order to minimize
surface tension effects and to ellminate the working volume
error characteristic of the Ostwald viscometer an Ubbelchde
hanging level was incorporated iﬁ the viscometer.

The viscometer 1s inseréed and cemented intoc two end
plates made of plexiglass. The end plates are spaced by
three stainless steel rods. The entire unit of end plates,
rods and viscometer forms a ri g d body which is permanently
screwed onto the plexiglass 1id of the temperature bath. The
rigidity of the system eliminates errors due to changes in

the orientation of the viscometer., A spirit level is per-~

manently glued to the top end plate.



- 0D .

Photocells and Lighting Arrangement

The generally accepted method for determining the
efflux time of a given capillary bulb is to time the transit
of the meniscus between two lines above and below the bulb
by means of a stop;watch. This introduces a subjectlive error
on the part of the operator who must judge the moment the
meniscus passes the fiducial mark. This subjective error
has been eliminated by the introduction of a transistorized
photocell system. Although Jones and Talley (33) have pre-
viously used a photocell arrangement it is believed thaﬁ this
is the first time that transistor photocells have been used
in viscosgity measurements. The use of transitors makes for
a particularly simple and practical arrangement.

Permanently attached to the viscometer are two glass
tubes (see photographs) on either side of the glass column
containing the three viscometer bulbs. These tﬁbes project
through the top end plate and are so oriented that with a
1ight source in one of the tubes and a photocell in the other
the passage of the meniscus in the capillary interrupts the
light falling on the photocell., Thus with a light source
and photocell aligned on the upper fiducial mark and a
similar unit aligned on the lower fiducial mark, the pulses
generated by the passage of the meniscus can be used alternately
to start and stop a timing device. A Beckman 7360 counter was
used to record the transit times, although for less precise

work a simple electric clock could be used.



- 23 -

The light sources consist of 6 Welsh Allyn No. 2 lamps.
These lamps were chosen because of their small size and rela-
tively high light intensity. They are about .7 inch long
and have a diameter of .2 inches. The lamps were fitted
into an aluminum bar which in turn was inserted into one of
the glass tubes. The openings in the aluminum bar help
channel the light in the direction of the opposing photocell.
. The lamps themselves have, in addition, a built-in focusing
lens. It was found necessary to power the lamps from D, C.
batteries. The aluminum bar was fitted to the glass tube
by means of a rubber stopper. The stopper was in turn glued
and taped to the glass tube., This made a rigid unit but at
the same time 1t was relatively easy to remove the light
sources when needed.

The 6 photocells are N-P-N grown junctlon germanium
transistors type 800 made by the Texas Instrument Company.
Thege transistors, which find application in computers, were
chosgen because ofvtheir small size and reduced power demand.
The photocells are very sensitive to the relative position
of the light on the photosensing bar. They are thus ildeally
suited to responding to the interruption of light due to
the passage of the meniscus of the test fluid. The photo-
cells are attached to a rigid aluminum strip which is in-
serted into the glass tube facing the light source. This
strip is glued and taped to the glass tube in the same manner

as the light sources.
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A11 electrical wiring is brought into two Johnson plugs
which are attached to the top end plate. The leads for the
power of the lamps and for the amplifying circults of the
photocells are simply plugged into the appropriate Johnson
plug. In this manner the photo sensing equipment and the
viscometer form a single assembly which can be removed from
the temperature bath as a unit if it is so desired. The
arrangement further prevents the possibility of relative
motion between the photocells and light sources and between
the sensing eguipment and the viscometer.

The detailed circulitry of the photocell-amplifier

circult is gquite straightforward
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Each photocell was placed in a separate circuit. The
switch indicated in the figure was ganged with the amplifiers
and with the counter. On switching from one photocell to
another the amplifiers were simultanecusly switched into
the circult of the new photocell and the input to the counter
was changed to the appropriate start or stop channel. Due
to noruniformity of the transistor photocells the load re-
sistor varies somewhat for each photocell. In general it
hag a value of about 1 megohm. The transistor photocell is
inherently a high noise device. The signal taken from the
load resistor is passed through an RC network which, when
combined with the input capacitance of the amplifier, re-
moves the white noise. The DC component of the signal is
also removed. Both amplifiers are commercial Hewlett -
Packard 450 A. The first amplifier multiplies the signal
by a factor of 100. The RC network between the amplifiers
serves the purpose of decoupling them. Without this network
there were objectionable oscillations. The second amplifier
again multiplies the signal by a factor of 100. The result-
ing pulse has a rise btime to one volt of the order of 1
millisecond. The final signal alternately starts and stops
the Beckman counter. The counter is set so that negative
excursgions of more than .25 volts in the input signal will
start or stop the counter. It was found necessary, in order
to eliminate stray signals in the amplifier circuits, to

make all connections by shielded cables. The two amplifiers
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and the counter were operated from separate Sola constant
voltage sources. Reference is made to photograph 3 page 96 .
Connected to the viscomebter is the complete sensing and
recording equipment; including counter, amplifiers, cenftral

switch, cables and connectors.

Temperature Bath

Preliminary measureménts showed that a more or less
elaborate system would be necessary to control temperature
to the desired accuracy of a few thousandths of a degree
centigrade. The temperature bath (see photographs 4, 5, 6)
consists of two concentric jafs and the cover assembly formed
by the 1id, and a plexiglass box placed on top of the lid.
Both the exterior and interior Jars have their temperature
regulated by control units. The 1lid of the jars also has
its temperature regulated.

The exterior bath consists of a specially constructed
plexiglass jar 17 inches in diameter, 17 inchés high and 1/2
inch thick. Plexiglass was chosen because it is easily
worked, transparent and a good insulator. The jar is filled
with water and there is space for two inches of coolant
around the sides of the interior Jar and for 1/2 inch at
the base of the jar. A copper cooling coil is placed between
the two jars both on the sides and at the base. Through the
copper coils is pumped water which is regulated to about .01 %c.

A Precision Scientific Instrument Company Control was the
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regulating unit. The thermoregulator in this unit is a
mercury switch with an off-on action. The temperature of
the circulating water was determined by‘a thermometer read-
ing directly to .05 °c. The outside Jar was maintained at
g temperature of about 1 °¢ below that of the interior Jar.
The Jar rests on a balancing board which is used in properly
orienting the viscometer,
The interior bath consists of a water filled glass jJar
12 inches in diameter and 16 inches high. Into this jar is
placed the viscometer, the stirring and heating column and
the sensing element of the interior contrcl. A Sargent
Thermonitor model S W regulator was chosen as the control
unit. This regulator has several advantages. The heating
elements are centrally located in the stirring column. The
sensing element is a thermistor which has a high response
for small changes in temperature. The sensing el@ment is
located close to the SEiPTing column to eliminate temperature
cyeling. Both the stirring column and the stirring motor
are suspended by a special attachment from the ceilling. This
eliminates excessive vibrations of the viscometer.
Electrically the control element consists of an AC
energized Wheatstone bridge,one arm of which is the thermistor.
A temperature change causes the thermistor to unbalance the
bridge. The output of the bridge is fed through two stages
of amplification and is then applied to the grid of a thyra-

ton tube which acts as an electronic switch. The power
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supplied to the heating elements is proportional to the un-
balance of the bridge which in turn is proportional to the
temperature change. This proportional control minimizes
cycling., Under optimum conditions the manufacturer claims
that the contrcl is capable of maintaining the temperature
to 002 C. The results of the experimental investigation
would appear to support this claim., The control temperature
was 28 ¢,

Although it is a high response device, the thermistor
suffers from a lack of long term stability. For this reason
the temperature was determined from a precision thermometer
reading directly to .01 c. By means of a guality thermometer
viewer the temperature was estimated to the nearest .001 °c.

The plexiglass 1id is 1% inches thick and projects

about %:iﬁch over the side of the exterior Jjar. The 1id is

ot

hollow and contains a layer of water one inch thick, excep
for the center portion, where space is left for the insertion
of the stirrer and viscometer in the interior. There are
several turns of copper cooling coll placed in the water and
the 11d's temperature is regulated by the same unlit that
controls the outslde Jjar. The upper surface of the interior
and exterior Jjars liesin a plane and the 1id has two circular
grooves into which the jars are fitted. The viscometer is
screwed down to the center part of the 1id where space is
also supplied for the stirring column, thermistor and read-

ing thermometer., (See photograph 5 page 97 ). Finally the
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1id is attached by means of clamps to the outer plexiglass
Jjar. This again prevents any change in the vertical orien-
tation of the viscometer.

Enclosing the entire upper part of the 1id is a plexi-
glass box which further serves to insulate the interior jar
from the external environment. The control of the exterior
Jar and the control of the lid as well as the plexiglass box
all help to insure that the interior jar seesan essentially

uniform external temperature.

Auxiliary Eguipment

The auxiliary equipment necessary to complete the ac-
curate determination of the viscosity of macromolecules is
associated primarily with the determination of the density
of the solutions. An accurate analytical balance and ap-
propriate pycnometers are needed. Since one of the substances
used in the experiment is a virus it was necessary to con-
trol the Ph of the solutions. In order to fill the viscometer
with dust free solutions a special pipette was also designed.

A semi-micro TCY Ainsworth analytical balance was used
for all weighings. The designation semi-micro means that
the scale is capable of weighing specimens to the nearest
01 mg. Whén weighing to this accuracy it is necessary to
make a buoyancy correction for the specimen. For this
reason, at each weighing the barometric pressure was determined

and the relative humidity measured by a sling psychrometer. A
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simple design was selected for the pycnometers so that they
could be easily cleaned. The pycnometers used were essen-
tially volumetric flasks with a thin etched line around the
capillary neck. This line defines the volume of the pycno-
meter. The pycnometers were bullt to order by the Cal Tech
Chemistry Glass Shop and have a volume of approximately 20 ml
with a capillary of around 1 ml. Attached to the plexiglass
end plate of the viscometer is a platform on which the pycno-
meter rests when in the temperature bath. (See photograph 8
for pycnometer and photograph 1 for the platform.)

A Beckman model G Ph meter was used for all Ph measure-
ments. The Ph was determined to nearest .01l units. Photo-
graph 8 shows the special pipettes used in filling the visco-
meter. The standard volumetric pipette was fitted with a
detachable fritted disc. The liquid entering the pipette
has any dust or extraneous particles filtered out by the
porcelain filter. The filter is then removed and a known

volume of fluid can be introduced into the viscometer.

Experimental Materials

The viscosities of two rigid macromolecules were in-
vestigated. The two test substances consisted of polystyrene
latex and tobacco mosaic virus.

Polystyrene latex is an industrially produced pelymef,
It 1is particularly well suited as a test substance since 1t
is an inert, rigid sphere whose diameter is closely con-

o
trolled. The mean diameter of the PSL used is 880 A with a



tard deviation of 80 A, The sigze distributbtions were
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obtained by electron microscope examination (34). The
sample was supplied by Dow Chemical Company.
Tobacco mogalce virus has been extensively investiga

so that its properties are well known. It has the ghape of

diameter, These dimensions have been cbtained by electron

-

microscope examination (35). One of the difficult
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of UCLA. The uniformity of the population was indicated by a

Hxperimental Procedure
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The preparation of the solutions, measurements of the

under experimental procedures. The method of calibration and

the calibration results as well as the experimentsl determina-

sion of the surface tension corrvectlon are also discussed below.

sSclutions

Some difficulties were encountered in the preparation of
a solution of PSL which was compatible with the TMV. Vhen a
solution of the PSL as received from the Dow Company was mixed

with the TMV a milky white precipitate separated from the
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solution. Th fficulty was traced to the fact that the



emulsifying agent of the PSL was an ionic-sulfonate detergent.
Unfortunately the sulfonate ion reacts with TMV in such a
manner as to strip the protein from the molecule leaving

the nucleic acid. The process is termed denaturization of

the TMV. The milky white precipitate was the protein. Experi-
mental work of Dr. Simmons (36) and others (37) has shown that
nonlonic detergents are compatible with TMV,

In addition to forming a part of the solvent, the emulsi-
fying agent is adsorbed on the surface of the PSL. It was
therefore necessary to replace the sulfonate by repeated
washings in a preparatory centrifuge with a .02 % by volume
nonionic detergent, Tergibtol TMN (trimethyl nonyl ether of
polyethylene glycol). With the new emulsifier the PSL
proved compatible with the TMV,

| The concentration of the PSL was determined by drying a
portion of the original solution to constant welght in an
oven. Further concentrations were determined by dilutlon
of the base solution. The dilutions were made by weighing
and also by diluti@n in the apparatus with pipettes.

Since TMV is & virﬁﬁ orie must be careful in controlling
its environment. TMV tends to denature 1if the Ph is below
7.0 and to aggregate or dimerize if the Ph goes above 7.5.

For this reason the solvent of the TMV contains a buffering
&gent, The buffering agent acts in a direction to oppose
changes in the Eh. The basic szolution for the TMV was a .01 M

phogphate buffer with .001 M versene at Fh 7.34, Higher ionic

.
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strengths than those of the buffer described have a tendency
to cause the TMV to aggregate. Another component of the
buffered solution is .02% tergitol TMN. This insured that
in the preparation of a mixture of PSL and TMV the concen-
tration of the emulsifier was not changed. The solvent for
the PSL was also the same buffered solution consisting of
phosphate, versene and Tergltol TMN.

The addition of the nonionic detergent complicates
matters somewhat as 1t reacts mildly with the phosphate
buffer. It was found necessary first to make a phosgphate
buffer to Ph 7.00. %mnmﬂﬁmgwﬁhtﬁetm@ﬂmlt%&m&
sulting solution had a Ph 7.34 and sti11 displayed good
buffering capacity. The original TMV concentration was
determined by measuring the optical density of the soclution
at 265 m M in a Beckman model DU spectrophotometer (38).
Further concentrations were determined by dilution of the

base solubtion as in the case of the PSL.

Ifluy Times

The presence of dust or extraneous particles is ai@ays
a troublesome preoblem in viscometry. At first all solutions
were [iltered through millipore fiiters directly into the
viscometer in order to eliminate dust particles. It was
found, however, that the filter also removed some of the
TMV and PSL. At this point the pipettes with attached
fritted dises were desligned. With these pipettes it was

pessible to deliver a known amount of dust free solution to
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the viscometer. After the insertion of the solution it
was allowed to stand in the apparatus for approximately an
hour to insure temperature equilibrium.

The system of valves and tubing shown in phﬁt@grﬁgh 5
allowed one to pump the solution into the capillary bulb
Filtered air was forced into the large receiving tube of the
viscometer. This forced the solution up to the suspended
level and into the air vent tube. The air vent was then
cloged and the soclution forced through the capillary and
up into the capillary bulbs. At the beginning of a run the
pressure was released in the filling tube and all three tubes
conglsting of air vent, filling tube and capillary tube were
interconnected by means of tygon btubing. The weight of the
solution caused 1t to flow through the capillary. This method
has the advantage that no outside air, which might have dust
particles, is introduced into the viscometer during a run.

The solution was passed once ﬁh?@&gh the three bulbs
and the capillary without taking m@agzr@ments, This was
done because it 1s an experimental fact that in the first
passage of the test fluid through a dry capillary the meas-
ured Time ls invariably higher than the Tfollowing passages,
In general twoe runs of the same 3@1uti©ﬁ‘wer@ made for each
bulb. The readings for each run often differed by as little
as 1 millisecond. The maximum difference between the two
readings was not in excegs of around 20 milliseconds. The

completion of the two runs usually took about an hour.
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the entire bath had been functioning about four hours before

any tests were conducted.

Density Determination

The accurate determination of density, although a fairly
standard technigue, requires some attention to detall. The
article by N, Bauer (39) contains an excellent discussion of
density determinations and the factors affecting its accuracy.

The density will be defined by
t T
a7 = m/V g (g/ﬁl)

where m is grams of mass
and Vm} is the volume of milliliters.

The weight in grams 1is given by
W=mg

so that if both V and m are measured in gram weights at

ml
the same location the value of the density remains the same.
The standard methed of determining the density is to find
the weight of a known volume of liguid defined by the shape
of a given pycnometer. The pycnometer is calibrated by
determining the weight of pure water that it holds at a
given temperature. From the known density of water it 1s
possible to calculate the volume of the pycnometer. For
any other liquid one simply determines the weight of the

golution and then divides by the calibrated volume to obtain

the density. The density was measured to 5th place accuracy.
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The density of water at room temperature changes about 0.03%
for each degree Qﬁ rise in temperature. Thus the control of
the viscometer bath temperature to about .002 °¢ is more
than adequate for the density determination.

All welighings weré made to an accuracy of .0l mg using
class S metric weights and the TCY analytical balance. A tare
{(dummy pycnometer) was used whose weight matched that of the
pycnometer to within one gram. This eliminated the buoyancy
correction for the weight of the pycnometer. Since the weight
of a glass object can change by several milligrams due to the
adsorption of moisture both tare and pycnometer were wiped
with a moistened chamols to egualize the amount of water ad~
sorbed. Both vessels were then allowed to stand in the
balance case for 3/0 of an hour before weighing. When
weighed empty the stoppers of both vessels were removed and
the air inside flushed out with air from the balance room.

The filled pycnometer was also flushed with balance room

air shortly before weighing. To eliminate erratic weighings
due to electrostatic charge effects a polonium staticmaster
brush was used. After the empty weighing the pycnometer

was filled by means of a hypodermic and placed in the tempera-
ture bath on the special platform provided for it. This
platform insured that the pycnometer was always immersed

to the same depth and could always be oriented in the same
direction. After equilibrium was reached the level of the

meniscus was adjusted to the etched line of the capillary neck.
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This was done under magnification and always on the same
part of the etchéd line. After this adjustment the pycno-
meter was removed and the previously described welighing pro-
cedure was followed. The buoyancy effect of the displaced
air must be considered when accuracy to the fifth place is
sought. In order to determine the density of the air the
barometric pressure and the wet and dry bulb readings of a
sling psychrometer were taken; The density of air may be
obtained from tables (28) or calculated from a formula
given by Bauer. It can be shown that the true weight dif-

ference between the filled pycnometer and tare 1is

W =W +V_ D w!

p “alr ~ 8.5 D

air

where W is the true weight difference

Wt is the sapparent weight difference

Vp is the volume of ?ycn@meter

Eair density of air

This assumes that the density of the weights is approxi-~

mately that of brass 8.5. Repeated measurements showed
that accuracy tobetterthan 1 in the fifth place was obtained.
In the normal case when two dilutions were made in the visg-
cometer, the densities of only the first and third tests were
determined. The density of the second test was obtained by

interpolation. The small changes in the densities of the

solution made this procedure acceptable.
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Calibration

The calibration of the viscometer was accomplished by
measuring the viscosity of water at 5 temperatures. The
range of temperatures was from about 24 °¢ to 28 °c. This
represents a range of relative viscosities based on the vis-
cosity of water at 28 °¢ from 1 to more than 1.09., The

basic viscosity equation derived previously is

72 x(D(At%nE/t}

The viscosity and density of water is known. From the

equation it is evident that if we plot
é5t vs 1/,2

we will obtain a straight line whose intercept is the con-

stant A and whose slope is the constant B that is
/}I
/ .= A + 2
/oy = A + B ( g}

The data for this equation is included in table one page 92 .
- A least square line was fixed to the data. This gave the
following calibration constants.

The viscometer bulbs are numbered consecutively from

the top
A B
bulb # 1 0.00444308 0.5706
bulb # 2 | 0.00378363 0.3784

bulb # 3 - 0.00406509 1.0002
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dividing by 1 + s expanding and ignoring C~ with

F.mm

regpect to C one has

g 2
L ﬁ o In
tez: = %in (3‘ /02: 1 - {3( (a;: - Pi )

So far the devél@pmeﬂt has been straight forward. We
have ignored, however, the fact that the Ubbelohde viscometer
has a suspended level. The effect of the surface tension in
the suspended level is opposite to that in the upper bulb.

The effect of the surface tension is to increase the mean
head and therefore to decrease the flow-through time. It
would be possible by a proper selection of the size of the
upper and lower bulb te minimize the effect of the surface
tension, This is in fact one of the advantages of the
Ubbelohde suspended level., Essentially the previous theo-
retical development is unchanged except for a difference in
sign. The net effect of the surface tension 1s the difference
between the contributions of the upper and lower bulbs. If
we ignore the kinetic energy correction 1t follows that the
relative viscosity corrected for surface tension {,b?el}th

is related to the actually measured relative wviscoslty

(A

%

by the eguati
rel}meas v the equation

\ 0 9%
( %rel}meas - (’hrezjth 1x fghﬂ fﬁf

The previous development makes this equation plausible. It

is possible to determine the correct sign and the value of



C experimentally. The relative viscosity of the detergent
TMN was determined in a very dilute range (.03% to .07%).
Over this range the relative viscoslty was a linear function

the concentration and the surface tension remained constant.

N

o
A least square line was fitted to the data. By extrapolation
to zero concentration one obtalns

AT

FRR S —

(0

The extrapolation showed that the plus sign is correct. The

]
I+
3

apparatus constants for each of the three bulbs are

bulb C%
1 0.00861
2 0.01476
3 0.01576

These values are about the same as other experimental

values of surface tension constants listed in Philippoff

Jones and Talley 0.0102
Jones and Fornwalt 0. 0005

Ubbelohde with suspended level  0.0058

Surface tension measurements were made with a DuNotly Tensio

meter.

The effect of the surface tension correction may be seen

n the following table of the specific viscosity of the buffer

ol

solution,



T

Bulb Uncorrected Corrected
1 .01105 .00784
2 ‘ .01353 .00794
3 - .01370 .00780

It should be noted, however, that the finally determined
curves for the TMV and PSL and for the mixture are not mater-
ially changed by the surface tension correction. This is due
to the fact that the surface tensions of all solutions except
the highest measured concentration of PSL were the same. The
viscosity of the TMV solution, for example, was obtained by
subtracting the specific viscosity of the buffer from that
of the buffer - TMV solution. Both the surface tension
corrected specifics and the uncorrected specific viscosities
gave to within 3 or 4 in the fifth place the same value for

the specific viscosity of the TMV by itself.
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EXPERIMENTAL RESULTS

The data from which all curves are plotted is included
in tables 2 and 3 pages 93 and 9L, The viscosity of tobacco
mosaic virus was measured in a 0.01 M phosphate, 0.001 M
Versene and 0.2% Tergitol TMN agueous solution at 28 °c. The
range of concentrations wag from approximately 0.4 to 0.025 g
TMV/100 g water.

Graph 8 is a standard plot of reduced specific viscosity

versusconcentration

h

¢
sp/é Vs

The units of concentration are grams TMV per 100 grams water.
The curves for all three bulbs are similar and show a definite
shear dependence, Below a concentration of about 0.06 g

TMV /100 g water there is a distinct break in the experimental
curves. OCraph two is a plot of the logarithm of the specific
viscosity vs shear. The extrapolated zero shear values Ifrom
graph two are plotted on graph 8. The assumption is made

that the specific viscosity can be expanded in & power series

in concenbtration., That is
_ ; 2 3
,h.spw{ql}OC*é’BC 4+ C ¢

the zero shear curve may then be represented by

| | "
°Lsp ~ 0.3892 ¢ + 0.03L2 ¢
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The points below 0.06 g TMV/100 g water are ignored in
this calculation. These points are neglected in the calcula-
tion because, as explained later, it is believed that they
are displaced due to other physical effects. The variations
of the reduced specific viscosity %sp/ ) in the lower con-
centration range were within experimentai error so that the
second order term could not be determined. The intrinsic
viscosity of the TMV in this region was obtained by extrapola-

tion from graph 8
(%1, = 0.372

The units of i