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Hydrodynamics of Micropipette Aspiration

Jeanie L. Drury and Micah Dembo
Department of Biomedical Engineering, Boston University, Boston, MA 02215 USA

ABSTRACT The dynamics of human neutrophils during micropipette aspiration are frequently analyzed by approximating
these cells as simple slippery droplets of viscous fluid. Here, we present computations that reveal the detailed predictions of
the simplest and most idealized case of such a scheme; namely, the case where the fluid of the droplet is homogeneous and
Newtonian, and the surface tension of the droplet is constant. We have investigated the behavior of this model as a function
of surface tension, droplet radius, viscosity, aspiration pressure, and pipette radius. In addition, we have tabulated a
dimensionless factor, M, which can be utilized to calculate the apparent viscosity of the slippery droplet. Computations were
carried out using a low Reynolds number hydrodynamics transport code based on the finite-element method. Although
idealized and simplistic, we find that the slippery droplet model predicts many observed features of neutrophil aspiration.
However, there are certain features that are not observed in neutrophils. In particular, the model predicts dilation of the

membrane past the point of being continuous, as well as a reentrant jet at high aspiration pressures.

INTRODUCTION

The diameter of a neutrophil is on the order of twice the
diameter of a typical capillary vessel (9 wm versus 4.5 um)
(Ting-Beall et al., 1993). These cells are therefore forced to
repeatedly undergo cycles of large deformation and recov-
ery as they pass through the systemic and pulmonary cir-
culations. The rheological behavior of a cell as it undergoes
these deformations is passive (i.e., the necessary energy is
supplied by the transcapillary gradient of blood pressure,
which in turn is generated by the action of the heart). In
addition, there is considerable circumstantial evidence indi-
cating that the blockages caused by white cells stuck inside
capillaries can contribute to pathology during acute isch-
emic incidents (Sutton and Schmid-Schonbein, 1992). Thus,
despite the low numbers of white blood cells, the incidence
of heart attack is directly correlated with the white cell
count (Friedman et al., 1974; Prentice et al., 1982; Schmid-
Schonbein and Engler, 1986).

Experimental studies of the physiological process by
which white cells pass into and out of small capillaries have
frequently been based on cell behavior during micropipette
aspiration and on the subsequent recovery of the cells to
their resting spherical shape. The general and rather remark-
able conclusion of such work is that circulating granulo-
cytes are rather like droplets of liquid mercury (i.e., they are
incompressible Newtonian fluids, they are very slippery,
and they have a considerable surface tension) (Evans and
Kukan, 1984).

Although few dispute the fact that this simple model is
remarkably close to the truth, there remains plenty of room
in which to quibble about details. For example, Evans and
Yeung have presented a model in which the surface layer of
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the granulocyte is characterized by a surface shear and
dilatation viscosity in addition to a constant cortical tension
(Evans and Yeung, 1989; Yeung and Evans, 1989). Other
groups have presented calculations in which the interior of
the leukocyte is modeled as a standard viscoelastic solid
(Schmid-Schonbein et al.,, 1981) or as a Maxwell fluid
inside a prestressed elastic cortical shell (Dong et al., 1988,
1991; Dong and Skalak, 1992). More recently it has been
postulated that the neutrophil behaves as a pseudoplastic or
power law fluid (Tsai et al., 1993). In related developments
it has been suggested that the apparent surface tension of the
white cell should not be treated as a constant, but instead
should be regarded as a function of surface dilation (Need-
ham and Hochmuth, 1992). Finally, it has been put forth that
at very high rates of aspiration, friction in the lubrication
layer between the cell and the capillary wall can have a
significant effect (Shao and Hochmuth, 1997).

One may thus stipulate that all of the simple features of
the slippery droplet model have been questioned at one time
or another. Nevertheless, a decision as to whether one or
another of the suggested improvements to the slippery drop-
let model is actually justified requires accurate numerical
studies for each case and comparison of such studies with
experiments. Before undertaking such testing, however, it
seems that one would be well advised to first understand the
pluses and minuses of the simplest interesting case in some
detail. Therefore our objective in the current paper is mainly
to present some results that will serve to indicate exactly
what does and does not happen when a slippery droplet of
Newtonian fluid is aspirated into a tube.

THEORY
The Stokes equations

Introducing cylindrical coordinates (r, 6, z), we will hence-
forth consider a “pipette” to be a cylindrical cavity or tube
drilled into the half-space z > 0. We denote the interior
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caliber of the pipette by R,,. The two-dimensional manifolds
{r >R, z=0}and {r = R; z> 0} are then called the
exterior and interior surfaces of the pipette, respectively (see
Fig. 1). The portion of a pipette boundary that cannot be
clearly classified as interior or exterior is called the “noz-
zle.” For purposes of our current discussion, the nozzle then
consists only of the circular locus {r = R; z = 0}. One
should bear in mind that our simplified model for a pipette
neglects the fact that real pipettes have a finite “lip” char-
acterized by a small but nonzero radius of curvature.

The particular abstractions considered by us to be repre-
sentative of neutrophils will be simple droplets of an in-
compressible and slippery Newtonian fluid. Therefore to
avoid confusion, we shall henceforth use the word “droplet”
when we mean to refer to such a simplified model of a cell.
We will generally assume that at an arbitrary instant of time
such a droplet can be said to occupy some simply connected
region, ()(?), that this region has radial symmetry, and that
its boundary is piecewise smooth. At r = 0, we take () to be
a sphere of radius R.. We also assume that this sphere
touches the pipette along the ring formed by the sharp
corner of the nozzle and that at all subsequent times the
gasket formed by the contact of the droplet and the nozzle
remains leakproof. This last assumption ensures that the
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FIGURE 1 Geometry of the “pipette” and “droplet” for the conditions of
the standard aspiration calculation. The “exterior,” “interior,” and “nozzle”
of the pipette are indicated. The geometry of the droplet is described by an
axisymmetrical domain () that is initially taken to be a sphere of radius R_.
We denote the interior caliber of the pipette by R,,. The various submani-
folds that comprise the boundary of the pipette are indicated, where Iy,
[eexs Tins Teins and I, refer to the free-exterior boundary, the constrained-
exterior boundary, the free-interior boundary, the constrained-interior
boundary, and the logical boundary (associated with the axis of rotation),
respectively.
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regions of bathing fluid inside and outside the lumen of the
pipette are effectively disconnected.

The requirements of incompressibility and momentum
balance within the droplet lead to the Stokes equations:

Vev=0 (1a)
and
V- (w(Vv + (Vv)') = pI) =0, (1b)

where p and v are the pressure and velocity fields, w is
viscosity, and I is a unit tensor.

Boundary conditions

Because the pipette is solid and immovable, portions of the
droplet’s boundary that contact its interior or exterior sur-
faces are constrained and prevented from further motion in
the direction of the outward normal. On the other hand,
because the droplet is assumed to be perfectly slippery,
contact of the droplet with the pipette does not imply
complete cessation of fluid motion (i.e., the fluid can still
flow in the tangent direction).

In any event, the interaction of the droplet with the pipette
means that when enforcing boundary conditions, it is gen-
erally necessary to consider the surface of a droplet as
comprising the union of several submanifolds I'g,, T,
I.ox> and T',. These are the free-interior, constrained-inte-
rior, constrained-exterior, and free-exterior surfaces of the
droplet, respectively (see Fig. 1). All of these manifolds can
grow or shrink in extent and shape as functions of time, and
in some configurations certain manifolds (e.g., I'y.,) may
not exist at all. There is a fifth boundary, I',,,, which exists
at the axis of rotation. This is a purely logical boundary that is
important numerically but which has no physical significance.

Generally we will let n and t denote unit normal and
tangent vectors on the surface of the droplet (n will point in
the outward direction and t in the direction of increasing
latitude). We also let k be the mean curvature of the free
surface of the droplet, y be the droplet surface tension, P;,
be the hydrostatic pressure acting on the free surfaces of the
droplet inside the lumen of the pipette, and P., be the
pressure acting on the free surfaces of the droplet outside
the pipette. We may then state the boundary conditions on
the four segments of the droplet periphery as follows:

(Vv + (W) =pD) *n = =(2ky + Py)n  on T,

(2a)
(Vv + (Vv)) = pI) *n = —(2ky + Pe)n  on Ty,

(2b)
t (wWVv+ (V) —pD)n=0, v-n=0 onl,

(20)

and

t-(W(Vv+ (Vv)") —pI)*n=0, v-n=0 onl,.

(2d)
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Measures of aspiration

Several quantities provide observable scalar measures of the
extent and progress of aspiration. The most frequently re-
ported is the axial distance separating the nozzle and the
most aspirated pole of the cell, L,(7). Another useful mea-
sure of aspiration is the volume of cytoplasm contained with
the lumen of the pipette, V, (7). It should be remembered
that because of the curvature of the cell surface, the starting
value of L, is already positive, with value L,(0) = R, —
VR? — RZp . By a standard formula of analytic geometry, the
starting value of the aspirated volume is V,,(0) = (7/
6)L,(0) (3er, + Lé(O)). The rate of droplet aspiration is
e.xpressed in terms of the time derivatives L, = dL(1)/dt and
0 = dV,,,(0)/dt.

The shape of the external surface of the droplet is char-
acterized in terms of the maximum over the droplet surface
of the radial coordinate (denoted R,,,.(7)). Also useful is the
minimum value of the axial coordinate (Z,;,()). In the
starting condition R, (0) = R, and Z,;,(0) = 2R, — L(0).

Static equilibrium

For given independent parameters and initial conditions, the
ultimate fate of the droplet is determined by whether the
aspiration pressure is sufficient to overcome the effects of
surface tension. If this is not the case, then the droplet
asymptotically approaches a condition of static mechanical
equilibrium in which there is only partial aspiration. To
investigate the criteria for such an outcome, we first note
that when the velocity field vanishes, Eqgs. 1a and 1b are
satisfied if and only if the pressure field inside the droplet is
a constant (henceforth denoted pg,,). It then follows from
the boundary conditions that the curvatures of the two free
surfaces of a static droplet are also constants. Accordingly
on I,

(pstat - P in)

K = const. = Kgp—gat = T,

and on I'g,,

(Psmt - P ex)

K = CONSt. = Kgey—gtat = 2y

Subtracting one of these equations from the other leads to a
form of the law of Laplace:

AP = Pex - Pin = Z’Y(Kﬁnfstat - Kfesttat)- (33)

Several additional remarks about this equation are worth-
while. First, because spheres are the only kinds of surfaces
with constant positive curvature, both I's, and I, must be
spherical caps at static equilibrium. Second, curvature of a
spherical cap is the inverse of the radius, and the largest
spherical cap that will fit inside a pipette without touching
the walls has radius R,. Hence, after some analytic geom-

etry we can express the static curvature of I';, as an analytic
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function of L

p*stat:
K _ ifL, <R
in—stat ) 2 —stat
R+ Ly ' B!
= UR,  ifL, >R,

For I'y.,, similar considerations also suffice to determine
the static curvature. To start with, we can write Ke, ., @S
the inverse of the radius of a spherical cap having base R,
and volume (47/3)R} — Vasp—star- The solution to this ge-
ometry problem can be written in the form

Kfex—stat

= B(gRg - 3R;2>Lp—stat - Lg—stat)_l/S ipr—stat < Rp (3C)
= BSR + 2R — 6L,y R)"®  ifL, >R,

where 8 is a shape factor bounded in the range [2%7, 2]. In
actuality, this shape factor depends weakly on L, in a
complicated way that cannot be written in closed form.
Nevertheless, for practical purposes it is sufficient to regard
B as a constant with value fixed by the first term of a
Taylor’s expansion about the initial state: 3 ~ (4 + (4 +
2(R/RIVT — (RJR))'.

Combining Egs. 3b and 3c, we find that the difference
Kfin—stat — Kfex—stat depends on Lpfstav Rp> and RC OHIY‘
Furthermore, if R, and R, are fixed, this function attains a
maximum for some value of L, < R,,. The precise value
of L, that yields this maximum is denoted L, and
the value of AP that causes aspiration to exactly this point
is denoted by AP, If we start from the standard initial
conditions and apply a pressure drop AP > AP, then Egs.
3 a, b, and ¢ cannot be simultaneously satisfied by any
choice of L, _ . Thus a static equilibrium cannot exist, and
the droplet will be completely aspirated. Conversely, if
AP < AP, then equilibrium will be possible for some
value of L, o = Ly rie < Ry,

It can be seen by direct differentiation of Eq. 3a, that in
general the value of L, . is very close to R, Then for a
narrow pipette R, << R, we can make some simplifications:

AI)crit = Z’Y(Kﬁnfstat(Lpfcrit) - KfEX*Stat(Lp*Crit))
= 27(Kﬁn—stat(Rp) - Kfex—stat(Rp))
=2y(1/R, — 1/R,). (3d)

This formula is the basis for a simple experimental protocol
for estimating the surface tension of a cell (Evans and
Yeung, 1989; Zhelev et al., 1994). Using a pipette of small
caliber compared to the droplet, the value of AP is slowly
increased in small steps to the point where a further pressure
step will cause continuous flow (this yields AP_;,). Finally,
the surface tension is obtained according to the formula y =~
0.5AP;/(1/R, — 1/R,). In general this approach is accurate

to within a few percent, even if R, is as large as 0.5R...
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Dimensional analysis

Suppose that we introduce nondimensional variables: t =
tAP/p, 3 = zZ/IR, ¥ = rlR, p = (p — P.)/AP, v =
(WVv)/(RAP). After the usual algebra, it is apparent that the
dimensionless version of Egs. la, 1b, 2a, 2b, 2¢, and 2d
involves only two groups. These are the nondimensional
pipette radius,

2} RP
Shp E , (43.)
and a form of the “capillary” number,

AP

Co=1p
crit

(4b)

Other nondimensional quantities referred to in the text are
as follows: &, = LR, §B = (pLLp)/(R AP), N
IRy Vo =V, /R3

TN

Under physiological conditions )i, usually has a value of
~0.5, and in general 0 < N, < 1 Taking standard esti-
mates, y ~ 3 X 1072 dynes/cm R, ~3 X 10" 4 cm; and
AP =~ 2 X 10™* dynes/cm?, we ﬁnd the capillary number
for a neutrophil being sucked through a human capillary to
be on the order of 100.

max

= (WO)/(RAP), and 9@

Energy conservation

If we take the dot product of the velocity field and Eq. 1b,
integrate the result over the region (), and apply the diver-
gence theorem, we obtain

0= J 0.5w(Vv + (VW) : (Vv + (Vv)T) — pD)dQ
Q

— J v (Vv + (Vv)") = pI) - ndr. (5a)
r

Substituting the incompressibility condition and the bound-
ary conditions, this result can be rewritten in the form

APQ = J ud dQ + y4, (5b)
Q
where

QEJ v-ndI‘=—J v-ndll  (5¢)
IinUTlcin TrexUlcex

is the volume flux into the pipette,

®=0.5(Vv + (VV)D): (Vv + (VV))) (5d)
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is the rate of irreversible conversion of kinetic energy to
heat, and

AEJ 2kv-ndl (5¢)
r

is the rate of change of the droplet surface area.

The interpretation of the terms in Eq. 5b is straightfor-
ward; the product of AP and O on the left gives the total
power being supplied by the suction pressure. The product
of y and A is the amount of this supply expended to create
new surface area. Finally, the volume integral gives the
amount of power being dissipated irreversibly as heat be-
cause of the fluid viscosity. Notice that the power used to
produce changes in the kinetic energy of the droplet is
neglected because of the assumption of creeping flow.

Approximate rheometric theories

After some rearrangement, Eq. 5b can be recast in the form

APQ — yA
N TV ©

It will be noticed that three factors in the equation, AP, Q,
and A, are directly observable (at least in principle). A
fourth factor (the surface tension vy) can be derived from Eq.
3d as described previously. The remaining barrier to a
practical experimental method for deriving the viscosity of
a very small liquid droplet consists of the unknown dissi-
pation integral in the denominator on the right of Eq. 6. To
overcome this obstacle, it is first convenient to express the
dissipation integral in nondimensional terms:

M, G, R) = 0k} f @ dQ. 7
[0}

Because the aspirated volume is a monotonic function of
time, we may with full generality also regard M as being
given in terms of Vg, €,, and M.

For practical viscosity determinations it is necessary to
tabulate numerical values of the dissipation factor M or to
estimate such values by some analytic theory. The simplest
existing scheme of the latter type, introduced by Needham
and Hochmuth (1990), assumes that dissipation occurs only
in the unaspirated portion of the droplet in the region
bounded by two hemispheres. The inner hemisphere is
assumed to have a radius equal to the pipette radius R, and
an outer hemisphere is assigned a radius R, (this last is
used simply as a convenient measure of size of the unaspi-
rated portion of the droplet). For values of r in the interval
[Ry> Rimax], Needham and Hochmuth assume the velocity
ﬁeld to be strictly radial, v, = —Q/(27?). Applying Eq. 5d,
this means that ®(r) = 3Q%/(7*r°). Finally, the dissipation
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integral in Eq. 6 becomes

30% (R 1 20%( 1 1
f@dﬂzﬂlf r627TV2dV=7T<RK3)—R‘3MX>. (8)
0 R,

Comparison with Eq. 7 then shows that in the case of the
Needham-Hochmuth model,

2 R
M="{1- 5" ). 9)

Because much of the dissipation is ignored in the approxi-
mations leading to Eq. 9, the final result should be regarded
as a lower bound on the actual value of M. Nevertheless, Eq.
9 suggests that the function M should be largely indepen-
dent of the capillary number and of time (except to the
extent that these parameters influence R;/Rfmx). Further-
more, when the ratio R}/R,., is much less than 1, Eq. 9
suggests that even this minor complexity is irrelevant (e.g.,
during the initial phases of aspiration for narrow pipettes).
Thus the Needham-Hochmuth model implies that for prac-
tical purposes of measuring viscosities, one may regard M
as a constant with value on the order of 2/7. Yeung and
Evans (1989) used a more sophisticated model (but still
with a number of approximations). The final results also
suggested that M should be a constant (but with a value of
~2 instead of 2/m). We will subsequently present actual
numerical computations of the factor M.

If M(V,5p» €,, M) has been tabulated, then combining
Egs. 6 and 7,

(AP —yA/QR,

= 10
MM, 6, R0 (10

Equation 10a is exact but somewhat cumbersome, if exper-
imental data are reported in terms of Lp. In these cases it is
helpful to make further approximations: O ~ mR;L, and
A/Q =~ 2(1/R, = 1/R,,)- The end result (valid if L, > R,)
is as follows:

max.

AP — yA/C

zi.yQ (10b)
7MLJR,
APR, — 2y(1 — R /R,,..

APR — 2 —F ). (10¢)

7ML,

Numerical methodology

The computations underlying this study were carried out
using a low Reynolds number hydrodynamics transport
code based on the Galerkin finite-element method (Hughes,
1987; Fletcher, 1984). This program was developed in re-
cent years specifically for investigating the solutions of field
theoretic formulations of the cytoskeletal mechanics and
chemistry of biological cells, with particular emphasis on
amoeboid cells (Dembo, 1994a,b; He and Dembo, 1997).
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Many of its important features are not needed to analyze the
simple computation of slippery droplet aspiration that is of
immediate concern, although these additional features
would be needed to treat the more complex situations men-
tioned in the Introduction. Descriptions of the features of
this code and specifics relating to its application in the
present computations are given in Appendix A.

RESULTS

As discussed previously, the dynamics of aspiration of a
slippery and incompressible Newtonian droplet with con-
stant surface tension can be fully characterized by only two
nondimensional groups. These are the capillary number, €,
and the dimensionless radius, )N, (see Eqs. 4a and 4b). In
the current study our basic strategy for analysis of the model
is to take N, € {0.3,0.5,0.7} and €, € {0.5, 0.9, 1.25, 2,
5, 10, o0} and to exhaustively examine the complete dynam-
ics of the aspiration for all 21 combinations of (N, €,).

Spatial dynamics of aspiration

Figs. 2 and 3 illustrate the geometrical effects of decreasing
surface tension while holding all other factors constant
(after scaling, decreasing surface tension corresponds to
increasing capillary number). First and foremost, one should
note that when the capillary number is small (Fig. 2 a), the
droplet merely progresses through a series of quasistatic
forms as the proportions of aspirated and unaspirated liquid
slowly change in time. At any given instant the shape is
close to the shape of minimum surface area. Thus, for
example, the exterior free surface (I'g.,) can be approxi-
mated by a spherical cap with a base equal to the pipette
radius. A similar cap exists in the interior of the pipette
(I'gn)» and, depending on the amount of aspirated fluid, there
can be a cylindrical segment that is in firm contact with the
interior surface of the pipette (I'y;,). At a low capillary
number, surface tension is sufficient to balance the suction
pressure, and the droplet does not make contact with the
exterior surface of the pipette (i.e., I, is empty).

At infinite capillary number (Fig. 2 b) surface tension is
negligible, and the droplet geometry is not influenced by a
tendency toward minimal surface area. In addition, the
viscous and pressure stresses acting on the exterior of the
pipette are the only factors available to balance the suction
pressure. Hence there is a pronounced “flattening” of the
droplet against the outer wall of the pipette (i.e., I';., is no
longer empty), and the curvatures of the free surfaces (I'g.,
and I'y,) are the result of the flow kinematics only. Thus
these curvatures are generally much smaller than would
pertain at low capillary number.

An interesting feature of aspiration at low surface tension
is the development of a slight cervix just interior to the
pipette opening (see inset of Fig. 2 b). This leaves a gap
between the droplet surface and the interior wall of the
pipette. The manifold Iy, then consists of two disconnected
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3x magnification

FIGURE 2 Overlay plot illustrating changes in the shape of a Newtonian droplet during aspiration as a function of capillary number. (@) €, = 2. (b)) €, =
. For a, b, and the inset, the degree of aspiration is (/) 0%, (2) 15%, (3) 30%, (4) 45%, and (5) 60% for ?)ip = 0.5. (a) At low capillary number, aspiration
of the droplet proceeds through a series of quasistatic states. The unaspirated portion of the droplet maintains the geometry of a spherical cap, whereas the
aspirated portion has the geometry of a cylinder with a hemispherical cap of radius R,,. (b) At high capillary number, there is a pronounced “flattening”
of the exterior portion of the droplet against the outer surfaces of the pipette. Also predicted is a decrease in the curvature of the surface I's,. A further
prediction is the existence of a small stable gap between the droplet surface and the interior wall of the pipette. This gap, as well as the “flattening,” can

be further observed in the inset.

parts (the surface of the cervix and the rounded surface at
the apex of the droplet). Intuitively one might expect a
propensity of this cervix to deepen and pinch off in a
fashion similar to what happens in a dripping faucet. Re-
markably, however, we find that the saddle-like free surface
of the cervix is stable regardless of pipette radius and
regardless of capillary number. This stability is mediated by
a precarious balance between the viscous stresses, the hy-
drodynamic pressure, and the negative suction pressure
prevailing in the pipette lumen. The uncertain nature of the
droplet stability at high capillary number would lead one to
predict rupture (or at least tethering) for even a very slight
leakage of the exterior ambient fluid in the lubrication space
between the droplet and the pipette. It is also possible that
the cervix would not develop at all if the external fluid were
assigned a nonzero viscosity. Numerical calculations to test
these possibilities will be the subject of a future study.

At low capillary number (Fig. 3 a), all regions of fluid on
the exterior of the pipette move along streamlines that
converge toward the pipette nozzle (for 3 < 0 the r-velocity
is negative and the 3-velocity is positive and increasing; see
Fig. 3, ¢ and e, respectively). At the axis (r = 0) the
streamline has perfect axial orientation and does not change
direction. The 3-velocity on this streamline goes through a
maximum just inside the pipette entrance and then decreases
to an asymptotic value (for r = 0, the apical 3-velocity is
~10% smaller than the value at the pipette opening). The
streamline passing along the wall of the pipette (r = M)
bends through a very sharp angle at the pipette opening and

then becomes perfectly aligned with the axis. Particles mov-
ing along this streamline have low 3-velocity at the pipette
entrance and then monotonically accelerate toward a max-
imum value as 3 increases. At intermediate values of r the
streamlines bend at the pipette opening. The angle of turn-
ing is such that they actually overshoot a perfect axial
orientation by a small angle (hence the r-velocity becomes
positive for 3 > 0). The r-velocity continues to increase and
reaches a maximum a short distance inside the pipette. The
r-velocity then decreases asymptotically toward zero for
very large values of 3. Within the quasihemispherical apex
of the droplet there are some additional flow disturbances
due to the slow microscopic changes in the shape of the free
surface as the distance from the pipette opening changes.
At high capillary number (Fig. 3 b) the flow follows a
general pattern similar to the one described above, but there
are two exceptional features. First, not all fluid particles on
the exterior of the pipette fall on streamlines that eventually
move into the nozzle (this is due to the “flattening” of the
droplet). Second, the streamline passing closest to the inte-
rior wall of the pipette does not have perfect axial orienta-
tion after the pipette entrance. Rather, the r-velocity along
this streamline is negative up to the deepest point of the
cervix (see Fig. 3 d). It then becomes positive (similar to the
pattern of streamlines at intermediate values of the radius).
The main features of the pressure field for an aspirating
Newtonian fluid are demonstrated by the contours of Fig. 3
a and b. These features include a ring of high pressure just
exterior to the nozzle as well as a ring of very low pressure
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FIGURE 3 Stream functions, pressure contours, and velocity contours for €, = 2 (a, ¢, and e) and €, = % (b, d, and f) at S‘ip =05and £, = 1.12.
(@) Pressure contours and stream functions for &, = 2. (b) Pressure contours and stream functions for €, = . (¢) r-velocity contours for €, = 2. (d)
r-velocity contours for €, = . (e) 3-velocity contours for &, = 2. (f) 3-velocity contours for &, = . It should be noted that in a two-dimensional view,
streamlines are closer together where the highest fluid velocity occurs. In this calculation, the region of greatest volume flux is along the axis of rotation.
However, as plotted, the streamlines are further apart along the axis of rotation. This distortion in the plot occurs because of radial corrections because the

calculation is axisymmetrical and not two-dimensional.
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just interior to the nozzle of the pipette (this is the location
of the cervix in the case of high capillary numbers). The
pressure gradient near the leading edge of the droplet ap-
proaches zero (as expected for simple plug flow). The
pressure extremes near the nozzle and the associated radial
meandering of the streamlines are both kinematically nec-
essary for creation of the new surface area (see Appendix D
for further discussion of surface kinematics during droplet
aspiration).

The final stages of droplet aspiration are not particularly
remarkable when the capillary number is small (Fig. 4 a).
The shape of the droplet is still very close to the shape of
minimum area, but the resistance to aspiration approaches
zero because there is less and less need to deform the fluid
or to produce new surface area. This leads to a singularity in
the velocity of aspiration. In contrast, when the capillary
number is very large, the final stage of aspiration is char-

b)

I

5

FIGURE 4 Overlay plot illustrating progressive changes in the shape of
a Newtonian droplet as a function of time during the final phase of
aspiration. (a) €, = 2, (b) €, = % under the condition of %, = 0.5. For
a and b, the volume aspirated for each outline is as follows: (1) 60%, (2)
70%, (3) 75%, and (4) 80%. For curve a5, the aspirated volume is 90%,
whereas the aspirated volume for b5 is 82% because of the formation of the
reentrant jet. In a, the final stages of aspiration, at low capillary number,
progress through quasistatic equilibrium points, as was observed during the
earlier stages. In b, however, the computation predicts the existence of a
reentrant jet that grows explosively and would eventually lead to lysis in
small pipettes.
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acterized by an invagination of I'y, at the axis (called a
reentrant jet). This happens because there is no penalty for
the generation of surface area and because the droplet is
very flattened so that a bigger pressure gradient impels the
motion of fluid at the trailing pole verses the wings (some-
thing very similar happens during the final stages of the
draining of a bathtub).

Fig. 4 b displays some stages in the formation of the
reentrant jet under the condition (N, €,) = (0.5, ). In this
figure, several of the previously discussed geometrical con-
sequences of a low surface tension are evident (e.g., the
development of I, and the cervix). An interesting obser-
vation is that ', continues to increase as aspiration pro-
ceeds until the beginning of the formation of the reentrant
jet. Once the jet appears, I, decreases, but at a slow rate.
A ring-like body of fluid thus becomes trapped by the
exterior of the pipette as the main body of the droplet moves
inward. A thin collar of fluid is all that is connecting this
exterior ring with the main body of the droplet. Moreover,
as the bulk of the droplet moves into the pipette, this collar
becomes increasingly thinner. On this basis we feel confi-
dent in concluding that for the conditions of Fig. 4 b droplet
rupture will ultimately occur. We observed similar dynam-
ics under the condition of (N, &,) = (0.3, ). However,
these were the only cases for which we observed rupture.
For (M, €,) = (0.7, ) a reentrant jet formed, but we saw
no evidence that growth of this jet would be sufficient to
cause rupture. During all other computations (in which the
capillary number was finite), no reentrant jet formed and
there was no evidence of droplet rupture through this
mechanism.

Temporal dynamics of aspiration

Very commonly, the dynamics of aspiration are analyzed by
plotting the length of the projection of the droplet into the
pipette (££,) versus time (t) (Fig. 5). In the current formu-
lation, when the capillary number is less than 1, the pressure
is not sufficient to overcome the surface tension. Thus &
increases rapidly at first but then slows down until a stable
equilibrium is reached. In accord with the law of Laplace,
the asymptotic value of & /N is less than 1 if €, is less
than 1. At capillary numbers greater than 1 the droplet
moves progressively into the pipette for as long as we can
follow. Thus no stable equilibrium exists. Initially the
curves of & versus t are concave downward. Then when
£,/N, becomes greater than 1, the curves are approximately
linear. Finally, they go through a point of inflection and
become concave upward. The slope of the curves then
accelerates steadily.

The kinematics of aspiration are further exemplified by
examining a plot of the time derivative of &£, (see Fig. 6).
Note that the rate of aspiration approaches a vertical asymp-
tote as the time approaches zero, as well as at the point of
complete aspiration. Between these limits there is a unique
stage at which the rate of aspiration reaches its minimum
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FIGURE 5 Three plots of &£, versus t for (a) R, = 0.3, (b)) R, = 0.5,
and (¢) R, = 0.7. In a, b, and ¢, each curve represents a specific capillary
number as follows: €, = 0.5 (W), €, = 0.9 (O), €, =125 (@®),¢, =2
©),E, =5 (A), ¢, =10 (L), &, = o (+). As can be observed in a, b,
and ¢, for €, < 1, the aspiration pressure is not great enough to overcome
the surface tension, and thus aspiration stops and a stable equilibrium is
reached. Furthermore, in all cases, the rate of aspiration varies with
capillary number, and for the cases in a and b, the higher the capillary
number, the greater the rate of aspiration. In ¢, for certain capillary
numbers, the surface tension actually assists the droplet in entering the
pipette by preventing excessive flattening, and thus the direct relationship
of aspiration rate with pressure is not observed.

value. This minimum and the conditions associated with
this minimum are important experimental observable quan-
tities that can be used as the basis for experimental tests to
distinguish between Newtonian and non-Newtonian models
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FIGURE 6 Plot of & versus t for R, = 0.5, €, = 10. The rate of
aspiration approaches a vertical asymptote as the time approaches zero and
as the point of complete aspiration is approached. Between these limits the
rate of change of £, is approximately constant.

for the fluid in a microscopic droplet (this will be elaborated
upon in subsequent publications).

To understand the reasons for the rapid changes in aspi-
ration velocity during the initial stages, one must realize that
the rim of the pipette is exerting a reaction force on the
surface I, so as to exactly counterbalance the integrated
suction force exerted over the manifold I's,. The area of
I'.. initially consists only of a single mesh node, and as a
result the reaction force approaches that of a concentrated
ring of point forces. The theoretical entry velocity for con-
centrated forces of this nature is infinite (sort of like entry
velocity for an infinitely sharp cooky cutter pushed with a
finite force). Because of the finite resolution of the compu-
tational mesh, the initial pattern of reaction forces exerted
by the pipette is slightly smeared out, and thus the initial
entry velocity (see Fig. 7) as computed numerically is a very
slight underestimate.

For N, equal to 0.3 and 0.5 (Fig. 5, a and b, respectively),
the greater the capillary number, the greater the rate of
aspiration. Intuitively this means that increasing the surface
tension of the droplet always slows down droplet entry (all
other factors being equal). Surprisingly, however, we find
that this simple rule is not always true. In particular, it is
violated when )i is equal to 0.7 (compare the curves for
€, = 5 (filled triangles) and 10 (open triangles) in Fig. 5 ¢).
This counterintuitive result comes about because surface
tension has two rather different effects on the progress of
droplet aspiration. First, surface tension causes a resistance
to dilation of the surface on the interior of the pipette, thus
retarding entry.

The secondary effect of surface tension is more subtle
and is only apparent late in the aspiration process. Here, as
the exterior volume becomes smaller, the surface tension
squeezes the exterior boundary, preventing distortion and
flattening and providing an additional impetus for droplet
entry. Simultaneously there is a decrease in viscous dissi-
pation because the fluid in a compact rounded droplet has to
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FIGURE 7 Initial entry phase for &, versus t curves for (@) R, = 0.3,
() M, = 0.5, and (c) R, = 0.7. As in Fig. 5, each curve represents a
specific capillary number as follows: €, = 0.5 (W), €, = 0.9 (O), ¢, =
1.25(@),8,=2(0),E, =5(A),E, =10 (L), €, = % (+). Fora, b, and
¢, the initial entry phase slope is not as steep as experiments show it to be.
Rather than initially being infinite, this velocity is finite and decreasing to
a constant value. The initial entry value only depends on geometry (=
£,(0)) and is constant regardless of capillary number.

be transported over shorter distances and accelerated
through smaller angles as it is aspirated. Our calculations
demonstrate that on net balance, if the pipette is wide and if
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the aspiration pressure is within a specific range, then these
secondary kinematic benefits outweigh the primary penalty.

Calculation of viscosity

The Needham-Hochmuth (N-H) and Yeung-Evans (Y-E)
models are approximate treatments of pipette hydrodynam-
ics that have been extensively used for estimating cell
viscosities from aspiration data (see Approximate Rheomet-
ric Theories; Needham and Hochmuth, 1990; Yeung and
Evans, 1989). Both of these models assume that the exterior
of the droplet is a spherical cap that changes only via
self-similar shrinkage as its volume is aspirated. They also
neglect dissipation inside the pipette and near the pipette
nozzle. Using these kinematic assumptions, the models go
on to derive functional relationships connecting the quantity
& = (AP — yA/Q)/(uL,/R,) and the quantity R /R,,,,. For
example, in the N-H approach the result of the analysis
takes the form

. . R
BAP, v, 4, 0, , Ly, Ry) = 2( - R) (11
max
The expression on the right of this equation is slightly
different in the case of the Y-E analysis, but in either case
a viscosity calculation becomes feasible because all invoked
quantities except u are experimentally observable.

Fig. 8 shows the results of a direct test for the existence
of some simple formula of the sort given by Eq. 11. The
open symbols give computed values of §§ for three different
pipette radii at €, = 2 (each data point corresponds to a
different stage of aspiration). Similar results for aspiration at
¢, = 10 are shown by closed symbols. The solid and dashed
curves show the relevant theoretical predictions of the N-H
and Y-E models, respectively.

We conclude that under many conditions there is in fact
a strong semiquantitative correlation between the values of
& and values of R /R, It is also evident, however, that
this relationship is not strictly functional (i.e., ¥ depends on
hidden factors and can undergo very significant changes
without any corresponding change in R /R ,,). The hidden
factors influencing ¥ are most pronounced at high capillary
numbers and at small degrees of aspiration (i.e., when the
exterior shape of the droplet is nonspherical or when it is
deflating in volume, primarily via processes of flattening
and indentation). Even under circumstances where the ex-
terior geometry of the droplet deflates in a similar fashion
(low capillary number and intermediate levels of aspira-
tion), both the Y-E and the N-H formulas systematically
underestimate the numerically computed values of . This,
we believe, is because the underlying models do not com-
pletely account for dissipation inside the pipette and near
the pipette nozzle.

To determine the viscosity of a small droplet of Newto-
nian fluid with improved accuracy it is desirable to use a
methodology that avoids restrictive kinematic assumptions
and is grounded in the concept of heat dissipation as exactly
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FIGURE 8 Test of the rheometric models of Needham-Hochmuth and Yeung-Evans. In this plot, the solid line represents the dissipation predicted by
the Needham-Hochmuth approximation (see Eq. 11), and the dashed line represents the Yeung-Evans approximation (with n = 0.01). Data points show
our computed values of the nondimensional factor, i = (AP — yA/Q)/(uLp/Rp), at various stages of aspiration. Open symbols indicate &, = 2, and closed
symbols indicate €, = 10. The shape of the symbol designates pipette radius (squares for i, = 0.3, circles for R, = 0.5, and triangles for R, = 0.7).

The initial vertical rise for each combination of €, and N, occurs because N

pipette.

as possible. Ideally, this means use of Eq. 10a in conjunc-
tion with tables giving the dissipation factor M for relevant
values of the independent variables &£,,, i, and €. For
convenience, reference tables of the necessary sort are pro-
vided in Appendix B of this paper, and a step-by-step
account of a typical viscosity calculation is given in Appen-
dix C.

The ratio 4/Q is a measure of the production of droplet
surface area per unit change in aspirated volume. This ratio
appears in Egs. 10a, 10b, and 11; and in principle, it is a
function of droplet geometry and motion that should be
directly observed when utilizing these equations to compute
viscosities. It is particularly important to derive accurate
values of 4/Q if the capillary number is low, because this is
when the corrections for surface tension are most signifi-
cant. Nevertheless, because direct observations of 4/Q are
experimentally difficult, it is tempting to replace this quan-
tity with something that is more easily determined. In the
simplest such procedure (Evans and Yeung, 1989) the ratio
A/Q is assigned a constant value based on the critical
condition (i.e., 4/Q = AP.;/y =~ 2/R, — 2/R)). A more
sophisticated approach is to express 4/Q as a function of
Ripay (e, A/Q = 2/R, — 2/R,,0).

Fig. 9 shows a direct comparison of these formulas
against our numerically computed values of /9. We con-

max

remains essentially constant while the droplet is being indented by the

clude that the assumption 4/Q = AP,/ can result in large
errors for all experimental conditions and should be avoided
for purposes of viscosity determinations. On the other hand,
for small pipette radii and at low capillary numbers (&, =
5), the formula A/Q = 2/R, — 2/R.,, gives very good
estimates of /9, at least during the middle stages of
aspiration (see Fig. 9, a and b). This covers most of the
situations of interest, but one must still be careful, however,
not to blithely push this approximation too far. In particular,

it is not valid if L, = R,,.

Mesh refinement

As with any computational study, one is concerned about
the amount of error associated with the various necessary
numerical approximations. The accuracy of the current
computations has been checked by repetition at different
levels of mesh refinement. Comparing plots of & versus t,
we are able to detect visible differences (order of 10%)
between calculations done using meshes with 272 elements
versus those with 800 elements. We found virtually no
difference between the results of calculations done with
meshes of 800 elements versus 3200 elements (i.e., differ-
ences of less than 1%). We did observe that there was
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FIGURE 9 Plot of #/9. versus YV 4sp for both numerically calculated (@)
and kinematically estimated (O) values of &4/2. for (a) €, = 2, (b)) €, = 10,
and (c¢) €, = «. Also drawn on these plots is the line of constant /9,
which is often assumed. In a it is evident that the kinematic model
estimates the actual value of s4/9 quite accurately, except at the very
beginning of the aspiration process (V,g, < Viemisphere)- Also evident is the
fact that 5/9 is not a constant value. In b neither the assumption of
constant 4/9, nor the kinematic model is an accurate estimate for the actual
value of $4/9. Both methods result in a gross overestimate of the actual
value of .ﬂ/gl In ¢, however, the kinematic model and the assumption of
constant /2. are approximately the same and actually result in a slight
underestimate of the actual value of /9, until the formation of the
reentrant jet, where the numerical value of $4/9 asymptotically approaches
infinity. This result is due to the fact that the rate of volume aspiration is
approaching zero.

generally a greater amount of error associated with very
narrow pipettes because the deformation of the droplet is so
extreme and the mesh became greatly distorted. We also
found that error tended to increase as &, — 1.0. This is
because the flow near the critical condition is driven on
minute pressure gradients and is influenced by very small
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shape changes. The latter are difficult to compute because
they are superimposed on the dominant quasiequilibrium
pertaining between the surface forces and the pressure field.

DISCUSSION

Although idealized and simplistic, the slippery Newtonian
droplet model captures many of the features of the passive
neutrophil as it is being aspirated into a micropipette. At the
present time the following observations may be counted in
favor of the model.

1. Under normal conditions, complete aspiration of a
droplet is predicted. Thus the model is consistent with the
fact that leukocytes can be aspirated at very rapid rates and
at very high pressures without damage.

2. During the aspiration of passive leukocytes, there is
little evidence of friction between cells and the wall of the
pipette. Any sticking that does occur from time to time is
probably indicative of activation. This supports the bound-
ary conditions of the droplet model.

3. For small aspiration pressures, neutrophils behave in
accordance with the law of Laplace. This means that for a
given pipette radius neutrophils are characterized by a well-
defined critical pressure. If the suction pressure is below this
value, the cells flow inward until a static equilibrium is
reached. Above the critical pressure no equilibrium exists
and the cells flow completely into the pipette. Except for
very narrow pipettes (less than 10% of cell radius; see
below) the critical pressure depends on the cell radius and
the pipette radius exactly as predicted by the law of Laplace.
The static shapes of the cells after equilibration at subcriti-
cal aspiration pressures are also as predicted (i.e., curvatures
of the free surfaces are constants and Eq. 3d is obeyed).

4. If the suction pressure is suddenly reduced during the
middle stages of aspiration, then cells show very little
tendency to recoil toward their initial rounded shape. In-
stead, as long as the suction pressure is still above the
critical pressure, the cells continue to move inward (al-
though the rate may be different).

5. The geometrical shapes of neutrophils during aspira-
tion are consistent with the predictions of the droplet model.
In particular, if the pressure is only slightly greater than the
critical pressure, then I'y, is closely approximated by a
spherical cap with a base equal to the pipette radius. Like-
wise, ['g, is hemispherical. There is little detectable contact
with the pipette exterior. At high pressures neutrophils
flatten against the exterior of the pipette, and the curvature
of the interior free surface is markedly reduced (Needham
and Hochmuth, 1990).

6. If the suction pressure is steady, the kinetics of neu-
trophil aspiration are qualitatively consistent with the pre-
dictions of the droplet model. Thus the initial rate of entry
(as measured in terms of Lp) is virtually infinite. The rate of
aspiration slows down very quickly and becomes approxi-
mately constant. The phase of constant aspiration rate is
prolonged and continues until the radius of the unaspirated
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material approaches the pipette radius. During the final
stages of aspiration Lp increases and again approaches inﬁnity.

7. According to some experiments, the value of L, ob-
served during the middle range of the aspiration process is
approximately linear in the suction pressure (Evans and
Yeung, 1989; Needham and Hochmuth, 1990).

8. If cells are completely aspirated into a pipette, held for
~5 s in the final “cigar-like” shape, and then expelled, they
will spontaneously regain their original spherical shape.
Analysis of the rate of recovery of the original round shape
is quantitatively consistent with a model in which the sole
driving force comes from surface energy (Tran-Son-Tay et
al., 1991). Notably the recovery kinetics are not consistent
with models involving significant contributions of elastic
energy. The values of surface tension and viscosity deter-
mined from aspiration experiments are portable and can
quantitatively predict the kinetics of freely recovering neu-
trophils in these experiments.

We will now list several instances in which existing
experimental observations do not favor the droplet model:

1. During the initial stages of pipette aspiration, neutro-
phils flow rapidly, and only after some time does the stage
of slow steady aspiration begin. This is qualitatively con-
sistent with the kinetics predicted by the droplet model, but
the quantitative data are impossible to reconcile. In partic-
ular, the experimentally observed amplitude of the initial
rapid entry phase at high suction pressures (several pipette
diameters) is much larger than anything predicted by our
calculations (see Fig. 10 for comparison of the model with
experimental data).

2. There has been evidence presented indicating that Lp
is highly nonlinear in the aspiration pressure (Tsai et al.,
1993; Waugh and Tsai, 1994). In this case it was been
suggested that the cytoplasm of the neutrophil should be
represented as a power law fluid (also sometimes called a
shear thinning fluid or a pseudoplastic fluid).

3. If the neutrophil is aspirated very quickly and then
immediately expelled from the pipette, the recovery process
begins with brief initial “jump” or recoil toward the spher-
ical shape. If the cell is held inside the pipette for a few
seconds before being expelled, then this initial transient is
not observed (see item 8 above). This suggests that the
neutrophil has a fading elastic memory with a time constant
on the order of 1 s (Tran-Son-Tay et al., 1991).

4. When the neutrophil is aspirated into a very small
pipette (less than 30% of cell radius), aspiration continues
until all of the wrinkles and folds of the lipid membrane are
pulled smooth. Shortly past this point lysis occurs if any
further aspiration is attempted (Evans and Yeung, 1989). In
the droplet model, this hard limit on the total surface dila-
tion does not occur (see further analysis in Appendix D).

5. If a neutrophil is partially aspirated into a narrow
pipette, then the cell may appear to reach a new equilibrium
state even while there is still excess surface area available.
If the suction pressure is then rapidly stepped to a very high
level before being returned to the equilibrium level, one
observes in-phase increases and decreases of L, (Zhelev and
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FIGURE 10 Plot of L/R, versus ¢, comparing model predictions and
data (from figure 8 of Tsai et al, 1993) for (a) complete course of
aspiration and (b) initial entry phase. The viscosity was adjusted to obtain
the best fit with experiment, whereas other parameters were fixed as
described in the original publication: AP = 4900 dynes/cm?, u = 925
dynes - s/cm?, y = 0.035 dynes/cm, R, = 4 um, and R, =2 pm. Itis
evident that the initial phase of neutrophil aspiration is faster and has a
larger amplitude than one would expect for a slippery droplet.

Hochmuth, 1994). These are similar to the changes one
would expect for an elastic object, and they cannot be
accounted for by the droplet model. One may speculate that
large changes in the material properties of the neutrophil
can be induced by stretch activation of receptors on the
plasma membrane.

6. Zhelev and co-workers (1994) have shown that in very
small pipettes the static equilibrium of the neutrophil is not
exactly described by the law of Laplace. The discrepancies
can be accounted for by including a finite thickness of the
cortical layer responsible for generating the apparent sur-
face tension. Some bending rigidity of the cell surface may
also be indicated.

7. For very narrow pipettes (0.4 wm) and for very high
suction pressures a necking instability is induced during
aspiration experiments (Zhelev and Hochm