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Abstract: The performance of virus filters is often determined by the extent of protein fouling, which
can affect both filtrate flux and virus retention. However, the mechanisms governing changes in virus
retention in the presence of proteins are still not well understood. The objective of this work was to
examine the effect of proteins on virus retention by both asymmetric (Viresolve® NFP and Viresolve®

Pro) and relatively homogeneous (Ultipor® DV20 and PegasusTM SV4) virus filtration membranes.
Experiments were performed with bacteriophage ϕX174 as a model parvovirus and human serum
immunoglobulin G (hIgG) as a model protein. The virus retention in 1 g/L hIgG solutions was
consistently less than that in a protein-free buffer solution by between 1 to 3 logs for the different
virus filters. The virus retention profiles for the two homogeneous membranes were very similar,
with the virus retention being highly correlated with the extent of flux decline. Membranes prefouled
with hIgG and then challenged with phages also showed much lower virus retention, demonstrating
the importance of membrane fouling; the one exception was the Viresolve® Pro membrane, which
showed a similar virus retention for the prefouled and pristine membranes. Experiments in which
the protein was filtered after the virus challenge demonstrated that hIgG can displace previously
captured viruses from within a filter. The magnitude of these effects significantly varied for the
different virus filters, likely due to differences in membrane morphology, pore size distribution,
and chemistry, providing important insights into the development/application of virus filtration
in bioprocessing.

Keywords: virus filtration; protein fouling; monoclonal antibody; virus clearance

1. Introduction

Mammalian cell-based expression systems are increasingly used for the production
of recombinant protein products. For example, Chinese hamster ovary cells are the most
commonly employed cell line for the manufacture of monoclonal antibodies [1]. However,
these mammalian cell systems are susceptible to virus contamination, including by the
parvovirus minute virus of mice (MVM) [2]. The risks of virus contamination can be
dramatically reduced by utilizing low-risk starting materials and testing in-process streams,
but there is still a need to incorporate effective methods of virus inactivation and/or
removal as part of the downstream purification process [3–5]. Virus filtration is widely
accepted across the industry as a robust, size-based method for the removal of virus
particles [6].

A number of studies have demonstrated that the virus removal capabilities of com-
mercial virus filters can be significantly altered by the presence of a therapeutic protein.
Regulatory agencies thus require that virus filter challenges be performed in the actual
process intermediates [7]. For instance, Stuckey et al. [8] evaluated virus retention for
the PlanovaTM 20N virus removal filter using 11 different process streams, with the log
reduction value (LRV) ranging 2.86 to 7.15. There was no apparent correlation with the
pH, product concentration, solution conductivity, physical characteristics of the product,
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or extent of fouling (as measured by the flux decay). In contrast, corresponding challenge
experiments performed with the XMuLV retrovirus in the same process streams showed
undetectable levels of virus in all permeate samples (LRV ≥ 6). Bolton et al. [9] noted a
significant reduction in virus retention with process throughput for the Viresolve® NFP
membrane, with a much greater decline in LRV for virus challenge experiments performed
in the presence of proteins. The measured LRV was highly correlated with the extent of
flux decline, suggesting that the primary effect of the protein was due to protein fouling,
which was thought to cause a shift in flow due to the preferential blockage of the smaller
pores within the filter.

Suh et al. [10] examined the retention of the MS2 bacteriophage by seven commercial
virus filters using bovine serum albumin (BSA) as a model protein. The Viresolve® NFP
membrane showed the greatest flux decline and the greatest reduction in LRV, with the
virus retention decreasing to LRV ≈ 1 after only 70 L/m2. The PegasusTM SV4 membrane
also showed a significant reduction in LRV, even though the flux decline for this filter
was minimal. Virus breakthrough was not seen when the filters were prefouled with
BSA, suggesting that the effects of proteins on virus retention are not simply due to flux
decline. Subsequent work [11] showed that the Viresolve® Pro membrane provided the
robust retention of the PP7 bacteriophage even under highly fouling conditions. Lute
et al. [12] identified several instances of virus breakthrough for certain virus filters even in
the absence of any significant flux decay, indicating that protein fouling is not a universally
reliable predictor of viral clearance. Hongo-Hirasaki et al. [13] reported that PPV retention
through the PlanovaTM 20N was unaffected by IgG concentration. Likewise, Leisi et al. [14]
observed that MVM retention by the PlanovaTM 20N membrane was largely unaffected by
protein fouling, but there was a significant reduction in virus retention for the PegasusTM

SV4 membrane when operated under highly fouling conditions. Afzal and Zydney [15]
also found a large reduction in virus retention by the PegasusTM SV4 membrane when
challenged with solutions of human serum immunoglobulin G (hIgG) spiked with the
bacteriophage ϕX174, with the data suggesting that the hIgG displaced previously captured
ϕX174 from within the pores of this membrane. Kosiol et al. [16] demonstrated that hIgG
could cause virus aggregation, particularly at low pH, leading to an increase in virus
retention under these conditions. However, the retention of the PP7 bacteriophage at
pH 9 was reduced in the presence of hIgG, which the authors attributed to competitive
adsorption effects, with hIgG occupying binding sites that would otherwise capture PP7.

Further support for the presence of interactions between viruses, proteins, and mem-
branes is provided by studies showing a shift in the location of virus capture in the presence
of proteins. For example, Adan-Kubo et al. [17] showed that fluorescently labeled B19V
were captured closer to the inner surface of the PlanovaTM 20N membrane in the presence
of proteins, with the magnitude of this shift being greatest for experiments performed with
albumin relative to antithrombin, haptoglobin, or hIgG. Similar results were obtained by
Leisi et al. [14] for the PlanovaTM 20N and BioEX membranes using fluorescently labeled
MVM in the presence of hIgG, but the MVM were captured farther into the depth of the
PegasusTM SV4 membrane. The authors hypothesized that this unusual behavior for the
PegasusTM SV4 membrane was due to competition between the protein and virus for
capture sites within the filter.

Additional insights into the impact of protein fouling on virus retention have been
obtained by “prefouling” membranes through the filtration of a protein solution before
challenging the membranes with a protein-free solution of the virus. Afzal and Zydney [15]
demonstrated that prefouling the PegasusTM SV4 membrane with hIgG led to a 1-log
reduction in virus capture that was nearly independent of the initial degree of fouling.
Khan et al. [18] observed no change in virus retention when prefouling the Viresolve® NFP
membrane with BSA to 30% flux decay, but they found an increase in virus retention for
membranes fouled to 60% flux decay. Jackson et al. [19] found no impact on virus retention
after prefouling the Ultipor® DV20 membrane with hIgG up to a 50% flux decay, which
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was similar to results obtained by Suh et al. [10] for the Viresolve® Pro and PegasusTM SV4
membranes prefouled with BSA. The origin of these differences in performance is unclear.

The objective of this study was to obtain more detailed insights into the impact of
proteins on virus retention through four different commercial virus filtration membranes:
the asymmetric Viresolve® NFP and Viresolve® Pro membranes and the relatively homo-
geneous Ultipor® DV20 and PegasusTM SV4 membranes. Data were obtained for filters
challenged with a model virus both in the presence and absence of hIgG and after prefoul-
ing the membranes with virus-free protein solutions. Experiments were also performed
in staged filtration experiments to identify the effect of proteins on previously captured
viruses. These results provide new insights into how proteins can alter the virus retention
characteristics of different virus removal filters.

2. Materials and Methods
2.1. Virus Filters

Virus challenges were performed with a single layer of four commercially available
virus filtration membranes: the highly asymmetric Viresolve® NFP and Viresolve® Pro
membranes from MilliporeSigma Corporation (Bedford, MA, USA) and the relatively ho-
mogenous Ultipor® DV20 and PegasusTM SV4 membranes from Cytiva (Marlborough, MA,
USA), as summarized in Table 1. Single layers of membrane were used in all experiments to
make it easier to accurately measure the virus retention without having to use very highly
concentrated suspensions of bacteriophages.

Table 1. Summary of the virus removal filters used in this work.

Filter Manufacturer Polymer Morphology Permeability

Viresolve® Pro MilliporeSigma Polyether-
sulfone Asymmetric 27–29 LMH/psi

Viresolve® NFP MilliporeSigma Polyvinylidene
fluoride Asymmetric 26–32 LMH/psi

Ultipor® DV20 Cytiva (formerly Pall Life Sciences) Polyvinylidene
fluoride

Relatively
homogeneous 2.0–2.7 LMH/psi

PegasusTM SV4 Cytiva (formerly Pall Life Sciences) Polyvinylidene
fluoride

Relatively
homogeneous 2.8–3.7 LMH/psi

The Viresolve® NFP and Viresolve® Pro membranes were obtained as single-layer
sheets directly from the manufacturer. The other two membranes were provided as 47 mm
dual-layer discs, which were carefully separated into individual layers by immersing them
in deionized water. Then, 25-mm discs were cut and placed in a polypropylene filter
holder (Advantec MFS Inc., Dublin, CA, USA), providing a filtration area of 3.5 cm2, with
the skin/shiny side facing away from the feed (the orientation used in the commercial
virus filtration devices). Limited experiments were conducted using the Viresolve® NFP
membrane in an Amicon® Model 8010 ultrafiltration cell and using the Viresolve® Pro
membrane in a custom Micro 40 device provided by MilliporeSigma (Bedford, MA, USA),
both with a single layer of the membrane.

Filters were fouled with solutions of human serum immunoglobulin G (hIgG), ob-
tained from Nova Biologics (Oceanside, CA, USA) as a lyophilized powder that was then
mixed with 0.10 M phosphate buffered saline (PBS) to obtain the desired hIgG concentra-
tion. The hIgG was filtered first through 0.2 µm and then through 0.1 µm pore size filters
(Cytiva, Marlborough, MA, USA) to remove any large protein aggregates prior to use.

2.2. Bacteriophage

Bacteriophage ϕX174 (ATCC-13706-B1, Manassas, VA, USA), which has been ex-
tensively used as a surrogate for mammalian viruses, was propagated in host E. coli
(ATCC13706, Manassas, VA, USA) by mixing 100 µL of phage with E. coli grown in nutrient
broth (NB) media prepared by mixing 8 g/L of nutrient broth powder (BD-234000) and
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5 g/L of NaCl (Promega Corp., Madison, WI, USA) with deionized distilled water. The
phages were propagated at 37 ◦C for ~6 h with gentle agitation in an incubator shaker
(New Brunswick Scientific, Edison, NJ, USA). The phage suspension was centrifuged at
3500 rpm for 10 min (Beckman Coulter, Brea, CA, USA), with the phage collected in the
supernatant and then filtered through a 0.2 µm sterile filter.

ϕX174 concentrations were determined using a plaque-forming assay by mixing
100 µL of the phage samples with 200 µL of E. coli and 3 mL of soft agar, which were
then poured onto hard agar plates that were incubated at 37 ◦C for approximately 6 h in
an inverted position. The number of plaques was determined by visual counting, with
samples diluted to obtain a countable number of plaques on each plate (typically from 5 to
200). Additional details on the handling and analysis of the ϕX174 are provided by Afzal
and Zydney [20].

2.3. Virus Filtration

Virus filtration was performed at both a constant filtrate flux, which was obtained
by connecting a peristaltic pump (Masterflex, Vernon Hills, IL, USA) between the feed
solution reservoir and the filter holder, and a constant transmembrane pressure, which was
provided by connecting the filter holder to an air-pressurized feed reservoir (SR-TEK Ltd.,
Milton Keynes, UK). Limited experiments were conducted with the virus filter directly fed
by a syringe pump (KD Scientific, Holliston, MA, USA) to maintain a constant flux.

The membranes were initially flushed with around 70 L/m2 of 100 mM PBS at pH 7.4
to thoroughly wet the pore structure. The membrane’s permeability was then evaluated
from the slope of experimental data for the filtrate flux as a function of transmembrane
pressure (TMP), using data at a minimum of three TMP, with the range of values for the
different membrane samples provided in Table 1.

The feed reservoir was then filled with the challenge solution: a suspension of bac-
teriophage ϕX174, an hIgG solution, or an hIgG solution spiked with ϕX174. The virus
retention data were typically reported in terms of the log reduction value (LRV):

LRV = −log10

(C f iltrate

CFeed

)
(1)

where Cfiltrate and CFeed are the ϕX174 concentrations in grab samples of the filtrate and
feed solutions, respectively.

3. Results and Discussion

Figure 1 shows the data obtained during constant pressure filtration at 210 kPa (30 psi)
through the four virus removal filters for the ϕX174 challenges in PBS and 1 g/L hIgG
solutions, all at pH 7.4 with 150 mM ionic strength. The ϕX174 feed concentration was
106 pfu/mL for the Viresolve® NFP, Ultipor® DV20, and PegasusTM SV4 membranes, and
it was 108 pfu/mL for the Viresolve® Pro membrane; the higher phage concentration used
for the Viresolve® Pro membrane was required to obtain detectable phage concentrations in
the permeate samples obtained with this highly retentive virus filter. Limited data obtained
over a range of phage concentrations indicated that the measured virus retention was
independent of the phage concentration, in good agreement with previous results for the
Ultipor® DV20 membrane [19]. Repeat experiments showed good reproducibility, with
LRV values within ±0.5 and flux decline within ±10% (see Figure S1).

The filtrate flux remained nearly constant for the experiments using ϕX174 in PBS
with a less than 10% decline in flux (except for the Viresolve® NFP membrane, which
showed closer to a 20% flux decline). In contrast, there were significant flux declines for the
experiments with ϕX174 in the presence of hIgG, with a more than a 90% flux decline for the
two asymmetric membranes and a more than 50% flux decline for the two homogeneous
membranes. This behavior is discussed in more detail subsequently.
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Figure 1. Virus retention during constant pressure filtration at 210 kPa for single layers of the Ultipor®

DV20, PegasusTM SV4, Viresolve® NFP, and Viresolve® Pro membranes for ϕX174 challenges using
PBS or 1 g/L hIgG solutions. Data from single experiments; replicates are shown in Figure S1.

The measured virus retention in grab samples obtained over the course of the constant
pressure filtration is shown in Figure 1 as a function of the volumetric throughput, equal
to the cumulative filtrate volume divided by the filter area. The virus retention for the
commercial virus filters would all be significantly higher than the LRV shown in Figure 1
since the Ultipor® DV20, PegasusTM SV4, and Viresolve® Pro membranes are used as
two-layers membranes in series and the Viresolve® NFP membrane is sold in a three-layer
configuration. The decrease in LRV for the ϕX174 in PBS has previously been attributed to
the accumulation of mobile viruses within the filter, a phenomenon referred to as internal
polarization [15,19]. In all cases, the LRV obtained in the presence of hIgG was lower than
that obtained in PBS, similar to results reported previously for the Viresolve® NFP [9] and
PegasusTM SV4 membranes [15]. This effect was relatively small for the Viresolve® Pro
membrane, with the LRV in the presence of hIgG being about 1.3 logs smaller than that in
PBS, but it was much more pronounced for the relatively homogeneous membranes; the
LRV in the presence of hIgG approached zero for both the Ultipor® DV20 and PegasusTM

SV4 membranes, which is nearly 3 logs smaller than the values obtained in PBS. The ϕX174
retention for the Viresolve® NFP membrane showed an unusual behavior, with the LRV
rapidly dropping to a value of 0.45 after the filtration of only 5 L/m2 before increasing by
about 0.5 logs over the subsequent 5 L/m2. This may reflect the development of a filter
cake or extensive pore blockage at very high degrees of fouling, which would cause an
increase in ϕX174 retention during the latter stages of filtration. Khan et al. [18] presented
a similar hypothesis for the increase in virus retention observed with viral stock solutions
containing high levels of impurities.
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Bolton et al. [9] previously hypothesized that the decline in LRV observed for the
Viresolve® NFP membrane in the presence of proteins was directly related to the magnitude
of the flux decline caused by protein fouling. This was examined for the four virus filters
by replotting the data in Figure 1 as an explicit function of 1-J/Jo, where the values of
the initial filtrate flux for each membrane (Jo) were evaluated based on data for the buffer
flux at the same TMP. The results are shown in Figure 2; data from replicate experiments
are plotted in Figure S2. The data for the two relatively homogeneous membranes, the
Ultipor® DV20 and PegasusTM SV4 membranes, tend to collapse to nearly a single curve
when plotted in this fashion, although the virus retention decreased to nearly zero after
only a 40% flux decline. This decline in LRV was likely related to the accumulation of
ϕX174 in the capture zone of these homogeneous membranes in combination with the
elimination of capture sites within the filter by the hIgG, either due to protein adsorption
and/or the blockage of the size-restrictive pores. In contrast, the two highly asymmetric
membranes, the Viresolve® Pro and Viresolve® NFP membranes, both showed very high
degrees of fouling, but the virus retention for the Viresolve® Pro membrane remained at
LRV > 4 while that for the Viresolve® NFP membrane sharply decreased, with the latter
in good agreement with results obtained by Bolton et al. [9]. Note that the first data point
for the Viresolve® NFP membrane is plotted at a flux decay of 88%, reflecting the very
high degree of fouling that was obtained within the first grab sample (0.6 mL). The very
high degree of fouling for the Viresolve® Pro and Viresolve® NFP membranes was a direct
result of the highly asymmetric pore structure in these membranes, with all the protein
fouling localized to the region with the highly restricted pores near the filter exit [21]. Note
that the minimum in the LRV for the Viresolve® NFP membrane near the very end of the
experiment occurred at a flux decline of 99.3%, which is a much higher degree of fouling
than is typically studied in virus filter testing.
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Figure 2. LRV as a function of flux decline for the experimental data from Figure 1.

Although most previous studies have attributed reductions in virus retention in the
presence of proteins simply to the effects of protein fouling (and the resulting change in
filtrate flux and pore size distribution), Afzal and Zydney [15] recently showed that hIgG
could directly affect virus capture/retention by the PegasusTM SV4 membrane. This was
experimentally examined by performing virus challenge experiments at a constant filtrate
flux (to eliminate the effect of flux decline on virus retention) for (a) clean membranes using
ϕX174 in PBS, (b) membranes prefouled with hIgG and then challenged with ϕX174 in
PBS, and (c) membranes challenged with a mixture of ϕX174 and hIgG. Given the very



Membranes 2024, 14, 158 7 of 14

different permeabilities and fouling characteristics for the virus filters, these experiments
were performed under slightly different conditions: the Ultipor® DV20 and PegasusTM

SV4 membranes were both operated at a flux of 20 LMH using 3 and 5 g/L hIgG solutions,
respectively, the Viresolve® Pro membrane was run at 100 LMH with 0.25 g/L of hIgG, and
the Viresolve® NFP membrane was run at 250 LMH with 0.05 g/L of hIgG. The prefouling
was performed until the transmembrane pressure increased by a factor of 4 (i.e., until
P/Po = 4) for the Viresolve® Pro membrane and by a factor of 2.5 for the PegasusTM SV4,
Ultipor® DV20, and Viresolve® NFP membranes. The lower degree of fouling used for
the experiments with the PegasusTM SV4 and Ultipor® DV20 membranes was required
because of the low permeability (and thus high initial transmembrane pressure) of these
membranes. The experiments with the Viresolve® Pro membrane were conducted with a
syringe pump to ensure that the filtrate flux remained constant.

The measured values of ϕX174 in the grab samples obtained at a throughput of
20 L/m2 are summarized in Figure 3. In all cases, the highest virus retention was obtained
for the clean membranes, while the lowest virus retention was obtained for the experiments
in which the ϕX174 challenge was performed in the presence of hIgG, even though the
experiments performed using the hIgG began with membranes that were “unfouled” and
the pressure at a throughput of 20 L/m2 was always less than or equal to that for the
corresponding prefouled membrane. The difference in LRV between that in the prefouled
membranes and that evaluated in the presence of hIgG was particularly pronounced for the
relatively homogeneous PegasusTM SV4 and Ultipor® DV20 membranes, with a more than
0.7-log difference in LRV. These homogeneous membranes show virus capture in a relatively
larger portion of the filter depth [14,19,22], with the data suggesting that hIgG may out-
compete ϕX174 for these capture sites. In contrast, the LRVs for the highly asymmetric
Viresolve® NFP and Viresolve® Pro membranes were similar for the prefouled membranes
and that evaluated in the presence of hIgG, with the Viresolve® Pro membrane showing
robust virus retention for all three conditions. The origins of these differences in behavior
are discussed in more detail subsequently.
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Figure 3. Virus retention for the different virus filtration membranes for single constant flux filtration
experiments performed with ϕX174 in PBS through both clean and prefouled membranes and with
ϕX174 in hIgG solutions. Prefouling was performed with the constant flux filtration of hIgG through
the filters until P/P0 = 2.5 for the Viresolve® NFP, PegasusTM SV4, and Ultipor® DV20 membranes
and to P/P0 = 4 for the Viresolve® Pro membrane. Error bars represent the range of values for
replicate experiments.
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Additional insights were obtained by challenging the membranes with ϕX174 in PBS
followed immediately by a virus-free 1 g/L hIgG solution, all at a constant pressure of
210 kPa. A trivalve was used to switch between the ϕX174 and hIgG to ensure that there
was no disruption in the pressure/flow while switching between the feed solutions. The
results from replicate experiments performed with each of the virus filters are plotted in
Figure 4 as the normalized ϕX174 concentration, i.e., the ratio of the ϕX174 concentration
in the permeate grab sample to that in the initial feed used for the phage challenge. The
phage retention levels for the Ultipor® DV20, PegasusTM SV4, and Viresolve® NFP mem-
branes were nearly identical during the initial phage challenge, with the normalized ϕX174
concentration increasing by almost 1 log over the 35 L/m2. In contrast, the Viresolve® Pro
membrane had approximately 100-fold (2 logs) greater retention, although the normal-
ized ϕX174 concentration also increased by nearly 1 log for this filter during the initial
phage challenge.
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Figure 4. Normalized ϕX174 concentration (permeate concentration/initial feed concentration) as
a function of volumetric throughput for replicate experiments involving different membranes for
the filtration of ϕX174 followed by a 1 g/L hIgG solution at a constant pressure of 210 kPa. The feed
was switched between ϕX174 and virus-free hIgG at 35 L/m2 through a trivalve, as indicated by the
dashed vertical line. Results from replicate experiments are shown by the shaded and filled symbols.

The introduction of hIgG caused a dramatic increase in the ϕX174 concentration in the
permeate samples obtained through the Ultipor® DV20, PegasusTM SV4, and Viresolve®

NFP membranes, even though the hIgG solution contained no virus. Data obtained using
the same experimental system but with PBS in the second half of the filtration showed no
increase in ϕX174 concentration after switching from the phage suspension to pure buffer
(shown subsequently in Figure 5). The increase in virus transmission upon switching to a
hIgG solution was discussed by Afzal and Zydney [15] for the PegasusTM SV4 membrane
and was attributed to the displacement of previously captured phages by the hIgG. The
ϕX174 concentration in the permeate samples for the Ultipor® DV20 and PegasusTM SV4
membranes remained nearly constant during the hIgG challenge, with values that were
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approximately 100 times greater than that evaluated immediately before the introduction of
the hIgG solution. The behavior of the Viresolve® NFP membrane was somewhat different,
with an initial 1000-fold increase in the ϕX174 concentration followed by a very significant
decline in permeate concentration over the course of the hIgG filtration. This reduction
in phage concentration is likely related to the very rapid fouling of the Viresolve® NFP
membrane by the hIgG solution, with the flux decreasing by more than 90% after only
3 L/m2. In contrast, the ϕX174 retention by the Viresolve® Pro membrane was nearly
unaffected by the switch to hIgG, with the ϕX174 concentration in the permeate remaining
relatively stable throughout the hIgG filtration. It is important to note that the Ultipor®

DV20, PegasusTM SV4, and Viresolve® NFP membranes are all made of polyvinylidene flu-
oride (PVDF), while the Viresolve® Pro membrane is made of polyethersulfone, suggesting
that the differences seen in Figures 3 and 4 may be related, at least in part, to the chemistry
of the filters and the nature of the virus/protein/membrane interactions.
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Figure 5. Normalized ϕX174 concentration in permeate samples collected through the PegasusTM

SV4 (top panel) and Viresolve® NFP (bottom panel) membranes during a 3-stage filtration process in
which the filter was challenged first with ϕX174 in PBS followed by pure PBS (no phage) and then a
virus-free hIgG solution, all at a constant transmembrane pressure of 210 kPa. The feed was switched
between the different solutions through a trivalve, as indicated by the vertical dashed lines. Note the
broken x-axis.

The different behavior of the highly asymmetric Viresolve® NFP and the relatively
homogeneous PegasusTM SV4 membranes were further examined using a three-stage
filtration process in which the filters were first challenged with a suspension containing
106 pfu/mL ϕX174 in PBS for 35 L/m2 throughput, followed immediately by an extended
flush with just PBS and then a phage-free hIgG solution (1 g/L of hIgG for the Viresolve®

NFP membrane and 5 g/L of hIgG for the PegasusTM SV4 membrane). The switches in
feed were again performed using a trivalve to eliminate any flow disruptions, with the
pressure maintained at 210 kPa throughout the experiment. The results are shown in
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Figure 5. The extended buffer flush caused a gradual decline in the ϕX174 concentration
for the PegasusTM SV4 membrane, with the normalized phage concentration remaining
around 10−4 over more than 1400 L/m2 of filtration due to the very slow washout of
previously retained phage during the buffer flush [15]. The buffer flush caused a more
rapid initial decline in the ϕX174 concentration for the Viresolve® NFP membrane, with
the normalized concentration remaining at about 4 × 10−5 over the remainder of the buffer
flush. Although the extended buffer flush should have led to the removal of the large
majority of the mobile ϕX174 that was retained within the membrane during the initial
phage challenge [19], the switch to the hIgG solution still caused a rapid, nearly 4-log
increase in the normalized ϕX174 concentration for both membranes despite the very
different pore morphologies. This large spike in the ϕX174 transmission was likely due to
the displacement of previously captured phages (that were not removed by the extended
buffer flush) by the hIgG in the final stage of the filtration experiment, possibly reflecting
the presence of competitive adsorptive interactions between the ϕX174/hIgG and the PVDF
membranes, with adsorption of the hIgG leading to the desorption of the ϕX174.

The potential impacts of adsorptive interactions on ϕX174 retention were further
examined by challenging the Viresolve® NFP and PegasusTM SV4 membranes with ϕX174
at different solution pH values. Data were obtained for the Pegasus SV4 membrane
in 10 mM PBS solutions to increase the effect of electrostatic interactions, with the pH
adjusted by adding HCl or NaOH as needed. The results are summarized in Table 2. The
initial LRV after 10 L/m2 of throughput for the Viresolve® NFP membrane significantly
increased at low pH levels, i.e., under conditions where the ϕX174 and membranes had
opposite electrical charges. There was also a small increase in LRV with decreasing pH for
the PegasusTM SV4 membrane, although this effect was smaller than that seen with the
Viresolve® NFP membrane.

Table 2. Effect of solution pH on virus retention by the Viresolve® NFP and PegasusTM SV4 membranes.

pH Viresolve® NFP
LRV

PegasusTM SV4
LRV

4.0–4.9 4.4 ± 0.2 3.1 ± 0.2
7.4 2.7 ± 0.2 2.8 ± 0.2
10 2.4 ± 0.2 2.4 ± 0.2

The effects of hIgG concentration on ϕX174 retention for the Viresolve® NFP and
PegasusTM SV4 membranes are examined in Figure 6. The experiments with the Viresolve®

NFP membrane were performed at lower hIgG concentrations due to the very high degree
of fouling observed with this filter. The ϕX174 retention by the Viresolve® NFP membrane
decreased with increasing hIgG concentration, similar to the results presented by Bolton
et al. [9], with the LRV decreasing to essentially zero for the experiments with 0.08 and
0.2 g/L hIgG solutions. Only the data at the highest hIgG concentration showed a minimum
in LRV at an intermediate throughput. The data for the PegasusTM SV4 membrane showed
only a 2-log reduction in LRV when the hIgG concentration was 0.2 g/L, but the LRV
decline was much more pronounced for the runs at hIgG concentrations of 1 g/L or higher.
In addition, the data at 7.5 and 10 g/L hIgG showed minima in the phage retention, similar
to the results for the Viresolve® NFP membrane at 1 g/L.
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Figure 6. Virus retention as a function of hIgG concentration for protein solutions with 106 pfu/mL
of phages. Data were obtained for single experiments at each hIgG concentration involving the
Viresolve® NFP (top panel) and PegasusTM SV4 (bottom panel) membranes, all at a constant pressure
of 210 kPa.

4. Conclusions

The results presented in this study provide detailed insights into the virus retention
performance of four different commercially available virus filtration membranes. Similar
to previously reported studies, virus retention was reduced in the presence of proteins
compared with that obtained in a protein-free buffer. The difference in LRV was nearly
3 logs for the relatively homogenous Ultipor® DV20 and PegasusTM SV4 membranes,
while the highly asymmetric Viresolve® Pro membrane had only about 1.3 logs lower
retention (even for the heavily fouled membrane). The Viresolve® NFP membrane also had
a lower LRV in the presence of hIgG, but in this case, the virus retention in the presence of
hIgG showed a distinct minimum, with the increase in virus retention at a very high flux
decline likely due to the blockage of the pore space within the depth of the Viresolve® NFP
membrane (upstream of the size-selective skin layer) that provides additional resistance to
transport. The LRV profiles for the Ultipor® DV20 and PegasusTM SV4 membranes were
well-correlated with the extent of flux decline, suggesting that this behavior is governed in
large part by the relatively homogeneous structure of these two filters.

Experiments performed with prefouled membranes at constant flux showed that only
part of the reduction in LRV was due to a change in the membrane pore size distribution
due to protein fouling; data for the Viresolve® Pro membrane showed nearly identical
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virus retention levels for the pristine and prefouled membranes. The different behavior
for the different virus filters is likely related to differences in the underlying pore struc-
ture/properties of the membranes, similar to the different effects of protein fouling on the
location of virus capture as examined by confocal microscopy [14] and the visualization
of gold nanoparticles by SEM [21]. Note that the Viresolve® Pro membrane is made of
polyethersulfone, while the other three virus filters examined in this work were all made of
PVDF, suggesting that the more robust virus retention for the Viresolve® Pro membrane
may be directly related to its surface chemistry.

Sequential filtration experiments in which the filters were first challenged with a virus
and then with hIgG (without virus) showed a sharp increase in virus concentration in
permeate samples obtained immediately after switching to the protein. This increase in
virus transmission was due to the displacement of viruses that were previously captured
within the membrane by the protein, a phenomenon that was first identified by Afzal
and Zydney [15] for the PegasusTM SV4 membrane. This effect was most pronounced
for the Viresolve® NFP membrane and least significant for the Viresolve® Pro membrane,
suggesting that this behavior is not related to the asymmetric (versus homogeneous)
structure of the membrane. This increase in virus transmission was also apparent even
after extensively flushing the virus filter with buffer (using more than 1000 L/m2 of buffer).
Thus, it is critically important that any pre-flushing of virus filters be performed with
completely virus-free buffer solutions to ensure that the product is not contaminated with
viruses that were captured during the filter preparation.

The large reduction in LRV for the Ultipor® DV20, PegasusTM SV4, and Viresolve®

NFP membranes in the presence of proteins raises concerns about the effectiveness of these
filters in providing the high level of virus removal required in bioprocessing. Similar effects
have been previously reported. For example, Lute et al. [12] reported an LRV ≤ 0.5 for
the Ultipor® DV20 membrane using both ϕX174 and PP7 in the presence of a 2.5 mg/mL
solution of a therapeutic protein, while Bolton et al. [9] found an LRV ≤ 1 for the Viresolve®

NFP using ϕX174 when measured in a 1 mg/mL solution of hIgG. However, it is important
to note that the data obtained in this study were for single layers of membrane, while the
commercially available flat-sheet virus filters typically use two or three layers of virus-
retentive membranes. Peles et al. [23] showed that the hIgG fouling of the Viresolve® Pro
membrane occurs almost entirely in the upper layer of the two-layer filter, suggesting
that virus retention by the lower layer(s) of membrane might be largely unaffected by
protein fouling (but might still be affected by the displacement of viruses in the presence
of proteins). In addition, the hIgG fouling of virus filters appears to be dominated by the
presence of irreversible aggregates [23,24], while many monoclonal antibodies show flux
decline due to the formation of reversible associations. Future studies will be required to
understand the magnitude of the effect of proteins on virus retention by these multilayer
filters using actual therapeutic proteins with different fouling characteristics to more fully
understand how the properties of the proteins and the key morphological features of the
virus filters, such as pore tortuosity, void volume fraction, pore size distribution, and pore
interconnectivity, govern virus filter performance.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/membranes14070158/s1. Figure S1: Virus retention during constant
pressure filtration at 210 kPa for single layers of the Ultipor® DV20, PegasusTM SV4, Viresolve® NFP,
and Viresolve® Pro membranes for replicate experiments involving ϕX174 challenges using PBS or 1
g/L hIgG solutions. Results from replicate experiments are represented as filled and shaded symbols.
Figure S2: LRV as a function of flux decline for the replicate experiments involving phage in hIgG
from Figure S1.

Author Contributions: Conceptualization, A.L.Z.; methodology, M.A.A., J.P. and A.L.Z.; data cu-
ration, M.A.A. and J.P.; writing—original draft preparation, M.A.A.; writing—review and editing,
A.L.Z.; supervision, A.L.Z.; funding acquisition, A.L.Z. All authors have read and agreed to the
published version of the manuscript.

https://www.mdpi.com/article/10.3390/membranes14070158/s1
https://www.mdpi.com/article/10.3390/membranes14070158/s1


Membranes 2024, 14, 158 13 of 14

Funding: This work was supported through the Membrane Applications Science and Technology
(MAST) Center, which is funded by grant numbers 1841474 and 2310832 from the NSF IUCRC program.

Institutional Review Board Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors would like to thank Brian Chettle for assisting with some of the
experimental studies and MilliporeSigma for the donation of the Viresolve® NFP and Viresolve®

Pro membranes.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Walsh, G. Biopharmaceutical Benchmarks 2014. Nat. Biotechnol. 2014, 32, 992–1000. [CrossRef] [PubMed]
2. Merten, O.W. Virus contaminations of cell cultures—A biotechnological view. Cytotechnology 2002, 39, 91–116. [CrossRef]

[PubMed]
3. International Conference on Harmonisation, Guidance on Viral Safety Evaluation of Biotechnology Products Derived from

Cell Lines of Human or Animal Origin, Availability—FDA. Federal Register Notices. 1998, 63, 51074–51084. Available on-
line: https://www.federalregister.gov/documents/1998/09/24/98-25569/international-conference-on-harmonisation-guidance-
on-viral-safety-evaluation-of-biotechnology (accessed on 14 July 2024).

4. Shukla, A.A.; Aranha, H. Viral Clearance for Biopharmaceutical Downstream Processes. Pharm. Bioprocess. 2015, 3, 127–138.
[CrossRef]

5. Barone, P.W.; Wiebe, M.E.; Leung, J.C.; Hussein, I.T.M.; Keumurian, F.J.; Bouressa, J.; Brussel, A.; Chen, D.; Chong, M.; Dehghani,
H.; et al. Viral Contamination in Biologic Manufacture and Implications for Emerging Therapies. Nat. Biotechnol. 2020, 38,
563–572. [CrossRef] [PubMed]

6. Johnson, S.A.; Chen, S.; Bolton, G.; Chen, Q.; Lute, S.; Fisher, J.; Brorson, K. Virus Filtration: A Review of Current and Future
Practices in Bioprocessing. Biotechnol. Bioeng. 2022, 119, 743–761. [CrossRef] [PubMed]

7. PDA. Virus filtration. Technical report No. 41. PDA J. Pharm. Sci. Technol. 2005, 59, 8–42.
8. Stuckey, J.; Strauss, D.; Venkiteshwaran, A.; Gao, J.; Luo, W.; Quertinmont, M.; O’Donnell, S.; Chen, D. A novel approach to

achieving modular retrovirus clearance for a parvovirus filter. Biotechnol. Prog. 2013, 30, 79–85. [CrossRef]
9. Bolton, G.; Cabatingan, M.; Rubino, M.; Lute, S.; Brorson, K.; Bailey, M. Normal-flow Virus Filtration: Detection and Assessment

of the Endpoint in Bioprocessing. Biotechnol. Appl. Biochem. 2005, 42, 133–142. [CrossRef]
10. Suh, D.; Jin, H.; Park, H.; Lee, C.; Cho, Y.H.; Baek, Y. Effect of Protein Fouling on Filtrate Flux and Virus Breakthrough Behaviors

during Virus Filtration Process. Biotechnol. Bioeng. 2023, 120, 1891–1901. [CrossRef]
11. Suh, D.; Jin, H.; Lee, C.; Baek, Y. Virus breakthrough behavior during virus filtration: Effects of virus/protein concentration and

operating conditions. Biochem. Eng. J. 2023, 198, 109031. [CrossRef]
12. Lute, S.; Bailey, M.; Combs, J.; Sukumar, M.; Brorson, K. Phage Passage after Extended Processing in Small-virus-retentive Filters.

Biotechnol. Appl. Biochem. 2007, 47, 141–151. [CrossRef] [PubMed]
13. Hongo-Hirasaki, T.; Komuro, M.; Ide, S. Effect of antibody solution conditions on filter performance for virus removal filter

planovaTM 20N. Biotechnol. Prog. 2010, 26, 1080–1087. [CrossRef]
14. Leisi, R.; Rostami, I.; Laughhunn, A.; Bieri, J.; Roth, N.J.; Widmer, E.; Ros, C. Visualizing Protein Fouling and Its Impact on

Parvovirus Retention within Distinct Filter Membrane Morphologies. J. Membr. Sci. 2022, 659, 120791. [CrossRef]
15. Afzal, M.A.; Zydney, A.L. Impact of Proteins and Protein Fouling on Virus Retention during Virus Removal Filtration. Biotechnol.

Bioeng. 2024, 121, 710–718. [CrossRef] [PubMed]
16. Kosiol, P.; Kahrs, C.; Thom, V.; Ulbricht, M.; Hansmann, B. Investigation of virus retention by size exclusion membranes under

different flow regimes. Biotechnol. Prog. 2018, 35, e2747. [CrossRef]
17. Adan-Kubo, J.; Tsujikawa, M.; Takahashi, K.; Hongo-Hirasaki, T.; Sakai, K. Microscopic visualization of virus removal by

dedicated filters used in biopharmaceutical processing: Impact of membrane structure and localization of captured virus particles.
Biotechnol. Prog. 2019, 35, e2875. [CrossRef]

18. Khan, N.Z.; Parrella, J.J.; Genest, P.W.; Colman, M.S. Filter Preconditioning Enables Representative Scaled-down Modelling
of Filter Capacity and Viral Clearance by Mitigating the Impact of Virus Spike Impurities. Biotechnol. Appl. Biochem. 2009, 52,
293–301. [CrossRef]

19. Jackson, N.B.; Bakhshayeshi, M.; Zydney, A.L.; Mehta, A.; Van Reis, R.; Kuriyel, R. Internal Virus Polarization Model for Virus
Retention by the Ultipor®VF Grade DV20 Membrane. Biotechnol. Prog. 2014, 30, 856–863. [CrossRef]

20. Afzal, M.A.; Zydney, A.L. Effect of filtrate flux and process disruptions on virus retention by a relatively homogeneous virus
removal membrane. Biotechnol. Prog. 2022, 38, e3255. [CrossRef]

21. Fallahianbijan, F.; Giglia, S.; Carbrello, C.; Bell, D.; Zydney, A.L. Impact of Protein Fouling on Nanoparticle Capture within the
Viresolve® Pro and Viresolve® NFP Virus Removal Membranes. Biotechnol. Bioeng. 2019, 116, 2285–2291. [CrossRef] [PubMed]

https://doi.org/10.1038/nbt.3040
https://www.ncbi.nlm.nih.gov/pubmed/25299917
https://doi.org/10.1023/A:1022969101804
https://www.ncbi.nlm.nih.gov/pubmed/19003296
https://www.federalregister.gov/documents/1998/09/24/98-25569/international-conference-on-harmonisation-guidance-on-viral-safety-evaluation-of-biotechnology
https://www.federalregister.gov/documents/1998/09/24/98-25569/international-conference-on-harmonisation-guidance-on-viral-safety-evaluation-of-biotechnology
https://doi.org/10.4155/pbp.14.62
https://doi.org/10.1038/s41587-020-0507-2
https://www.ncbi.nlm.nih.gov/pubmed/32341561
https://doi.org/10.1002/bit.28017
https://www.ncbi.nlm.nih.gov/pubmed/34936091
https://doi.org/10.1002/btpr.1820
https://doi.org/10.1042/BA20050056
https://doi.org/10.1002/bit.28407
https://doi.org/10.1016/j.bej.2023.109031
https://doi.org/10.1042/BA20060254
https://www.ncbi.nlm.nih.gov/pubmed/17286554
https://doi.org/10.1002/btpr.415
https://doi.org/10.1016/j.memsci.2022.120791
https://doi.org/10.1002/bit.28607
https://www.ncbi.nlm.nih.gov/pubmed/37994529
https://doi.org/10.1002/btpr.2747
https://doi.org/10.1002/btpr.2875
https://doi.org/10.1042/BA20080133
https://doi.org/10.1002/btpr.1897
https://doi.org/10.1002/btpr.3255
https://doi.org/10.1002/bit.27017
https://www.ncbi.nlm.nih.gov/pubmed/31081123


Membranes 2024, 14, 158 14 of 14

22. Leisi, R.; Widmer, E.; Gooch, B.; Roth, N.J.; Ros, C. Mechanistic insights into flow-dependent virus retention in different nanofilter
membranes. J. Membr. Sci. 2021, 636, 119548. [CrossRef]

23. Peles, J.; Cacace, B.; Carbrello, C.; Giglia, S.; Zydney, A.L. Protein Fouling during Constant-flux Virus Filtration: Mechanisms and
Modeling. Biotechnol. Bioeng. 2023, 120, 3357–3367. [CrossRef] [PubMed]

24. Bieberbach, M.; Kosiol, P.; Seay, A.; Bennecke, M.; Hansmann, B.; Hepbildikler, S.; Thom, V. Investigation of Fouling Mechanisms
of Virus Filters during the Filtration of Protein Solutions Using a High Throughput Filtration Screening Device. Biotechnol. Prog.
2019, 35, e2776. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.memsci.2021.119548
https://doi.org/10.1002/bit.28511
https://www.ncbi.nlm.nih.gov/pubmed/37489799
https://doi.org/10.1002/btpr.2776

	Introduction 
	Materials and Methods 
	Virus Filters 
	Bacteriophage 
	Virus Filtration 

	Results and Discussion 
	Conclusions 
	References

