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Abstract

Natural selection acts on cellular organisms by ensuring the genes respon-
sible for an advantageous phenotype consistently reap the phenotypic ad-
vantage. This is possible because reproductive cells of these organisms are
almost always haploid, separating the beneficial gene from its rival allele at
every generation. How natural selection acts on plus-strand RNA viruses
is unclear because these viruses frequently load host cells with numerous
genome copies and replicate thousands of progeny genomes in each cell.
Recent studies suggest that these viruses encode the Bottleneck, Isolate, Am-
plify, Select (BIAS) mechanism that blocks all but a few viral genome copies
from replication, thus creating the environment in which the bottleneck-
escaping viral genome copies are isolated from each other, allowing natural
selection to reward beneficial mutations and purge lethal errors. This BIAS
mechanism also blocks the genomes of highly homologous superinfecting
viruses, thus explaining cellular-level superinfection exclusion.
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1. INTRODUCTION

An informed discussion on how natural selection acts on viruses demands a concise definition of
natural selection.At its core, natural selection consists of two interrelated rules. First, selection acts
on phenotypic differences. This simply means that, within a population of the same species living
under nearly identical conditions, some individuals may manifest certain physical or behavioral
characteristics, namely phenotypes, that enable them to outcompete other individuals. Individ-
uals expressing such advantageous phenotypes hence become more numerous in the population
over time (1). This is best illustrated by the body color evolution of peppered moths in areas of
England during a time of worsening industrial pollution. Peppered moths with black bodies were
rare before 1848, yet their numbers increased steadily during the next 50 years, eventually account-
ing for 98% of all peppered moths in the affected areas by 1895. It was later demonstrated that
in an environment heavily contaminated with soot, the black-bodied moths had the phenotypic
advantage of blending in with their surroundings and thus surviving from predatory birds in larger
numbers (2). In this example, the black body color was a phenotype favored by natural selection.

The second rule of natural selection is that the phenotypic differences under selection must
be heritable, meaning they must be caused by differences in specific genes, frequently in the form
of allelic variants of the same ancestral gene. Only then can the selected-for phenotype accrue
the phenotypic benefits to the very individual carrying the corresponding gene, making this gene
more likely to survive and reproduce than its rival alleles.The increased frequency of the beneficial
gene in the population in turn enables more individuals to express the advantageous phenotype,
perpetuating the virtuous cycle of natural selection.

From this second rule derives another condition that is often overlooked but is nevertheless es-
sential for natural selection to occur: The beneficial gene/allele must be the primary beneficiary of
the advantageous phenotype.This condition is rarely unmet for cellular organisms simply because
most cellular organisms are either haploid or diploid, whose cells contain no more than two sets
of homologous chromosomes. As a result, a phenotypic advantage is relayed to no more than two
types of germline cells, with at least one half of these germline cells harboring the beneficial gene.
While the advantage is also conferred to the gene allelic to the beneficial gene in a sexually repro-
ducing heterozygote, such a benefit is transitory because the rival allele is soon separated from the
beneficial allele in the subsequent generation. In short, the gene responsible for the selected-for
phenotype must be separated from its rival alleles to allow for the perpetuation of the phenotypic
advantage and thus the gene itself.

The separation of gene alleles is even more crucial for purifying selection. To better illustrate
this point, let us go back to the example of positive selection among living peppered moth individ-
uals. Peppered moths with nonblack body colors were born alive but were more easily caught and
killed by predatory birds; hence, they left behind fewer descendants, causing the underlying genes
to decrease in frequency over multiple generations. By contrast, there were peppered moth em-
bryos that never developed into live larvae due to lethal mutations in essential genes. For instance,
certain loss-of-function mutations in a DNA polymerase gene arrest cell division at a very early
stage of embryo development (3), thereby eliminating suchmutations through purifying selection.
Purifying selection cannot occur unless the lethal mutation is separated from its functional alleles.
Indeed, most of the hereditary diseases caused by loss-of-function mutant genes are recessive and
manifest their fatal phenotypes only when the mutated genes are homozygous, being completely
separated from their functional alleles.

To reiterate, in cellular organisms the separation of gene alleles from each other is guaranteed
because their germline cells carry only one set of chromosomes. However, such separation be-
comes a huge challenge for viruses, as thousands of genome copies of the same virus can coexist
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in a single cell. Nevertheless, quite a few virologists seem to believe that many of the coexisting
genome copies can simultaneously replicate in the same cell and for multiple cycles (4). How can
natural selection act on viruses to facilitate the rapid spread of beneficial (to virus) mutants, such
as the Delta variant of severe acute respiratory syndrome coronavirus 2, if the mutant genome has
to share the encoded advantage with many rival genomes (5)?

In this review, we try to make the case that viruses too must separate their genomes from
each other at the cellular level. We propose a new hypothesis postulating how separation of viral
genomes can be realized in virus-infected cells and chronicle the published studies in support
of this hypothesis. While most of the relevant studies centered on single-stranded, plus-strand
RNA [(+)RNA] viruses, the general principle on which our hypothesis is based may very well
be applicable to viruses with other forms of genomes. The goals of this review are to call readers’
attention to this unorthodox idea, to inspire more rigorous testing of this idea using different virus
systems, and to explore novel virus control strategies that subvert this evolutionary arrangement.

2. THE BIAS HYPOTHESIS

The basic concept of the Bottleneck, Isolate, Amplify, Select (BIAS) hypothesis is illustrated in
Figure 1a. It postulates that successful viruses encode strategies that limit the number of repro-
ducing (replicating) genome copies in each infected cell to low single digits, often as low as one.
Such strategies create the intracellular environment in which the reproducing viral genomes are
separated from each other, allowing them to be acted upon by natural selection.Various prototypes
of the BIAS hypothesis were proposed in several earlier publications (6–8). The version presented
here reflects our latest refinement. Briefly, the revised hypothesis places more emphasis on the
natural selection imperative of the BIAS arrangement.We wish to stress that the BIAS hypothesis
in the current form applies only to (+)RNA viruses.

According to the BIAS hypothesis, (+)RNA viruses limit the number of replicating genomes
per cell by establishing intracellular viral population bottlenecks. More specifically, experimental
evidence suggests that most cells infected by a (+)RNA virus internalize hundreds, sometimes
thousands, of copies of the viral genome (9). Nonetheless, the vast majority of the internalized
genome copies are prevented from initiating replication by intracellular population bottlenecks
and hence are genetic dead ends. As a result, the few genomes that do escape from the bottle-
necks become isolated from each other in separate cells. It is worth emphasizing that the escape
is stochastic and thus incapable of favoring advantageous genotypes on its own. As depicted in
Figure 1b–g, it is the bottleneck-enabled isolation that subsequently facilitates both positive and
purifying selections acting on the isolated viral genome copies.

Two additional clarifications are in order here. First, claiming most cells are invaded by large
numbers of viral genome copies does not dismiss the possibility that a small percentage of cells can
become infected by just a few virions. Indeed, we foresee that in any given host individual, the first
cells contracting a virus could very well receive just a few virions. However, initial success in these
early cells is bound to yield millions of progeny virions that then infect the remaining susceptible
cells in the same host en masse. Second, the majority of internalized viral genome copies, although
blocked from replication by intracellular bottlenecks, nonetheless contribute to the success of
the escaped few. Indeed, the BIAS hypothesis argues that the bottlenecked genome copies are
themselves indispensable for the establishment of intracellular viral population bottlenecks, as
shown in Figure 1a and explained next.

How exactly are the bottlenecks established? Emerging evidence suggests that, among the viral
proteins directly translatable from the genome of a (+)RNA virus, at least one of them possesses
the capacity to repress genome replication of the same virus, especially when its intracellular

www.annualreviews.org • The BIAS Theory of Virus Evolution 4.3

, .•
·�-

Review in Advance first posted on 
May 13, 2022. (Changes may still 
occur before final publication.)

A
nn

u.
 R

ev
. V

iro
l. 

20
22

.9
. D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 O

hi
o 

St
at

e 
U

ni
ve

rs
ity

 L
ib

ra
ry

 o
n 

05
/1

6/
22

. F
or

 p
er

so
na

l u
se

 o
nl

y.
 



VI09CH04_Qu ARjats.cls May 2, 2022 13:42

BNEP

Disassembly 

Translation

RdRp

VRC

**

**

**
**

**

**

**

**

**

**

Replication

** ** ****

**
**

d f

**

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

****
****
************

**
******
************

**
******
************

**
******
************

**
******
************

e

**

* ********** **
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

**
******
************

***********

****
****
************

****
****
************

****
****
************

****
****
************

g

****
****
************

****
****
************

****
****
************

****
****
************

VRC Bottleneck VRC Bottleneck VRC Bottleneck

VRC Bottleneck BottleneckVRC BottleneckVRC

b

c

a

Superior
RdRp, more

progeny

RdRp
nonfunctional,

no progeny

Progeny
genome copies

Viral genomic
RNA copies

Virions post-entry Virions pre-entry

Viral RNA
BNEP
RdRp
First-generation
mutations
Second-generation
mutations
Third-generation
mutations

Bottleneck:
traps most viral
genome copies

A few viral
genome copies

join VRCs

A few viral
genome copies

join VRCs

**
**

**

**

** **

(Caption appears on following page)

4.4 Perdoncini Carvalho et al.

, .•
·�-

Review in Advance first posted on 
May 13, 2022. (Changes may still 
occur before final publication.)

A
nn

u.
 R

ev
. V

iro
l. 

20
22

.9
. D

ow
nl

oa
de

d 
fr

om
 w

w
w

.a
nn

ua
lre

vi
ew

s.o
rg

 A
cc

es
s p

ro
vi

de
d 

by
 O

hi
o 

St
at

e 
U

ni
ve

rs
ity

 L
ib

ra
ry

 o
n 

05
/1

6/
22

. F
or

 p
er

so
na

l u
se

 o
nl

y.
 



VI09CH04_Qu ARjats.cls May 2, 2022 13:42

Figure 1 (Figure appears on preceding page)

Schematic depiction of the BIAS model. (a) The journey of a (+)RNA virus population starting from the right. Upon cellular entry and
particle disassembly, the many copies of viral RNA (wavy lines) template the translation of BNEP and RdRp (as a representative of
replication proteins), denoted as purple and green ovals, respectively. BNEPs coalesce to form the multimeric assembly that traps the
majority of internalized genomes. In the meantime, RdRps are assembled into VRCs that recruit the few genomes that escaped from
the bottleneck. The ensuing replication produces many more genome copies, some of which contain new consequential mutations that
affect RdRp function (blue and red stars). (b–g) Populations of viral genomes amplified in panel a enter cells in panels b, d, and f, where
they meet different fates. In these cells new population bottlenecks are erected with BNEPs translated from incoming genome copies,
allowing few genomes to escape. In the cell in panel b, the escaped genome is phenotypically similar to wild-type, yielding descendants
that are mostly wild type but some with new mutations (blue and red triangles). The descendant population further continues a similar
fate in the cell in panel c. In the cell in panel d, the escaped genome harbors a beneficial mutation, yielding descendants that all contain
the beneficial mutation. Upon entering the cell in panel e, the incoming mutation-containing genome copies all translate the superior
RdRps, which together amplify the bottleneck-escaping copy, also harboring the beneficial mutation, to higher numbers than wild type
(compare panels c and e). In the cell in panel f, the escaped genome contains a lethal RdRp mutation that can nevertheless be replicated
with RdRps translated from the incoming genome copies. However, upon entering the cell in panel g, the uniformly defective
population, bottlenecked or not, loses the ability to replicate, thereby leading to the purge of the lethal mutation. Abbreviations:
(+)RNA, plus-strand RNA; BIAS, Bottleneck, Isolate, Amplify, Select; BNEP, bottleneck-enforcing protein; RdRp, RNA-dependent
RNA polymerase; VRC, viral replication complex. Figure adapted from Reference 8 (CC BY-NC 4.0).

concentration is high (Figure 1a). Such proteins are given the name bottleneck-enforcing pro-
teins or BNEPs (8). It should be noted that at least for two viruses—turnip crinkle virus (TCV)
and tobacco mosaic virus (TMV)—the BNEP is the same protein as the virus-encoded auxiliary
replication protein (ARP) (3, 6; C. Perdoncini-Carvalho, J. Han, and F. Qu, unpublished data).
ARPs of these viruses were previously determined as being required for viral genome replication
(10, 11). Therefore, for TCV and TMV, a single protein exerts two opposite functions: facilitating
replication (of a few) as an ARP and repressing replication (of most) as a BNEP. Existing evidence
suggests that the ARP function is most active when the protein concentration is low, whereas the
BNEP function is most potent when the protein concentration is high.

We now consider cells invaded by numerous genome copies of a (+)RNA virus, as depicted in
Figure 1a. Before any of the viral genome copies start to replicate themselves, they must serve
as messenger RNA (mRNA) to direct the translation of viral proteins such as RNA-dependent
RNA polymerase (RdRp) and ARP, as well as BNEP (Figure 1a). Remember that nearly all of
the internalized viral genomes can serve as mRNA to template the translation of these proteins.
Thus, it would not be difficult for the BNEP concentration to rise quickly, enabling strong in-
tracellular population bottlenecks that sequester the majority of internalized viral genome copies
(Figure 1a). However, at this time the bottlenecks may still be slightly leaky, permitting occa-
sional stochastic escape of a few viral genome copies. Mechanistically, such bottlenecks probably
comprise multimeric assemblies of BNEPs that sequester viral replication proteins such as ARP
and/or genomic RNA, preventing them from participating in replication (see Section 5.5).

We should not forget that while BNEPs are being translated, viral replication proteins such
as RdRp and ARP are also being translated from the internalized viral genomic RNAs. Indeed, in
TCV and TMV, the BNEP is itself part of the replication machinery, acting as an ARP. There-
fore, in parallel with intracellular population bottlenecks, virus replication factories, also known
as viral replication complexes (VRCs) or replication organelles, are also being busily constructed
(Figure 1a). This arrangement guarantees that any bottleneck-escaping genome copies are im-
mediately admitted by VRCs to embark on replication.

Once active replication of the escaped viral genomes commences, thousands of new genome
copies are produced in short order. These progeny genomes could then template massive trans-
lation of more BNEPs, further tightening the intracellular population bottleneck. Counterintu-
itively, this tightening would mean most, if not all, of the progeny genome copies would be denied
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re-replication in the cells of their own genesis. Therefore, the BIAS hypothesis predicts that most
viruses undergo just a single cycle of replication in each cell. Extending from this logic, secondary
invasion of the same cells by the same virus, known as superinfection, would expose the superin-
fecting viral genomes to existing intracellular population bottlenecks, causing them to be arrested
in the same manner as progeny genomes. Thus, the BIAS hypothesis provides a compelling ex-
planation for the cellular-level superinfection exclusion (SIE) (12–16).

We now go back to the first cells of a new host individual falling victim to a virus, which may
internalize just a few viral genome copies. This scenario is worth discussing as it is relevant to
real-world infections. For example, plant viruses transmitted by insect vectors encounter frequent
bottlenecks during the transmission step so that only a few virus particles succeed in infecting
new plants (17, 18). In these plants, the earliest cells becoming infected by the viruses are unlikely
to internalize many copies of the viral genomes. In these cells, the amount of BNEPs translated
from the few internalized viral genomes may be insufficient for the intracellular bottlenecks to
be established right away. Consequently, the few internalized genomes will probably all have the
chance to replicate themselves. Furthermore, very few of the descendant genomes might replicate
for another cycle in the same cell. However, keep in mind that in these cells it will likely also take
a longer time for viral replication to initiate, as viral replication proteins also must be translated
from very few genomic RNA copies. This would in turn give more chance for the host cell’s innate
immunity to react to virus attack. As a result, the viral success rate in these cells would probably
be lower than for the cells entered by larger amounts of viral genomes.

3. SPECIFIC SCENARIOS OF THE BIAS ARRANGEMENT

Wait! An attentive reader might protest by now: “Did you say that both the establishment of
population bottlenecks and the amplification of the escaped genomes aremade possible by BNEPs,
ARPs, and RdRps translated from the genomes that are excluded from replication and hence are
genetic dead ends? How can natural selection act on BNEPs, ARPs, or RdRps encoded by the
escaped genome if they do not even participate in replication, leaving them no chance to manifest
their phenotypes?” The answer is that selection for these proteins occurs in the new cells entered
by the immediate descendants of the bottleneck-isolated viral genomes.

To better illustrate this point, let us turn to Figure 1b,d, f depicting three cells that each inter-
nalize a pool of descendant viral genomes pre-amplified in the cell in Figure 1a. These genomes
all contain randommutations, but only a few of them are expected to have measurable phenotypic
effects. For simplicity, we presume these mutations either enhance or abolish RdRp activities. In
the cells in Figure 1b,c, the viral genome escaping bottlenecks happens to be phenotypically wild
type. As a result, replication repeats in successive new cells at the wild-type rate. Although new
mutations emerge in every replication cycle (Figure 1b,c), these mutations, be they advantageous
or lethal, are sequestered by the bottlenecks and hence are not amplified.

In the next scenario, the bottleneck-escaping genome in the cell in Figure 1d happens to har-
bor a mutation that enhances RdRp activity. Despite the presence of this mutation, the mutant
genome is not amplified to higher numbers because in this cell the RdRps responsible for replica-
tion are translated from the internalized genomes and hence are still mostly wild type. Neverthe-
less, the newly replicated genomes all contain the beneficial mutation and, upon entering the cell in
Figure 1e, translate RdRps that are uniformly superior. Together these superior RdRps amplify
the new bottleneck-escaping genome, which harbors the beneficial mutation as well, to higher
numbers than in the cell in Figure 1c, thus embarking on the virtuous cycles of positive selection.

In the third scenario, the bottleneck-escaping genome in the cell in Figure 1f contains a lethal
RdRp mutation.While in this cell, the mutant genome is still amplified with the mostly wild-type
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RdRps translated from the internalized genome pool. However, its next-generation descendants,
upon entering the cell in Figure 1g, can no longer replicate because now all RdRps are defective.
As a result, the lethal mutation is purged from the viral population through purifying selection.
To summarize, the intracellular population bottleneck acts as a quality inspector that constantly
rewards viral genomes with beneficial mutations and discards those with lethal mutations.

4. EVOLUTIONARY IMPERATIVE OF THE BIAS ARRANGEMENT

We just laid out the case that the bottleneck-enabled cellular-level isolation of viral genomes cre-
ates the environment in which viruses can be acted upon by natural selection in order to proliferate
beneficial mutations and purge lethal ones. Extending from this, we advocate that the BIAS ar-
rangement is itself positively selected. To arrive at this idea, we have only to imagine how a virus
mutant would fare in real-world infections, should it lack the ability to isolate its genome copies
in separate cells through intracellular population bottlenecks. As a result, multiple genome copies
of this mutant would replicate in the same cell. Defective genome copies that incur lethal mu-
tations in protein-coding genes would be able to borrow the corresponding proteins translated
from sister genomes in the same cell. Indeed, defective genome copies might even gain an advan-
tage by forgoing the protein-coding capacity, as evidenced by the frequent emergence of defective
interfering RNAs in many (+)RNA virus infections (19).

More ominously, similar lethal mutations continuously emerge through repetition of error-
prone replication, in the same and subsequently infected cells. Indeed, measurements made with
several (+)RNA viruses suggest that a typical viral RdRp introduces approximately one error for
every 104 nucleotides it incorporates into an RNA chain (a 10−4 error rate) (20–22). Considering
that a progeny genome of a (+)RNA virus is copied from a negative-strand RNA intermediate
that is in turn copied from a (+)RNA parent, a 10−4 error rate would mean that any (+)RNA
virus genome larger than 5,000 nucleotides would contain at least one error when compared to
its parent. Thus, every single new genome is different from the parental genome at a minimum
of one nucleotide position after just one replication cycle. Even assuming 1% of the mutations
are lethal to the virus, it would take no more than 100 replication cycles to corrupt all genome
copies. Put differently, if a genome of a (+)RNA virus is allowed to replicate for 5 cycles per
cell (4), nearly all of its descendants would be defective after replicating in 20 consecutive cells.
Therefore, a virus mutant lacking the means to constantly surveil its own progeny genome copies
through natural selection has no chance to compete with variants that do encode such capacities.
One can further speculate that in a population of a virus that lacks the bottlenecking function,
mutant genomes could emerge that gain this function. Once this occurs, the new mutants would
quickly outcompete all other variants. In short, the ability to bottleneck its own genome copies,
by enabling constant quality surveillance of viral genomes, is itself a virus-encoded trait favored
by natural selection.

5. EVIDENCE IN SUPPORT OF THE BIAS HYPOTHESIS

5.1. Cross Protection and Superinfection Exclusion as Manifestations
of Viral Population Bottlenecks

The earliest hint of the existence of viral population bottlenecks in infected hosts can be traced
back to 1929, whenMcKinney found that pre-inoculating tobacco plants with a mild TMV isolate
causing green symptoms prevented subsequent infection of the same plants by amore severe TMV
isolate associated with yellow symptoms (23). The enormous amount of follow-up research on
this cross protection phenomenon and its adoption as a means to manage virus diseases of crop
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plants has been extensively reviewed by Ziebell and Carr (24), and hence is not repeated here.
Various mechanistic theories have been proposed to explain cross protection, yet none of them
gained undisputed experimental support. Especially worth mentioning is the invocation of RNA
silencing as a mechanism, first proposed by Baulcombe (25). However, this too has been rejected
by investigations carried out in several independent groups, with numerous different viruses along
with mutant plants lacking key RNA silencing components (26, 27).

In contrast, the BIAS hypothesis provides a satisfactory explanation for cross protection as well
as the related SIE phenomenon (6–8, 28, 29). It should be noted that in both cross protection and
SIE, rejection of the superinfecting viruses depends on active replication of the primary virus in the
host plants. Furthermore, the superinfecting virus must be sufficiently homologous to the primary
virus in order to trigger SIE. Indeed, SIE does not occur between many distant isolates of citrus
tristeza virus, a virus that co-evolved with its hosts in diverse geographical environments across
the globe (28, 29). These characteristics of SIE could be explained by virus-encoded intracellular
population bottlenecks that prevent the descendants of the primary virus from replicating in the
same cell and recognize the highly similar superinfectors as among the descendants.

In contrast to organismal and tissue-level SIEs that were extensively examined in plant virus–
infected plants, cellular-level SIEs were more carefully studied in animal virus–infected cell cul-
tures (12–16). It is through these studies that a clear link between viral replication and SIE man-
ifestation was first established. For instance, Tscherne and colleagues (14) found that SIE against
hepatitis C virus occurred at a step downstream of protein translation from the primary virus
genome and can be reversed when the translation of the primary genome was blocked. Separately,
Zou and colleagues (13) demonstrated that SIE against West Nile virus (WNV) depended on
the replication of the primary virus genome and WNV mutants overcoming SIE mapped to viral
nonstructural proteins (nsPs) required for replication. Together these findings are consistent with
the BIAS hypothesis postulating the existence of an intracellular population bottleneck limiting
the number of viral genomes allowed to replicate per cell.

5.2. Tissue-Level Population Bottlenecks of Plus-Strand RNA Viruses
in Plants and Arthropods

While intracellular viral population bottlenecks have only recently been unveiled, systemic
movement-level bottlenecks of plant virus populations have been known for more than 20 years
(30–32).The earlier studies were mostly carried out before the era of high-throughput sequencing
and hence had to rely on viral variants that were easily distinguishable with nucleic acid hybridiza-
tion, restriction enzyme digestion, or fluorescent protein markers (33). At least three different
viruses—TMV, cucumber mosaic virus, and wheat streak mosaic virus—were examined, leading
to the conclusion that infections in systemic leaves were initiated by no more than 20 different
virus particles and sometimes as few as 5 (30–32, 34).

We now know that these conclusions may not be entirely accurate. Zhang and colleagues (27)
later determined that when a plant leaf was inoculated with a mixed inoculum containing multiple
similarly competent genotypes of the same virus, accumulation of a single genotype in a systemic
leaf depended on two interrelated factors (27). The first was the relative time needed for a lo-
cally amplified genotype lineage (rather than a single virus particle!) to reach the systemic leaf.
As schematically illustrated in Figure 2a, the various viral genotypes in the mixed inoculum first
replicated in spatially separated cells in the inoculated leaf and spread cell to cell to form inde-
pendent primary infection foci (Figure 2a). Simply by chance, some of the foci were physically
closer to vascular bundles in Class II veins than others, allowing them to beat others in supplying
large numbers of progeny genomes to the systemic leaves (Figure 2b). As a result, infection in a
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Inoculated leaf

Systemic
leaf

Systemic
leaf

Variant 1

Variant 2Variant 2

Variant 3

Class II vein 

Class III vein Class II vein 

Class II vein 

a b c

Figure 2

Model for plant virus population bottlenecking occurring at the systemic movement stage. (a) Five different viral variants initiate
replication and cell-to-cell movement in an inoculated leaf to form infection foci denoted as colored dots. Note that the red dot and the
blue dot, to a lesser extent, sit adjacent to a Class II vein (69). As a result, the red dot is likely to be the first to load the vascular bundles
with its contents. Consequently, the systemic leaves are likely to be dominated by descendants of this variant. (b) Most of the exit sites
(Class III vein junctions) in the systemic leaf are occupied by the early-arriving red variant and a few by the blue variant. Successful
replication of these variants in these cells blocks late-arriving variants (dashed lines) through SIE. (c) Virus replication in the systemic leaf
colonies gives rise to multiple new variants that initiate separate infections in different cells (denoted as hexagons in different shades of
red). Their cell-to-cell spread, constrained by variants in neighboring cells through SIE, forms their own outward-expanding cell
clusters, further allowing some variants (e.g., variant 2) to reach vascular bundles earlier than others. Abbreviation: SIE, superinfection
exclusion. Figure adapted from Reference 27 (CC BY 4.0).

systemic leaf appeared to begin with one particle but in reality entailed many viral genome copies
being released from one infection focus in the inoculated leaf, all descending from a single primary
genotype.Note that such good fortune would fall on a different genotype in a different plant, in an
unpredictable fashion,which accounted for the stochasticity of the reported population bottleneck
examples (30–32, 34, 35).

The second and determining factor was SIE or, as we described earlier, the actively enforced in-
tracellular population bottlenecks. Specifically, infection of systemic leaf cells by the early-arriving
genotype lineage established population bottlenecks in each of the cells, blocking the replication
of even their own immediate descendants and thereby collaterally excluding individuals of the
later-arriving genotype populations from replication (27) (Figure 2b). In short, the population
bottlenecks observed at the systemic movement stage of plant virus infections likely reflected the
combined effect of early colonization of systemic leaves by a descendant population of a single (or
very few) genotype and subsequently active intracellular SIE against the late-arriving genotypes.

Further expanding this line of thought leads to interesting predictions. Even if all virions that
arrived at a systemic leaf descended exclusively from one single genotype (Figure 2b), they could
still differ from each other due to new mutations incurred during replication. Once a few of the
new variants succeeded in establishing infections in new cells (Figure 2c), they would follow sep-
arate cell-to-cell movement paths by excluding each other wherever their infected cells border
each other (Figure 2c). This prediction is consistent with studies showing that simultaneous col-
onization of a systemic leaf by two or more discernable variants, such as viral variants labeled with
two fluorescent proteins, caused them to form distinct single-variant cell clusters that bordered
each other (33, 35–39). To extrapolate even further, such spatial separation of different variants in
systemic leaves produces new winners and losers: As shown in Figure 2c, the variant b cluster, by
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virtue of merging into vascular bundles ahead of variants a and c, is predicted to contribute the
bulk of viral genomes responsible for infections in younger leaves.

This rationale could be applied to the population dynamics of WNV in infected mosquitoes
(40, 41). As the WNV infection spread through four different anatomically distinct tissues of a
mosquito—midgut, hemolymph, salivary gland, and finally saliva—the WNV populations diver-
sified within the same tissue but then became bottlenecked in the next tissue. According to the
BIAS hypothesis, newWNV genotypes arising from intra-tissue diversification embarked on bot-
tlenecked replication in successive cells to form mutually exclusive, spatially separate clusters of
infected cells. Some of the cell clusters are bound to be closer to inter-tissue connections than
others and hence supply most of the viruses for the next tissue type. Their early colonization
there in turn blocks superinfecting late arrivals. Dominance of the new tissue type by viruses de-
rived from very few cell clusters in the preceding tissue type would give rise to the appearance of
tissue-to-tissue bottlenecking (40, 41). This explanation is also consistent with a study by Frost
and colleagues (42) showing human immunodeficiency virus 1 (HIV-1) forming spatially discrete
subpopulations in the spleen of infected individuals.

5.3. Invasion of Single Cells by Multiple Viruses

If intracellular population bottlenecks act to isolate viral genomes and facilitate natural selec-
tion acting on viruses, cells of naturally infected animals or plants must be routinely invaded by
large numbers of virions or viral genomes. Consistent with this idea, virologists are discovering
that many viruses invade cells in the form of so-called collective infectious units (CIUs) (9, 43).
CIUs take many forms. HIV, for example, spreads from infected to uninfected T cells through
intercellular connections known as virological synapses that transmit massive amounts of virions
between two cells (44–48). On the other hand, poliovirus and coxsackievirus particles were found
to be nonlytically released from infected cells in the form of lipid membrane vesicles containing
dozens of virions (49, 50). Such vesicles subsequently fuse with uninfected cells to deliver the en-
closed virions en bloc (50). Separately, respiratory syncytial virus induces fusion of the infected
cell membrane with that of neighboring cells to form giant multinucleated cells (51). Still other
viruses connect infected and uninfected cells through tubular or filamentous extensions (52). Such
multi-genome transmission is likely to be a more efficient mode of viral intercellular spread inside
infected individuals (53, 54). Importantly, plant viruses spread cell to cell through plasmodesmata
channels modified by virus-encoded movement proteins. Such modified intercellular channels are
thought to shuffle large numbers of virions or viral genomes between adjacent cells.

5.4. Direct Evidence of Intracellular Viral Population Bottlenecks

Miyashita and colleagues (55) provided the first direct evidence of intracellular population bottle-
necks for a (+)RNA virus. Their virus population was based on tomato mosaic virus (ToMV),
a (+)RNA virus belonging to genus Tobamovirus and family Virgaviridae, for which infectious
RNA can be synthesized in vitro. To construct a ToMV population, the authors inserted a 10-
nucleotide-long nonviral sequence within the 3′ untranslated region of the ToMV genome, at a
position known to not affect viral infectivity. Importantly, each of the 10 inserted nucleotides was
randomized, giving rise to a ToMV population of 410 variants (1,048,576). This ToMV population
was then used to infect individual wall-less plant cells, called protoplasts. It was determined that
at least 5,000 infectious RNA molecules entered each of the protoplasts; 15 infected protoplasts
were then randomly selected to count the number of replicating variants in each protoplast and
their relative multiplication levels. The most important take-home message is that each proto-
plast cell replicated no more than seven variants, thus revealing stunningly narrow intracellular
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population bottlenecks. Further highlighting the stochastic nature of the bottlenecks is that the
identities of the variants isolated from the 15 cells were all different from each other, indicating
the absence of immediate positive selection. Most importantly, the relative accumulation levels of
variants coinhabiting the same cell differed dramatically, with 8 of the 15 cells dominated by a
single variant.

Zhang and colleagues (6) took a different approach to examine intracellular population bottle-
necks of TCV, a member of the genus Betacarmovirus, family Tombusviridae. They loaded cells
of Nicotiana benthamiana plants with complementary DNAs (cDNAs) of two TCV replicons,
TCV_sg2G and TCV_sg2R (Figure 3a), using a procedure known as agro-infiltration (56, 57),
which is capable of delivering multiple constructs into the same cell at near 100% codelivery rates.
These cDNAs were equipped with the duplicated 35S promoter (2X35S) of cauliflower mosaic
virus, powering strong transcription by plant RNA polymerase II, producing thousands of repli-
con RNA copies inside the cells (58). Replication of TCV_sg2G and TCV_sg2R would lead to the
expression of green fluorescent protein (GFP) and red fluorescent monomeric Cherry (mCherry),
respectively, providing easily scorable visual markers.

Given that thousands of copies of TCV_sg2G and TCV_sg2R RNAs were transcribed in each
cell, one would expect that if just two of the replicon RNA copies succeeded in launching repli-
cation (an intracellular bottleneck size of two), up to 50% of fluorescent cells would express both
GFP and mCherry [based on the formula (a + b)2 = a2 + 2ab + b2, with 2ab representing the
fraction of cells replicating both variants]. However, in actual experiments fewer than 0.1% of
fluorescent cells expressed both GFP and mCherry, despite the fact that cells expressing GFP
or mCherry alone were equally abundant and frequently adjacent to each other (Figure 3b). Fur-
thermore, parallel experiments involving codelivery of TCV_sg2G and a different virus expressing
mCherry (carnation mottle virus, CarMV_sg2R; Figure 3) caused more than 80% of the cells to
express both GFP and mCherry, indicating that the TCV-enforced bottlenecks allowed just one
TCV genome to escape, and they strictly targeted TCV genomes only.

5.5. Active Enforcement of Intracellular Population Bottlenecks
by Virus-Encoded Bottleneck-Enforcing Proteins

How were intracellular population bottlenecks established? It turned out that the TCV-encoded
p28 protein,when present at high intracellular concentrations,was alone sufficient to repress TCV
replication (6, 56). Note that p28 is also the ARP of TCV (10). It is encoded on the genomic RNA
and thus directly translatable from all TCV genomes in the infected cells. As a result, rapid tran-
scription of TCV genomic RNA in agro-infiltrated cells, propelled by the strong 2X35S promoter,
would have provided abundant templates for p28 translation. The resulting high intracellular lev-
els of p28 protein would fuel the swift establishment of the intracellular population bottlenecks
that in turn block the replication of most of the TCV genomic RNA copies (Figure 1).

To determine how p28 blocked TCV replication, Zhang and colleagues (6, 56) created two
different p28 mutants—G11-p28 and p28-mCherry (Figure 4a). In G11-p28, the full-length
p28 protein was fused at the N terminus with the last (the eleventh) β-strand of GFP, hence the
name G11. As a result, the intracellular distribution of G11-p28 can be tracked by coexpressing
G1–10, the remaining 10 β-strands of GFP (59, 60). G11-p28 accumulated to relatively low lev-
els in plant cells but was replication competent as it readily complemented the replication of a
defective TCV lacking its own p28 (6). G11-p28 was diffusely distributed in cells coexpressing
G1–10 (Figure 4b). By contrast, p28-mCherry had the mCherry fused to the C terminus of the
p28 protein (Figure 4a). It accumulated to high levels in plant cells but completely blocked TCV
replication (6). Notably, it formed discrete, intensely fluorescent intracellular foci, indicative of
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Figure 3

Intracellular population bottlenecks of TCV replicons. (a) Three viral replicon constructs, TCV_sg2G,
TCV_sg2R, and CarMV_sg2R. Note that GFP and mCherry expression from these replicons is replication
dependent. (b) Mutual exclusion of TCV_sg2G and TCV_sg2R (left column) and mutual accommodation of
TCV_sg2G and CarMV_sg2R (right column) in Nicotiana benthamiana cells. Abbreviations: CarMV,
carnation mottle virus; GFP, green fluorescent protein; mCherry, monomeric Cherry; TCV, turnip crinkle
virus. Figure adapted from Reference 6 (CC BY 4.0).
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Figure 4

A diffusely distributed, replication-competent p28 mutant trapped in the multimeric assemblies of a
replication-blocking p28 mutant. (a) The G11-p28 and p28-mCherry mutants of p28. G11-p28 harbors an
N-terminal G11 fusion, whose intracellular distribution can be tracked by coexpressing G1–10.
p28-mCherry contains a C-terminal mCherry fusion. (b) The intracellular distribution patterns of the two
mutants, alone (left and middle) and combined (right). Abbreviations: GFP, green fluorescent protein;
mCherry, monomeric Cherry. Figure adapted from Reference 6 (CC BY 4.0).

multimeric protein assemblies (Figure 4b). Strikingly, when G11-p28 and p28-mCherry were co-
expressed in the same cells, G11-p28 (plus G-10) lost its diffuse distribution. Instead, most of the
green fluorescence became trapped in the p28-mCherry foci (Figure 4b). These results strongly
suggest that the repressive state of p28 took the form of the multimeric assemblies. Once formed,
such protein assemblies trap replication-competent p28 molecules, sequestering the latter away
from the VRCs.These and other observations together (6–8, 56) uncover a novel molecular switch
that routes TCV p28 to two opposite functional states based on its concentration in the cell, pro-
viding a simple mechanism for p28-mediated intracellular bottlenecking of TCV populations.

6. TESTABLE PREDICTIONS OF THE BIAS HYPOTHESIS

Many details of the BIAS arrangement remain to be resolved. Nevertheless, the current BIAS
model yields several testable predictions that depart from currently prevalent views. Below we
discuss three immediate predictions, the careful testing of which will subject the BIAS hypothesis
to thorough scrutiny.

6.1. Cis-Preference of Viral Nonstructural Proteins

Cis-preference refers to the phenomenon that some virus-encoded nsPs, especially those involved
in genome replication of (+)RNA viruses, appear to preferentially or exclusively serve the
very genomic RNA copies from which they are translated (10, 61–65). This phenomenon was
frequently observed when researchers tried to use one viral genome that encodes a functional nsP
to complement a mutant genome encoding a null mutant of the same nsP. Such complementation
frequently failed, leaving the former genome to be the sole one that replicated. Various models
were proposed to explain this phenomenon. The most recent model (63) asserted a tight cotrans-
lational binding of the nsP to the same viral RNA from which it is translated.However, this model
raises several questions. For example, do the many copies of nsP translated from the same viral
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RNA all engage in such tight interaction? Do they bind to the same RNAmotif? How can the nsP
function with subgenomic RNAs that do not translate this nsP? How about viruses with multiple
genome segments, only one of which templates the translation of the cis-preferential nsP?

The BIASmodel postulates that the particular nsP is also a BNEP, thus bottleneckingmost viral
genomes, especially when it is present at high concentrations in the cells. The genome translating
the functional nsP more frequently escapes from the bottleneck because it has ample access to
low concentration nsP, likely at the very early stage of nsP translation. By contrast, the genome
encoding defective nsP must wait for the nsP to be translated from its complementation partner
and hence more frequently encounters the high-concentration BNEP state of the nsP. A testable
prediction from this idea is that one should be able to identify a mutant nsP that abolishes mutual
SIE of the parental virus, and such an nsP mutant would also lose cis-preference, hence gaining
the ability of trans-complementation.

6.2. Reduced Viral Fitness in Small Host Organisms

We stressed earlier that the intracellular population bottlenecks are themselves incapable of pick-
ing winners. The viral genomes that are better at survival and reproduction (hence more fit) win
out by producing more viral genome copies cell after cell, eventually becoming the dominant
variants in the virus population inhabiting a given host individual. It then follows that if the host
individual does not possess a sufficient number of susceptible cells, themore fit genomesmight not
have the chance to reach dominance, due to insufficient numbers of replication cycles. A testable
prediction here is that a virus infecting Caenorhabditis elegans, which has no more than 1,031 cells
in the entire body, will likely yield a high proportion of descendants that are less fit. This predic-
tion is consistent with the study by Grubaugh and colleagues (40) showing thatWNV populations
passing through mosquitoes suffered fitness losses and retained deleterious mutations. Given that
WNVmust spread from one tissue type to another sequentially, the number of cells in each of the
tissues might be insufficient for positive selection to reach its full potential.

6.3. One Replication Cycle Per Cell?

We predicted earlier that most of the susceptible cells in an infected individual are likely entered
by large numbers of viral genomes, leading to the swift establishment of intracellular population
bottlenecks that permit a few genomes to undergo replication for a single cycle.Given that RdRps
of (+)RNA viruses incur replication errors at a relatively constant rate, we predict that progeny
genomes in a virus-infected cell would contain a near-identical number of new errors.This predic-
tion should now be testable, thanks to the single-cell, long-read sequencing techniques emerging
lately (66–68).

7. CONCLUDING REMARKS

We have updated the BIAS hypothesis and chronicled the relevant studies done by many out-
standing researchers that culminated in this hypothesis. The most compelling rationale for this
hypothesis is that it adequately addresses the question of how (+)RNA viruses are acted upon by
natural selection to proliferate beneficial mutations and to purge lethal ones. Many questions re-
main unanswered. For example, how do viruses begin replication with one or a few genomes per
cell yet generate thousands of descendants through a single cycle replication? How does recom-
bination between two closely related viruses occur if they cannot replicate in the same cell? We
hope to call the attention of fellow virologists to this hypothesis and welcome rigorous debates
and testing of its many predictions. We are confident that intensive examination of this subject
will yield tangible solutions to viral diseases of humans, animals, and plants.
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