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Csx28 is a membrane pore that enhances
CRISPR-Cas13b–dependent antiphage defense
Arica R. VanderWal1,2†‡, Jung-Un Park3, Bogdan Polevoda1,2, Julia K. Nicosia1,2,
Adrian M. Molina Vargas1,2, Elizabeth H. Kellogg3, Mitchell R. O’Connell1,2*

Type VI CRISPR-Cas systems use RNA-guided ribonuclease (RNase) Cas13 to defend bacteria against viruses,
and some of these systems encode putative membrane proteins that have unclear roles in Cas13-mediated
defense. We show that Csx28, of type VI-B2 systems, is a transmembrane protein that assists to slow
cellular metabolism upon viral infection, increasing antiviral defense. High-resolution cryo–electronmicroscopy
reveals that Csx28 forms an octameric pore-like structure. These Csx28 pores localize to the inner
membrane in vivo. Csx28’s antiviral activity in vivo requires sequence-specific cleavage of viral messenger
RNAs by Cas13b, which subsequently results in membrane depolarization, slowed metabolism, and inhibition
of sustained viral infection. Our work suggests a mechanism by which Csx28 acts as a downstream,
Cas13b-dependent effector protein that uses membrane perturbation as an antiviral defense strategy.

T
ype VI CRISPR-Cas systems contain a sin-
gle effector protein, Cas13 (formerly C2c2),
whichwhen assembledwith CRISPRRNA
(crRNA) forms a crRNA-guided RNA-
targeting complex (1, 2). Cas13 possesses

a pre-crRNA processing nuclease for mature
crRNA formation, as well as a target nucle-
ase that cleaves both foreign and host RNA
transcripts indiscriminately (3); this activity
has been shown in several cases to lead to cel-
lular dormancy upon targeting plasmids or
phage transcripts during infection (1, 4).
Recently, two accessory genes, csx27 and csx28,

were found tomodulate the antiphage defense
activity of specific Cas13b-containing CRISPR
systems (type VI-B) when challenged withMS2
single-stranded RNA (ssRNA) phage (5) and
have been predicted to contain transmembrane-
spanning regions bymeans of a transmembrane
protein–prediction algorithm, transmem-
brane prediction using hiddenMarkov models
(TMHMM) (5, 6). In addition, Csx28 was pre-
dicted to potentially contain a divergent higher
eukaryotic and prokaryotic nucleotide-binding
(HEPN) motif (5, 6), which has been hypothe-
sized to act as an RNA nuclease (3, 6–8); how-
ever, the relevance of any of these predicted
features is unclear.
We focus on Cas13b- and Csx28-containing

typeVI-B2 systems and show that during Cas13-
crRNA guided cleavage of phage mRNA during
infection, Csx28 and its membrane-embedded

pore-like structure help to slow cellularmetab-
olism, and that this activity drastically in-
creases antiviral defense. Our work suggests
a mechanism by which CRISPR-Cas proteins
cooperate to restrict phage propagation through
membrane perturbation, implying a more
general link between cytoplasmic CRISPR-
Cas nucleic acid detection and membrane
perturbation as an antiviral defense strategy.

Csx28 is required for optimal interference
against l phage and requires an active,
phage-targeting Cas13b

We implemented a phage interference system
to understand how Csx28 contributes to anti-
phage defense. Because most type VI CRISPR-
Cas system spacers align to transcripts from
double-stranded DNA (dsDNA) phage and pro-
phage genomes (inmany cases, lysogenic lamb-
doid phages) (5, 9–12), we focused on using the
type VI-B2 system fromPrevotella buccae ATCC
33574 (Fig. 1A) and l phage in a heterologous,
plasmid-based Escherichia coli system (Fig. 1,
B and C). Phage susceptibility was first as-
sessedwith l-phage efficiency of plating (EOP)
assays, and we found that whereas Cas13b-
crRNA-1 and Cas13-crRNA-2 provided modest
protection to phage infection, the presence
of Csx28 substantially enhanced both Cas13b-
crRNA-1– and Cas13b-crRNA-2–mediated anti-
phage activities (Fig. 1D). Csx28-mediated
enhancement of antiphage defense requires
the presence of a nuclease active, l-targeting
Cas13 because Csx28-mediated enhancement
is completely abrogated by (i) the absence
of Cas13 (DCas13), (ii) the absence of an l-
targeting crRNA (DcrRNA), (iii) scrambling of
the l-targeting crRNA spacer sequence, and
(iv)mutation of the active-site residues of Cas13’s
HEPNnuclease (Cas13bdHEPN) (Fig. 1D and fig.
S1). These results recapitulate a similar Csx28
antiphage defense effect observed in MS2
ssRNA phage experiments (5). We additionally
observed that enhanced anti-MS2 phage de-

fense strictly requires a targeting Cas13b, be-
cause Csx28 alone does not offer any defense
(fig. S2).
We next monitored bacterial growth rates

after phage infection (Fig. 1, E to H). Cas13b-
crRNA-1 and -crRNA-2 alone can respond to
l-phage infection at a lowmultiplicity of infec-
tion (MOI) of 0.2, which results in delayed
lysis at the population level, cessation of growth,
and a loss of cell density, suggesting a Cas13b-
mediated–dormancy phenotype (Fig. 1, E and
F) as previously observed with Cas13a (4). By
contrast, upon phage infection, Cas13b-crRNA-3
and Cas13b-DcrRNA respond similarly to un-
transformed E. coli (Fig. 1, G and H). In the
case of Cas13b-crRNA-1 and -crRNA-2, the ad-
dition of Csx28 can rescue this defect, result-
ing in a continued albeit slower growth rate
relative to uninfected cells. Whereas Csx28’s
enhancement effect is muted at a higher MOI
(MOI of 2), Cas13b-crRNA-1 in the presence of
Csx28 can still resist cell death after l-phage
infection (fig. S3, A to D). To confirm that this
response is not due to the indirect growth effects
of protein expression or antibiotics, we demon-
strated that strains containing Cas13bdHEPN-
crRNA1 and either Csx28 or an empty vector
respond very similarly to untransformed E. coli
(fig. S3, E and F).We also confirmed that these
effects are not due to changes in cell morphol-
ogy or lysogen formation (fig. S4, A and B, and
supplementary text). These findings sug-
gest that Csx28 is acting to prevent phage
propagation and/or cell lysis, thereby en-
abling the cultures to continue to increase in
cell density.
To determine at what stage of lytic l-phage

infection Csx28 is acting to enhance defense,
we carried out efficiency of center of infection
(ECOI) assays and phage accumulation assays.
The ECOI assays revealed that Cas13b:crRNA-
1 alone resulted in ~18.5% of infected cells
releasing at least one infectious virion and that
the addition of Csx28 to Cas13b:crRNA-1 cul-
tures (but not Csx28 alone) further reduced
the release of phage to only ~3% of infected
cells, indicating that Csx28 can enhance Cas13b
defense by limiting the number of initially
infected cells releasing phage progeny (Fig. 1I).
To observe phage accumulation within our
system, we determined phage titer over time
and found a significant reduction of phage
numbers per milliliter when hosts were pro-
tected with Cas13b and Csx28 compared with
untransformed E. coli or hosts containing only
Cas13b, with further amplification of this pro-
tective effect across subsequent time points.
(Fig. 1J). This result indicates that an actively
targeting Cas13b is required for Csx28’s robust
enhancement of antiphage defense against a
dsDNA phage, and that this is achieved by
Csx28 inducing a bacteriostatic phenotype
that helps prevent the establishment andmain-
tenance of l-phage infection.

RESEARCH

VanderWal et al., Science 380, 410–415 (2023) 28 April 2023 1 of 6

1Department of Biochemistry and Biophysics, School of
Medicine and Dentistry, University of Rochester, Rochester,
NY, USA. 2Center for RNA Biology, University of Rochester,
Rochester, NY, USA. 3Department of Molecular Biology and
Genetics, Cornell University, Ithaca, NY, USA. 4Department of
Biomedical Genetics, School of Medicine and Dentistry,
University of Rochester, Rochester, NY, USA.
*Corresponding author. Email: mitchell_oconnell@urmc.
rochester.edu
†Present address: Department of Molecular Biology, School of
Biological Sciences, University of California San Diego, La Jolla, CA, USA.
‡Present address: Howard Hughes Medical Institute, University of
California San Diego, La Jolla, CA, USA.

D
ow

nloaded from
 https://w

w
w

.science.org at C
ornell U

niversity on M
ay 02, 2023

mailto:mitchell_oconnell@urmc.rochester.edu
mailto:mitchell_oconnell@urmc.rochester.edu
http://crossmark.crossref.org/dialog/?doi=10.1126%2Fscience.abm1184&domain=pdf&date_stamp=2023-04-27


Cryo-EM reveals that Csx28 forms an
octameric membrane-pore structure
To further understand how Csx28 is function-
ing to enhance Cas13b-mediated antiphage

defense, we expressed and purified recombi-
nant Csx28 from E. coli. We found that Csx28
was insoluble in standard cytosolic protein–
purification buffers and required dodecyl

maltoside (DDM) solubilization, suggesting
that it may be membrane associated in vivo.
Size exclusion chromatography (SEC) indi-
cated that DDM-solubilized Csx28 was form-
ing two discrete, nonexchanging oligomers of
different sizes in solution (henceforth referred
to as light and heavy fractions; fig. S5). SEC
coupled with static light scattering (SEC-
SLS) showed that the heavy fraction of Csx28
has an average experimental mass of ~170 kDa
(the molecular weight of a Csx28 monomer
is ~21 kDa), implying an octameric complex.
On the front tail of the heavy-fraction peak,
Csx28 octamers are dynamically exchang-
ing to form larger 16-mer species (Fig. 2A
and fig. S6). Because the light fraction co-
elutes with empty DDMmicelles, calculating
an accurate molecular mass was not possi-
ble; consequently we used in vitro cross-
linking and observed that the light fraction
of Csx28 is monomeric in solution, and that
the heavy fraction predominately forms Csx28
octamers, in line with the SEC-SLS experi-
ments (fig. S7).
We determined the structure of Csx28 (heavy

fraction) in a DDM micelle to an estimated
global resolution of 3.65 Å by using cryo–
electronmicroscopy (cryo-EM) (Fig. 2B, fig. S8,
and table S1). Two-dimensional (2D) class aver-
ages indicated the presence of eightfold sym-
metry, with the imposition of C8 symmetry
resulting in a high-resolution cryo-EM recon-
struction (Fig. 2B). The resulting reconstruction
is a homo-octamer with an eightfold symmetry
about a central pore; a nearly full-lengthmodel,
corresponding to amino acid residues 19 to 171,
was built into the asymmetric unit (full-length
Csx28 comprises 177 amino acids). The struc-
ture can be divided into two distinct regions: a
partially unresolved single N-terminal a helix
embedded in a DDM micelle [matching the
membrane topology prediction generated by
TMHMM (13)] and a well-ordered C-terminal
cytoplasmic domain (Fig. 2, B and C). As com-
monly observed, the DDM micelle appears
as a diffuse spherical density (Fig. 2B); the
remaining low-resolution features apparent
in a low-pass filtered version of the cryo-EM
map indicate how Csx28’s N-terminal trans-
membrane helix may traverse the lipid bilayer.
The 3D class averages recapitulate our SEC-
SLS data, with the twomajor classes forming
octamers and theminor class forming a 16-mer
(fig. S8). The central pore has aminimal diam-
eter of ~10 Å, similar to the diameters observed
in many large-pore channels (for example,
connexin gap junction channels), which can
permeate ions and in some cases small metab-
olites, but it is likely too small for the passage
of small proteins, as is seen with most phage
holins or gasdermins (14). Each protomer is
organized as a four-helix bundle (a1 to a4),
with the N-terminal helices (a1 and a2) lining
the inside of the pore and the two C-terminal
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Fig. 1. Csx28 enhances
Cas13b-mediated immu-
nity against l phage
by inducing a slow-
growing phenotype that
helps prevent the
establishment and main-
tenance of infection.
(A) Schematic of the
type VI-B2 CRISPR-Cas
system from P. buccae.
(B) Schematic of the
l-phage genome in its
circular form, showing the
location of crRNA-1 to
crRNA-3 target sites. bp,
base pair. (C) Plasmid
schematics for phage
interference experiments
in which Cas13b and
Csx28 are expressed on
two separate plasmids.
Cas13b-crRNA-X also
contains a synthetic
CRISPR-Cas array.
(D) EOP assays measuring
l-phage infection suscep-
tibility of untransformed
(untrans.) E. coli or of
E. coli carrying the indi-
cated plasmids. (E to
H). Growth curves of
E. coli carrying the indi-
cated plasmids, as
measured by means of
OD600 (optical density at
600 nm) after the addition
of l phage at an MOI
of 0.2. (I) ECOI assays
measuring l-phage infec-
tive center formation of
E. coli strains carrying
the indicated plasmids
infected with l phage at
an MOI of 0.1. (J) Phage
growth assays measuring
the l-phage production
over time for E. coli strains
carrying the indicated
plasmids infected with l
phage at an MOI of 0.1.
Data in (D) through (J) are
shown as mean ± SEM
for three biological repli-
cates. One-way analysis of variance (ANOVA) and Dunnett’s multiple comparisons test was used for data
in (D) and (I); repeated measures one-way ANOVA was calculated by using the Geisser-Greenhouse
correction and Dunnett’s multiple comparisons test was used for data in (J), comparing strains with plasmids
to the untransformed control. No significance was detected, unless indicated (*p ≤ 0.05).
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Fig. 2. Cryo-EM reveals that Csx28 forms an octameric detergent-embedded
pore-like structure with a distinctive protomer interface. (A) SEC-SLS analysis
of Csx28 heavy fraction. See fig. S5 for full three-detector traces of Csx28 and
a bovine serum albumin (BSA) standard. A280, absorbance units at 280 nm.
(B) High-resolution (3.65-Å) cryo-EM reconstruction of Csx28 (each protomer is
distinctively colored) embedded in a DDM micelle, which is displayed as a composite
high-resolution cryo-EM map superimposed with an 8-Å low-pass filtered version of
the same map to display lower-resolution features, such as the DDM micelle and
transmembrane helices. (C) Bottom and side views of the atomic model of the Csx28
octamer. The dimensions of the octamer and the diameter at the constriction of the
pore are shown. (D) Atomic model of an isolated Csx28 protomer with each helix

of the foura-helical bundle labeled. (E) Electrostatic surface representations of the bottom
and side of Csx28. The red-to-blue color gradient represents negative to positive
electrostatic potential (±5 kT/e). (F) A magnified view of the Csx28 protomer-protomer
interface. Amino acid residues of interest are shown as sticks and labeled. (G) EOP
assays measuring the effect of amino acid mutations at the Csx28 protomer-promoter
interface on l-phage infection susceptibility of E. coli strains carrying the indicated
plasmids. Data are shown as mean ± SEM for three biological replicates. Statistical
significance was calculated with one-way ANOVA and Dunnett’s multiple comparisons
test, comparing mutant Csx28 strains to wild-type (WT) Csx28. No significance was
detected, unless indicated (*p ≤ 0.05). Single-letter abbreviations for the amino
acid residues are as follows: A, Ala; E, Glu; F, Phe; H, His; R, Arg; T, Thr; and Y, Tyr.
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helices (a3 and a4) forming the outside of the
pore (Fig. 2D). We conducted DALI (15), Fold-
seek (16), and 3D-surfer (17) structure similar-
ity searches, as well as an Omakage (18) shape
search, but found no deposited or AlphaFold-
predicted structures of known function with
structural similarity to Csx28.
The Csx28 protomers are arranged in a par-

allel head-to-head orientation (Fig. 2C) result-
ing in a pore lined with mostly positively
charged amino acid side chains (Fig. 2E).
These positively charged regions may provide
selectivity toward specific ions or metabolites
or act as potential nucleic-acid binding sites,
especially given that Csx28 was previously pre-
dicted to contain a divergent HEPN motif (5).
Canonical HEPN motif–containing proteins
form “face-to-face” dimers that result in each
HEPN motif facing toward another, lining a
dimer interface that often forms an RNA-
binding surface and/or ribonuclease (RNase)
active site (19) (fig. S9). Whereas Csx28 adopts
a four a-helical bundle fold common to HEPN
motif–containing proteins, the oligomers form
a “face-to-back” arrangement, which results in
only oneHEPNmotif per interface rather than
the expected twomotifs. In our structure, only
one of the predicted HEPN-motif (RX4-6H,
where R is arginine, X is any residue, and H is
histidine) residues, H157 (Fig. 2F), and a dis-
tinct set of conserved residues from a neighbor-
ing a helix and protomer (for example, Y55,
Y104, T62, and R165, where Y is tyrosine and
T is threonine) form the interface. The pre-
dicted HEPN motif arginine (R152), gener-
ally required for RNA hydrolysis, is oriented
180° away from the interface and forms a salt
bridge with E122 (where E is glutamic acid)
from helix a2 in the same protomer. In addi-
tion, in most HEPN domains, the HEPNmotif
resides at the junction between helix a3 and
the a3-a4 loop, whereas in our structure the
predictedmotif resides exclusively on helix a4.
These observations suggest that Csx28 is either
a very highly diverged HEPN domain protein
that is not using its HEPN domain in a cano-
nical sense or that Csx28’s fold is completely
unrelated to HEPN domains. Both AlphaFold
(20) and RoseTTA fold (21) predictions reveal a
fold that is very similar to our cryo-EM–derived
model (fig. S10, A to B), and furthermore,
AlphaFold-Multimer (22) predicts a similar
dimer interface arrangement, including side-
chain positioning (fig. S10C), as well as a highly
similar octameric arrangement (fig. S10D).
We also observed that these features were
conserved across the Csx28 tree, even at very
low sequence identities (figs. S11 to S13, and
supplementary text), providing further evi-
dence that our cryo-EM model likely repre-
sents themajor structural formof Csx28 found
in nature.
To further probe whether the protomer-

protomer interface was required for phage-
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Fig. 3. Csx28 local-
izes to the inner
membrane in E. coli
regardless of Cas13b
expression or
l-phage infection
and is required for
membrane depolar-
ization and a loss of
metabolic activity
upon Cas13b
sensing of l-phage
infection. (A) West-
ern blot to detect the
localization of Cas13
and Csx28 in cytosolic
versus detergent-
soluble and detergent-
insoluble fractions
obtained from E. coli
expressing HA-tagged
Cas13b-crRNA1 and/
or V5-tagged Csx28.
TCL, total cell lysate;
Cyt., cytosolic fraction;
Mem. sol., membrane
soluble fraction;
Mem. insol., membrane
insoluble fraction.
(B) Western blot to
detect the localization
of Csx28 in inner- or
outer-membrane frac-
tions from E. coli–
expressing DCas13b
and V5-tagged Csx28.
(C and D) Western
blot to detect the
localization of Csx28
in inner- or outer-
membrane fractions
from E. coli expressing
Cas13b-crRNA1 and
V5-tagged Csx28 in the
absence or presence
of l-phage infection
(MOI of 0.1), respec-
tively. In all cases, blots
were first probed with
either anti-HA or anti-
V5 antibodies to detect
HA-Cas13 and Csx28-
V5, respectively, then
probed for DnaK and
OmpC as cytosolic and outer-membrane fractionation controls, respectively. IM, inner membrane; OM, outer membrane.
(E) A schematic detailing the mechanism by which DiBAC4(3) detects membrane polarization. Dy, resting
membrane potential. (F) Flow cytometry histograms of a DiBAC4(3) staining assay measuring membrane
depolarization of WT E. coli or E. coli possessing the indicated plasmids over the course of a l-phage infection
(MOI of 1). A polymyxin B (poly. B)–treated E. coli sample was used as a positive control for membrane
depolarization. AU, arbitary units. (G) Quantification of the percentage of depolarized cells in (F), determined by
calculating the area under the curve of the depolarized-cell subpopulation as a percentage of the total population.
(H) A schematic detailing the mechanism by which resazurin acts as a readout of cellular respiration. (I) Resazurin
assay for untransformed E. coli or E. coli strains carrying the indicated plasmids in the absence or presence of l-phage
infection (MOI of 2). Data are shown as mean ± SEM for three biological replicates. RFU, relative fluorescence units.
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defense activity, we generated several single- and
double-pointmutationswithinCsx28’s protomer-
promoter interface. We found that single-point
mutations in this region resulted in a ~2- to
~1400-fold reduction in l-phage defense, and
that in most cases double-point mutations
could further exacerbate this effect (Fig. 2G).
We also probed the importance of the R152:
E122 salt bridge, which sequesters the pre-
dicted conserved HEPN arginine away from
the interface. We observed that single-point
mutants R152E (R152→E) andE122R (E122→R)
result in a loss of Csx28-mediated l-phage de-
fense. However, combining these two muta-
tions with the idea of reforming the salt bridge
results in almost complete rescue in l-phage
defense (fig. S14), indicating that this salt
bridge is important for the structure of the
Csx28 protomer and its function in antiphage
defense.

Csx28 is membrane localized in vivo and
upon infection results in membrane
depolarization and reduced metabolism

Given the pore-like structure observed in our
cryo-EM analysis, we wondered how Csx28
may be affecting membrane function in vivo.
We first wanted to observe the cellular local-
ization of Csx28 and Cas13b expressed in
E. coli. We tested a range of small epitope–
tagged Csx28 and Cas13b constructs with EOP
assays to ensure that tag addition did not
affect the function of Csx28 and Cas13, and
we found that a C-terminal V5 tagwas optimal
for Csx28 (fig. S15A), and that an N-terminal
3× hemagglutinin (HA) tag was optimal for
Cas13b (fig. S15B). With these tagged proteins,
we used membrane fractionation coupled with
Western blotting to determine the localization
of HA-Cas13b and Csx28-V5. HA-Cas13b was
found to cofractionate with DnaK (a cytosolic
chaperone) in the cytosol, whereas Csx28-V5
was found to reside exclusively in the DDM-
soluble membrane fraction, cofractionating
with OmpC (an outer membrane porin) (Fig.
3A). We went on to further explore whether
Csx28 resides in the inner (cytosolic) mem-
brane or the outer membrane and whether
this localization depends on Cas13b and/or
phage infection. Using additional fractiona-
tion of the inner and outer membranes, we
observed that Csx28-V5 resides in the inner
membrane regardless of Cas13-crRNA1 expres-
sion (Fig. 3, B and C) or the absence (Fig. 3C)
or presence (Fig. 3D) of l-phage infection.
These results indicate that Csx28 stably local-
izes in the inner membrane and that there
are no large-scale changes in Csx28’s localiza-
tion dynamics during infection.
We next sought to observe any oligomeric

dynamics of Csx28 in vivo and specifically
whether these dynamics change in response
to Cas13b expression and/or l-phage infection.
Cas13b- and Csx28-V5–expressing E. coli were

treated with a membrane-permeable protein
cross-linker, disuccinimidyl suberate (DSS),
before and after l-phage infection, followed
by Western blot analysis. We observed that
Csx28 does exist as oligomers in E. coli, with
a banding pattern that closely resembles the
cross-linking of increasing multiples of Csx28
monomers up to larger, octameric-sized oligo-
mers, with no substantial change in oligomer-
ization upon Cas13b expression and/or phage
infection (fig. S16A). We also harnessed a com-
plementary glycerol gradient ultracentrifuga-
tion approach and observed that both before
and after phage infection, Csx28 lies mostly in
the middle of the gradient, indicative of stable
oligomer formation (versus existing as a mono-
mer exclusively, which would run at the top of
the gradient) (fig. S16B). These results support
the conclusion that the octameric form we
observed in our cryo-EM structure likely exists
in vivo independent of phage infection or the
presence of Cas13b.
Observations of an octameric Csx28 pore-

like membrane protein by cryo-EM, inner-
membrane–localized Csx28 oligomer formation
in vivo, and a slow-growing Cas13b:crRNA1-
Csx28 phenotype during phage infection led
us to wonder whether the Cas13b sensing of
viral transcripts in the presence of Csx28 re-
sults in Csx28-mediated perturbation of the
inner-membrane potential that exists in E. coli,
a major contributor to the proton motive force
(pmf), which E. coli use to drive the synthesis
of adenosine triphosphate (ATP) and a range
of transport processes (23). To test this hy-
pothesis, we performed a flow cytometry–based
membrane depolarization assay that uses bis-
(1,3-dibutylbarbituric acid) trimethine oxonol
[DiBAC4(3)], which becomes fluorescent after
accumulating in cells that have lostmembrane
potential (Fig. 3E) (24). We observed that in
addition to our positive control, the knownpmf
disruptor polymyxin B, only phage-infected
Cas13b:crRNA-1– and Csx28-containing strains
resulted in pronounced membrane depolar-
ization with as much as 40% of the population
depolarized at 90 min after infection (Fig. 3, F
and G), whereas expression of Cas13b:crRNA-1
(Fig. 3, F and G), Csx28, or Cas13b:DcrRNA
(fig. S17A) alone did not result in any notable
increases in membrane depolarization. To
investigate whether this Cas13b-dependent,
Csx28-dependent depolarization resulted in
larger defects in membrane integrity, we per-
formed propidium iodide (PI) staining and flow
cytometry. PI requires gross defects in mem-
brane integrity to enter the cell and emit flu-
orescence.We observed that Cas13b-dependent,
Csx28-dependent membrane depolarization
did not result in large changes in PI fluore-
scence relative to polymyxin B (fig. S17B),
suggesting that the Csx28 membrane-pore
structures formed in vivo cannot permeate
PI. Given that PI is ~13 to 15 Å in size (short

and long axis, respectively), the lack of PI up-
take is additional evidence that Csx28 pore di-
ameters are likely strictly size-limited in vivo
(to ~10 Å or less). Our membrane depolariza-
tion observations are in line with the slow-
growing phenotype we observed, and with
previous studies showing that E. coli can
continue to grow after transient membrane
depolarization (25, 26).
Phage propagation is an energy-intensive

process for the host, and changes in host
metabolic status can drastically affect phage-
propagation dynamics (27). To further explore
the downstream effects of membrane depolar-
ization and dissipation of the pmf, we carried
out resazurin assays to test whether Csx28-
mediated membrane depolarization affects cel-
lularmetabolism and, ultimately, the potential
for phage to propagate. Resazurin is a nonfluo-
rescent substrate that is irreversibly converted
by (reduced nicotinamide adenine dinucleotide)
NADH– or (reduced nicotinamide adenine
dinucleotide phosphate) NAPDH–dependent
dehydrogenases to the fluorescent product
resorufin in actively respiring cells that have
sufficient NADH or NAPDH pools, and thus
can be used to measure cellular respiration
rates (Fig. 3H) (28). We observed that most
of the cultures were able to completely metab-
olize resazurin to resorufin in ~300 min, even
in the presence of a phage infection and the
subsequent crash of the cell population. How-
ever, cultures containing Cas13b:crRNA-1:Csx28
exhibited markedly different resazurin turn-
over kinetics, with two phases of noticeably
slower turnover, requiring ~600 min to com-
pletely turn over resazurin (Fig. 3I and fig.
S18). This much slower rate of resazurin turn-
over indicates a reduced rate of metabolism,
likely caused the dissipation of the pmf in-
duced by Cas13b-induced, Csx28-dependent
membranedepolarization.Wehypothesize that
an attenuated metabolic rate allows access
to a cellular state that reduces the ability for
phage to actively propagate. This phenomenon
is similar to what is observed when l-infected
E. coli are treated with a pmf-collapsing mem-
brane ionophore, carbonyl cyanidem-chlorophenyl
hydrazone (CCCP): The infected E. coli fail
to produce additional l virions after expo-
sure because of to the collapse of host-cell
metabolism (29).

Csx28 interacts with RNA but not
directly with an activated target bound
Cas13b-RNA complex

Next, we wanted to further understand how
Cas13b sensing of phage RNA could be com-
municated to Csx28 to modulate its function
at the inner membrane. Given our earlier ob-
servation that Csx28 requires a nuclease-active,
phage-targeting Cas13b to elicit enhanced de-
fense (fig. S1), we first hypothesized that the
RNA cleavage products generated by Cas13b
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may bind to and modulate Csx28’s function.
Using RNA gel shift experiments, we observed
that octameric but not monomeric Csx28
binds RNA with high affinity (fig. S19, A and
B). To confirm this observation, we used ultra-
violet cross-linking and observed that upon
cross-linking and the presence of RNA, Csx28
forms covalently stabilized dimers and higher-
order oligomers, confirming that Csx28 octa-
mers can bind RNA (fig. S19C). These data also
help explain why a Csx28 monomer is unable
to bind RNA; the cross-linking suggests that
RNA binding most likely occurs across the
protomer-protomer interfaces of Csx28 oligo-
mers. To further support our hypothesis that
RNA cleavage products may have a role in
Csx28 function, we wanted to confirm that
Cas13b can cleave targeted RNA and whether
Csx28 possesses any RNase activity or can
boost Cas13b RNase activity as previously
hypothesized (5). We first demonstrated that
in vitro, purified Cas13b:crRNA possessed
robust trans-ssRNA cleavage of a fluorescent
RNA reporter upon target RNA binding, and
that neither monomeric or octameric Csx28
cleaved the RNA reporter or helped to boost
Cas13b’s RNase activity (fig. S20A). In vivo,
using length distribution analysis of extracted
RNA, we observed subtle changes in the dis-
tributions of small RNA–sized species when
Cas13b:crRNA1 alone is active (fig. S20, B to
E, and supplementary text), indicating that
tRNAs are likely being cleaved by Cas13b, as
previously observed with Cas13a (30). To test an
alternative hypothesis that Csx28’s membrane-
modulating activity is a result of a direct bind-
ing interaction with an active Cas13b:crRNA:
target-RNA ternary complex, we carried out
HA-Cas13:crRNA1 and Csx28-V5 immunopre-
cipitations in the absence and presence of
l-phage infection (fig. S21, A and B), as well
as analytical size-exclusion experiments with
purified Cas13b complexes and octameric
Csx28 (fig. S21C), and in all cases could not
detect a direct interaction between an active
Cas13b:crRNA:target-RNA complex and Csx28;
however, one cannot rule out that highly tran-
sient interactions between these two complexes
may play a role in Csx28 function. On the basis
of these findings, we propose the following hy-
pothetical model of Csx28 function in Cas13b-
sensed antiphage defense (fig. S22).

Discussion

Structurally, Csx28 represents a new class of
membrane-pore protein because it has no no-
ticeable structural similarity to any previously
determined protein structures. Csx28 was also
hypothesized to possess a divergent HEPN
RNA-binding or RNase motif (3, 5–8); how-
ever, the HEPN-motif positioning on helix a4
and the face-to-back protomer interface we
observed suggest that this prediction is likely
incorrect. The clear presence of a pore-channel-

like feature in our structure, mutagenesis
highlighting the importance of this interface
in Csx28 function, and observation of mem-
brane depolarization that potentially links
structure to function, lead us to suggest that
the divergent face-to-back interface formed
by Csx28 is the state required for antiphage
defense. Our Csx28 structure also provides
strong evidence that the N-terminal helix
forms a functional transmembrane spanning
region, the same region as correctly predicted
by the membrane topology algorithm TMHMM
(13). Functionally, Csx28 bears more similarity
to other large-pore channel proteins [e.g., pan-
nexins and connexins; for a review, see (14)],
viroporins [for a review, see (31)], and cyclic
nucleotide-gated ion channels [for a review,
see (32)] than to phage holins or gasdermins
with respect to their pore diameter and their
lack of ability to grossly disrupt membrane
function. This evidence explains the differences
in downstream phenotype: transient mem-
brane depolarization using size-limited and
likely gated pore-channel-like structures ver-
sus large-scale membrane disruption through
the formation of very large and dynamic oligo-
mers, respectively. Our data indicate that rath-
er than acting to stimulate the RNase activity
of the associated Cas13b as previously hy-
pothesized (5), Csx28 might act as a terminal
effector in antiphage defense.
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Editor’s summary
In addition to containing RNA-guided nucleases, many CRISPR-Cas systems encode diverse accessory proteins that
may help to bolster antiphage defense. Using a combination of cryo–electron microscopy, genetic, and biochemical
approaches, VanderWal et al. discovered that Csx28, an accessory protein found in some CRISPR-Cas systems,
forms an inner membrane–localized octameric pore. Upon Cas13 activation by viral messenger RNAs, Csx28 assists
in protecting against sustained viral infection by helping to depolarize the inner membrane and slow metabolism. These
findings expand the complexity of CRISPR-Cas–based defense systems and offer the potential for new molecular
technologies. —Di Jiang
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