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ABSTRACT: Due to the increasing incidence of cancer, there is a Peritoneal - ]

need to develop new platforms that can combat this disease. | metastatic AN Na Tumor Efficacy
Cancer immunotherapy is a platform that takes advantage of the | ovarian X ¢ &

immune system to recognize and eradicate tumors and metastases. | cancer é ,

Our lab has identified a plant virus nanoparticle, cowpea mosaic N Biodistribution +

virus (CPMYV) as a promising approach for cancer immunotherapy. ® / &
When administered intratumorally, CPMV relieves the immune 5’° [ T
system of tumor-induced immunosuppression and reprograms the L+ ' ‘
tumor microenvironment into an activated state to launch systemic Cowpea \ 4 >
antitumor immunity. The efficacy of CPMV has been tested in | mosaic virus //-é»f N Agronomy
many tumor models and in canine cancer patients with promising n )

results: tumor shrinkage, systemic efficacy (abscopal effect), and

immune memory to prevent recurrence. To translate this drug candidate from the bench to the clinic, studies that investigate the
safety, pharmacology, and toxicity are needed. In this work, we describe the efficacy of CPMV against a metastatic ovarian tumor
model and investigate the biodistribution of CPMV after single or repeated intraperitoneal administration in tumor-bearing and
healthy mice. CPMV shows good retention in the tumor nodules and broad bioavailability with no apparent organ toxicity based on
histopathology. Data indicate persistence of the viral RNA, which remains detectable 2 weeks post final administration, a
phenomenon also observed with some mammalian viral infections. Lastly, while protein was not detected in stool or urine, RNA was
shed through excretion from mice; however, there was no evidence that RNA was infectious to plants. Taken together, the data
indicate that systemic administration results in broad bioavailability with no apparent toxicity. While RNA is shed from the subjects,
data suggest agronomical safety. This data is consistent with prior reports and provides support for translational efforts.
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C ancer nanotechnology refers to the application of CPMV is a 30 nm icosahedral plant picornavirus made up of
nanotechnology to diagnose"” or treat cancer,” and 60 subunits of two coat proteins each: a 42 kDa large and 24
various nanoparticles are making headway through preclinical kDa small coat protein.'” CPMV primarily infects legumes and
and clinical development.* A key step in drug development is black-eyed peas through a common insect vector.'" CPMV is
investigating pharmacology and safety. Our laboratory has immunogenic and generates B- and T-cell responses when
focused on the development of plant viruses as a platform administered in mice models.'” Indeed, CPMV antibodies are
nanotechnology for human and veterinary health applications. also common in the human population, which indicates its
One emerging drug candidate is the plant virus cowpea mosaic prevalence and human exposure through the food chain or
virus (CPMV), which is being developed as an intratumoral agricultural practices."’

immunotherapy.’ Intratumoral CPMV remodels the tumor The pharmacology of CPMV and other plant viruses was
microenvironment (TME) and primes the immune-activated investigated by us and others. Intravenously, CPMV is broadly

bioavailable and persistent in tissues for days after a single

state; CPMV activates and recruits innate immune -cells b
administration.”™ " Intratumorally, CPMV resides within the

through pattern recognition (PRR), ie. toll-like receptor

. - L 11
(TLR) signaling.6 Innate immune cells kill tumor cells and tumor for days with minimal leaching into other organs.” In
become antigen-presenting cells, thus launching systemic and
durable antitumor immunity through adaptive immune Received: October 16, 2023 Phafmacology
responses.” CPMV efficacy is tumor agnostic in mouse Revised: ~ December 23, 2023
tumor models and canine cancer patients—intratumoral Accepted:  December 27, 2023 e
CPMYV immunotherapy reproducibly elicits promising efficacy, Published: January 10, 2024 D8 e
increases survival, and elicits durable immune memory =
protecting from recurrence.”

© 2024 American Chemical Society https://doi.org/10.1021/acsptsci.3c00285
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Figure 1. Schematic workflow. Biodistribution of CPMYV is assessed after repeated administration. Clearance of CPMYV is also monitored in stool

and urine. Figure made in BioRender.

this study, we set out to investigate the pharmacology of
CPMV when administered intraperitoneally in tumor-free and
tumor-bearing mice; an intraperitoneal disseminated (meta-
static) ovarian tumor model (ID8-Defb29-Vegf) was used.'” In
particular, we set up an assessment of biodistribution after
single and repeat administration of CPMV (Figure 1). Organs
were harvested 24 h and 2 weeks postadministration to assess
acute and long-term pathological effects. In addition, we
monitored the clearance/shedding of CPMYV in urine and stool
to address agronomical concerns, i.e., plant virus re-exposure to
plants. In previous studies, we investigated the retention and
pharmacology of CPMV in solid tumors;'' here, we are
interested in understanding the fate of CPMV after systemic
administration (ip) against a metastatic tumor model. We also
make preliminary investigations toward understanding viral
RNA persistence and whether this may play a role in the
CPMV’s mechanism of action. Findings from this study add to
the growing number of reports and development of CPMV for
intratumoral immunotherapy.

B RESULTS AND DISCUSSION

CPMV and sCy5-CPMV Synthesis and Character-
ization. CPMV was produced in black-eyed pea No. 5
(Vigna unguiculata) using previously established protocols."”
CPMYV particles were fluorescently labeled with sulfo-cyanine 5
(sCyS) through NHS chemistry targeting exterior lysine
residues'®'” (Figure 2a). UV—vis spectroscopy shows the
typical spectrum of intact CPMV and sCyS-CPMV particles
(Figure 2b) with an A,4,4 ratio of 1.7; data also confirms
sCyS conjugation, and analysis by the Beer—Lambert law
indicates that ~40 sCyS moieties were conjugated per CPMV
particle.

Size exclusion chromatography showed pure and intact
particles with an elution volume at ~10 mL on a Superose 6
Increase column (Figure 2c). There is no indication of
aggregated or broken particles. All particle components—RNA
and protein as well as sCyS for the fluorescent conjugate—
coelute from the column. This is consistent with dynamic light
scattering showing a hydrodynamic diameter for CPMV and
sCyS5-CPMV at ~31—35 nm with a low polydispersity index
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(PDI) of ~0.025 (Figure 2d). Denaturing gel electrophoresis
shows size migration of the large coat protein (L-CP) and
small coat protein (S-CP) at 42 and 24 kDa, respectively
(Figure 2e). Under red light, fluorescently labeled coat
proteins can be observed supporting covalent modification of
the proteins. Native agarose gel also indicates comigration of
proteins and RNA components shown through Coomassie
blue staining of the protein and GelRed staining of the nucleic
acids, respectively (Figure 2f). Under red light, fluorescently
labeled sCyS-CPMV particles can be observed; this again
confirms comigration of all components, ie., intact CPMV
particle formulations were obtained. Finally, transmission
electron microscopy (TEM) imaging shows monodispersed
and intact particles for both CPMV and sCyS-CPMV (Figure
Zg).

Efficacy of CPMV against ip Disseminated Ovarian
Cancer. For the tumor-bearing cohort, female C57BL/6 mice
were challenged with ID8-Defb29-Vegf ovarian cancer cells in
the peritoneal space to mimic human disease, which often
manifests with intraperitoneal (ip) metastases. This tumor
model is highly aggressive and disseminates around the
endothelial walls of the peritoneum.” It is also slow growing
with about 40 days before a significant difference between the
treated and nontreated group. Seven days after tumor
challenge, mice were treated ip with sCyS-CPMV and the
others were injected with phosphate-buffered saline (PBS,
vehicle-only control); treatment was given weekly for 6 weeks.
The fold changes of the circumference and weight were
monitored for both groups for over 40 days; an increase in
abdominal circumference and body weight correlates to tumor
burden and is a sign of ascites development (buildup of fluid in
the abdomen). As previously demonstrated,”'> CPMV therapy
prevents ovarian tumor growth (Figure 3a,b). Mice receiving
CPMV therapy (here, sCyS-CPMV) showed no signs of ascites
formation. In stark contrast, PBS control mice had ascite
formation and decreased mobility due to a significant increase
in weight and circumference. ID8-Defb29-Vegf has been
described as aggressive tumors disseminated in the ip space
with an immunological “cold” phenotype; CPMV immuno-
therapy kickstarts the cancer-immunity cycle by recruitment

https://doi.org/10.1021/acsptsci.3c00285
ACS Pharmacol. Transl. Sci. 2024, 7, 445—455
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Figure 2. CPMV characterization: (a) CPMV is extracted from CPMV-infected plants and conjugated to sulfo-CyS through NHS chemistry. (b)
UV—vis of CPMV and sCyS-CPMYV show an A, 4,5 ratio of ~1.7; sCyS-CPMV shows an absorbance peak at ~650 nm characteristic for the sCyS
dye. (c) Elution profile of CPMV and sCyS-CPMV from a Superose 6 Increase column is comparable; RNA (A4 1) and protein (Aygg,m) coelute
and sCyS-CPMYV being fluorescent (Agy; ). (d) Dynamic light scattering (DLS) shows the hydrodynamic diameter of CPMV and sCyS-CPMV
with a narrow polydispersity index (PDI). (e) Denaturing gel shows two coat proteins (S and L) and confirms conjugation of sCyS$ in the case of
sCyS-CPMV. (f) Native gel shows comigration of RNA (GelRed nucleic acid stain) and protein (Coomassie stain) for both CPMV and sCyS-
CPMV and also confirms sCyS conjugation to sCyS-CPMV (CyS channel). (g) Transmission electron microscopy (TEM) of native CPMV and
sCyS-CPMV confirms uniform and unbroken particles. Panel (a) made in Biorender.

and activation of innate immune cells, such as neutrophils,
dendritic cells (DCs), and natural killer (NK) cells.” This
immune priming leads to processing and enhanced presenta-
tion of tumor-associated and neoantigens, which primes cross-
talks with the adaptive arm for T-cell and B-cell antitumor
activities.””'®

Biodistribution of sCy5-CPMV. Biodistribution of CPMV
was assayed after multiple or single administrations, using
healthy and tumor-bearing mice, and organs were harvested
from mice cohorts after repeated sCyS-CPMV administration
at 24 h and 2 weeks post final administration; the latter was
included to assay whether clearance was achieved and to assay
any potential chronic adverse effects. Quantification was
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carried out through quantitative reverse transcription polymer-
ase chain reaction (RT-PCR) to detect the viral genome or
fluorescence measurements of the labeled capsid protein. High
cycle thresholds in quantitative RT-PCR indicate low viral
RNA detection, and vice versa. While the detection limit of the
fluorescence measurements was less sensitive and also
confounded by various tissues also having varying degrees of
autofluorescence, the fluorescence detection of the labeled
CPMV capsid protein allows us to assay the protein
biodistribution relative to the RNA biodistribution.

It is of note that the metastatic ovarian tumor model grows
aggressively along the epithelium; tumor nodules were
collected and subjected to analysis: data shows significant

https://doi.org/10.1021/acsptsci.3c00285
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Figure 3. Efficacy of CPMYV against peritoneal metastatic ovarian cancer. Female C57BL/6 mice, n = 5 per treatment group. Intraperitoneal tumor
challenge: ID8-Defb29-Vegf ovarian tumor model. Treatment indicated by green dashed arrows: 100 pg of sCyS-CPMV or PBS administered
intraperitoneally, six times weekly. Significance calculated with two-way analysis of variance (ANOVA) (GraphPad Prism). *#*%*p < 0.0001. **p =
0.0011. (a) Mice circumference and treatment tumor curve. (b) Mice weight and treatment tumor curve.

accumulation of CPMV RNA and protein within the tumor
nodules (Figures 4a—c and S1a). Overall, this data is consistent
with what we observed in a mouse model of melanoma after
intratumoral dosing of CPMV:'' CPMV accumulates within
the tumor tissue, and attesting to its nanoparticle character, it
has good tumor retention. In the tumor-free cohort, 24 h after
the final CPMV administration, CPMV RNA can be detected
across all organs with minimal detection in the brain after
repeated administration (Figure 4a). This is observed by the
high cycle threshold average of 36 out of 40 cycles, which
indicates the presence of low viral RNA in the brain. CPMV
capsid proteins can also be detected across all organs (Figure
4c). This is consistent with previous reports showing broad
biodistribution of CPMV after intravenous or intratumoral
administration (here, dermal melanoma).'"”'*'* Biodistribu-
tion in tumor-bearing and healthy mice was comparable,
indicating that the disease does not affect biodistribution
(Figure 4a—c). Because of this, we considered only healthy
mice for subsequent experimental studies.

We compared biodistribution after single vs repeat
administration to assay the effect of bioaccumulation with an
increased number of dosing: based on RT-qPCR and
fluorescence readouts (using a plate reader or an In Vivo
Imaging Systems, IVIS), biodistribution was broad with organs
testing positive, the only difference being that a lesser amount
of CPMV was detected, not reaching the detection threshold
for some organs (and this was more apparent for fluorescence
readings) (Figures 4b,e and S1). While RT-qPCR did not
show apparent differences, one notable difference was observed
by IVIS and plate reader measurements, and that is the
accumulation of CPMV in the lungs after repeated dosing
(Figure 4b).

In prior work, using potato virus X (PVX), we made a
similar observation. We found that biodistribution changes
upon repeat systemic administration due to opsonization with
plant virus-specific antibodies that are produced upon
exposure.'” IgM antibody isotypes are the first to be induced
after viral exposure and then undergoing a class switch to
IgG.zo Indeed, we detected anti-CPMV IgM and IgG
antibodies in animals treated with CPMV (Figure S2). In
particular, the presence of IgM may alter the biodistribution of
(virus) nanoparticles; their pentavalent structure allows
multivalent tarﬁet binding to form immunocomplexes of
increased size. "’ The larger immunocomplexes have a
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distinct pharmacology profile compared to their (virus)
nanoparticle counterparts.”’ These phenomena have been
described for various nanoparticle systems, including
PEGylated liposomes.”” Nevertheless, data indicates that this
clearance through the lungs is not associated with acute or
chronic lung histopathology (see Figure 6). Also, this work
shows that CPMV exhibits potent efficacy against metastatic
ovarian cancer after repeated treatment (Figure 3), and in fact,
our prior work has shown that repeated doses are needed to
achieve efficacy” and—importantly—that the presence of anti-
CPMV antibodies enhances the efficacy of CPMV against
ovarian cancer: CPMV-IgG immunocomplexes are taken up by
innate immune cells at faster rates compared to their “naked”
counterparts; and it is this enhanced innate immune cell
interaction that boosts the efficacy of intraperitoneal
administrated CPMV against peritoneal metastatic cancer."”

Persistence of CPMV. Finally, we probed for the presence
of CPMV across all organs 2 weeks after the final
administration. CPMV RNA was detected across all organs,
with the exception of the brain (Figure Sa). While previous
reports suggested that CPMV was detectable after several
days,""* no studies have investigated clearance after the 2-
week time point. To gain insights into whether the RNA is
retained in tissue as “free” RNA or packaged inside the CPMV
capsid, we then performed a multiplexed immunofluorescence
analysis to detect CPMV by labeling the capsid with an anti-
CPMV antibody and RNA by fluorescence in situ hybrid-
ization (FISH). Imaging reveals that, indeed, CPMV RNA was
detected in the liver, spleen, and kidney (organs involved in
clearance); however, colocalization with the capsid was not
apparent (Figure Sb—f). This data suggests that CPMV’s RNA
has some tissue persistence—this is also observed for
infectious viruses, such as SARS-CoV-2; the viral RNA can
persist in tissues for weeks to months.**

It may be worth investigating the impact of RNA persistence
and prolonged immune activation and efficacy of the CPMV
drug candidate. We have shown that eCPMV (empty CPMV:
devoid of viral RNA) is an effective therapeutic; however, the
presence of RNA in CPMV provides a more robust immune
and antitumor response: CPMYV RNA is recognized by TLR7
in the endosome.” Studies have shown that the persistence of
viral RNA from infectious viruses can lead to prolonged
inflammation and immune response.24 One could speculate,
then, that the persistence of CPMV’s RNA may contribute to a

https://doi.org/10.1021/acsptsci.3c00285
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Figure 4. Biodistribution of CPMV across organs. (a) qPCR analysis
of CPMV RNA in tumor-bearing mice. (b) In Vivo Imaging Systems
(IVIS) ratiometric analysis of fluorescent counts after repeat
administration in tumor-bearing mice, tumor-free mice, and tumor-
free mice after single administration. (c) Fluorescence of sCyS-CPMV
after repeat administration in tumor-bearing mice, tumor-free mice,
and tumor-free mice after single administration. Tissues were
collected 24 h post final administration; we also collected and
analyzed tissues 2 weeks post final administration; this data is shown
in Figure Sa.

sustained immune response. Further experiments are needed
to explain the correlation.

Histopathology of CPMV. Next, we assayed whether
CPMV presence and/or viral RNA persistence in tissues
caused any toxicity, as determined by histopathology. We
investigated whether CPMYV after repeated dosing showed any
signs of acute (harvested 24 h post final dose) or prolonged
(harvested 2 weeks post final dose) organ toxicity. Organs were
collected, sectioned, and H&E stained. There was no
pathological finding in any organs, regardless of the time
point of harvest (Figure 6a—e). This indicates that repeated
administration of CPMV is nontoxic and nonpathological in
short term or long term. This agrees with previous findings by
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others, who investigated pathology after single dosing of
CPMV;'* here, we focused on the pathology after repeat
dosing and investigated acute and long-term effects. Overall,
the literature reports are consistent, indicating that plant
viruses are not causing toxicity in tissues, and similar data were
reported for tomato bushy stunt virus (TBSV), potato virus X
(PVX), and tobacco mosaic virus (TMV).>*™*’

Shedding of CPMV after Administration and Agricul-
tural Re-exposure. We investigated the shedding and
clearance of CPMV particles to address potential agronomical
concerns. Plant virus exposure in agriculture leads to high
economic impacts and costs, and CPMV is infectious to
various legumes.28 And so, we investigated whether shedding
of infectious particles would be of concern. We used metabolic
cages to collect stool and urine from mice after the first, third,
and sixth administration of sCy5-CPMV. CPMV RNA was
detected through RT-PCR after the first and sixth admin-
istration in stool and urine (Figure 7a). This variability is
something we also noted in a previous study and may reflect
the labile nature of RNA.'"' Nevertheless, CPMV capsid
protein could not be detected in stool and urine at any time
point (Figure 7b), and also, this is consistent with our previous
study.'' To investigate whether stool and urine contain any
infectious CPMV, we tested infection using black-eyed pea
plants and mechanical inoculation of stool and urine samples
that tested positive for CPMV RNA. Purified CPMV served as
a positive control; infection was manifested with typical mosaic
symptoms on the leaves (Figure 7c).”” In stark contrast,
infection was not apparent upon mechanical inoculation using
urine or stool samples. This result was further validated by RT-
PCR of homogenized leaf tissue, which showed that all samples
were negative for infection with the exception of the positive
control (Figure 7d). Thus, data indicates that while RNA is
shed from animals, it is noninfectious toward plants. This is
similar to what has been observed in infectious disease; viral
RNA may be shed and hence can be used as an early warning
system by sampling the sewage but is not a concern for
reinfection.

B CONCLUSIONS

CPMYV shows promise as an immunotherapy for the treatment
of women with ovarian cancer. The peritoneum and abdominal
cavity are primary sites for metastatic ovarian cancer.***
Current efforts to tackle this disease include surgical debulking
(also known as cytoreductive surgery); the aim of which is to
reduce, not all but, visible tumors.”® In addition to surgery,
chemotherapeutic drugs are administered into the abdomen
using a catheter, and this process is known as hyperthermic
intraperitoneal chemotherapy (HIPEC).”® While this is the
standard-of-care for ovarian cancer (and other peritoneal
metastatic cancers), intraperitoneal administration of chemo-
therapeutic drugs is underutilized in clinical settings for
reasons, such as toxicities, patient discomfort, and infection
of the area, even though it is effective.* Innovative strategies
to address this include developing biodegradable implants to
administer cancer drugs postsurgery or long-term post-
operative care. Toward this goal, we have also shown that
CPMV slow-release injectables can be effective as ip
immunotherapy after single-dose administration.”> CPMV is
a potent intratumoral immunotherapy that can be used in the
neoadjuvant setting prior to surgery or in combination with
adjuvant chemotherapy.
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a. RT-PCR of RNA in organs 2 weeks post final administration

Multiplexed detection of CPMV CP and RNA 2 weeks post final administration
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Figure 5. CPMV RNA (but not CP) persistence 2 weeks after final administration. (a) RT-PCR of CPMV RNA from organs 2 weeks after final
repeated CPMV administration. (b—e) Multiplexed detection of CPMV RNA and CP in tissue slices. Green: CPMV RNA, red: CPMV CP, blue:
DAPIL Images taken on confocal with 20X objective.
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Figure 6. Histopathology of organs treated with CPMV. H&E staining of organ sections treated with CPMV and PBS 24 h and 2 weeks after final
administration. Scale bar: 300 ym. Images analyzed with Aperio ImageScope.

As a step toward clinical translation, we investigated the tumor-bearing and healthy mice. CPMV localizes within tumor
pharmacology of CPMV after single and repeated dosing in nodules and is broadly bioavailable to organs. Acute or chronic
450 https://doi.org/10.1021/acsptsci.3c00285
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Figure 7. Shedding and clearance of CPMV RNA and virus exposure. (a) RT-PCR of CPMV RNA urine and stool after 1st, 3rd, and 6th injection.
(b) Western blot against CPMYV in urine and stool after 1st and 6th injection. (c) Symptomatic monitoring of CPMV infection on leaves exposed

to CPMV-positive stool and urine. (d) RT-PCR of plant sap from leaves.

toxicity was not indicated based on histopathology, even
though CPMV RNA was found to be persistent in
reticuloendothelial system (RES) organs for at least 2 weeks
postadministration. RNA shedding in urine was detected, but
there is no evidence that infectious CPMV is cleared through
stool or urine; this addresses agnomical concerns. These results
are promising and bolster support for the clinical translation of
CPMV.

B MATERIALS AND METHODS

Cowpea Mosaic Virus Propagation and Preparation
of sCy5-CPMV. CPMV was mechanically inoculated into
black-eyed pea No. S plants (V. unguiculata) and purified as
reported elsewhere.'” Cyanine-5 succinimide ester (NHS-
sulfo-CyS; Lumiprobe) was conjugated to CPMV’s surface
lysine residues by N- hydroxysuccmlmlde (NHS) chemistry as
described in previous work.'”"” CPMV and sCyS-CPMV
samples were stored at 4 °C until further characterization.

CPMV and sCy5-CPMV Characterization. UV—-vis. A
CPMV UV-—vis Nanodrop 2000 (Thermo Fisher Scientific)
was used to determine the degree of sCyS5-labeling to CPMV;
concentration of CPMV and sCyS-CPMYV was calculated using
the Beer—Lambert law of CPMV (gcppyy = 8.1 L/mol/cm at
260 nm) and sCy5-CPMV (ec,s = 270,000 L/mol/cm, at 647
nm).

Agarose Gel Electrophoresis. CPMV and sCyS-CPMV
particles (10 mg) were loaded onto a 1.2% (w/v) agarose gel
stained with GelRed (Gold Biotechnologies) in tris acetate
ethylenediaminetetraacetic acid (TAE) buffer with 6x Gel
Loading Purple dye (Biolabs). Gel was run at 120 V and 400
mA for 30 min and later imaged under a MultiFluor Red
channel (607 nm excitation) to image the CyS dye, UV light to
visualize the RNA, and further stained with Coomassie Brilliant
Blue G-250 (0.25% w/v) and imaged under white light to
detect the protein.

SDS-Gel Electrophoresis. Sodium dodecyl sulphate-poly-
acrylamide gel electrophoresis (SDS-PAGE) was used to
confirm the covalent attachment of CyS to the CPMV coat
proteins. Briefly, CPMV and sCyS-CPMV (10 mg) were mixed
with 4X LDS running buffer (Life Technologies), denatured at
95 °C for S min, and loaded on precast NuPAGE 4—12% Bis
Tris Protein Gel (Invitrogen). Electrophoresis was performed
using 3-(N-morpholino)propanesulfonic acid (MOPS) buffer
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(Thermo Fisher Scientific) for 40 min at 200 V. Gels were
imaged under the MultiFluor Red channel (607 nm excitation;
to image the Cy$ label) and then stained with GelCode Blue
Safe protein stain and imaged under white light to detect the
protein.

Dynamic Light Scattering (DLS). A Zetasizer Nano ZSP/
ZenS600 (Malvern Panalytical) was used to assess the
hydrodynamic diameter of CPMV and sCyS-CPMV (25 °C
with three measurements per sample); the weighted mean of
the intensity distribution was used to calculate the particle
diameter.

Transmission Electron Microscopy (TEM). CPMV and
sCyS-CPMV (0.1 mg/mL in deionized (DI) H,0) were
loaded onto Formvar carbon film-coated TEM supports with
400 mesh hexagonal copper grids (VWR International), which
were rendered more hydrophilic using the PELCO easiGlow
operating system. Grids were stained with 2% (w/v) uranyl
acetate (Agar Scientific) and imaged by using an FEI
TecnaiSpirit G2 BioTWIN TEM at 80 kV. i

Size Exclusion Chromatography (SEC). An AKTA pure
Fast Protein Liquid Chromatography system (GE Healthcare
LifeSciences) was used to analyze CPMV and sCyS-CPMV
(0.5 mg/mL) using a Superose6 Increase column size-
exclusion column at a 0.5 mL/min flow rate. The elution
profile was isocratic, and the UV detectors were fixed at 260
(nucleic acid), 280 nm (protein), and 647 nm (CyS).

Tumor Model and Biodistribution Study. All animals
used in this study were 7- to 8-week-old female CS7BL/6 mice
obtained from The Jackson Laboratory (Strain #000664). All
animal experiments were carried out in accordance with the
University of California San Diego’s Institutional Animal Care
and Use Committee (IACUC).

Syngeneic murine ovarian cancer cell lines, ID8-Defb29/
Vegf-a, were cultured and maintained as previously reported.'”
A 2 X 10° live ID8-Defb29/Vegf-a cells were implanted
orthotopically into mice by intraperitoneal (ip) injection (200
uL of sterile PBS). Mice were monitored weekly for signs of
tumor burden, including weight, circumference, and abdominal
distension. Seven days postcell ip inoculation, animals were
injected with a single or multiple (6X/weekly) doses of CPMV
or sCyS-CPMV (n = S, 100 pg of particles in 200 uL of PBS,
ip). PBS (n = S, 200 L) was used as controls for all treatment
groups. The same set of healthy (tumor-free) mice were
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injected with CPMV or sCyS-CPMV (n = S, 100 ug of
particles in 200 uL of PBS, ip). PBS (n = 5, 200 uL) was used
as controls.

Ex Vivo Analysis. For ex vivo biodistribution studies, brain,
heart, lungs, stomach, liver, spleen, kidneys, large and small
intestines, and tumor were harvested 24 h or 2 weeks post final
treatment and kept in RNAlater Stabilization Solution
(Thermo Fisher Scientific) at —20 °C until further analysis.
sCyS-CPMV-treated mice organs were imaged using the IVIS
Spectrum Imaging System (PerkinElmer Ltd.).

For fluorescence measurements, frozen organs from sCy5-
CPMV-treated animals and controls were thawed, cut,
weighed, and homogenized using PBS + 1X Protease Inhibitor
Cocktail II (ab201116; 100 mg organ/mL) using a
gentleMACS Dissociator (Miltenyi Biotec). Samples were
centrifuged at 8000g for 5 min to remove tissue debris. Protein
concentration was determined using Pierce BCA assay. 40 ug
of supernatants was used to determine CyS-specific fluo-
rescence emissions (Ag, = 633 nm and Ag,, = 665 nm) using an
Infinite 200 Pro microplate reader and the software i-control
(Tecan, Minnedorf, Switzerland).

RNA Extraction. from Organs. Harvested organs were
pooled, then cut, and homogenized using a gentleMACS
Dissociator (Miltenyi Biotec). Total RNA extractions with
lysates were performed with RNAqueous Total RNA Isolation
Kit (cat. no. AM1912) according to the manufacturer’s
protocols. RNA integrity and concentration were assessed by
UV—vis analysis.

From Stool and Urine. Stool and urine samples were
collected with metabolic cage per IACUC guidelines. Stool was
homogenized in a 1:1 volume ratio of 1X PBS (Corning, 21-
040-CV) using a gentleMACS Dissociator (Miltenyi Biotec)
and centrifuged at 4000g. The supernatant was isolated for
total RNA extraction using the QIAamp Viral RNA mini kit
(cat. no. 52904) according to manufacturer’s protocols. Urine
was centrifuged at 1500g for 10 min to pellet debris.
Supernatant was isolated for total RNA extraction using the
QIAamp Viral RNA mini kit (Cat# 52904) according to the
manufacturer’s protocols. RNA integrity and concentration
were assessed by UV—vis analysis.

From Plant Sap. Leaves were pulverized under liquid
nitrogen and resuspended in 4 mL of a cold 0.1 M KP, pH 7.
The sample was centrifuged at 10,000g for 10 min to pellet
debris. Supernatant was isolated for total RNA extraction using
the QIAamp Viral RNA mini kit (Cat# 52904) according to
the manufacturer’s protocols. RNA integrity and concentration
were assessed by UV—vis analysis.

Reverse Transcriptase Polymerase Chain Reaction
(RT-PCR). Organs. Quantitative RT-PCR was performed
using 25 ng of total RNA from samples with TagMan Fast
Virus 1-Step Master Mix (catalog no. 444432) according to the
manufacturer’s protocols. The experiments were performed on
a BioRad CFX96 touch real-time PCR detection system in
triplicate with 40 cycles. RNA probes were designed by
Integrated DNA Technologies.
5'-/56-FAM/TCGGGTTGT/ZEN/
TGTTTGATGTTGGCC/3IABKFQ/-3'
primer 1 (RV) S'-CATGGAGTCTTGAGAGCAGATAG-3’
primer 2 (FW) §'-ACAGCTACCACCAACATTTCT-3’

probe

Stool, Urine, Plant Sap. RT-PCR was performed using 100
ng of total RNA Invitrogen SuperScript IV one-step RT-PCR
(Cat# 12594100) according to manufacturer’s protocols.

Experiments were performed on a BioRad T100 PCR
detection system, and PCR products were run on a 1.2%
agarose gel (TAE) stained with GelRed. RNA probes were
designed on Integrated DNA Technologies.

FW §-AGT GGT GAC CTT CCC AAA TAC-3’
RV §'-GTC CAT CCC GAA ACA CAA ATA AC-3’

Western Blot. Pierce BCA Protein Assay (catalog no.
23277) was used to quantify total protein urine and stool
samples according to the manufacturer’s protocols. A total of
20 pg of total protein from urine and stool samples were
separated on 4—12% SDS-PAGE precast gels in 1X MOPS
buffer (40 min at 200 V), using SeeBlue Plus2 (Thermo Fisher
Scientific) as a marker. Proteins were then electrotransferred
onto a nitrocellulose membrane (Amersham Protran Premium
0.45 pm Nitrocellulose, GE Healthcare). Membranes were
incubated with a rabbit anti-CPMV polyclonal antibody
(1:1000; PAC 12273/12274), followed by horseradish
peroxidase (HRP)-labeled goat antirabbit IgG (H + L)
(1:5000; Fisher Scientific) and developed using Thermo
Scientific Pierce ECL Western Blotting Substrate as described
elsewhere.'" Membranes were imaged using chemilumines-
cence on a ProteinSimple FluorChem R.

Antibody Titers and IgM Isotyping. Enzyme-linked
immunosorbent assay (ELISA) was used to detect levels of
CPMV-specific IgG in mice plasma after multiple CPMV or
sCyS-CPMV administration. Blood samples were collected
through retro-orbital bleeding before any ip procedure (i.e.,
prebleed) and then right before the second, third, fourth, fifth,
and post 24 h after the last ip procedure (referred to as first,
second, third, fourth, fifth, and sixth ip bleed). Serum was
separated by centrifuging blood samples at 2000 rpm for 10
min and then stored at —20 °C until being analyzed. ELISA
assay was performed as described previously."' For CPMV-
specific serum, IgM antibody titers were determined, following
multiple administration of sCyS-CPMV in healthy and tumor-
bearing animals (plasma from first, third, and sixth time points
was analyzed). Plasma collected prior to the first sCy5-CPMV
ip injection (prebleed) was used as naive control, and the
successive bleeds were compared to prebleed for changing
antibody levels. We followed the ELISA protocol described
above, except the secondary HRP-labeled goat antimouse
antibodies specific for IgM (Abcam ab97230), diluted 1:5000
(100 pL/well, 1% (w/v) bovine serum albumin (BSA) in
PBS).

Infectivity of CPMV from Stool and Urine in Plants.
Metabolic cages were used to collect mice urine and stool from
healthy mice (n = S per treatment group) and samples were
collected for 4 h before CPMV and PBS ip injection and after
24 h after each treatment. Samples were processed and stored
at —20 °C until further analysis.’® 7-day old black-eyed pea
No. S plants were mechanically inoculated using carborundum
with 20 L of pooled stool and pooled urine supernatant
samples. Twenty microliters of 0.1 mg/mL CPMV in 0.1 M
KP buffer was used to mechanically inoculate leaves as a
positive control. Leaves were photographed 14 days after
infection, harvested, and stored at —80 °C until RNA
extraction.

Histological Examination. Organs were harvested and
fixed in 10% neutral buffered formalin solution (Sigma,
HTS501128) overnight at a 10:1 volume ratio of fixation to
tissue. Solution was changed to 70% ethanol and was
submitted to UCSD Biorepository and Tissue Technology
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Core for processing. Organs were fixed in paraffin before H&E
staining. Histological examination was carried out by a core
technician. The slides were read by a certified pathologist and
the report was based on direct observation and references to
the non-neoplastic Lesion Atlas from the National Toxicology
Program and Mouse histology manuals.

Confocal Microscopy and Multiplexed Immunofluor-
escence and RNA In situ Hybridization. Organs fixed in
paraffin mold were sliced and placed on a glass slide. Tissue
slices were deparaffinized and rehydrated by baking at 60 °C
and serial washing in xylene, 100% ethanol, 95%, 70%, 50%,
and DI water for 10 min each. Heat-induced antigen retrieval
was performed using 10 mM sodium citrate (0.05% tween) at
95 °C for 20 min and let to cool. Tissue slices were fixed in 8%
paraformaldehyde (PFA) for 2 h at room temperature. To
permeabilize, tissue slices were submerged in 70% ethanol
overnight at 4 °C. Slices were blocked in 3% BSA in 1X PBS
plus RNase inhibitor (New England Biolabs, M0307S) for 1 h
and washed with 1X PBS for S min. For primary antibody
incubation, Rabbit anti-CPMV (Pacific Immunology, PAC
12273/12274) antibodies were incubated on tissue slices at 2
pug/mL in 200 pL of 3% BSA in 1X PBS plus RNase inhibitor
(New England Biolabs, M0307S) for 1 h and washed with 1x
PBS for S min. For secondary antibody incubation, goat
antirabbit Alexa Fluor 555 (Invitrogen) was incubated at
1:1000 in 200 pL of 3% BSA in 1X PBS plus RNase inhibitor
(New England Biolabs, M0307S) for 1 h and washed with 1x
PBS for 5 min. Slices were fixed again in 4% PFA in 1X PBS for
10 min at room temperature and then in 10% deionized
formamide in 2X saline-sodium citrate (SSC) buffer for 10
min. Custom Stellaris probes (Quasar 647 dye) were designed
against CPMV RNA probes using a Stellaris RNA FISH
designer (Biosearch Technologies, LGC, Petaluma, CA). RNA
hybridization was caried out at 37 °C using manufacturer’s
protocol available at www.biosearchtech.com/
stellarisprotocols. Slices were incubated in 10% deionized
formamide in 2X SSC buffer for 10 min before glass slides
were mounted on tissue slices with Fluoroshield with DAPI.
Images were taken with 20X objective.

Statistical Analysis. Data were processed and analyzed
using GraphPad Prism version 8.0.2 (GraphPad Software, San
Diego, CA), unless otherwise indicated.
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