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ABSTRACT: Immune modulation through the intracellular delivery of nucleoside-modified mRNA to immune cells
is an attractive approach for in vivo immunoengineering, with applications in infectious disease, cancer
immunotherapy, and beyond. Lipid nanoparticles (LNPs) have come to the fore as a promising nucleic acid
delivery platform, but LNP design criteria remain poorly defined, making the rate-limiting step for LNP discovery
the screening process. In this study, we employed high-throughput in vivo LNP screening based on molecular
barcoding to investigate the influence of LNP composition on immune tropism with applications in vaccines and
systemic immunotherapies. Screening a large LNP library under both intramuscular (i.m.) and intravenous (i.v.)
injection, we observed differential influences on LNP uptake by immune populations across the two administration
routes, gleaning insight into LNP design criteria for in vivo immunoengineering. In validation studies, the lead LNP
formulation for i.m. administration demonstrated substantial mRNA translation in the spleen and draining lymph
nodes with a more favorable biodistribution profile than LNPs formulated with the clinical standard ionizable lipid
DLin-MC3-DMA (MC3). The lead LNP formulations for i.v. administration displayed potent immune transfection
in the spleen and peripheral blood, with one lead LNP demonstrating substantial transfection of splenic dendritic
cells and another inducing substantial transfection of circulating monocytes. Altogether, the immunotropic LNPs
identified by high-throughput in vivo screening demonstrated significant promise for both locally- and systemically-

delivered mRNA and confirmed the value of the LNP design criteria gleaned from our screening process, which
continued...
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could potentially inform future endeavors in mRNA vaccine and immunotherapy applications.

KEYWORDS: lipid nanoparticles, mRNA, in vivo, high-throughput screening, immunoengineering, vaccines

INTRODUCTION

Immune nucleic acid delivery is an attractive and rapidly
growing area of research'—nucleic acid delivery-based
approaches to immunoengineering have been extensively
investigated in prophylactic vaccines, such as vaccines against
Ebola virus and SARS-CoV-2,”~> and in cancer immunotherapy
for cytokine production, neoantigen vaccines, and, more
recently, antigen receptor engineering.é_10 Historically, viral
vectors have been used for most nucleic acid delivery
applications, including immunoengineering.”'' However, viral
vectors possess a number of practical shortcomings, such as
immunogenicity, limited payload size, poor manufacturing
scalability, relatively low transgene copy number, and the risk
of insertional mutagenesis and associated genotoxicity.'”~ '
Furthermore, retroviral transduction results in permanent
phenotypic alterations by virtue of its persistent genome
modifications, which can be detrimental when engineering
long-lived immune cells and exacerbates concerns associated
with side effects and off-target effects.'”"*

Intracellular delivery of nucleoside-modified mRNA has
emerged as a clinically validated alternative to viral transduction
for nucleic acid therapy and vaccines.'~'"'*'" However,
nucleic acid vaccines and therapeutics face a number of
biological and physiological barriers.”” The foremost barrier is
localization: the mRNA cargo must first be transported to the
correct tissue and cell types to perform its therapeutic function.
For vaccines, lymphoid tissue such as the lymph nodes is
typically the desired target, reached by draining from nearby
connective tissue, where mRNA should be delivered to antigen-
presenting cells (APCs) such as dendritic cells (DCs).”" For
cancer immunotherapies, effector cells in the blood and spleen,
accessible by systemic administration into the bloodstream, are
often an attractive target.zz_24 However, mRNA must be
shielded in transit from degradation by nucleases present in high
abundance in serum and immune organs.”> Upon safely
reaching the cells of interest, the properties of mRNA as a
large, anionic biomacromolecule further hinder delivery,
preventing the nucleic acid from crossing the cell membrane
on its own.'' Once the mRNA enters the cell, it must escape
from intracellular vesicles to reach the cytoplasm without being
degraded, where it can finally be translated to the desired
therapeutic protein.””*’

Lipid nanoparticles (LNPs) have gained traction in recent
years as a promising nonviral delivery vehicle for a variety of
nucleic acids, including plasmid DNA (pDNA), single-stranded
DNA (ssDNA), small interfering RNA (siRNA), and
mRNA.”***7** The principal lipid component of interest in
LNPs is a pH-responsive ionizable lipid, which responds to
acidification of the endosome by protonating, leading to the
disruption of the endosomal membrane and release of cargo into
the cytoplasm.” LNPs also commonly contain three additional
excipients that play important roles in the function of the LNP:
cholesterol, crucial for membrane stability and fusion; helper
phospholipids, which assist in coordination with the nucleic acid
cargo and membrane formation; and a lipid-anchored poly-
ethylene glycol (PEG) or equivalent, which sterically hinders
interactions with cells and extracellular matrix, prolonging LNP
circulation time and decreasing immune interactions.’* While

LNPs are capable of extremely potent liver transfection under
systemic administration due to a first-pass effect, extrahepatic
delivery remains an area of significant active research.”>° It is
well-known that differences in LNP chemistry can result in
differential cellular uptake, leading to a cellular tropism.”>*” This
cell type-selectivity is attractive for immunoengineering
applications, where some applications (e.g, vaccines) require
nucleic acid delivery to APCs and others (e.g, cancer
immunotheragy) are largely based on delivery to effector
cells.”>*”***” New ionizable lipid structures have been
extensively studied as a means to alter LNP performance and
tropism.”"*°~*" Furthermore, several studies have shown that
simple modification of the molar composition of the lipid
components can influence delivery profiles in vivo and ex
vivo.S2AS—4

While advances have been made in the understanding of LNP
structure—function relationships, the development of LNPs
remains largely driven by discovery rather than rational
design.”>*® This screening-based discovery process is histor-
ically relatively low-throughput, often relying on techniques
such as luminescence imaging with reporter genes (e.§., firefly
luciferase, FLuc) or other singleplex measurements.” ">
However, our group and others have reported the adaptation of
next-generation sequencing (NGS) to multiplex the in vivo
screening of LNPs, greatly increasing the throughput of the
discovery process.”’ " In these methods, dozens of LNP
formulations are prepared, each encapsulating a nucleic acid
cargo with a distinct polymorphic barcode sequence. These
LNPs can then be combined and injected as a pool, and NGS
can be used to quantify the relative abundance of each LNP
formulation in the samples of interest (Figure 1a).

The present study sought to use high-throughput screening to
investigate the influence of LNP composition on uptake by
distinct immune cell populations with potential applications in
vaccine development and cancer immunotherapy. As LNP-
mediated RNA delivery to the liver is relatively well-
established,>>*>*™% we focused our investigation on engineer-
ing immune cells in extrahepatic tissues. To this end, we used
molecular barcoding and NGS to screen a library of 75 LNPs for
delivery to B cells, T cells, DCs, and macrophages/monocytes in
the blood, spleen, and draining lymph nodes (Figure 1b). We
performed this screen for both i.m. and i.v. administration routes,
using the data collected to elucidate differential compositional
factors influencing LNP tropism for each injection route.
Notably, we discovered that ionizable lipid structure was a key
determinant of LNP performance under systemic administra-
tion, likely due to its influence on protein corona formation,
while lipid excipient composition appeared to strongly influence
LNP fate under local administration, perhaps due to changes in
LNP physicochemical properties. We then validated promising
LNP formulations identified by this screening in isolation using
low-throughput screening to confirm immune tropisms,
demonstrating substantial immune cell uptake and transfection
with our lead LNP formulations. The LNP formulations
identified in this study hold promise for immunoengineering
applications based on modified mRNA and demonstrate the
value of the design criteria developed through high-throughput

in vivo screening.
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Figure 1. High-throughput screening using molecular barcoding enables in vivo evaluation of mRNA LNP formulations for immune tropism. (a)
Comparison of traditional mRNA LNP screening using reporter genes vs high-throughput in vivo mRNA LNP screening using molecular
barcoding. Traditional screening using reporter genes is typically singleplex, while molecular barcoding massively increases screening
throughput through multiplexing. (b) Overview of high-throughput screening approach used to develop immunotropic mRNA LNPs. A library
of 75 LNPs encapsulating reporter mRNA along with barcoded DNA (b-DNA) was formulated and administered to healthy mice via either i.m.
or i.v. administration. Peripheral blood, inguinal lymph nodes, and spleens were isolated as immune tissues of interest, and immune cells were
isolated from each using fluorescence-activated cell sorting (FACS). High-throughput screening methodologies based on next-generation
sequencing (NGS) were employed to identify key parameters influencing LNP performance and lead candidates for each administration route,
identifying a complex dependence on lipid excipient composition for i.m. administration and a dependence on ionizable lipid structure for i.v.
administration. These lead candidates were then validated in isolation to evaluate their potential for in vivo immunoengineering using mRNA.

RESULTS AND DISCUSSION

High-Throughput Screening of LNP Composition for
In Vivo Immune Cell Delivery. To probe the effects of the
lipid identity and relative composition on LNP uptake in
immune cells, we formulated a library of 75 LNPs. Each LNP
consisted of four lipid components—an ionizable lipid, 1,2-
dioleoyl-sn-glycero-3-phosphoethanolamine (DOPE), choles-
terol, and lipid-PEG (C14-PEG2000)—and mRNA encoding
the monomeric red fluorescent protein mCherry along with a

barcoded DNA oligomer (b-DNA) uniquely identifying the
LNP formulation (Table S1). The library consisted of two
portions: one dedicated to probing the effects of ionizable lipid
structure and one dedicated to investigating varying lipid molar
ratios (Table S2). To investigate ionizable lipid structure,
excipient molar compositions were held fixed based on
previously identified LNP formulations for mRNA delivery
and the identity of the ionizable lipid was changed to produce 27
distinct LNP formulations (Figure S1).** For excipient molar
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Figure 2. High-throughput in vivo screening suggests differential factors influencing mRNA LNP uptake by immune cells across injection
routes. (a, b) Heatmaps depicting relative intracellular accumulation of each LNP formulation within each sample as quantified by next-
generation sequencing for i.m. (a) and i.v. (b) administration. Lower normalized values (blue) indicate depletion of a b-DNA relative to the
library pool, while greater values (red) indicate enrichment. Data are presented as mean values from n = 4 independent biological replicates. B:
B cells. DC: dendritic cells. M®: macrophages/monocytes. T: T cells. LN: lymph nodes. (c—f) Violin plots characterizing the formulated LNP
library on the basis of hydrodynamic diameter (c), zeta potential (d), b-DNA entrapment (e), and mRNA entrapment (f). Each point represents
a distinct LNP formulation. Characterization data are presented as mean + standard error of the mean (n > 3 independent observations).

composition screening, we employed an orthogonal design-of-
experiments approach (Taguchi L;¢(4*)) for each of the three
ionizable lipids (C12—200, C14—494, and C16—488), resulting
in 48 additional LNP formulations.

We produced LNPs via microfluidic mixing as described
previously,” then characterized all LNPs on the basis of size,
charge, and encapsulation of both mRNA and b-DNA.
Characterization showed that most formulated LNPs were
between 100 and 150 nm in diameter (Figure 2c), with most
formulations demonstrating efficient mRNA encapsulation with
over 75% mean entrapment (Figure 2f). b-DNA encapsulation
was notably lower than mRNA encapsulation, likely due to the

smaller size of b-DNA oligomers; however, most LNPs
demonstrated at least 50% b-DNA entrapment and nearly all
displayed at least 25% entrapment, easily sufficient for NGS-
based screening (Figure 2e), especially as previous studies have
demonstrated that free b-DNA does not substantially accumu-
late in tissues.””*® We postulate that the presence of
unencapsulated b-DNA likely contributes to the slightly
negative zeta potential measurements observed (Figure 2d).
After confirming appropriate physicochemical parameters, we
combined all LNPs into a single injection pool. We administered
this injection pool to n = 4 CS7BL/6 mice via either i.m. or i.v.
injection, allowed LNPs to distribute and enter cells, and then
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Figure 3. LNP excipient molar composition strongly influences immune cell uptake following i.m. administration. (a) Relative enrichment of
barcodes within each analyzed cell population following i.m. injection. Fold change is presented relative to the aggregate LNP pool (i.e.,
basemean). LNPs formulated using C12—200 and MC3 ionizable lipids are highlighted as controls. & = 0.05 is indicated as a dashed horizontal
line: points above this line (red) are either significantly enriched (top right) or depleted (top left). Points below this line (gray) do not
demonstrate significantly different uptake from the aggregate LNP pool. (b) Squared pairwise Pearson correlation (r*) for LNP uptake in each
pair of samples following i.m. injection. (c—f) Normalized accumulation in dendritic cells (DCs) from spleens and draining lymph nodes (LN)
vs ionizable lipid fraction (c), DOPE fraction (d), choleseterol fraction (e), and PEG fraction (f) for C12—200 and C14—494 ionizable lipids
following i.m. administration. Data are presented as mean =+ standard error of the mean for n = 4 independent biological replicates. B: B cells.

M®: macrophages/monocytes. T: T cells.

sacrificed mice and collected peripheral blood, spleens, and
inguinal lymph nodes (Figure 1b). After obtaining single-cell
suspensions from collected samples, we used fluorescence-
activated cell sorting (FACS) to isolate B cells, T cells, DCs, and
macrophages/monocytes from each sample. We then lysed and
digested sorted cells to isolate b-DNA and amplified barcoded
oligomers using polymerase chain reaction (PCR) with
overhanging primers designed to add sequencing adapters and
indices (Table S3). We combined the resultant NGS libraries to
create a library pool, which we sequenced to quantify LNP
uptake in each sample. The main quantity derived from NGS
data is normalized intracellular accumulation, which is
calculated as the ratio of read fraction in collected samples
(output) to read fraction in the administered LNP pool (input).
This quantity summarizes the relative intracellular accumulation
of each LNP within a sample.

High-Throughput In Vivo Screening Suggests Differ-
ential Factors Influencing LNP Performance across
Administration Routes. Analysis of NGS data (Figure 2a-b)
showed a relatively low hit rate for i.m. administration, with the
majority of the corresponding accumulation heatmap (Figure
2a) reflecting a mean normalized accumulation less than 1;
however, the standouts that did appear demonstrated a relatively

high mean normalized accumulation. Interestingly, the apparent
hits on the heatmap fell within the portion of the LNP library
dedicated to excipient composition screening, suggesting that
relative molar composition of the lipid components of the LNP
may be important in determining LNP fate under im.
administration, perhaps due to changes in LNP physicochemical
characteristics. Conversely, iv. injection demonstrated a
relatively high hit rate, but there were fewer standouts in
normalized accumulation: most of the heatmap was fairly
unsaturated, suggesting relatively low magnitudes of normalized
accumulation (Figure 2b). Furthermore, the portion of the
library dedicated to ionizable lipid screening appeared less
homogeneous than that dedicated to excipient composition,
suggesting that relative molar composition may have less of an
effect for i.v. administration and that ionizable lipid identity
might be more important for immune cell uptake, perhaps due to
changes in protein corona formation.’’ “** These results bring to
attention the importance of the administration route as a factor
to consider for LNP design. Because of the observed differences
in the two administration routes, we further analyzed the NGS
data for the two separately.

Molar Composition of LNP Lipid Excipients Strongly
Influences Immune Uptake under Intramuscular Adminis-
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Figure 4. Ionizable lipid structure and excipient composition demonstrate synergistic influences on LNP performance under im.
administration. (a—d) Mean normalized LNP dendritic cell (DC) accumulation in spleens and draining lymph nodes (LN) vs DOPE and
ionizable lipid fractions (a), PEG and ionizable lipid fractions (b), cholesterol and DOPE fractions (c), and PEG and cholesterol fractions (d)
for C12—200, C14—494, and C16—488 ionizable lipids following i.m. administration. Lighter regions indicate local maxima in LNP uptake by
DCs. Data are interpolated from the mean of n = 4 independent biological replicates.

tration. To more clearly understand the relative performance of
LNP formulations within each sample, we compared the
normalized accumulation of each formulation against that of
all other formulations using the Wilcoxon rank-sum test. This
enrichment analysis enables the quantification and inferential
analysis of the relative performance of LNP formulations.
Resultant volcano plots showed a handful of highly enriched
LNP formulations and a large cluster of slightly depleted
formulations in most cases (Figure 3a). In some cases (eg,
splenic lymphocytes), a small number of these depleted LNPs
were significantly depleted compared to the aggregate, but
enrichment analysis largely suggested a small number of
standout LNPs and little difference in uptake among the
remaining LNPs under i.m. administration. To complement
volcano plots and investigate the degree of specificity
observed—e.g., whether LNPs that delivered well to one cell
type within a particular organ delivered well to other cell types
within that organ—we also calculated and plotted squared
Pearson correlation coefficients r* between normalized accu-
mulation profiles for each pair of samples following i.m. injection
(Figure 3b). Under i.m. injection, all cell types in the blood
showed a relatively high coefficient of determination in uptake
compared to other blood cell types, but we observed little other
similarity beyond perhaps a slight correlation between samples
in the blood and lymph nodes. These findings suggest that those
LNP formulations that were able to reach circulation may have

entered cells in the bloodstream with low specificity, but that
LNPs that remained in the lymph nodes may have preferentially
entered particular cell types based on LNP physicochemical
characteristics.

lonizable Lipid Structure Determines How Excipient
Composition Influences LNP Performance Following Intra-
muscular Administration. To investigate the impact of
excipient composition on LNP fate following i.m. injection, we
examined the influence of the proportional amount of each lipid
component on accumulation for each sample using 1D (no
interaction) and 2D (including interaction) analyses. In general,
one-dimensional analysis suggested that a moderate-to-high
ionizable lipid content was beneficial for immune cell uptake in
all organs, with relatively low DOPE content and relatively high
cholesterol and PEG fractions being preferred (Figure 3c-f).
Interestingly, we found that there was very little difference in
uptake for LNPs formulated using C12—200 regardless of
excipient composition. We focused instead on those LNPs
formulated using the ionizable lipids C14—494 (“C14—4") and
C16—488 (“C16—2"), previously reported by our group to be
suitable for the transfection of immune cells in vitro and ex vivo.**
Higher-order effects (i.e., second-order and higher) are thought
to be important for understanding structure—function relation-
ships of LNPs.*> We therefore turned our attention to two-
dimensional relationships. Here, we noticed that the two
ionizable lipids that showed noticeable differences in delivery

https://doi.org/10.1021/acsnano.4c01171
ACS Nano XXXX, XXX, XXX—-XXX


https://pubs.acs.org/doi/10.1021/acsnano.4c01171?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsnano.4c01171?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsnano.4c01171?fig=fig4&ref=pdf
https://pubs.acs.org/doi/10.1021/acsnano.4c01171?fig=fig4&ref=pdf
www.acsnano.org?ref=pdf
https://doi.org/10.1021/acsnano.4c01171?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

www.acsnano.org

ACS Nano
a
Blood LN Spleen
1074 7 \d 1 1
10-2' ! Se ! w
107477 T A I R -V~ S
10° o Q
10’2- [ [ (@& 1
=2 o w]
o 10°
10° @ 1 5% 8
10724 1 1 9=
104 T~ = = = )
10°
107 A 1 A 1 ) 1
1024 1 &% 1> ! =
- -%—%“—-— - -
s PO | oo L WP
292227 20 2t 22200 2220 220 2 22 2°
Fold change
0 p=20.05 ® p<0.05 A C12-200 ¢ MC3
[

b

Spleen

uas|dg

pooig

3.0F
1.0

0.3

pooig

0.3

us9|ds

Normalized intracellular accumulation

O 6O oV oD 6D D o> S\ oD o> > O oD 6V oD D D o> A\ oD S O o0 o oD D D A o o D O 0O oV 0P 6D D o> A\ oD o> >
SEISLSIEFNE SEFSLIREFNS SAHFOSIGRNE SSIE SIS HNS

Polyamine core

Alkyl tail length A 12 @ 14 m 16 & N/A

Figure S. High-throughput in vivo screening identifies promising LNP candidates for inmune cell uptake under systemic administration. (a)
Relative enrichment of barcodes within each analyzed cell population following i.v. injection. Fold change is presented relative to the aggregate
LNP pool (i.e., basemean). LNPs formulated using C12—200 and MC3 ionizable lipids are highlighted as controls. & = 0.05 is indicated as a
dashed horizontal line: points above this line (red) are either significantly enriched (top right) or depleted (top left). Points below this line
(gray) do not demonstrate significantly different uptake from the aggregate LNP pool. (b) Squared pairwise Pearson correlation (1) for LNP
uptake in each pair of samples following i.v. injection. (c) Normalized accumulation by polyamine core structure and alkyl epoxide tail length
following i.v. injection. Ionizable lipids were synthesized by addition of alkyl-terminated epoxides containing 12, 14, or 16 carbons to the
indicated polyamine cores. LNPs formulated using C12—200 and MC3 ionizable lipids are included as positive controls. Data are presented as
mean = standard error of the mean from n = 4 independent biological replicates. B: B cells. DC: dendritic cells. M®: macrophages/monocytes.

T: T cells. LN: lymph nodes.

influenced by lipid composition—C14—494 and C16—488—
displayed somewhat different trends in delivery (Figure 4). For
instance, while a high ionizable lipid fraction and low DOPE
fraction appear beneficial for C14—494, the same does not
appear to hold true for C16—488 (Figure 4a). Similarly, there is
a clear local maximum in normalized accumulation for moderate
levels of ionizable lipid and PEG for C14—494, while this
maximum is less well-defined and somewhat shifted for C16—
488 (Figure 4b). Interestingly, when investigating the joint
effects of cholesterol and DOPE fractions on delivery, we
noticed that low DOPE combined with high cholesterol levels
appeared to be beneficial for delivery using C16—488 (Figure
4c). However, the corresponding composition for C14—494
showed depletion rather than enrichment, demonstrating a
notable difference between the two ionizable lipids. Further-
more, it appears that relatively low PEG and high cholesterol
content led to high delivery for C14—494, while a lower
cholesterol content may have been better for C16—488 (Figure
4d). All told, the two ionizable lipids that displayed
composition-dependent delivery effects had notably distinct
distributions from each other in most cases, likely due to

structural differences between the relatively small 494 polyamine
core and the sterically bulkier 488 core. While this analysis did
not yield any apparent formulation parameters to gain
appreciable specificity of delivery (i.e., plots for distinct tissue/
cell type combinations looked largely similar within a given
ionizable lipid), these results hint at the importance of ionizable
lipid structure as a key consideration for LNP design synergistic
with excipient composition for i.m. injection.
High-Throughput In Vivo screening Identifies Promising
LNP Formulations for Immune Uptake under Intravenous
Administration. Enrichment analysis of iv.-injected LNPs
identified numerous LNP formulations demonstrating both
enrichment and depletion in all samples analyzed (Figure Sa). B
cells, DCs, and monocytes in the blood showed fairly high
intercorrelation of normalized accumulation under i.v. admin-
istration, while circulating T cells seemingly displayed a more
distinct uptake profile (Figure Sb). Relatively little cross-tissue
correlation was observed in samples derived from the spleen and
lymph nodes, suggesting the broad transfection of circulating
leukocytes. Collectively, these results suggest relatively little
diversity in uptake profiles across cell populations under i.v.
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Figure 6. Validation experiments demonstrate the utility of lead LNP candidates for potential in vivo immunoengineering applications using
local administration. (a) Schematic overview of validation study to assess the immunoengineering potential of LNPs identified by high-
throughput in vivo screening. LNPs from screening under i.m. administration were reformulated encapsulating FLuc mRNA and labeled with
the DiD lipophilic fluorescent dye. Twelve hours following injection, mice were sacrificed and organs were subjected to bioluminescence and
fluorescence imaging to assess gross LNP accumulation and transfection. Draining lymph nodes, spleens, and peripheral blood were further
processed for flow cytometric analysis of intracellular LNP accumulation. (b) Summary of high-throughput screening enrichment analysis
describing relative performance of LNP formulations tested in validation studies. Mean enrichment for all cell types was summed for each
immune tissue to establish total enrichment. LNP 75 is formulated with the clinical standard MC3 ionizable lipid. (c) Representative in vivo
imaging system (IVIS) images illustrating FLuc transfection following i.m. injection. (d) Region of interest (ROI) quantification of
luminescence imaging in validation study. (e) Representative IVIS images illustrating DiD-labeled LNP accumulation following i.m. injection.
(f) ROI quantification of fluorescence imaging in validation study. (g) Summary data from flow cytometric analysis of peripheral blood, spleens,
and lymph nodes following i.m. administration of DiD-labeled LNPs. Each stack of bars sums to the fraction of singlets classified as DiD* and is
further stratified into distinct cell types. Statistical annotations above stacked bars indicate comparisons of total DiD positivity rates in singlets.
*: p < 0.0S. F¥: p < 0.01. #F¥: p < 0.001. ¥#¥%: p < 0.0001. Statistical annotations without bars indicate comparisons to PBS. Data are presented
as mean + standard error of the mean for 5 < n < 7 independent biological replicates.

administration compared to i.m. administration, consistent with
systemic distribution via the bloodstream.

lonizable Lipid Structure is a Primary Determinant of
Immune Uptake of LNPs Following Systemic Administration.
To better understand the impact of ionizable lipid structure on
delivery to different immune cell populations, we separated
ionizable lipid identity into the two components of the lipid:
polyamine core and alkyl epoxide carbon number. We then
analyzed the influences of these two variables and their
interaction on normalized accumulation (Figure Sc). We

observed that mean accumulation in splenocytes was generally
higher for the ionizable lipids derived from the longer 16-carbon
alkyl epoxide tails than for the respective 12-carbon or 14-carbon
versions and that the 12-carbon version, where present, often
had the lowest mean accumulation of the set. We also noted that
longer alkyl tails generally showed a higher mean delivery in
blood and lymph node samples, though less strikingly so. We
think that these effects may be due to increased stability of LNPs
containing longer alkyl tails in circulation, allowing for a greater
duration of immune interaction and trafficking to immune-rich
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Figure 7. Validation experiments demonstrate the potency of lead LNP candidates for extrahepatic in vivo inmunoengineering. (a) Schematic
overview of validation study to confirm the systemic immunoengineering potential of LNPs identified by high-throughput in vivo screening.
LNPs from screening under i.v. administration were reformulated encapsulating Cre recombinase mRNA and administered systemically to Ai9
(CAG-10xP-STOP-loxP-tdTomato) mice. 72 h following injection, mice were sacrificed and spleens and peripheral blood were processed for
flow cytometric analysis of Cre mRNA transfection. (b) Summary of high-throughput screening enrichment analysis describing relative
performance of LNP formulations tested in validation studies. Mean enrichment for all cell types (B cells, T cells, dendritic cells (DCs), and
monocytes/macrophages) was summed for both immune tissues (blood and spleen) to establish total enrichment. The ionizable lipid used for
each LNP formulation is also listed. (c) Representative histograms from flow cytometric analysis of spleens and peripheral blood following i.v.
administration of Cre LNPs. (d) Summary data from flow cytometric analysis of spleens and peripheral blood following i.v. administration of
Cre LNPs. Each stack of bars sums to the fraction of singlets classified as tdTomato* and is further stratified into distinct cell types. Statistical
annotations above stacked bars indicate comparisons of total tdTomato expression in singlets. *: p < 0.0S. **: p < 0.01. Statistical annotations
without bars indicate comparisons to PBS. (e) Correlation analysis of high-throughput screening data vs validation study data for i.v.
administration of LNP candidates. Data are presented as mean + standard error of the mean for 4 < n < 6 independent biological replicates.

regions. Generally, polyamine cores 482, 488, 494, and c494
showed strong delivery across multiple immune cell types and
tissues. The 488, 494, and c494 polyamine cores have been
previously reported by our group as promising candidates for
immune cell transfection in vitro and ex vivo;*>*° notably,
however, the 482 core has previously demonstrated poor in vitro
performance, making it a potential example of a false negative
and demonstrating the value of multiplexed in vivo screening
approaches.*® Strikingly, the “gold standard” ionizable lipids
C12—200 and MC3 generally showed relatively low delivery
compared to our ionizable lipids, suggesting that these
commonly used lipids may be relatively poorly suited to
immune cell transfection following systemic administration.

Identification of mRNA LNPs for Potential Vaccine
Applications. To confirm our high-throughput screening
findings and evaluate the potential of our lead candidate LNPs
for mRNA vaccine applications, we performed a validation
study. Because mRNA vaccines require delivery of very little
mRNA to very few APCs,””*® we sought to maximize the
sensitivity of our validation study. To this end, we employed
FLuc as a luminescence reporter gene to verify effective nRNA
transfection. To study the effects of LNP composition on
cellular uptake, we additionally tagged our LNPs with the
lipophilic fluorescent dye 1,1'-dioctadecyl-3,3,3’,3 -tetra-
methylindodicarbocyanine (DiD) to facilitate flow cytometric
analysis. We selected three LNPs identified by our high-
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throughput screening for validation experiments: LNP 7,
formulated using the C12-200 ionizable lipid with nonstandard
excipient composition (25.9% C12-200/21.6% DOPE/51.7%
cholesterol/0.9% lipid-PEG); LNP 37, formulated using the
ionizable lipid C16-488 (36.6% C16-488/6.1% DOPE/48.8%
cholesterol/8.5% lipid-PEG); and LNP 39, formulated using the
same lipid C16-488 but with substantially different excipient
composition (25.9% C16-488/21.6% DOPE/S1.7% cholester-
01/0.9% lipid-PEG). LNPs 7 and 37 emerged from high-
throughput screening as moderate and strong candidates,
respectively, based on enrichment analysis, and were selected
to evaluate the ability of our high-throughput screening
methodology to predict relative LNP potency, while LNP 39
was a poor candidate and was selected to verify its status as a true
negative (Figure 6b). In addition to these LNP formulations, we
also tested an LNP using the clinical MC3 ionizable lipid (LNP
75) as a positive control. All LNPs tested in validation
experiments were formulated containing only mRNA, ie.,
without b-DNA.

LNP 37 Demonstrates Enhanced Retention and Immune
Transfection Compared to a Clinical Standard lonizable
Lipid. We administered DiD-tagged FLuc mRNA LNPs via i.m.
injection to C57BL/6 mice and, after allowing time for LNPs to
distribute and transfect cells, sacrificed the animals and
performed ex vivo bioluminescence and fluorescence imaging
to assess LNP transfection and accumulation, respectively
(Figure 6a). LNPs 7,37, and 75 all demonstrated substantial and
indistinguishable FLuc expression in the draining lymph nodes,
suggestive of successful transfection of resident immune cells
(Figure 6c-d). Excitingly, LNP 37 demonstrated FLuc
expression in the spleen at levels substantially exceeding any
other condition tested—over an order-of-magnitude improve-
ment in mean FLuc flux compared to the next-highest treatment
group and roughly a 13-fold improvement in mean flux
compared to the MC3 LNP. This enhanced splenic transfection
has potential implications for in vivo immunoengineering due to
the function of the spleen as a secondary lymphoid organ and the
abundance of immunologically important cells in the spleen.®**®
LNP 37 furthermore displayed significantly decreased FLuc
expression in the liver compared with LNP 75 by approximately
4-fold. Conversely, LNP 39 demonstrated indistinguishable
transfection from phosphate-buffered saline (PBS)-treated
mice, confirming the ability of the high-throughput in vivo
screening process to identify both strong and poor performers.
Furthermore, our transfection results aligned well with the
predictions from high-throughput screening: LNP 37, which
demonstrated markedly greater enrichment than LNP 7 in both
the spleen and lymph nodes, also demonstrated substantially
greater mRNA transfection in validation experiments.

Analysis of LNP accumulation via DiD fluorescence was also
performed. Notably, LNPs 7 and 37 both demonstrated
substantially (roughly 3-fold and 4-fold, respectively) greater
DiD fluorescence in the draining lymph nodes than LNP 75,
which itself was indistinguishable from PBS (Figure 6e-f). LNP
39 did not display significantly different DiD fluorescence
compared to PBS treatment. Surprisingly, LNP 37 was the only
LNP formulation demonstrating a significant increase in DiD
fluorescence in the liver compared with the PBS cohort. Flow
cytometric analysis of cell-level LNP accumulation was generally
consistent with organ imaging (Figure 6g): LNP 37 demon-
strated significantly greater DiD positivity rates in the blood
(8.6% = 2.1% of singlets) compared to PBS (1.0% =+ 0.2%) and
LNPs 7 and 75 (1.6% =+ 0.1% and 1.0% =+ 0.1%, respectively),

consistent with extravasation that could explain greater DiD
signal in the liver. In the spleen, LNP 37 attained significantly
greater DiD positivity rates (9.9% = 1.7% of singlets) than any
other treatment group, consistent with fluorescence images and
demonstrating the potential of this LNP formulation for in vivo
immunoengineering. Interestingly, LNP 37 displayed substan-
tially greater tropism for B cells compared to other treatment
groups, achieving approximately 4-fold greater mean accumu-
lation in splenic B cells than the next-closest group and roughly
8-fold greater mean accumulation in splenic B cells than MC3.
All told, validation experiments identified LNP 37 as a promising
LNP formulation for potential use in applications, such as
vaccines, that rely upon im. administration. The superior
performance of LNP 37 to LNP 39—which uses the same C16—
488 lipid but different excipient composition—further empha-
sizes the importance of lipid excipient composition on LNP fate
under i.m. injection and the synergistic effects of ionizable lipid
structure and excipient composition as identified by our high-
throughput in vivo screening process.

Identification of LNPs for Potential Systemic Immu-
notherapies. To confirm our high-throughput screening
findings and evaluate the potential of our lead candidate LNPs
for extrahepatic in vivo immunoengineering, we performed
another validation study. We employed an Ai9 (CAG-loxP-
STOP-loxP-tdTomato) reporter mouse model in conjunction
with the delivery of Cre mRNA for detection of mRNA
translation on a single-cell level (Figure 7a). As with im.
administration, we selected three LNPs for validation experi-
ments: LNP 53, formulated using the C14—482 jonizable lipid;
LNP 68, formulated using the C14-c494 ionizable lipid; and
LNP 71, formulated using the C12—497 ionizable lipid. LNPs
53 and 68 were identified by enrichment analysis of high-
throughput screening results as strong and moderate candidates,
respectively, while LNP 71 was selected as a poor candidate
(Figure 7b). In addition to these LNP formulations containing
piperazine-derived ionizable lipids, we again tested LNP 75,
which uses the clinical MC3 ionizable lipid, as a positive control.

C12-482 and C14-c494 LNPs Demonstrate Enhanced
Transfection of Splenic and Circulating Leukocytes. 72 h
following i.v. administration of LNPs encapsulating Cre mRNA
to Ai9 mice, we sacrificed the animals and isolated spleens and
peripheral blood, performing flow cytometric analysis to assess
transfection efficiency in extrahepatic tissues. LNPs 53 and 68
demonstrated substantial and indistinguishable tdTomato
expression (11.0% + 1.7% and 9.1% + 2.0% of singlets,
respectively) in the blood (Figure 7c-d). Of particular note, LNP
53 displayed 5-fold greater transfection of circulating monocytes
than any other LNP tested and roughly order-of-magnitude
greater monocyte transfection than MC3. This potential for
monocyte transfection is promising due to the potency of
monocytes and monocyte-derived macrophages for immune
polarization and potentiation.””®” LNP 71, identified by high-
throughput screening as a poor candidate, demonstrated
minimal transfection of circulating leukocytes and was
indistinguishable (2.6% =+ 1.2% tdTomato" singlets) from
mice treated with either PBS (1.3% =+ 0.3%) or the MC3-
containing LNP 75 (2.8% =+ 1.1%). In the spleen, however, only
LNP 68 demonstrated significantly greater tdTomato expression
(9.3% + 2.9% of singlets) than PBS (1.1% + 0.2%), also
significantly outperforming LNPs 71 and 75 (1.3% =+ 0.3% and
0.8% =+ 0.1%, respectively). LNP 68 further displayed over 15-
fold greater mean transfection of splenic DCs than the other
LNPs tested—and nearly 50-fold greater mean splenic DC
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transfection than MC3. Altogether, LNPs 53 and 68 and their
constituent ionizable lipids C14-482 and C14-c494 demon-
strated significant promise for the transfection of circulating
leukocytes under systemic administration, with LNP 68 also
displaying its potential for the transfection of splenocytes,
particularly splenic DCs.

Validation Experiments Confirm the Utility and Predictive
Power of Multiplexed In Vivo Screening for Developing
Immunotropic LNPs. While LNP internalization is necessary for
mRNA transfection, it is not sufficient: endosomal escape
represents a major barrier to LNP effectiveness.””*® We
therefore anticipated the possibility for disparity between our
high-throughput screening results, which reflect intracellular
accumulation of LNP cargo, and actual functionality of LNPs,
which requires effective endosomal escape. Therefore, having
demonstrated the promise of our ionizable lipids for
extrahepatic immune transfection for in vivo immunoengineer-
ing, we evaluated the performance of our high-throughput
screening methodology itself. To this end, we investigated the
relationship between high-throughput screening results, as
summarized by normalized b-DNA accumulation, and low-
throughput validation results, as summarized by tdTomato
positivity rate (Figure 7e). Notably, nearly all cell types tested
illustrated moderate positive correlation between predicted and
actual performance, with the exception of peripheral T cells and
both circulating and splenic DCs. It is possible that the
immunobiology of T cells and DCs alters the efficacy of LNPs in
manners not fully captured by analysis of b-DNA uptake.
Previous studies have reported that endosomal acidificationin T
cells differs from other immune and nonimmune cells, which
may lend this idea some credence.”” Further work is needed to
fully unravel the complex influences on LNP performance in
these target cell types under systemic administration; however,
we demonstrate a strong correlation between our high-
throughput and validation results in B cells, macrophages, and
monocytes, suggesting the suitability of high-throughput
screening approaches for at least these target cell populations.

CONCLUSIONS

In vivo delivery of nucleoside-modified mRNA to immune cells
holds great promise for immunoengineering, with applications
in prophylactic vaccines, cancer immunotherapy, and beyond.
LNPs have emerged as promising candidates for nucleic acid
delivery, but structure—function relationships remain elusive,
and their development is hindered by the limited throughput of
typical in vivo screening methodologies. In this work, we employ
high-throughput in vivo LNP screening based on molecular
barcoding to identify key parameters influencing mRNA LNP
immune transfection under both i.m. and i.v. administration and
confirm the potential of lead LNP candidates for in vivo
immunoengineering using mRNA. The information gleaned in
this work provides critical insights into LNP design for immune
transfection and the intricate interplay among administration
route, ionizable lipid structure, and LNP composition in
determining mRNA LNP efficacy and fate.

METHODS

lonizable Lipid Synthesis. Ionizable lipids were synthesized by
Sx2 reaction as described previously.** Briefly, polyamine cores (Figure
S1) were reacted with alkyl epoxide tails containing 12, 14, or 16
carbons, with ethanol as a solvent, at 80 °C for 2 d. Reaction products
were dried using a rotary evaporator and dissolved in ethanol at a
known mass concentration for use in LNP synthesis. Ionizable lipid

names are given as C<epoxide length>-<polyamine core number>.
Polyamine core numbers c488 and c494 refer to the deoxygenated
forms of the 488 and 494 cores, which differ only in the absence of
ethers.

mRNA Synthesis. mRNA was synthesized via in vitro transcription
(IVT) essentially as described previously.*® FLuc or mCherry coding
sequences (CDS) were cloned into an mRNA production plasmid with
a 101 nt poly(A) tail. Sequences were transcribed with cotranscriptional
capping using the CleanCap AG trinucleotide cap 1 analog, precipitated
using lithium chloride, and purified using cellulose chromatography as
described previously.”® Uridine residues were fully substituted with N1-
methylpseudouridine (m'y). Resultant mRNA was analyzed by gel
electrophoresis, sequenced, and checked for double-stranded RNA
(dsRNA) contaminants using a J2 dot blot.

Cre recombinase IVT template was prepared by PCR amplification
of gBlocks gene fragments containing a codon-optimized Cre
recombinase CDS along with §’ and 3’ untranslated regions (UTRs).
Overhanging PCR primers were used to add a 100 nt poly(A) tail to the
3" end of the IVT template. Sequences were transcribed with
cotranscriptional capping using the CleanCap AG trinucleotide cap 1
analog, and mRNA transcripts were purified using solid-phase
reversible immobilization (SPRI) beads. Uridine residues were fully
substituted with m'y, and 1 M urea was included as a chaotropic agent
to reduce dsRNA formation.”" mRNA integrity was confirmed via
electrophoresis.

b-DNA Design. b-DNAs were designed as described previously.>®
Briefly, b-DNAs consisted of a 10 nt barcode region flanked by partial
Ilumina adapter sequences to allow for PCR-based ligation of NGS
adapter and index sequences and to avoid differences in b-DNA
sensitivity to exonuclease activity (Table S1). To minimize PCR bias
and allow for read deduplication, b-DNAs also contained a 10 nt unique
molecular identifier (UMI) sequence between the barcode sequence
and 3’ flanking adapter sequence.

LNP Formulation. All LNPs studied were formulated via
microfluidic mixing as described previously.43 Briefly, all lipid
components—ionizable lipid, DOPE, cholesterol, and CI14-
PEG2000—were prepared in ethanol, while all nucleic acids to be
encapsulated were separately prepared in 10 mM citrate (pH 3). In all
cases, the ratio of lipid to nucleic acid cargo was kept fixed and based on
a prior high-throughput screening study.” The two phases were then
combined at an aqueous:organic volume ratio of 3:1 in the channels of a
microfluidic device with staggered herringbone microarchitecture to
promote LNP self-assembly. After formulation, LNPs were dialyzed
against 1X PBS for 2 h using a microdialysis well plate or dialysis
cassettes (20 kDa MWCO).

LNP Characterization. Size and Charge. LNP size distributions
were assessed in triplicate via dynamic light scattering (DLS) on a
Zetasizer Nano following 100-fold dilution in 1X PBS. DLS
measurements comprised 10 runs of 10 s with an initial equilibration
period of 30 s. Zeta potential was measured in triplicate on a Zetasizer
Nano following 50-fold dilution in water. Zeta potential measurements
comprised at least 10 runs.

DNA Encapsulation. b-DNA encapsulation was assessed fluoro-
metrically using the Quant-iT OliGreen reagent. A 3 L aliquot of each
LNP formulation was diluted 100-fold in 1X tris-EDTA (TE) buffer or
1X TE buffer containing 0.1% Triton X-100 surfactant. To avoid
binding of probe reagent to mRNA, 1 uL of DNase-free RNase A was
added to each sample and allowed to incubate at 25 °C. After 1 h of
RNase incubation, 75 L of each LNP dilution was plated in triplicate in
black 96-well microplates. The OliGreen fluorescent probe reagent was
diluted 200-fold in 1X TE buffer and 75 uL of diluted reagent was added
to each well. After shaking and 5 min of incubation, fluorescence
intensity was read on a Tecan Infinite 200 Pro microplate reader at an
excitation wavelength of 480 nm and an emission wavelength of 520
nm.
RNA Encapsulation. mRNA encapsulation was assessed fluoro-
metrically using the Quant-iT RiboGreen reagent. DNA digestion
buffer was prepared as an aqueous solution of 20 mM tris-HCI, 10 mM
MgCl,, and 2 mM CaCl,. A 3 L aliquot of each LNP formulation was
diluted 10-fold in DNA digestion buffer or DNA digestion buffer
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containing 1% Triton X-100 surfactant. To avoid binding of probe
reagent to DNA, 1 U (0.5 yL) of RNase-free DNase I was added to each
sample and allowed to incubate at 25 °C. After 90 min of DNase
incubation, samples were further diluted 10-fold in 1X TE buffer to a
final concentration of either 0% or 0.1% Triton X-100 for consistency
with DNA encapsulation assays. 75 uL of each LNP dilution was plated
in triplicate on black 96-well microplates. To enable RNA
quantification, a 10-point standard curve of known RNA concentrations
was also plated in duplicate on each plate. The RiboGreen fluorescent
probe reagent was diluted 200-fold in 1X TE buffer and 75 uL of diluted
reagent was added to each well. After shaking and 5 min of incubation,
fluorescence intensity was read on a Tecan Infinite 200 Pro microplate
reader at an excitation wavelength of 480 nm and an emission
wavelength of 520 nm.

Animal Experiments. All animal use and experimental protocols
were approved by the Institutional Animal Care and Use Committee
(IACUC) at the University of Pennsylvania and followed guidelines set
forth in the National Institutes of Health’s Guide for the Care and Use
of Laboratory Animals. Female C57BL/6 mice (initial screening) or
Ai9 mice (counterscreening) were purchased from The Jackson
Laboratory (Bay Harbor, ME) and housed in the Small Animal
Imaging Facility at the University of Pennsylvania. For i.m. injection, SO
UL of LNP suspension was administered into each hind leg. For iv.
injection, 200 uL of LNP suspension was administered via the tail vein.

Primary Immune Cell Isolation. For analysis of circulating immune
cells, peripheral blood was collected into microcentrifuge tubes
pretreated with EDTA to prevent clotting. Lymph nodes were
mechanically homogenized in microcentrifuge tubes to yield single-
cell suspensions, while spleens were processed using 100 um cell
strainers. All samples containing red blood cells were rinsed several
times with ammonium-chloride-potassium lysing buffer to lyse and
remove red blood cells.

High-Throughput Screening of LNPs for Immune Cell
Uptake. Barcoded Oligomer Delivery and Cell Isolation. For high-
throughput screening, LNP formulations were combined in an
equivolumic manner. This pool was used to inject C57BL/6 mice
using i.m. or iv. injections (n = 4 mice per administration route). 6 h
(iv.) or 12 h (i.m.) following injection, mice were sacrificed and blood,
draining (inguinal) lymph nodes, and spleens were collected. Single-cell
suspensions were then stained for FACS (see Figure S2). B cells, T cells,
DCs, and macrophages/monocytes from each sample were sorted into
DNA-stabilizing lysis buffer consisting of 100 mM tris, S mM EDTA,
200 mM sodium chloride, and 0.2% sodium dodecyl sulfate. A 100 ug
portion of nuclease-free proteinase K and 12 g of DNase-free RNase A
were added to each sample and allowed to incubate overnight.

Barcoded Oligomer Isolation and Amplification. Following RNase
and proteinase digestion, DNA oligomers were isolated from cell lysates
using commercial centrifugal DNA cleanup columns according to the
manufacturer’s protocol. PCR was then performed to add sequencing
adapters (PS and P7) and indices (i7) to barcoded oligomers. The
Phusion high-fidelity polymerase was used to perform 35 cycles of
amplification with polymorphic overhanging primers containing
adapters and indices. Following PCR, products were pooled and gel
electrophoresis was performed on a 3% agarose gel to separate desired
products from primer dimers and other undesired products. The 144 bp
target band was excised from the gel and a gel extraction kit was used to
isolate the PCR product.

NGS Library Pool Preparation and Sequencing. To construct a
balanced pool, the double-stranded DNA (dsDNA) content of each
band extracted following agarose gel electrophoresis was fluorometri-
cally measured by using the Quant-iT PicoGreen reagent. Each sample
was diluted 100-fold in 1X TE buffer and 100 yL of diluted sample was
plated in a black 96-well microplate. To enable DNA quantification, a
10-point standard curve of known dsDNA concentrations was also
plated. The PicoGreen fluorescent probe reagent was diluted 200-fold
in 1X TE buffer and 100 L of diluted reagent was added to each well.
After shaking and S min of incubation, fluorescence intensity was read
on a Tecan Infinite 200 Pro microplate reader at an excitation
wavelength of 480 nm and an emission wavelength of 520 nm. 14 ng of
each sample was combined to produce a balanced library pool for NGS.

Quality control was performed on this library pool using an Agilent
BioAnalyzer, and the pool was sequenced on an Illumina MiSeq using a
50 X 8 (read X index) geometry. The pool was loaded onto the flow cell
at a 4 nM concentration.

NGS Data Analysis and Visualization. To analyze the next-
generation sequencing data, a pipeline analogous to common single-cell
sequencing techniques was developed and employed. Following
demultiplexing, reads were trimmed of adapter sequences and matched
to known barcode sequences using a program written in the Rust
programming language. These barcode reads were then deduplicated
by UMI, producing a count of unique molecules for each barcode
within each sample. Read normalization was then performed by first
dividing the deduplicated read count for each barcode by the sample
grand total deduplicated read count (within-sample) and then dividing
this quantity by the corresponding quantity in the samples
corresponding to the uninjected pool (across-sample). The resultant
quantity is referred to as “normalized accumulation” herein and reflects
the relative prevalence of a given barcode in each experimental sample.
Importantly, normalized accumulation cannot be directly compared
across samples: it must be compared only within a sample (NGS
library).

For statistical analysis of relative enrichment/depletion, Wilcoxon
rank-sum tests were performed by comparing the normalized
accumulation of each barcode against the normalized accumulation
of all other barcodes within a sample (i.e., basemean) using the normal
approximation with continuity correction. Resultant p values were
corrected for multiple comparisons using the false discovery rate
method of Benjamini and Hochberg.”

To visualize the effects of excipient composition on relative delivery,
bilinear interpolation was performed on the relevant explanatory
variables (ie., excipient fractions), with normalized delivery as the
response variable.”* Data analysis and visualization were conducted
using the R statistical programming language with a number of gackages
from the Comprehensive R Archive Network (CRAN).”>™"" Image
transformation was assisted by the ImageMagick software.”” The Nix
package manager (with pinned nixpkgs revision £44balb) was
used to manage all dependencies to maximize reproducibility.”

Validation of Lead LNP Candidates. Intramuscular Admin-
istration. For validation of lead LNP candidates for im. injection,
luminescence measurements of transfection (to confirm potency) were
used alongside fluorescence measurements of LNP accumulation (to
validate NGS results). LNPs encapsulating mRNA encoding FLuc were
formulated as described. Prior to administration, LNPs were dyed using
the lipophilic fluorescent compound DiD at a concentration of 20 xM.
C57BL/6 mice were injected in each hind leg with 3 pg of encapsulated
mRNA in dyed LNPs. 12 h later, mice were given an intraperitoneal
injection of 150 mg/kg of p-luciferin and sacrificed. After sacrifice,
mouse organs and peripheral blood were collected. Organs were imaged
for bioluminescence and DiD fluorescence using an in vivo imaging
system (IVIS), and spleens and draining lymph nodes were reserved for
flow cytometric analysis (Figure S3).

Intravenous Administration. For validation of lead LNP candidates
for iv. immune cell transfection, an Ai9 (CAG-loxP-STOP-loxP-
tdTomato) mouse model was employed. LNPs encapsulating mRNA
encoding Cre recombinase were formulated as described. Ai9 mice
were injected at a dose of 0.8 mg/kg of encapsulated Cre mRNA. 72 h
after injection, mice were sacrificed, and spleens and peripheral blood
were collected and subjected to flow cytometric analysis (Figure S4).

FACS and Flow Cytometric Analysis. FACS was performed on
either a BD FACSAria or a BD FACSJazz cell sorter, depending on
instrument availability. In either case, cell sorters were equipped with
ultraviolet, violet, blue, green, and red lasers. Flow cytometry was
performed on a BD LSRII flow cytometer equipped with violet, blue,
green, and red lasers. All antibodies used for fluorescence detection
were obtained from BioLegend. Pacific Blue, FITC, PE, PE/cyanine 7,
Brilliant Violet 650, and Alexa Fluor 700 were used as fluorophores;
clones 17A2, M1/70, MB19-1, and Michel-19 were used for CD3,
CD11b, CD19, and CD83, respectively. Data for compensation were
acquired using singly stained controls, and fluorescence-minus-one
(FMO) controls were employed as necessary to facilitate analysis.
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