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ABSTRACT: When formulating mRNA into lipid nanoparticles
(LNP), various copy numbers of mRNA are encapsulated, leading
to a distribution of mRNA loading levels within the LNPs. It is
unclear whether the mRNA loading level affects the functional
delivery of the message. Here we show that depending on the
mRNA loading level, LNPs exhibit distinct mass densities and can
be fractionated via ultracentrifugation. Upon fractionation, we
investigated if mRNA loading levels influence LNP sizing, lipid
composition, and morphology. We further conducted in vitro and in
vivo functional delivery of mRNA and found that the LNP fraction
with the highest mRNA loading levels was the least transfection
competent.
KEYWORDS: lipid nanoparticles, mRNA, therapeutics, encapsulation, fractionation

■ INTRODUCTION
Ribonucleic acid (RNA) nanomedicine has been clinically
proven in recent years with the approval of small interfering
RNA (siRNA) therapies such as Onpattro,1 which treats
transthyretin-induced amyloidosis (hATTR) and the Pfizer/
BioNTech2 and Moderna3 mRNA vaccines against COVID-
19, and most recently, the Moderna4 mRNA vaccine against
Respiratory Syncytial Virus. All four of these medicines use
lipid nanoparticle (LNP) formulations to deliver the RNA.
However, there are missing links between LNP structure and
performance in RNA functional delivery, including how the
mRNA copy number in LNPs impacts translation into the
intended proteins.

The formulation of lipid nanoparticles is driven by the fusion
of nanosized vesicles5 in a random fashion. As a result, in the
same batch of lipid nanoparticles, one LNP could contain n
copies of mRNA with n = 0, 1, 2, 3, 4, etc.6,7 As the final size of
LNPs is largely dictated by the surface concentration of
hydrophilic poly(ethylene glycol) (PEG) lipids to terminate
the fusion induced by the conversion of ionizable lipids to the
neutral state, the size of the LNP does not necessarily reflect
the number of mRNA copies it contains. Thus, separation
based on size is unlikely to reflect the mRNA loading level.

Alternatively, nucleotides and lipids possess distinct mass/
buoyant densities. Single-stranded RNA has a density of ∼1.6
g/cm3 (measured in potassium iodine gradient8 and free

mRNA was found to sediment during centrifugation9). The
lipid species generally have a mass density in the range of 0.8−
1.1 g/cm3, depending on their chemical composition and
molecular configuration. The empty LNPs (eLNPs) formed
using the lipid compositions applied in Onpattro/Comirnaty/
Spikevax were found to be lighter than the aqueous buffer (see
below the literature update on using analytical ultracentrifu-
gation (AUC) to measure LNPs). Thus, the mRNA−LNP
formulation’s mass density depends on the mRNA loading
level. The LNPs with low mRNA loading will likely be less
dense than the aqueous buffer (e.g., phosphate-buffered saline
(PBS) buffer has a density of ∼1.013 g/cm3 at 25 °C10), while
the highly loaded LNPs could be heavier. The density contrast
between LNPs with various mRNA loading levels and their
aqueous environment thus provides the basis for a
centrifugation-based fractionation method.

A previous study used a centrifugation-based technique,
called analytical ultracentrifugation (AUC)11 to analyze LNPs.
Henrickson et al.11 measured the nucleotide drug (siRNA)
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loading in LNPs with density-matching AUC. In the
experiment, they tuned the density of the aqueous buffer by
varying the fraction of heavy water and then measured the
sedimentation coefficient of the LNP samples. They found that
under certain buffer conditions, empty LNPs (eLNPs) float,
LNPs with an N/P ratio of 6 (N/P ratio is the ratio between
the positively charged nitrogen groups from the ionizable lipids
and the negatively charged phosphate group from RNA) also
float, while LNPs formulated at an N/P ratio of 1, thus higher
RNA loading, sediment. Similar approaches were applied by
Bepperling et al.12 to estimate an average loading of five copies
of mRNA in one LNP particle. Previously, our group (Leung et
al.13) applied sucrose density gradient centrifugation to
separate LNPs containing siRNA. Vaidya et al.14 demonstrated
the utilization of the same technique (sucrose gradient) to
separate LNPs based on their mRNA loading level. Recently,
Zhao et al.15 have performed sedimentation velocity AUC on
Pfizer/BioNTech mRNA LNPs and found the majority float in
a centrifugal field, in agreement with the work from Calzolai9

and co-workers.
Here we show the feasibility of fractionating LNPs with

distinct mRNA loading levels by centrifugation in the original
storage buffer. We use DLin-KC2-DMA (KC2)16 as the
ionizable lipid to formulate the model LNPs at a benchmark
composition of KC2/distearoylphosphatidylcholine (DSPC)/
cholesterol/PEG-DMG (50/10/38.5/1.5 mol %). Upon
separation, we characterized the morphology of LNPs
subpopulations with cryoEM. We further investigated the in
vitro and in vivo functional delivery by fractionated LNP
subpopulations.

■ RESULTS AND DISCUSSION
Centrifugal Fractionation of LNPs and the Integrity

of LNP/mRNA. Under centrifugation, nanoparticles experi-
ence three major forces: centrifugal force, frictional force, and
buoyant force. Balancing the three forces yields the so-called
Svedberg equation,17 describing nanoparticles’ terminal veloc-
ity under a unit centrifugal field. For lipid nanoparticles from
the same batch, we assume the constant size and shape (thus,
constant volume vLNP). We transform the Svedberg equation to
show that the particle moving direction (or the sign of the
sedimentation coefficient) depends on the density contrast

between the particle and the buffer (for complete mathematical
analysis, see the Supporting Information).

s
s

vLNPa

LNPb
LnP

LNPa sol

LNPb sol (1)

LNPs’ terminal velocity (magnitude and direction) in a
centrifugal field largely depends on their mass density. (s:
Svedberg coefficient; vLNP: volume of LNPa/LNPb; ρLNPa,
ρLNPb, ρsol: densities of LNPa, LNPb, and solvent, respectively.)

As shown in eq 1, for LNPa and LNPb, when one is heavier,
while the other is lighter than the solvent, their moving
direction diverges on centrifugation.

In brief, we rapidly mixed firefly luciferase mRNA (mFluc)
and the lipid cocktail through a T junction at an N/P ratio of
6. The mixture was dialyzed overnight in PBS buffer to
produce the final form of LNPs. We then centrifuged the LNPs
at ∼300 000 RCF for 2 h. Upon terminating the ultra-
centrifugation, we collected upper one-third and lower two-
thirds by volume from the centrifuge tube and further refer the
subpopulations as low-density LNPs (LDLNPs) and high-
density LNPs (HDLNPs), respectively. The original batch is
referred to as OLNP hereafter. Figure S1 depicts LNPs
(labeled with DiD, thus appearing blue to provide visual
inspection) before and after centrifugation. The workflow of
the fractionation process is demonstrated schematically in
Figure 1A. We validated the structural integrity of LNPs upon
ultracentrifugation via DLS (Figure 1B, size distribution by
intensity) and the RiboGreen assay to show that the
subpopulations are within the size range of the original batch
and no release of mRNA with encapsulation efficiency over
98% (Figure S2). As the RiboGreen assay does not
characterize the integrity of mRNA, we evaluated the
intactness of payload mRNA via capillary electrophoresis. No
indication of mRNA degradation was found (Figure 1C). The
percentage integrities of encapsulated mRNAs were found to
be 91.7, 94.4, and 91.0% for OLNP, LDLNP, and HDLNP,
respectively.
Characterization of Lipid Composition and N/P Ratio.

To further characterize the properties of the fractionated
LNPs, we quantified the cholesterol and mRNA concentration,
respectively. The bar chart in Figure 2A uses the ratio of
mRNA/lipid to characterize the mass of mRNA formulated in

Figure 1. Centrifugal fractionation of LNPs based on their mRNA loading levels. (A) Schematic illustration of LNP fractionation via
ultracentrifugation. Depending on the LNPs’ density contrast with the aqueous system, two fractions (LDLNP and HDLNP) are generated from
the fractionation process. Together with the original batch, three samples are compared throughout this paper; (B) particle size distribution by
intensity measured with DLS; payload mRNA integrity by Bioanalyzer shown as electropherograms in (C1) and bands in (C2).
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the subpopulation of LNPs containing unit mass of total lipids.
The higher the ratio of mRNA/lipid, the higher the mRNA
loading in that fraction.

The encapsulation of mRNA into LNP relies on self-
assembly18 events triggered primarily by the electrostatic
attraction between nucleic acids and the ionizable lipids. We
question whether the variation of mRNA loading could lead to
significant variation in lipid compositions between fractions
with different densities. To determine this, we performed
UHPLC-MS; however, no significant difference between the
original batch and the subpopulations (Figure 2B) was
observed. This agrees with previous studies characterizing
LNP lipid composition using SANS,19 where it is shown that
using different N/P ratios during formulation does not alter
the final lipid composition. Combining the lipid composition
and mRNA/lipid ratio, the actual N/P ratios are calculated to

be 2.9, 7.5, and 0.5, for OLNP, LDLNP, and HDLNP,
respectively.
LNP Morphology Depends on mRNA Loading Level.

Currently, we lack an understanding of how the loading levels
of mRNA influence the morphology of LNPs.20 Previous work
has suggested that the mRNA-loaded LNPs at neutral pH are
coated with phospholipid mono-21,22 or bilayers23 with mRNA
encapsulated within polar environments surrounded primarily
by helper lipids that can form monolayers and bilayers such as
DSPC and cholesterol.24 This is consistent with the fact that
the presence of helper lipids is essential for encapsulation.1

The neutral form of the ionizable lipid has limited solubility in
monolayer or bilayer lipid structures, as evidenced by phase
separation into the hydrophobic “oil droplet” electron-dense
core. The polar environments can frequently be visualized as
“bleb” structures,25−27 local aqueous compartments within the
LNPs. It would be expected that the presence of larger
numbers of mRNA within an LNP would lead to larger or
more bleb structures. We therefore examined the LNP
subpopulations using cryoEM (Figure 3A) and analyzed the
images to investigate how LNPs’ morphologies (size and
anisotropy) depend on mRNA loading level.

In Figure 3A1, we show that the as-prepared LNPs are
composed of spherical LNPs without blebs and nonspherical
LNPs due to the formation of blebs.26,27 LDLNPs, with
relatively lower mRNA loading, the majority (∼70%) of LNPs
is found without blebs, while the rest exhibit single small blebs;
the particles from HDLNPs, when possessing blebs, however,
exhibit larger blebs and occasionally multiple blebs docking on
the same particle (Figure 3A2,A3). The composition of LNPs
with various numbers of blebs is visualized as pie charts in
Figure 3B.

To characterize the size and anisotropy of LNPs and the size
of blebs, we measured the LNPs from the cryoEM images with
FIJI. To reflect the anisotropy of LNPs, we measured both the
polar diameter (the longest distance within the LNPs; denoted
as X) and the equatorial diameter (denoted as Y) of LNPs. To

Figure 2. Validation of centrifugal fractionation, characterization of
lipid composition, and calculation of N/P ratio. (A) Bar chart of
RNA/total lipid ratio to represent the mRNA loading levels and
validate the fractionation method; (B) pie charts showing lipid
composition of OLNP, LDLNP, and HDLNP as characterized by
ultrahigh-performance liquid chromatography−mass spectrometry
(UHPLC-MS).

Figure 3. mRNA loading levels can influence the distribution of LNP morphology. (A1−A3) Representative cryoEM images of OLNP, LDLNP,
and HDLNP (scale bar: 100 nm); (B) pie charts showing the composition of LNPs with various number of blebs; (C) schematic illustration of
measuring LNPs and blebs with FIJI; (D1−D3) scatter plots mapping the dimension of LNPs and blebs (purple dots: LNPs without blebs; green
dots: LNPs with blebs) (E) raincloud plot showing the size distribution of blebs.
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reflect the size of the blebs, we measured the width of the
lipid−water interface (denoted as X) and the height of the
blebs (denoted as Y). The measurement scheme is illustrated
in Figure 3C.

In Figure 3D, we mapped the polar diameter X and the
equatorial diameter Y of LNPs as scatter plots to display the
absolute size of LNPs (the edge color of the marker is
consistent with the color scheme used for OLNP/LDLNP/
HDLNP while the face color choice reflects the number of
blebs, purple for particles without blebs, green in various
shades for particles with blebs, in consistency with Figure 3B).
The slope of the linear trend line by fitting X and Y of LNPs
serves as an indicator of the anisotropy of LNPs. Dimensions
in X and Y were also projected as histograms to indicate the
size distribution of LNPs. First, we point out the correlation
between the percentage of particles with blebs and the mRNA
loading level (50, 27, and 51% for OLNP, LDLNP, and
HDLNP, respectively). Second, we note that particles without
blebs are anisotropic (isotropy being 0.98, 1.00, and 1.02) and
share very similar sizes (52.1, 55.1, and 49.1 nm) in all three
types of LNPs; for particles with blebs, the size (69.6, 68.7, and
74.6 nm) and isotropy (1.19, 1.08, and 1.23) depend on
mRNA loading levels. (The overall size distribution as
measured by cryoEM is visualized in Figure S3.) Third, we
found that the mRNA loading level also influences the size
distribution of bleb size. The average sizes of blebs from
OLNP/LDLNP/HDLNP are 37.1, 33.8, and 42.0 nm (bleb
size distribution shown in Figure 3E). Finally, the observation
of multibleb LNPs motivated us to calculate the average
number of blebs on the same LNP and found the value to be
1.23, 1.11, and 1.48 for OLNP, LDLNP, and HDLNP,
respectively.

Taken together, we conclude that the mRNA loading level
can influence the morphology of the particles with blebs but
not the particles without blebs. Higher loading level leads to
larger LNPs with higher anisotropy, larger blebs, and/or more
multibleb LNPs. The statistics from cryoEM, together with the
effective N/P ratio, are summarized in Table 1 to present the
reader with a quantitative viewpoint. More representative
cryoEM images can be found in Figure S4.

In Vitro mRNA Delivery with OLNP, LDLNP, and
HDLNP. We studied the cellular interactions of OLNP/
LDLNP/HDLNPs using mRNA encoding enhanced green
fluorescence protein with covalently conjugated cyanine 5
(Cy5-mEGFP) as a reporter gene. We incubated the Cy5-
mEGFP-loaded OLNP/LDLNP/HDLNP with HEK293 cells
and inspected both Cy5 and EGFP signals with confocal laser
scanning microscopy (CLSM). As the dose of Cy5-mEGFP is

controlled, the Cy5 signal reports the cellular uptake of
mRNA/LNPs while the EGFP signal reports the actual
expression, namely, the functional delivery of the mRNA
payload.

In Figure 4A, we show that while the level of cellular uptake
of mRNA (indicated by the Cy5 channel) is comparable across
three types of LNPs, the level of mEGFP expression varies.
OLNP and LDLNPs express significantly more green
fluorescence protein (GFP) than HDLNP. Semiquantification
was further performed by line analysis of intensity with FIJI
and plotted on top of the GFP and Cy5 channels. This result
was reproduced with Huh7 cells (Figure S5). We also
segmented each cell and quantified the mean fluorescent
intensities, as shown in Figure S6. We hypothesize that this
disparity between cell uptake and functional delivery can be
attributed to particles’ ability to escape from the endolysoso-
mal systems. Thus, we studied the colocalization between LNP
and late endosome. We labeled the late endosome with Rab7a
fused with RFP before incubating with DiD-labeled LNPs. The
visual inspection from Figure 4B indicates a significantly higher
degree of colocalization between RFP/Rab7a and DiD/LNP in
the case of HDLNPs, in comparison to OLNP/LDLNP. The
colocalization analysis was performed, and we found that the
Pearson’s coefficient for HDLNP is ∼0.75, while the values are
around 0.35 for either OLNP or LDLNP (Figure S7).

In Vivo mRNA Delivery with OLNP, LDLNP, and
HDLNP. As in vitro results have been repeatedly shown to be
poorly predictive of in vivo performance,28,29 we decided to test
OLNP, LDLNP, and HDLNP in mice. We are trying to
address two key research questions. Does the mRNA loading
level in LNPs influence how well (potency) and where
(biodistribution) the mRNA payloads are being translated in
vivo? We applied albino B6 (B6(Cg)-Tyrc‑2J/J) mice as the
mouse model for our animal work as the original C57BL/6J
strain has been widely used for nanomedicine study, while the
albino substrain offers higher signal-noise ratio when perform-
ing bioluminescence experiments. In brief, for each LNP
formulation, we injected albino B6 mice (n = 4) through their
tail vein at the dose of 0.3 mg mRNA/kg of mouse weight.
Three hours post-injection, the mice were dosed with D-
luciferin through intraperitoneal route and then anesthetized
for in vivo imaging. Two major organs that are relevant to
“Onpattro-like” LNP formulations, liver and spleen, were
harvested after euthanizing the mice for ex vivo imaging.

We found, in accordance with the in vitro assay, that
HDLNPs are the least potent formulation in the functional
delivery of mRNA in vivo. The expression of the mFluc payload
is 20-fold less by HDLNPs than those encapsulated in OLNP/
LDLNP (Figure 5B). The same trend is maintained for liver
and spleen luminescence (Figure 5C). For a visual
presentation of liver−spleen tropism, we project the liver
radiance against spleen radiance by making a scatter plot in
Figure 5D. No significant alteration of tissue distribution can
be observed. While the HDLNPs express 20-fold less than
OLNP/LDLNP, the bioluminescence signal is still 1000-fold
above the saline control. The LDLNPs produce ∼50% more
luminescence than OLNPs. The trend is likely due to the
absence of the less potent HDLNP fraction in LDLNP from
OLNP but could also be attributed to the enrichment of empty
LNPs, whose role in mRNA therapeutic delivery is largely
unknown.

Table 1. Quantification of LNP Morphologies Based on
CryoEM Images

OLNP LDLNP HDLNP

composition (LNP with vs without blebs) 50:50 73:27 49:51
particles without blebs size/nm 52.1 55.1 49.1

isotropy 0.98 1.00 1.02
particles with blebs size/nm 69.6 68.7 74.6

isotropy 1.19 1.08 1.23
bleb size/nm 37.1 33.8 42.0

average number of blebs per particle (with
blebs)

1.23 1.11 1.48

N/P ratio 2.9 7.5 0.5
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■ CONCLUSIONS
We have shown that ultracentrifugation is an effective
technique to fractionate LNPs based on their mRNA loading
level without disturbing the integrity of neither LNP nor
mRNA. The mRNA loading level has an influence on LNPs’
overall morphology. As shown above by the cryoEM images,
the LNP fraction with a relatively lower mRNA loading level
displays smaller and fewer blebs, while the LNP fraction with
high mRNA loading exhibits larger and multibleb constructs.
Thus, taken together, the distribution of the mRNA loading
level within the same batch of LNPs translates to a distribution
of N/P ratios. Although intuitive thought leads one to prefer
the LNP fraction with high mRNA loading, our in vitro and in
vivo experiments revealed that they are the least potent
population in the formulation, likely due to their deviation
from the optimal N/P ratio. Moreover, we have shown that the
mRNA loading level mainly alters LNPs’ potency but not the
biodistribution of the proteins expressed by the mRNA
payload.

However, we must point out several weaknesses and
unanswered questions of this work. First, this centrifugal
fractionation has low resolution in separating, as it is solely
based on the density contrast of LNPs against the aqueous
buffer. The low resolution is mainly due to the requirement of
density contrast with the aqueous buffer and also partly due to
nanoparticles’ fast diffusion. One could add more resolution to
such separation by building a sucrose gradient as recently
shown.14 However, the added viscosity requires a higher
centrifugal field and/or extended centrifugation time, not to
mention the possible unwanted sucrose-lipid interactions.
These factors might alter the identities of LNPs. Furthermore,
what is the role of empty LNPs? The fractionation process
presented herein could not remove eLNPs from either of the

subpopulations. Thus, the role of empty LNPs in the
functional delivery of mRNA therapeutics is still unclear. We
hope to share our insights into the role of eLNPs in another
work in the future. Finally, although we have shown (Figure 1)
that the fractionation does not damage neither LNP nor
mRNA, this does not necessarily indicate no alteration on the
molecular level. Does the mechanical stress, especially the
centrifugal force and the frictional force, alter the LNPs by
rearranging lipids or a phase redistribution? This would require
a meticulous study using small-angle X-ray scattering and
small-angle neutron scattering (with selectively deuterated
lipids).

To conclude this work, we point out several promising
directions to optimize LNP formulations. Since the mRNA
loading level could impact LNPs’ potency, there is substantial
interest in developing better fractionation with higher
granularity and understanding if there is and what is the
optimal copy number of mRNA (or N/P ratio) inside one
LNP. With the understanding of the ideal N/P ratio, we should
design LNP formulating strategies to encapsulate mRNA in the
most optimal subpopulation of the intrinsically heterogeneous
LNPs. Most ideally, one should aim to develop formulation
strategies to generate homogeneous LNPs with the optimal
mRNA loading level.

■ METHODS
Materials. The lipids DSPC and PEG-DMG-2000 were purchased

from Avanti Polar Lipids. The ionizable lipids DLin-KC2-DMA were
purchased from Dr. Marco Ciufolini. Cholesterol was purchased from
Sigma-Aldrich. Dulbecco’s modified Eagle’s medium (DMEM) and
fetal bovine serum (FBS) were purchased from Thermo Fisher
Scientific. All other chemicals were purchased from Sigma-Aldrich
unless otherwise stated. Firefly luciferase mRNA (mFluc) was
purchased from NanoVation Therapeutics, Inc. by S.L. and A.K.B.

Figure 4. Cellular uptake and functional delivery of mRNA with OLNP, LDLNP, and HDLNP. (A) CLSM images of OLNP, LDLNP, and
HDLNP ((A1), (A2), and (A3), respectively) delivering Cy5-labeled mEGFP into HEK293 cells (scale bar: 50 μm); (B1−B3) CLSM study on the
colocalization between LNP colocalization and Rab7a, representing late endosomes (scale bar: 50 μm).
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Cy5-mEGFP was provided by Dr. Andrew J. Varley (RNA and
Formulation Core of UBC).
LNP Formulation and Characterization. All LNPs were

formulated by first dissolving lipids (ionizable lipid, DSPC,
cholesterol, PEG-DMG-2000) into ethanol to a final concentration
of 10 mM and at a molar ratio of 50/10/38.5/1.5%, respectively.
Then, the lipid−ethanol mixture was rapidly mixed with mRNA in
aqueous buffer (25 mM sodium acetate at pH 4) at an amine-to-
phosphate ratio of 6. The rapid mixing was achieved using a T
junction at a 1:3 ethanol/water volume ratio and a total flow rate of
20 mL/min. The resulting mixture was dialyzed overnight against
>500-fold volume of PBS at pH 7.4. Upon dialysis, the mixture was
then sterile filtered through Supor membrane syringe filter (Pall
Corporation, Mississauga, ON, Canada) at the size cutoff of 0.2 μm
and then concentrated via ultrafiltration using Amicon ultra-
centrifugation units with 100k molecular weight cutoff (EMD
Millipore Corporation, Billerica, MA). Total lipid content was
determined by extrapolation using the Cholesterol E Kit (Wako
Diagnostics, Mountain View, CA). Particle size was measured via
dynamic light scattering using the Malvern Zetasizer Nano ZS.
Bioanalyzer. mRNA extracted from LNPs was prepared according

to the Agilent RNA 6000 Nano kit guide and run on the Agilent
Bioanalyzer 21000 using the mRNA Nano assay protocol. Percentage
of intact mRNA was determined by obtaining the area under the
curve of the mFluc peak on the electrogram.
Cryo-TEM. The freshly prepared LNPs were concentrated to ∼20

mg/mL of total lipid concentration, added to glow-discharged copper
grids (3−5 μL), and plunge-frozen using an FEI Mark IV Vitrobot
(FEI, Hillsboro) to generate vitreous ice. Grids were moved into a
Gatan 70° cryotilt transfer system preequilibrated to at least −180 °C

and then inserted into the microscope. An FEI LaB6 G2 TEM (FEI,
Hillsboro, OR) operating at 200 kV under low-dose conditions was
used to image all samples with an FEI Eagle 4k CCD camera. All
samples were imaged at 55 000× magnification with a nominal
underfocus of 1−2 μm to enhance contrast. All sample preparation
and imaging were performed at the UBC Bioimaging Facility
(Vancouver, BC).
Liquid Chromatography−Mass Spectrometry (LC-MS) Anal-

ysis. The LNP formulation was further diluted to a 10 μM
concentration in a solution of 70% acetonitrile and 30% isopropyl
alcohol before LC-MS analysis. The analysis was conducted using an
Impact II high-resolution spectrometer (Bruker Daltonics, Bremen,
Germany) coupled with an Elute UHPLC system (Bruker Daltonics).
Compounds were separated using an Acquity CSH C18 column (130
Å, 1.7 μm, 100 × 2.1 mm2) with a CSH C18 VanGuard FIT Cartridge
(1.7 μm, 2.1 × 5 mm2) (Waters, Milford, MA) and a multigradient
method. The analysis utilized mobile phase A (acetonitrile/water
60:40 v/v) and mobile phase B (isopropanol/acetonitrile 90:10 v/v),
both containing 0.1% formic acid and 10 mM ammonium formate.
The gradient profile was as follows: 0 min, 15% B; 0−2 min, 30% B;
2−2.5 min, 50% B; 2.5−12 min, 80% B; 12−12.5 min, 99% B; 12.5−
13.5 min, 99% B; 13.5−13.7 min, 15% B; 13.7−17 min, 15% B. The
column temperature was set at 65 °C, flow rate at 0.5 mL/min,
injection volume at 1 μL, and autosampler at 4 °C. Data-dependent
acquisitions were acquired in positive (ESI+) ionization mode. The
settings were as follows: capillary voltage, 4500 V; nebulizer gas
pressure, 2.0 bar; dry gas flow, 9 L/min; dry gas temperature, 220 °C;
mass scan range, 100−1700 m/z; spectra acquisition rate, 3 Hz; and
cycle time, 0.7 s.

Figure 5. In vivo functional delivery of mFluc. (A) Schematic illustration of the animal study; (B) in vivo bioluminescence images of mice at 3 h
after IV injection at mFluc dosage of 0.3 mg/kg (n = 4) and bar chart showing whole-body bioluminescence quantification from IVIS imaging. Data
are presented as the mean ± standard deviation (SD) (n = 4). (C) Representative ex vivo bioluminescence images of extracted livers and spleens
from mice dosed with OLNP/LDLNP/HDLNP (top to bottom) and bar chart showing bioluminescence of extracted livers and spleens. Data are
presented as the mean ± SD (n = 4). (D) Scatter plot by projecting ex vivo liver radiance readout against spleen readout to indicate tissue tropism.
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Cell Culture and Treatments. A human hepatocarcinoma cell
line (Huh7) was cultured and maintained in DMEM media
supplemented with 10% FBS, at 37 °C under 5% CO2. For
transfection with LNPs, ∼10 000 cells per well were seeded into
96-well microplates for 24 h before treating with the LNP containing
mFluc at mRNA dosage from 0 to 0.3 μg/mL. Upon 24 h of
incubation, the medium was removed, and cells were lysed with 100
μL of Glo Lysis buffer (Promega, Madison, WI). The lysates were
mixed at a 1:1 ratio with luciferase substrate (Promega, Madison, WI)
and luminescence was quantified using a Spark Multimode Microplate
reader (Tecan, Zürich, Switzerland). Luminescence readings were
then normalized to the total protein content per well and determined
using the Pierce BCA Protein Assay Kit (Thermo Fisher Scientific,
Rockford, IL), and transfection was calculated by normalizing to the
luminescence values for untreated cells.
Animal Studies. All animal protocols were approved by the

Canadian Animal Care Committee and conducted in accordance with
the relevant UBC guidelines and regulations. Mice were maintained
on a regular 12 h light/12 h dark cycle in a modified barrier animal
facility at UBC. C57BL/6J-TyrC2J mice aged between 8 and 12
weeks were used throughout. The mice were individually weighed and
imaged prior to tail vein intravenous (i.v.) injection of LNP
containing mFluc at an mRNA dose of 0.3 mg/kg of mouse weight.
At 3 h post-injection, mice were administered D-luciferin substrate
solution (150 mg/kg of mouse weight) intraperitoneally for an
incubation period of 10 min before in vivo bioluminescence imaging.
Mice belonging to the same dosing groups (n = 3/4) were
anesthetized with 3% isoflurane and placed on the imaging platform
in a supine position with the inhalation of 3% isoflurane via nose
cones. The mice were imaged 10 min post administration of D-
luciferin and imaged on the LagoX IVIS Spectrum In Vivo Imaging
System, with an exposure time of 10 s. Quantification of
bioluminescence was performed by measuring the radiance
(photons/s/cm2/steradian) from the regions of interest (abdominal
region) using the Aura Imaging Software (Spectral Instruments
Imaging).

Immediately following the IVIS imaging (3 h post-injection), the
mice were euthanized, and livers and spleens were collected and
imaged ex vivo. Bioluminescence values were quantified by the
radiance (photons/s/cm2/steradian) for each tissue using the LagoX
IVIS Spectrum In Vivo Imaging System.
Statistical Analysis. All data were reported as the mean ± the

standard error of the mean (SEM). Comparisons were made between
distinct groups by analyzing with one-way analysis of variance
(ANOVA). Statistical significance, or P values, were reported directly
on the figure. P values below 0.5 were considered nonsignificant (ns).
Data analysis and visualization were performed by python scripting.
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