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The induction of a potent T cell response is essential for successful tumor immunotherapy and protection
against many infectious diseases. In the past few years, mRNA vaccines have emerged as potent immune
activators and inducers of a robust T cell immune response. The recent approval of the Moderna and the
Pfizer/BioNTech vaccines based on lipid nanoparticles (LNP) encapsulating antigen-encoding mRNA has
revolutionized the field of vaccines. The advantages of LNPs are their ease of design and formulation
resulting in potent, effective, and safe vaccines. However, there is still plenty of room for improvement
with respect to LNP efficacy, for instance, by optimizing the lipid composition and tuning LNP for specific
purposes. mMRNA delivery is known to be strongly dependent on the lipid composition of LNPs and the
efficiency is mainly determined by the ionizable lipids. Besides that, cholesterol and helper lipids also play
important roles in mRNA transfection potency. Here, a panel of LNP formulations was studied by keeping
the ionizable lipids constant, replacing cholesterol with p-sitosterol, and changing the fusogenic helper
lipid DOPE content. We studied the ability of this LNP library to induce antigen presentation and T cell
proliferation to identify superior LNP candidates eliciting potent T cell immune responses. We hypothesize
that using p-sitosterol and increasing DOPE content would boost the mRNA transfection on immune cells
and result in enhanced immune responses. Transfection of immortal immune cell lines and bone marrow
dendritic cells (BMDCs) with LNPs was studied. Delivery of mRNA coding for the model antigen ovalbumin
(OVA-mRNA) to BMDCs with a number of LNP formulations, resulted in a high level of activation, as evi-
denced by the upregulation of the co-stimulatory receptors (CD40 and CD86) and IL-12 in BMDCs. The
enhancement of BMDC activation and T cell proliferation induced by the introduction of p-sitosterol and
fusogenic DOPE lipids were cell dependent. Four LNP formulations (C12-200-cho-10%DOPE, C12-200-
sito-10%DOPE, cKK-E12-cho-10%DOPE and cKK-E12-sito-30%DOPE) were identified that induced
robust T cell proliferation and enhanced IFN-y, TNF-a, IL-2 expression. These results demonstrate that T
cell proliferation is strongly dependent on LNP composition and promising LNP-mRNA vaccine formu-
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Introduction

Messenger RNA (mRNA) is an intermediate genetic carrier that
is used by organisms as a translational template; therefore, it
can serve as a tool for protein expression by introducing
exogenous mRNA into target cells." The recent coronavirus
pandemic dramatically accelerated the development of mRNA-
based vaccines and also put a spotlight on other potential
applications such as cancer immunotherapy, infectious
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disease vaccination, protein replacement, gene editing, and
tissue engineering.”” This surging interest and development
of mRNA as a vaccine is driven by the following advantages: (I)
there is no potential infection or insertional mutagenesis risk
as mRNA is a non-infectious, non-integrating genetic carrier;®
(II) mRNA is degraded by physiological metabolic pathways
and the in vivo half-life can be tuned by the introduction of
various chemical modifications and the delivery method;"”*®
(I1I) in vitro transcription (IVT) enables rapid, inexpensive, and
scalable industrial manufacturing of mRNA.> Combined these
advantages contribute to the great promise of mRNA-based
therapies for both infectious diseases and cancer.

Since mRNA is susceptible to degradation by nucleases
in vivo, it needs to be protected from the environment upon
administration. Furthermore, mRNA is unable to transfect
cells and a drug delivery system is therefore required to over-

This journal is © The Royal Society of Chemistry 2023
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Scheme 1 Workflow to investigate the role of mMRNA-LNP composition on T-cell activation and immune response.

come these problems. Thus, an ideal mRNA delivery system
must protect against endonucleases, avoid rapid renal clear-
ance, and promote cell entry of the tissue of interest.”*® Lipid
nanoparticles (LNPs) are the most advanced non-viral nucleic
acid vector and the first RNA interference (RNAi) therapy,
Onpattro, was approved in 2018 to treat hereditary amyloido-
genic transthyretin amyloidosis (hATTRv).'" LNPs are typically
composed of 4 types of lipids: ionizable lipids, helper lipids,
cholesterol, and PEGylated lipids. Each of these components is
required to obtain stable LNPs with control over mRNA encap-
sulation efficiency, particle size, charge, and stability.
Ionizable lipids are required to condense and protect the
genetic cargo via electrostatic interactions and their chemical
structure plays a crucial role in the resulting transfection
efficiency. Helper lipids, cholesterol, and PEGylated lipids are
required to control the LNP size as well as colloidal stability,
and to minimize protein absorption.'>'* The two LNP-based
vaccines against SARS-CoV-2 approved in 2020 are a milestone
in mRNA-based therapeutics and accelerated the development

of LNPs as a facile drug delivery tool for any nucleic acid-based
14,15

therapy. LNPs have also been studied in cancer

immunotherapy>'®'” and vaccination against infectious dis-

eases, such as Zika virus,'®"® powassan virus,”® HIV-1,>"** and
23-25

influenza virus. In these studies, the immune response
was investigated mainly as a function of mRNA dose, but there
is still room for improvement by optimizing the lipid compo-
sition of LNPs to achieve the desired cytotoxic T-cell pro-
duction to mediate successful immunotherapy against many
viral diseases and tumors.

instance, replacing with its analog
B-sitosterol was reported to enhance the mRNA transfection
efficiency.”®*” Onpattro uses the lipid MC3 as the ionizable
lipid, which was the first approved ionizable lipid for LNPs
and showed effective gene silencing by delivering siRNA to
hepatocytes."*®* The two ionizable lipids, C12-200 and
cKK-E12, were chosen for this study because they demon-
strated to be more efficient in delivering siRNA as compared to
MC3 and were also able to deliver mRNA, leading to potent
immune responses in tumor immunotherapy.>*°' Helper
lipids like  1,2-dioleoyl-sn-glycero-3-phosphoethanolamine
(DOPE) can increase the fusogenicity of LNPs, aiding endo-

For cholesterol
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somal escape and cytosolic translation.?” This is due to the
fact that DOPE prefers to adopt an inverted hexagonal phase,
which is assumed to be fusogenic, thereby promoting endo-
somal escape resulting in enhanced transfection.?***

To evaluate the effect of lipid composition on mRNA deliv-
ery, translation into proteins, antigen-presenting ability, and
ultimately T-cell activation, we designed a library of LNPs by
varying the lipid composition. In this study, the amount of the
ionizable lipids (C12-200 and cKK-E12) and PEGylated lipid
was kept constant, the replacement of cholesterol for
pB-sitosterol and different ratio of fusogenic lipid DOPE were
studied to optimize the mRNA delivery efficiency. All studied
LNPs induced in general high transfection of immortal cell
lines regardless of the exact composition when encapsulating
mRNA encoding a green fluorescent protein (EGFP-mRNA).
Bone marrow dendritic cells (BMDCs) with a potent antigen-
presenting capacity for stimulating naive, memory, and
effector T cells were employed to evaluate the immune
responses. mRNA which codes for the model immunology
protein chicken ovalbumin (OVA-mRNA) was encapsulated in
LNPs to activate BMDCs and stimulate T cell proliferation.
BMDCs were highly activated and T cells were strongly prolifer-
ated after the internalization of OVA-mRNA-LNPs in a concen-
tration-dependent manner (Scheme 1). Based on robust T cell
proliferation and cytokine expression measurements, we
obtained 4 efficient LNP candidates for future in vivo studies
towards the development of superior LNP-mRNA formulation.
This study provides evidence that the lipid composition optim-
ization of LNPs is beneficial for maximizing T cell immune
responses.

Results
Design and characterization of LNPs

We previously showed that the silencing effect of siRNA using
LNPs could be improved via tuning the internal LNP structure
of the hydrophobic core from lamellar to inverse hexagonal by
replacing DSPC with increasing amounts (10, 30 and 49%) of
the fusogenic lipid DOPE in the LNP formulation. Inspired by
this, we wondered whether mRNA transfection could also be
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enhanced by the addition of DOPE. In the current study, two
highly efficient ionizable lipids were used: C12-200 and
cKK-E12, which have shown superior transfection efficiency in
siRNA delivery as the effective dose (ED50, C12-200 ~ 0.01 mg
kg™', cKK-E12 ~ 0.002 mg kg™ ') was significantly lower than
for MC3 (ED50 ~ 0.03 mg kg '). They also induced strong cyto-
toxic CD8" T cell responses against B16F10 melanoma tumors
after immunization with LNP containing OVA-mRNA, resulting
in tumor shrinkage and extended overall survival of the treated
mice.>**" In a recent study, the cholesterol analog B-sitosterol
was able to trigger enhanced mRNA transfection efficiency of
LNPs in cancer cells compared to cholesterol due to the
enhanced fragility, originating from an altered surface compo-
sition and shape,”® and it was therefore included in our LNP
library.

In this study, 10 LNP formulations were prepared, for which
the ionizable lipids C12-200/cKK-E12 and the PEGylated lipid
DMG-PEG2000 were kept constant at 50% and 1.5%, respect-
ively. To study the effect of DOPE, its content varied from 10 to
49 mol% by replacing cholesterol (or its variant) (Fig. 1a and
b). All resulting LNPs had a comparable diameter (~120 nm)
with a polydispersity index (PDI) < 0.20 as determined by
dynamic light scattering (DLS), as well as a near-neutral
surface charge (Fig. 1c and d). mRNA encapsulation efficien-
cies were also comparable for all LNPs and typically >80%
(Fig. 1e). Thus, replacing cholesterol with p-sitosterol or
increasing DOPE did not change the physicochemical charac-
teristics of the LNPs. The LNPs were stable for at least 1 month
when stored at 4 °C (ESI Fig. 1a-df).

Cell transfection efficiency

To study mRNA delivery and translation, EGFP-mRNA encod-
ing for green fluorescent protein (GFP) was encapsulated in
the LNPs and the transfection efficiency was compared as a
function of lipid composition on different cells.

Previous work showed that p-sitosterol achieved higher
mRNA transfection in HeLa cells.>®?” To allow a comparison
between our data and previous data we included HeLa and
Calu3 for cell experiments to compare the transfection
efficiency of LNPs using different ionizable lipids. Both C12-
200 and cKK-E12 induced enhanced mRNA transfection
efficiency on HeLa and Calu-3 as compared to MC3 (ESI
Fig. 2a and bt). This is not unexpected as MC3 was designed
for siRNA delivery while the mRNA delivery efficiency was less
efficient.'*® Maximum transfection of HeLa cells was
obtained with an EGFP-mRNA concentration of 0.5 pg mL ™"
for all LNPs. In Calu-3 cells, the GFP expression of most LNPs
increased with increasing EGFP-mRNA concentrations. Next,
the effect of replacing cholesterol with f-sitosterol was studied.
The introduction of the latter sterol significantly enhanced
GFP expression for LNPs with MC3 as the ionizable lipid in
both cell lines. When c¢KK-E12 was included in the LNPs, GFP
expression was only enhanced in HeLa cells, while for C12-
200-based LNP formulations no enhancement was observed at
all. Finally, we studied whether increasing amounts of DOPE
would enhance mRNA delivery and concomitant GFP
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expression. However, no general trend could be deduced from
changing the DOPE ratio in LNP. Thus, we only observed a
modest increase in transfection efficiency by replacing chole-
sterol with p-sitosterol.

Next, antigen-presenting cells (DC2.4) and macrophage
cells (THP-1 and RAW264.7) were studied to evaluate the LNP-
mRNA transfection performance on immortal cells mediating
immune responses. Since LNPs with C12-200 and cKK-E12 as
the ionizable lipids exhibited significantly higher transfection
than MC3 containing LNPs, we continued this study with C12-
200 and cKK-E12 only. In general, LNPs containing cKK-E12
induced a higher GFP expression than LNPs with C12-200 in
three cell lines used (Fig. 2a-c). On the other hand, introduc-
tion of f-sitosterol increased the transfection efficiency of the
cKK-E12 LNPs in DC2.4 and RAW264.7, but not for C12-200
LNPs. When cholesterol was replaced by increasing amounts
of DOPE, no transfection enhancement was observed for C12-
200 LNPs. In contrast, enhanced transfection efficiency of
cKK-E12 LNPs was observed in all tested cell lines. However,
transfection enhancement was observed in DC2.4, and
RAW264.7 cells when cKK-E12 LNPs contained p-sitosterol, but
not in THP-1 cells (Fig. 2a-c). Confocal microscopy imaging
was used to visualize GFP expression and concomitant strong
fluorescence intensity, and almost every cell produced strong
and uniform GFP expression. In contrast, transfection with the
commercial mRNA transfection reagent lipofectamine
message MAX (lipofectamine) resulted in only a few fluo-
rescent cells in the DC2.4 cell line (Fig. S31). In summary, all
LNPs with either C12-200 or cKK-E12 as the ionizable lipid
induced efficient transfection on immortal immune cell lines;
however, the transfection efficiency enhancement by both the
pB-sitosterol replacement and the fusogenic helper lipid DOPE
ratio increase was dependent on the cell line used.

BMDC transfection with EGFP-mRNA

As APC cell lines provided mixed results, we next investigated
primary APCs. As the next step towards both efficient intra-
cellular antigen expression and subsequent immune cell acti-
vation to generate a robust immune response, the transfection
efficiency of EGFP-mRNA loaded LNPs in BMDCs was investi-
gated. Confocal microscopy imaging showed that all LNP for-
mulations induced effective intracellular mRNA delivery to
BMDCs, and performed better than the commercial transfec-
tion reagent Lipofectamine (Fig. 3a and ESI Fig. 4f%).
pB-Sitosterol boosted the transfection efficiency of the LNPs
with cKK-E12 as the ionizable lipids but not for C12-200
(Fig. 3b). Finally, replacing cholesterol with DOPE did not
enhance the GFP expression of either C12-200 and cKK-E12
LNPs (Fig. 3b).

Activation of BMDCs

Effective mRNA vaccination demands both efficient intracellu-
lar expression and subsequent APC activation to generate a
robust immune response.'® The model antigen chicken oval-
bumin protein has been widely applied to evaluate the
immune response, thus mRNA encoding ovalbumin (OVA-

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 Design and characterization of different LNPs. (a) Lipids used in this study. (b) Lipid composition of LNPs. (c) Sizes and polydispersity index of
LNPs as determined by DLS. (d) Zeta potential of LNPs determined by laser Doppler electrophoresis. (e) Encapsulation efficiency of OVA-mRNA in

LNPs as determined by a Ribogreen RNA assay.

mRNA) formulated in the LNPs was employed to activate
BMDCs. The activation of BMDCs results in elevated
expression of surface costimulatory molecules such as CD40,
and CD86. To test APC activation induced by LNPs, we treated
naive BMDCs for 24 h with LNPs containing OVA-mRNA. All
LNPs managed to produce increased expression of CD40 and

This journal is © The Royal Society of Chemistry 2023

CD86 compared to nontreated BMDCs or incubated with free
OVA-mRNA, which indicates successful BMDC activation
(Fig. 4a and b). Both positive percentage and fluorescence
intensity comparisons of CD40 and CD86 revealed no signifi-
cant differences between C12-200 LNP formulations.
Furthermore, neither the introduction of DOPE nor f-sitosterol
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Fig. 2 Transfection efficiency of LNPs after encapsulating EGFP-mRNA on immortal immune cell lines. The GFP expression fluorescence intensity
(GFP MFI) of LNPs within (a) DC2.4 cells, (b) THP-1 cells, and (c) RAW264.7. Data are presented as mean + sd. Statistical significance was calculated
by unpaired Student's t-test on 1 pg mL™ (**** P < 0.0001, ***, P < 0.001, **, P < 0.01, *, P < 0.05, ns, no significant difference, n = 3).

at the expense of cholesterol boosted BMDC activation (Fig. 4a,
b and ESI Fig. 5a, bt). For LNPs with cKK-E12, we observed
that cKK-E12-cho-10%DOPE and cKK-E12-sito-30%DOPE
induced a stronger upregulation of CD40 and CD86 expression
(ESI Fig. 5a and bf).
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The activation of dendritic cells often promotes inflam-
matory cytokine gene expression. We, therefore, examined
cytokine IL-12 (p70) expression in the supernatant of
BMDCs. Interleukin-12 (IL-12) is a heterodimeric pro-inflam-
matory cytokine that regulates T helper 1 (Th1) and CD8"

This journal is © The Royal Society of Chemistry 2023
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Fig. 3 Transfection efficiency of LNPs after encapsulating EGFP-mRNA on BMDC cells. (a) Confocal images of the EGFP-mRNA transfection of
LNPs on BMDC cells, EGFP-mRNA concentration was 0.5 pg mL™, incubated 24 h. Scale bar is 20 um. (b) The GFP positive percentages of LNPs by
flow cytometry analysis on BMDC cells of different EGFP-mRNA concentrations after 24 h incubation. Data are presented as mean + sd. Statistical
significance was calculated by unpaired Student’s t-test on 1 pg mL™ (****, P < 0.0001, ***, P < 0.001, **, P < 0.01, *, P < 0.05, ns, no significant

difference, n = 3).

T-cell responses, and is mainly produced by dendritic cells
and phagocytes in response to pathogens during infection.?
Compared to blank BMDCs and free OVA-mRNA, all LNPs
mediated superior IL-12 (p70) production (Fig. 4c); however,

This journal is © The Royal Society of Chemistry 2023

no significant differences among the tested LNPs were
observed. The cell viability of BMDCs was determined to
ensure that the LNPs were non-toxic at the concentrations
used. All LNP formulations showed no detectable cytotoxicity
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Fig. 4 LNPs Transfection after encapsulating OVA-mRNA on BMDC
cells. (a) BMDC activation was monitored through CD40 cellular marker
on BMDCs by the different concentrations of LNPs. (b) BMDCs activation
was monitored through CD86 cellular marker on BMDCs by the
different concentrations of LNPs. (c) Cytokine IL-12 (p70) expression
from BMDCs’ supernatant. (d) Cell viability of BMDCs with different con-
centrations of LNPs, dotted line represents 60% cell viability. Data are
presented as mean + sd. Statistical significance was calculated by
unpaired Student’s t-test on 0.25 pg mL™* (a and b), 20 ng mL™ (c) (****,
P < 0.0001, ***, P < 0.001, **, P < 0.01, *, P < 0.05, ns, no significant
difference, n = 3).

(cell viability >60%), high concentration
(1 pg mL™), revealing that these LNPs are indeed non-toxic

(Fig. 4d).

even at a
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CDS8" T-cell expansion by LNPs and cytokine production

The goal of tumor and viral vaccination is to expand antigen-
specific CD8" T cells through priming by APCs, creating a large
pool of cytotoxic effector T cells that migrate through the body
to clear tumors or infections.**® Therefore, we evaluated OVA-
specific T cell expansion induced by different LNPs. BMDCs
were incubated with LNPs for 4 h, followed by the addition of
CD8" (OT-I) T-cells, and the mixed cells were co-cultured for
another 72 h.

All LNPs induced potent OT-I proliferation in a mRNA con-
centration-dependent manner, which was significantly stron-
ger than the blank and free OVA-mRNA groups (Fig. 5). T cell
proliferation was negligible in the lowest concentration (200 pg
mL ™), while it plateaued at ~90% with an OVA-mRNA concen-
tration of 20 ng mL™". Next, we investigated the proliferation
differences of LNPs in the middle mRNA concentration range.
We observed that the C12-200-cho-10%DOPE, C12-200-sito-
10%DOPE, cKK-E12-cho-10%0DOPE and cKK-E12-sito-30%
DOPE LNP formulations induced a potent OT-I T cell stimu-
lation with 1 ng mL™" of OVA-mRNA. This indicates these four
LNP formulations are able to elicit a robust T cell proliferation
even at low OVA-mRNA concentrations, which could serve as
efficient LNP candidates eliciting potent T cell responses.

Cytokine production of T cell supernatant

When T cells divide and differentiate into effector T cells, cyto-
kines like IFN-y, TNF-a, and cytotoxic proteins such as gran-
zymes and perforin are simultaneously induced in response to
acute infection.* Proinflammatory cytokines, such as interleu-
kin-2 (IL-2), are pivotal for the proliferation of T cells and the
generation of effector and memory cells.*>*' Activated CD8" T
cells possess superior effector functions when cultured in a
high concentration of IL-2 compared to cells cultured in low
concentrations of this cytokine.** Therefore, we quantified the
expression of IL-2, IFN-y, and TNF-a in OT-I cells in the culture
supernatant 72 h after LNP stimulation using an ELISA assay
(Fig. 6a—c). The cytokines were significantly upregulated after

OT-l expansion

~ 1204
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Fig. 5 OT-I T cell expansion of LNPs with different OVA-mRNA concen-
trations. Triangle represents the four leading LNP candidates that
induced superior OT-I responses when compared at 1 ng mL~L.
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Fig. 6 Cytokine production levels of (a) IL-2, (b) IFN-v, (c) TNF-a in culture media of OT-I T cells by different LNPs, measured by ELISA. Data are pre-
sented as mean + sd. Statistical significance was calculated by unpaired Student’s t-test on 20 ng mL™ (****, P < 0.0001, ***, P < 0.001, **, P < 0.01,

*, P < 0.05, ns, no significant difference, n = 3).

treating cells with LNPs as compared to non-treated or free
OVA-mRNA treated cells. Differences in cytokine production
among the evaluated LNPs were determined at two mRNA con-
centrations (5 and 20 ng mL™"). Consistent with OT-I cell pro-
liferation data, replacing cholesterol with p-sitosterol did not

This journal is © The Royal Society of Chemistry 2023

boost the T cell response and cytokine production for LNPs
with C12-200. The increased molar ratio of fusogenic helper
lipid DOPE in C12-200 LNPs neither enhanced the T cell
response nor cytokine IL-2 production. The increased molar
ratio of DOPE did not enhance the cytokine IL-2 production
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for cKK-E12 LNPs, and it only showed some enhancement in
cytokine IL-2 production at 30% DOPE but decreased at 49%
DOPE for cKK-E12 LNPs using fp-sitosterol. On the other hand,
for Th1 cytokine (IFN-y) and proinflammatory cytokines (TNF-o)
production, we also observed that C12-200-cho-10%DOPE, C12-
200-sito-10%DOPE, cKK-E12-cho-10%DOPE and cKK-E12-sito-
30%DOPE LNP formulations triggered higher IFN-y and TNF-«
levels in the OT-I T cell supernatant. Taken together, these
results showed that four LNP formulations (i.e. C12-200-cho-
10%DOPE, C12-200-5ito-10%DOPE, cKK-E12-cho-10%DOPE
and cKK-E12-sito-30%DOPE) induced a potent T cell prolifer-
ation and concomitant inflammatory cytokine production.

Conclusion

We investigated a small library of LNP formulations to deliver
mRNA into BMDCs and evaluate T cell activation towards the
development of LNP-mRNA vaccine candidates. LNPs have
been validated as effective and well-tolerated on mRNA delivery
and recognized as an exceptional mRNA vaccine vector. Proper
LNP vaccine candidate screening is essential to identify
superior LNP formulations that could boost robust T cell pro-
liferation. It has been reported that replacing cholesterol with
B-sitosterol or fusogenic DOPE could enhance transfection
efficiency. We discovered that the introduction of f-sitosterol
only exerted enhanced transfection in LNPs when MC3 was
used as the ionizable lipid, while exhibiting varied transfection
efficiency effects on different cell lines when C12-200 and
cKK-E12 were used. Replacing cholesterol with DOPE resulted
in mixed mRNA transfection efficiencies in different cells. This
may be due to the enhanced transfection efficiency requiring
different helper lipids ratios when using different ionizable
lipids of LNPs, and also the mechanism of mRNA release into
cytoplasm seems to be cell type-dependent. We demonstrated
that the LNP-mRNA vaccine candidates can generate signifi-
cant activation of BMDCs, robust T cell proliferation, and
enhanced cytokine production ex vivo. We identified four LNP
formulations (C12-200-cho-10%DOPE, C12-200-sito-10%DOPE,
cKK-E12-cho-10%DOPE, and cKK-E12-sito-30%DOPE) which
exhibit efficient T cell expansion and cytokines production and
these will be tested in a future in vivo study towards the devel-
opment of a cancer vaccine.
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