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ARTICLE INFO ABSTRACT

Keywords: Toll-like receptor (TLR) agonists are recognized as potential immune-enhancing adjuvants and
Lipid a are included in several licensed vaccines. Monophosphoryl lipid A (MPL®, GlaxoSmithKline) is
Adjuvant

one such TLR4 agonist that has been approved for use in human vaccines, such as Cervarix and
Shingrix. Due to the heterogeneous nature of biologically derived MPL and the need for safer and
more potent adjuvants, our groups have developed the novel TLR4 agonist candidates, BECC438
and BECC470 using the Bacterial Enzymatic Combinatorial Chemistry (BECC) platform. BECC438
and BECC470 have been included in studies to test their adjuvant potential and found to be
effective in vaccines against both viral and bacterial disease agents. Here, we report detailed
biophysical characterization of BECC438 and BECC470 purified from a biological source
(BECC438b and BECC470D, respectively) and synthesized chemically (BECC438s and BECC470s,
respectively). Both BECC438s and BECC470s have identical acyl chain configurations, BECC438s
is bis-phosphorylated and BECC470s is mono-phosphorylated with the removal of the 4’ phos-
phate moiety. We determined the phase transition temperatures for the acyl chains of BECC438b
and BECC470b and found them to be different from those exhibited by their synthetic counter-
parts. Furthermore, the phosphate groups of BECC438b and BECC470b are more highly hydrated
than are those of BECC438s and BECC470s. In addition to exploring the BECC molecules’ bio-
physical features in aqueous solution, we explored potential formulation of BECC438 and
BECC470 with the aluminum-based adjuvant Alhydrogel and as part of an oil-in-water emulsion
(Medimmune Emulsion or ME). All of the lipid A analogues could be fully absorbed to Alhydrogel
or incorporated onto ME. Surprisingly, the BECC470s molecule, unlike the others, displayed a
nearly baseline signal when monitored using a Limulus amebocyte lysate (LAL) endotoxin
detection system. Despite this, it was shown to behave as an agonist for human and mouse TLR4
when tested using multiple cell-based systems. This work paves the way for further formulation
optimization of two chemically defined TLR4 agonists that are showing great promise as vaccine
adjuvants.
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1. Introduction

Vaccination has significantly reduced morbidity and mortality caused by bacterial and viral infections worldwide, however, the
development of new and effective vaccines against infectious diseases continues to be an urgent need. With the growing use of protein
subunit and conjugate vaccines that have strong safety profiles, it is critical to identify effective immunostimulatory adjuvants to
enhance the resulting immune response. Unfortunately, relatively few adjuvants have been approved by FDA for use in human vac-
cines. Bacterially derived monophosphoryl lipid A (MPL®) is a potent TLR4 agonist and was the first of several families of TLR ligands
to obtain FDA approval and is in the shingles vaccine Shingrix, the human papillomavirus (HPV) vaccine Cervarix and the hepatitis B
virus (HBV) vaccine Fendrix [1-4]. As a well-studied TLR4 agonist, MPL promotes a Thl (cellular)-biased immune response [2,5],
however, MPL is a heterogeneous preparation from multiple congeners of lipid A, which results in compositional difference between
batches [6]. To overcome the congener distribution of MPL, a synthetic variant of MPL termed phosphorylated hexa-acyl disaccharide
(PHAD®) was produced and tested in clinical trials [7-10]. To identify novel and improved MPL analogues and overcome product
heterogeneity with more potent immune protection, Bacterial Enzymatic Combinatorial Chemistry (BECC) was used to rapidly
generate novel lipid A structures with adjuvant potential and low toxicity in an attenuated Yersinia pestis (Yp) isolate [11]. Among the
BECC molecules produced, two BECC molecules, BECC438b and BECC470Db, exhibited promising adjuvant properties as compared to
MPL and PHAD [11] (see Suppl. Fig. S1). BECC438b and BECC470b have been tested as vaccine adjuvants in multiple experimental
vaccine models against infectious disease including Yersinia pestis (plague) [12], Pseudomonas aeruginosa [13], HPV [14], influenza-A
(flu) [15] and SARS-CoV-2 [16]. In some of those studies, a higher magnitude and more balanced production of antibody isotypes IgG1
and IgG2 were elicited when BECC438b or BECC470b was used in the formulation. This optimal antibody response was durable and
maintained for 50 weeks or more post-vaccination and was part of a balanced Th1/Th2 response [12,15]. Furthermore, in flu studies
BECC470Db allowed for antigen sparing doses of a recombinant HA (rHA) protein and reduced the repeated dosing for vaccination [15].

To overcome the heterogeneity related with biological production of BECC438b and BECC470b, chemically synthesized versions
were produced (BECC438s and BECC470s). Both BECC438s and BECC470s are hexa-acylated lipid A structures that are bis- or mono-
phosphorylated, respectively with BECC470s lacking the 4° phosphate moiety, as compared to the 1 position of MPL and PHAD. The
advantage of synthetic BECC438s and BECC470s over their biological counterparts is that every step the synthesis is traceable,
scalable, and GMP production is achievable based on the established protocols; however, a detailed biophysical characterization of
these lipid A analogues is still lacking.

In the present study, we conducted a comprehensive physicochemical analysis of BECC438b and BECC470b, from their biological
Y. pestis source, for comparison with their synthetic counterparts BECC438s and BECC470s. We determined the phase transition
temperature from gel to liquid crystalline phase for each BECC form using Fourier-transform infrared (FTIR) spectroscopy and dif-
ferential scanning calorimetry (DSC). We then compared the relative particle sizes and the hydration states of the phosphate groups for
these lipid A analogues. Finally, we performed a detailed study of these lipid A analogues in different formulations, including alone in
aqueous solution, co-formulated with the aluminum-based adjuvant Alhydrogel (an AS04 biosimilar) and as part of a squalene-
containing oil-in-water emulsion (ASO3 biosimilar). An understanding of the physicochemical properties of these novel lipid A ana-
logues will provide an unprecedented level of understanding how they behave in future vaccine formulations relative to less well
defined TLR4 agonists and how the distinct properties of each may allow it to be tailored toward specific types of vaccine formulations
(e.g. targeting viral or bacterial vaccine targets).

2. Materials and methods
2.1. Materials

r-histidine, 3-(N-morpholino)propanesulfonic acid (MOPS), triethylamine, and monophosphoryl lipid A (MPL) were purchased
from Sigma-Aldrich (St. Louis, MO). Squalene was purchased from Echelon Biosciences (Salt Lake City, UT). Sucrose was purchased
from Pfanstiehl Laboratories (Waukegan, IL). Polysorbate 80 was purchased from Fluka. Alhydrogel 2% was purchased from Brenntag
Biosector A/S (Frederikssund, Denmark). The synthetic monophosphoryl lipid A analogue PHAD was purchased from Avanti Polar
Lipids.

2.2. BECC438 and BECC470 purification and syntheses

BECC438b and BECC470b were purified from their corresponding Y. pestis KIM6+ strains as has been described in great detail
previously [11,12]. The strain was cultured at 26 °C for 18 h to an OD600 of 1.0-1.4. After collecting the cells by centrifugation, the
lipooligosaccharide (LOS) was extracted from the pellet using the double hot phenol method followed by three 2:1 (vol/vol)
chloroform-methanol washes [11] and removal of contaminating small proteins. The extracted LOS samples were suspended in a 10
mM Tris-Cl buffer, pH 7.4, and digested for 4 h at 37 °C with 100 pg/mL DNase and 25 pg/mL RNase to remove all nucleic acid as
determined by the conventional methods used in the Ernst laboratory. The lipid A portion was then prepared by mild acid hydrolysis
[11]. MALDI-TOF mass spectrometry was used to confirm the structure of extracted BECC438b and BECC470b. Chemically synthesized
BECC438s and BECC470s were prepared using proprietary methods and was analyzed to be more than 99% pure. Neither synthetic
BECC molecule was found to be toxic using a rabbit single dose acute toxicity model as determined by Labcorp. The BECC structures
described (Suppl. Fig. S1) and disclosed in this report have been properly disclosed and described in issued patents and pending patent
applications by the University of Maryland — Baltimore.
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2.3. Preparation of aqueous formulations

Aqueous formulations of BECC438 or BECC470 were prepared as described previously [17]. Briefly, BECC438 or BECC470 was
added to 0.5% (v/v) triethylamine solution and was solubilized by vortexing for 2 min. Aqueous MPL and PHAD were prepared using
the same steps. The solutions then were heated in a 65 °C water bath for 5 min. To further ensure BECC438 or BECC470 dispersal into
the aqueous solution, bath sonication was applied for 30 min. Finally, the pH of the solution was adjusted to 7.2-7.4 with 1.0 M HCl
and the formulation was filtered through 0.22 pm syringe filter.

2.4. Dynamic light scattering (DLS)

Particle size for all formulations was determined using dynamic light scattering (DLS) on a Zetasizer Ultra from Malvern In-
struments (Worcestershire, UK). For all the formulations measured, DLS measurements were conducted at least three times with three
independent samples.

2.5. UV-vis spectroscopy

The absorption spectra of BECC438 (b and s), BECC470 (b and s), MPL, and PHAD at 0.1 mg/mL were collected using a UV /visible
spectrophotometer from Agilent Technologies (Santa Clara, CA) equipped with a diode array detector. The absorption spectra were
corrected for scattering contributions by subtraction of an extrapolation of the logarithm of the optical density in a non-absorbing
region (350-400 nm) to the far UV region.

2.6. RiboGreen assay

Quant-it RiboGreen assay kit (Cat#R11490) was purchased from Thermo Fisher Scientific. When RiboGreen reagent binds to RNA,
the excitation maximum and the emission maximum are ~500 nm and ~525 nm, respectively. Due to its extremely high sensitivity for
RNA quantitation, as low as 1 ng/mL RNA in the sample can be measured, we utilized the RiboGreen assay to determine whether the
UV-absorbing material in the BECC438b and BECC470b preparations contained small amounts of RNA contamination. Briefly, the
RNA standard from O to 2.5 pg/mL were prepared first by dilution of 16 S ribosomal RNA (100 pg/mL) in TE buffer, and equal volume
of RiboGreen reagent was mixed with the RNA standard. After incubation for 5 min at room temperature protected from light, the
fluorescence intensity of the RNA standard was measured (excitation 480 nm, emission 520 nm). To determine the RNA content in
BECC438b and 470 b, the samples were diluted in 5 or 10 fold in TE buffer and mixed with the equal volume of RiboGreen reagent, and
the fluorescence intensity was measured. The RNA concentration in the biological BECC samples was estimated based on the RNA
standard curves.

2.7. Fourier-transform infrared (FTIR) spectroscopy

For infrared measurements, 20 mM BECC438 and 20 mM BECC470 were prepared in 10 mM HEPES buffer at pH 7. The suspensions
were heated at 70 °C in a water bath for 5 min and then cooled down to 4 °C for 10 min for three cycles [18,19]. The samples were
stored at 4 °C prior to obtaining measurements. FTIR spectroscopic analysis was performed using a Tensor-27 FTIR spectrometer
(Bruker, Billerica, MA) equipped with a Bio-ATR cell. The detector was cooled with liquid N5 for 20 min prior to use, and the
interferometer was purged continuously with Ny gas. A total of 256 scans were recorded from 4000 to 900 cm * with a 4 cm™!
resolution. Buffer background spectra were collected and subtracted from the sample spectra. Atmospheric compensation and baseline
adjustment were applied using OPUS V6.5 software (Bruker, Billerica, MA). Thermal transition experiments were performed with the
temperature ramped from 25 °C to 95 °C at increments of 2.5 °C per step and an equilibration time of 2 min at each temperature. The
thermal transition curves were constructed by plotting the frequency shift at 2850 cm ™! as a function of temperature. The absorption at
2850 cm ! indicates the methylene symmetric (svCH2) stretching mode [20,21].

2.8. Differential scanning calorimetry (DSC)

DSC was performed using a MicroCal VP-Capillary calorimeter (Malvern, UK) equipped with an autosampler. The temperature was
ramped from 10 °C to 90 °C at a scan rate of 1 C/min. The sample cell was equilibrated for 15 min at 10 °C at the beginning of each run
using a filtering period of 16 s. Samples were loaded into a 96-well plate, which was sealed and placed inside a sample container
maintained at 4 °C. Samples were buffer subtracted, baselined, and normalized. Apparent transition temperatures were calculated
using a non2-state equilibrium model in Origin 7.0 (OriginLab).

2.9. Limulus amoebocyte lysate (LAL) assay

The LAL assays were conducted using the Endosafe nexgen-PTS from Charles River Laboratories (Walkersville, MD). The LAL assay
is the most sensitive and specific method to detect and measure bacterial endotoxin [22-24]. The Endosafe-PTS/MCS cartridge and its
interface with the reader have been designed to mimic currently licensed Endpoint Chromogenic and Kinetic Chromogenic Methods.
The aqueous formulations were evaluated using the LAL assay according to the manufacturer’s instructions. Briefly, samples were
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diluted in endotoxin-free water and placed in a PTS/MCS cartridge to determine which dilution was suitable for endotoxin mea-
surement. Once the dilution factor was determined, PTS/MCS measurements were taken in duplicate with each experiment performed
three times. The criteria for a valid assay were an archived curve correlation coefficient of < —0.98 and spike (positive product control)
recovery of 50-200%. The final endotoxin value of the aqueous formulations was the average value of the duplicate measurements.

2.10. Cell culture and TLR4/NF-kB activation assay

THP-1 Dual cells (a human monocyte line) were cultured in RPMI 1640 (Gibco) supplemented with 10% heat-inactivated fetal
bovine serum (FBS) (Gibco), 100 IU/mL penicillin, 100 pg/mL streptomycin, 1 mM sodium pyruvate, and 200 mM 1-glutamine. THP-1
cells were then cultured with 50 nM vitamin D3 (Sigma-Aldrich) for 48 h to generate monocyte derived macrophages prior to stim-
ulation. Other cell lines included RAW-Blue mouse macrophages, mTLR4 HEK-Blue cells (possessing a mouse TLR4 reporter system)
and hTLR4-HEK-Blue cells (possessing a human TLR4 reporter system). All cell lines were obtained from Invivogen. These other cell
lines were cultured with DMEM (Gibco) with the above supplements. Ligands were diluted in tissue culture media prior to stimulation.
Supernatants were collected from cells 18 h after stimulation. The production of the secreted embryonic alkaline phosphatase (SEAP)
reporter was detected using the Quanti-Blue fluorescent dye (Invivogen) according to the manufacturer’s instructions. Data were
graphed as the mean results + standard deviations (SD) from biological duplicates and analyzed using GraphPad Prism (La Jolla, CA).

2.11. Particle characterization of alhydrogel (AH) formulations

The size distribution of Alhydrogel as a function of lipid A analogue adsorption was determined using a Malvern Mastersizer 3000
(Malvern Instruments). First, 6 mL of dH,O was added to the sample chamber and a background measurement was taken. About 300 pl
of Alhydrogel sample was injected for each measurement (Alhydrogel at 1 g/L) for a total light obscuration of ~10%. A refractive index
of 1.57 was used for Alhydrogel in the Mie scattering calculations for size determination. Size distribution of different formulations
were reported by volume. Each sample was an average of ten instrumental replicates. Three independent sample measurements were
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Fig. 1. FTIR spectral analysis of the six lipid A analogues. The spectra from 3000 to 2500 cm ™ for biological and synthetic BECC438 (A), biological
and synthetic BECC470 (B), MPL (C), and PHAD (C) at 25 °C are shown. In order to show the peak positions of the symmetric stretching vibration of
the methylene groups & (CH2) around 2850 cm ™ 'more clearly, the spectra from 2910 to 2790 cm™! for biological and synthetic BECC438 (D),
biological and synthetic BECC470 (E), MPL (F), and PHAD (F) at 25 °C are also plotted. The peak positions of the symmetric stretching vibration of
the methylene groups ;v (CH2) were then monitored as a function of temperature from at 25 °C-90 °C for both forms of BECC438 (G), both forms of
BECC470 (H), and MPL and PHAD (I).
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performed. Zeta potential measurements were performed using a Malvern Zetasizer Ultra (Malvern Instruments). One mL of sample
was placed in a plastic disposable capillary cell and zeta potential measured with a 632 nm laser in a 173° backscatter configuration.
Each sample was diluted 50-fold into water and the final value was an average of six instrumental replicates. The measurement was
performed for three independent samples to obtain a standard deviation.

2.12. Oil-in-water emulsion formulation

The Medimmune emulsion (ME) 2X stock contained 20 mM histidine pH 6.0, 10% sucrose, 4% squalene, and 1% polysorbate-80
was prepared according to a previously described protocol [25]. Initially, squalene and polysorbate-80 were mixed and sonicated to
achieve homogenous mixing of the oil phase. The aqueous phase was then added to the oil phase. The mixture was homogenized with a
Silverson L5M-A standard high-speed mixer at 7500 RPM for 10 min followed by 6 passages through a Microfluidics 110 P micro-
fluidizer to generate the emulsion formulation. To make the ME-lipid A co-formulation, the oil phase was prepared by mixing 0.8 g of
squalene, 0.2 g of polysorbate-80, and 4 mg of lipid A. The oil phase was sonicated in a water bath sonicator at 55 °C until the lipid A
was completely re-suspended, to which 19 mL of aqueous phase to the oil phase, followed by homogenization and microfluidization.
The high-speed homogenization was conducted for 10 min, and the mixture was subjected to microfluidization with LV1 micro-
fluidizer as described above.

3. Results
3.1. Phase transition determined by FTIR

Biologically derived and synthetic BECC438 and BECC470 were analyzed and compared with respect to phase behavior and
conformation using FTIR spectroscopy. MPL and PHAD represented comparators to the biologically- and synthetically-derived BECCs,
respectively. One objective of the FTIR measurement was to determine the gel to liquid crystalline phase behavior of the acyl chains of
BECC438 and BECC470. The phase change was evaluated by determining the symmetric stretching vibration of the methylene groups
sv (CH2) at approximately 2850 cm L. The v (CH2) band is relatively free from contributions of CH3 groups and is sensitive to the
conformal disorder of trans methylene chains. A disordering of the conformations of the lipid structure is associated with an increase in
this peak position [21]. The peak position of acyl chains of BECC438b and BECC470b at 25 °C is close to 2854 cm ™}, which is the
characteristic of the symmetric stretching vibration of the methylene group v (CH2) in a less ordered liquid-crystalline phase (Fig. 1A
and B). In contrast, the peak position of the acyl chains of BECC438s and BECC470s is close to 2851 cm ™}, which is more characteristic
of the symmetric stretching vibration for the methylene group v (CH2) in a highly ordered gel phase (Fig. 1A and B). This observation
is confirmed by the analysis of change of the peak position of ¢v (CH2) as a function of temperature. The peak position of the methylene
group of the acyl chains of BECC438b and BECC470b did not change over the temperature ramp and remains at 2854 cm ™! (Fig. 1D
and E), indicating there is no phase change for the acyl chains of BECC438b and BECC470b. In contrast, the peak position of BECC438s
and BECC470s increased from 2851 to 2854 cm ™ ‘during the temperature ramp (Fig. 1D & E), indicating a phase change for the acyl
chains of BECC438s and BECC470s from a highly ordered gel phase to a randomly oriented liquid crystalline phase. The phase
transition temperatures (T,) of BECC438s and BECC470s were determined by taking the first derivative of the plots. The T, values for
BECC438s and BECC470s are 39.6 and 41.2 °C, respectively.

As a comparison, MPL and PHAD were also subjected to FTIR analysis. For MPL, the stretching vibration of the methylene groups
showed the peak position at 2851.8 cm ™! rather than 2854 cm ™, as was exhibited by BECC438b and 470 b or the 2851 cm ™! exhibited
by the synthetic BECC molecules, indicating MPL is in a mixed phase with partial gel phase and partial liquid crystalline phase. Its
synthetic counterpart PHAD showed peak position around 2851 cm™?, indicating it is in a gel phase, which is similar to the peak
position for BECC438s and BECC470s, however, PHAD has a much higher T, value at 58.3 °C versus 36.3 °C for MPL. The T, values for
BECC438s and BECC470s were more like that seen for MPL rather than that seen for PHAD.
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Fig. 2. DSC thermograms are shown for BECC438b and BECC438s (A), BECC470b and BECC470s (B), and MPL and PHAD (C). All of the synthetic
analogues display sharper transitions than their biological counterparts.
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3.2. Differential scanning calorimetry (DSC)

To determine the thermotropic phase behavior of lipids, DSC was used to study the thermal behavior of the biological and synthetic
forms of BECC438 and BECC470. As shown in Fig. 2, neither BECC438b nor BECC470b demonstrated a clear phase transition. In
contrast, BECC438s and BECC470s exhibited sharp transitions at about 40 °C. These data corroborate the FTIR results presented above
that BECC438b and BECC470Db are in a disordered fluid-like state even at low temperature, while BECC438s and BECC470s appear to
be in a gel phase with the acyl chains fully extended and closely packed. DSC experiments were also performed with MPL and PHAD.
These exhibited different phase transition temperatures at 33 °C and 57 °C, respectively. The onset temperature for the MPL phase
transition is much lower and the range of MPL phase transition is much broader compared to PHAD (Fig. 2C). It is interesting to note
that PHAD exhibited two phase transition temperatures with a major peak at 57 °C and minor peak at 63.6 °C.

3.3. FTIR analysis of the lipid a analogue phosphate groups

The phosphate groups are important functional groups for lipid A analogues and their presence is essential for endotoxin activity
[26]. To determine the physical state of the phosphate groups for BECC438 and BECC470, we compared their infrared absorption
spectra within the wavenumber range 1320-1180 cm ™, which is the characteristic absorption of the negatively charged phosphate
due to an antisymmetric stretching vibration [18,20]. For BECC438b and BECC470b, there is strong absorption peak at 1220 cm ™},
suggesting the phosphate groups are highly hydrated (Fig. 3A and B). In contrast, BECC438s, BECC470s, MPL, and PHAD do not have
an absorption peak at 1220 cm . Instead, they have is an additional band around 1260 cm ™, which is more indicative that these lipid
A analogues have phosphate groups that are poorly hydrated (Fig. 3).

3.4. UV-vis spectroscopy

To quantify the content of BECC438 or BECC470 in different formulations, we initially intended to develop an HPLC analysis
method, however during method development we observed that BECC438b and BECC470b showed high UV absorbance (data not
shown). Based on their structures, both BECC438 and BECC470 do not contain strong chromophores and should have weak UV
absorbance. To investigate what is causing this absorbance in the UV range for the biologically derived BECC438b and BECC470b,
UV-Vis spectra were obtained from 240 to 400 nm. As shown in Fig. 4, both BECC438b and BECC470b display strong UV absorbance
from 240 to 280 nm with peak absorbance around 260 nm (Fig. 4A and B). In contrast, BECC438s, BECC470s, MPL, and PHAD
exhibited much weaker absorbance in the same UV region, suggesting that the strong UV absorbance was a result of additional
components present in the BECC438b and BECC470b preparations. The Azgonm/A2s0nm ratios for BECC438b and BECC470b were close
to 1.88, suggesting there could be nucleic acid contamination resulting from the preparation process [27]. For BECC438s, BECC470s,
MPL, and PHAD, the ratio values of Azgonm/A2sonm Were close to 1, which precluded the likelihood that there is nucleic acid present. To
determine whether the unexpected UV absorbance in the BECC438b and BECC470b preparations was the result of nucleic acid being
present, a dot blot assay using a RiboGreen assay was performed. Indeed, the dot blot assay with BECC438b and BECC470b showed a
strong fluorescence signal while the synthetic BECCs, MPL and PHAD did not have any fluorescence signal (Fig. 4D). These findings
confirmed that BECC438b and BECC470b contained a small amount of RNA (<4.5%). This small amount of nucleic acid contamination
in the BECC438b and BECC470b preparations contributes most or all of the UV signal. For wavelengths above 300 nm, the optical
density of synthetic BECCs was higher than their biological counterparts, perhaps due to the relatively larger size of the synthetic
molecules, which do not contain any biosynthetic intermediates or congeners.

3.5. Analysis of aqueous formulations of the lipid a analogues

The hydrodynamic size of aqueous formulation of BECC438 or BECC470 was determined by dynamic light scattering (DLS) and
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Fig. 3. FTIR analysis of the antisymmetric stretch of the phosphate groups. The FTIR spectra of BECC438b and BECC438s (A), BECC470b and
BECC470s (B), and MPL and PHAD (C) are shown from 1320 to 1180 cm L.
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present in the biological BECC preparations. Panel A shows the absorbance spectra for BECC438b and BECC438s, panel B shows the spectra for
BECC470b and BECC470s, and panel C shows the spectra for MPL and PHAD. Panel D shows the results of a dot blot assay of all six lipid A analogues
after incubation with RiboGreen. The observed fluorescence for BECC438b and BECC470b suggests the presence of RNA. The original dot blot
without cropping is shown in Suppl. Fig. S2.

these data are presented in Fig. 5 and Table 1. The average size of aqueous formulation for both the BECC438b or 470 b formulations
was ~40 nm, whereas both BECC438s and BECC470s formulation exhibited a larger particle size that was near 80 nm. Whether this is
due to the biological samples being a misture of congeners (with the structures shown in Suppl. Fig. S1 being the dominant structure) is
not known. It is also possible that having mixed congeners in these biological samples influences the overall critical micelle
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Fig. 5. The hydrodynamic properties of aqueous formulations determined by DLS and zeta potential assessment. Panel A shows the DLS data for
BECC438b and BECC438s, panel B shows BECC470b and BECC470s, and panel C shows MPL and PHAD. Panel D shows the zeta potential values for
the biological and synthetic forms of BECC438 and BECC470.
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Table 1
The size of aqueous formulations for each of the lipid A analogues in aqueous solution is shown
as determined using DLS.

Sample Z-average (nm) polydispersity
BECC438b 31.03 + 0.61 0.286 + 0.006
BECC438s 61.87 + 0.38 0.114 + 0.010
BECC470b 44.23 + 2.08 0.253 + 0.011
BECC470s 75.93 £ 0.55 0.202 + 0.007
MPL 79.63 + 1.69 0.194 + 0.01
PHAD 143.0 + 4.58 0.23 + 0.03

concentration for the biological samples. For aqueous formulations of MPL and PHAD, the average particles sizes were 79 and 143 nm,
respectively. The aqueous formulations for BECC438s and BECC470s have relatively narrow size distribution with smaller poly-
dispersity (PDI) values compared to the biological BECC molecules. The zeta potentials for the aqueous formulations of BECC438 and
BECC470 were also determined. The bis-phosphorylated BECC438 has a higher negative zeta potential compared with the mono-
phosphosphorylated BECC470 as might be expected. The synthetic BECC438s and BECC470s have higher negative zeta values in
comparison with their biological counterparts and the BECC438s was slightly more negative than BECC470 (Fig. 5D). Since the
BECC438 contains two phosphate groups linked with the di-glucosamine backbone instead of the single phosphate group for BECC470,
the higher negative zeta potential values for BECC438 were expected. The presence of a small amount of RNA in BECC438b and
BECC470b may have resulted in their having a less negative zeta potential.

3.6. Detection of the lipid a analogues using the limulus amebocyte lysate (LAL) assay

The LAL assay is extensively used as a quantitative method for detecting endotoxin (lipopolysaccharide or LPS) produced by Gram-
negative bacteria [24,28]. When activated by endotoxin, the LAL clotting enzyme releases an amide linked chromogenic p-nitroaniline
(pNA) group from the modified peptide substrate, which is then measured spectroscopically. The LAL assay was used here to determine
whether biological or synthetic BECC438 and BECC470 have similarly detected endotoxin levels when compared with MPL and PHAD.
As shown in Fig. 6, BECC438b and BECC470b exhibited somewhat higher endotoxin levels (per mg) relative to MPL and PHAD.
BECC438s had somewhat lower EU/mg than did BECC438b. Surprisingly, BECC470s showed negligible endotoxin levels that were
almost at background level. The fact that BECC470Db, prepared from a biological source, exhibited a much higher endotoxin level is
most likely due to co-purifying congeners present within the sample. The endotoxin units for the biological BECC preparations and
BECC438s were similar on an EU/mole basis to that observed for a commercial E. coli LPS (data not shown). How the LAL detection of
these TLR4 agonists compares with their use in future vaccine formulations will be an important question to address in future studies.
More importantly, because BECC470s is not readily detected by the LAL assay, questions arise with regard to its utility as a TLR4
agonist. This is despite the fact that both BECC438b and BECC470b have performed well as an adjuvant in animal trials [12-16].

3.7. Differential activation of NF-kB by the BECC TLR4 ligands

The ability of BECC438 and BECC470 to act as TLR4 ligands/agonists and to potentially cause inflammation was studied by NF-«xB
activation in mammalian cell lines. RAW-Blue cells, which stably expresses a secreted embryonic alkaline phosphatase (SEAP) gene
inducible by NF-kB and AP-1 transcription factors, were stimulated with the ligands over a five-log concentration range for 18 h
(Fig. 7A). SEAP activity was measured colorimetrically to determine the potential of the ligands to induce NF-«B, thereby indicating its
TLR4 activation and potential inflammatory (and immunostimulatory) activity. E. coli BORT LPS was used as a positive control. Of the
lipid A analogues tested here, BECC470b induced the highest level of NF-kB. Meanwhile, BECC470s elicited reduced levels of NF-xB
activation, however, because this activation was readily seen, it does act as a TLR4 agonist despite not being detected by the LAL assay
above. In contrast, THP-1-Dual cells (human) responded poorly to all ligands except the positive control (Fig. 7B). In parallel ex-
periments, HEK-Blue cells overexpressing mouse (Fig. 7C) or human (Fig. 7D) TLR4 were also used for this study. Like RAW-Blue
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Fig. 6. The endotoxin units per mg of sample for aqueous formulations of BECC438 (b and s), BECC470 (b and s), MPL and PHAD are shown as
determined using the Endosafe LAL assay.
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Fig. 7. Differential activation of NF-kB by TLR4 ligands. (A) RAW-Blue, (B), THP-1 Dual, (C) mTLR4 HEK-Blue and (D) hTLR4 HEK-Blue cell lines
were stimulated with biological and synthetic BECC438 or BECC470, MPL or PHAD over a five-log dilution series. SEAP activity was measured using
Quanti-Blue at an optical density of 620 nm. When RAW-Dual cells with TLR4 knocked out were tested as a negative control, no detectable FN-kB
activity was seen for any of these lipid A analogues or for E. coli BORT LPS (not shown). Mean results + SD are graphed with a sigmoidal nonlinear
regression of best fit.
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Fig. 8. Particle characterization of Alhydrogel (AH) formulations as a function of lipid A binding is shown. (A) The size distribution of AH is shown
alone and after adsorption of BECC438b and BECC438s. (B) The size distribution of AH is shown alone and after adsorption of BECC470b and
BECCA470s. (C) The size distribution of AH is shown alone and after adsorption of MPL and PHAD. (D) The surface area moment mean D [3,2] is
shown for each of the AH formulations. (E) The volume moment mean D [4,3] of AH is shown for each of the formulations. (F) The zeta surface
potential of AH for each of the formulations is also shown.
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(expressing only endogenous mTLR4), mTLR4 over-expressing cells responded at the highest level to BECC470b stimulation. In this
case, however, PHAD stimulated NF-kB activation the poorest. In the case of hTLR4 over-expressing HEK-Blue cells, BECC470b
afforded the highest stimulation whereas, BECC470s and MPL had the lowest stimulation capability. Ultimately, the synthetic BECC
molecules had lower NF-kB driven responses, as compared to biological forms, except in the case of mTLR4 HEK-Blue, where
BECC438s had a slightly higher stimulation potential than BECC438b.

3.8. Characterization after BECC438 and BECC470 adsorbed to alhydrogel (AH)

We next examined the efficiency of adsorption of BECC438 or BECC470 (both biological and synthetic) in parallel with MPL and
PHAD onto Alhydrogen (AH). We then compared the effect of adsorption to AH on the properties of the particles for all these lipid A
analogues. This was done to demonstrate the potential use of these BECC molecules as biosimilars in GSK’s AS04 adjuvant system (10:1
mass ratio of AH with MPL, respectively). We first determined how readily BECC438, BECC470, MPL and PHAD was adsorbed to
Alhydrogel at a 10:1 mass ratio. For both BECC438b, BECC438s and BECC470b, 100% of the lipid A analogues was adsorbed to the AH
as determined by their complete removal from the supernatant fractions according to the LAL detection assay (data not shown). This
was also the case for MPL and PHAD. However, because the LAL assay does not detect BECC470s, its adsorption efficiency could not be
easily determined in this way, however, the parallel data presented below strongly suggest that BECC470s interacts with AH as
efficiently as the other lipid A analogues.

The effect of each lipid A analogue on the size and zeta potential of the formulated AH particles was next determined. AH has a
relatively broad size distribution ranging from 1 to 100 pm (Fig. 8). In all cases, adsorption of the lipid A analogue led to a consoli-
dation of AH particles to a dominant intermediate size (Fig. 8 A-C). Also worth noting, in all cases, the synthetic lipid A analogue gave
rise to a final larger AH particle size than did its biological counterpart (Fig. 8 A-C). Because BECC470s adsorption to AH resulted in the
same changes in AH particle size and size distribution, it appears safe to assume it is binding with an efficiency that compares favorably
with the other molecules.

AH’s surface area moment mean D [3,2], which is most sensitive to the presence of the fine particles in the size distribution, is
smaller at 3.16 pm than AH adsorbed with any of the lipid A analogues (Fig. 8D). On the other hand, AH’s volume moment mean D
[4,3], which is most sensitive to the presence of large particles in the size distribution, is similar to AH with adsorbed BECC438b,
BECC438s, BECC470b, MPL or PHAD (Fig. 8E). For BECC438, the particle size of AH with the adsorbed biological or synthetic
molecule is similar to AH with adsorbed BECC470b, and these values are all much smaller than the D [3,2] and D [4,3] for BECC470s
adsorbed to the AH. The reason for this variation with BECC470s is not yet clear. The change of zeta potential for AH after BECC438 or
BECC470 adsorption was also evaluated. AH at pH 7 is positively charged at 16.7. After the addition of BECC438 or BECC470, a
decrease in the positive zeta potential of AH is observed (Fig. 8F), but AH with BECC438b or BECC470b decreased more compared to
AH with adsorbed BECC438s or BECC470s (Fig. 8F). The latter observation may be due to the presence of BECC congeners or RNA
impurities.

3.9. Emulsion formulation with BECC438 and BECC470

Lastly, we evaluated whether BECC438 or BECC470 could be co-formulated with an oil-in-water emulsion termed Medimmune
emulsion or ME. This formulation is an approximate biosimilar of GSK’s squalene-containing AS03 adjuvant lacking the a-tocopherol.
BECC438 and BECC470 did not appear to incorporate efficiently into the ME particle through simple admixing since the majority of the
endotoxin units remained in the aqueous phase ad determined using the LAL assay (data not shown). It should be noted, however, that
this would not determine whether the BECC molecules were associating loosely with these particles. In contrast, most of BECC438 and
BECC470 (biological or synthetic) does appear to be incorporated into the ME emulsion particles when co-formulated with ME (i.e.
when the lipid A analogue is added during the emulsion preparation). In this case, the lipophilic acyl chains of the BECC438 and
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Fig. 9. Particle characterization of ME and ME-lipid A co-formulations. (A) The size distribution of ME co-formulated with BECC438b and
BECC438s does not appear to change substantially. (B) Likewise, the size distribution of ME co-formulated with BECC470b and BECC470s remains
rather constant. (C) The zeta potentials for ME and the ME-lipid A co-formulations are different due to the negative charge contributes by the lipid
A analogues.
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BECC470 would be expected to extend into the oil phase of the droplets while disaccharide and phosphate groups would be expected to
interact with the aqueous phase. Indeed, based on LAL assay, more that 98% of the BECC438 or BECC470 appears to be incorporated
into ME nanoparticles as they were excluded from detection in the aqueous phase by the LAL assay (data not shown). To further assess
whether the BECC molecules were fully incorporated into the emulsion particles, zeta potential measurements were performed for the
co-formulated ME-BECC emulsions and the ME emulsion alone (Fig. 9). The increase in negative zeta potential in the co-formulated
ME-BECC indicated incorporation of the BECC438 or BECC470 into the particles with the change in charge most likely due to the newly
introduced surface phosphate groups. Interestingly, the particle size of ME did not noticeably change in the presence of the BECC
molecules after co-formulation (Fig. 9 and Table 2).

4. Discussion

We conducted a comprehensive physicochemical characterization on two novel lipid A-based TLR4 agonists, BECC438 and
BECCA470, in their biologically derived and chemically synthesized forms. The synthetic BECC438s and BECC470s have a high degree
of purity and homogeneity based on mass spectrometric analyses and HPLC analyses, while biological BECC438b and BECC470b
contain a small amount of co-purifying nucleic acid (<5%). BECC438b has been shown to possess potent adjuvant activity in
experimental vaccines against Y. pestis (plague) and Pseudomonas aeruginosa (pulmonary infections) [12,13]. Likewise, BECC470b
demonstrated strong adjuvant activity in vaccines that could protect against influenza A and SARS-CoV-2 [15,16]. By understanding
the biophysical properties of these adjuvants and their more highly purified synthetic versions, the use of these TLR4 agonists in novel
vaccine formulations will expand the existing arsenal of safe and effective vaccines for protecting human health. Furthermore, the two
synthetic molecules (BECC438s and BECC470s) represent adjuvant candidates that are structurally defined, and which can be prepared
with no lot-to-lot variation (Suppl. Fig. S1) as occurs for biological preparations such as MPL.

The phase transition experiments using FTIR and DSC show that there is an altered packing pattern of the acyl chains for BECC438b
and BECC470b, as compared with their synthetic counterparts. Neither BECC438b nor BECC470b demonstrated a detectable phase
transition in these experiments. In contrast, clearly visible phase transitions were seen for BECC438s and BECC470s with both having a
similar transition temperature (~40 °C). It is perhaps not surprising that BECC438s and BECC470s have nearly identical phase
transition temperatures since they possess the same hexa-acyl chain patterns and the additional phosphate group of BECC438s would
not be expected to greatly impact acyl chain packing. Furthermore, the FTIR peak position at 2854 cm™! at 25 °C for BECC438b and
BECC470b indicate that the hexa-acyl chains are in a disordered liquid-crystalline phase even at low temperatures. This may be due to
the heterogeneity in the BECC438b and BECC470b preparations caused by the coextraction and purification of alternate congeners,
although the major product for each extraction is BECC438b and BECC470D, respectively. The likely existence of molecules with penta-
acyl or tetra-acyl chains for the biological BECC molecules would likely disrupt the tight packing interactions among hexa-acyl chains.
Although MPL displayed a detectable phase transition near 36 °C, the peak position at 2851.75 cm ™! indicates that the hexa-acyl
chains are in a mixed state with some in an ordered gel phase and others in a less ordered liquid-crystalline phase. It is difficult to
overcome the inherent heterogeneity problem for lipid A analogues purified from biological sources, which makes their synthetic
counterparts attractive for future well-defined vaccine formulations.

The phase transition temperatures for these lipid A analogues as determined by FTIR were confirmed by DSC. It is interesting,
however, that PHAD exhibited a higher phase transition temperature than did BECC438s and BECC470s, since the phase transition
temperature is dependent on the number of acyl chains and the length of acyl chains. For PHAD, BECC438s, and BECC470s, four
primary acyl chains of 14 carbons are bound to the disaccharide backbone at the two amino and two hydroxyl groups are bound at the
2-, 2'and 3-, 3~ positions. In PHAD, two secondary acyl groups (12 and 14 carbons) form 3-acyloxyacyl structures in p-gluocosamine II
(GleN(1ID)) generating an asymmetrical acylation pattern of the (4 + 2)-type, where GlcN(I) is linked to two acyl chains while GleN(II) is
linked to four acyl chains. BECC438s and BECC470s have a symmetrical (3 + 3)-type acylation pattern, and one secondary acyl group
with 16 carbons form 3-acyloxyacyl structure in GlcN(I) and GlecN(II). The secondary acyl group in GleN(II) contains one double bond.
It appears that the acylation pattern and the double bond in the acyl chain may have an impact on the packing density of the hy-
drocarbon chains, which results in lower phase transition temperatures for BECC438s and BECC470s when compared to PHAD.

The FTIR measurement of the vibrational bands of the phosphate groups in these lipid A analogues reveals clear differences be-
tween the BECC438b and BECC470b preparations and their synthetic counterparts. The phosphate groups in BECC438b and
BECC470b exhibit a high degree of hydration, which could perhaps be a result of the small amount of nucleic acid impurities in these
preparations. Nevertheless, the absence of a band component at 1257 cm ™! suggests that the phosphate groups in BECC438b and
BECC470b are fully hydrated. For BECC438s and BECC470s, the phosphate groups are poorly hydrated and may be buried in the

Table 2
Size of oil-in-water emulsion ME and ME-lipid A analogue coformulations were determined by
dynamic light scattering.

Sample Z-average (nm) polydispersity
ME 114.0 + 2.64 0.154 + 0.012
ME-438 b 104.2 +£1.26 0.080 + 0.013
ME-438s 102.7 £ 0.57 0.123 + 0.029
ME-470 b 111.2 + 2.06 0.128 + 0.014
ME-470s 106.8 + 1.50 0.116 + 0.018
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backbone close to the hydrophobic regions of neighboring molecules within their micellar assemblies.

In aqueous formulations, the z-average values of BECC438b and BECC470b are smaller than those of their synthetic counterparts.
This is also the case for biologically derived MPL versus synthetic PHAD and could be due to differences in their supramolecular
structures. Although the dominant species in the biologically derived BECC438b and BECC470b preparations contain hexa-acyl chains,
the occurrence of penta-acyl and tetra-acyl forms cannot be excluded since. The relatively higher polydispersity of BECC438b and
BECC470b would then also be expected to result from their overall structural heterogeneity. With respect to zeta potential values,
BECC438 had larger negative values compared with BECC470, which is consistent with BECC438 containing two phosphate groups
instead of one as is the case for BECC470. It is worth noting that the biologically derived BECC molecules exhibited lower negative
values in comparison with their synthetic counterparts, which again may be due to the small amount of nucleic acid impurities present
in BECC438b and BECC470b.

The BECC platform was designed to identify lipid A analogues that had reduced toxicity while retaining adjuvant potential. That
said, it has been reported that maximal lipid A toxicity is achieved with bis-phosphorylated, hexa-acylated lipid A species [29]. Lipid A
analogues that are structurally different from this often demonstrate a significant reduction in endotoxic activity [30]. It has been
confirmed that acyl chains 14 carbons in length provide greater potency, but this toxicity declines rapidly with chain lengths less than
10 or greater than 16 [31,32]. Two phosphate groups in lipid An also are a contributing factor affecting the endotoxic activity [26].
Deletion of either phosphate reduces toxicity by ~100 fold [33,34]. The endotoxin potential of lipid A is often measured using the
Limulus amoebocyte lysis (LAL) assay, which is affected by both the number and the length of acyl chains and the presence of
phosphate groups. It was surprising to observe that BECC470b containing a single phosphate group has higher endotoxin levels as
measured by the LAL assay than the bis-phosphorylated BECC438b. Then, in complete contrast, BECC470s exhibited negligible to no
endotoxin activity as measured using the LAL assay. Nevertheless, all of these lipid A analogues, including BECC470s, demonstrated
TLR4 agonist activity as determined using cell-based assays. This perhaps bodes well for including the synthetic BECC470s in vaccine
formulations since it should not interfere with monitoring the “endotoxicity” of formulations containing this adjuvant according to
these findings.

There is an established connection between the biological activity of lipid A and their supramolecular structures. Lipid A samples
with conical molecular conformations in their nonlamellar structures tend to be highly active, while lipid A samples with cylindrical
molecular conformations in their lamellar structures tend to be inactive. Those with partly conical molecular conformations in mixed
lamellar/cubic structures then have intermediate activities. Without small-angle X-ray diffraction, we cannot determine the three-
dimensional organization of lipid A samples in aqueous suspensions but based on the endotoxin units per mg exhibited by these
lipid A samples, it may be reasonable to suggest that most of the BECC470s is present in the cylindrical molecular conformation in their
lamellar structures while most of the BECC470b assumes the cylindrical molecular conformation in their nonlamellar structures.
Future studies on the micellar assembly of these different lipid A analogues may shed light on the fact that the LAL assay signal for
BECC470s is absent while it still has TLR4 agonist potential in cell-based assays.

Due to the lipophilic nature of the acyl chains in lipid A-like TLR4 agonists, they do not readily solubilize in aqueous solutions and
instead can form undefined aggregates that can decrease their immunostimulatory effect. Without proper formulation, these TLR4
agonists may have reduced or limited efficacy and these agonists may fail to induce the required vaccine-induced responses [6,35].
This is why these molecules are often included in formulations with other immunostimulatory molecules such as Alhydrogel (AH) or
squalene. Similar to MPL and PHAD, BECC438 and BECC470 (biological or synthetic) can be co-formulated with AH with almost 100%
adsorption efficiency at neutral pH, which is facilitated by electrostatic interactions between negatively charged TLR4 agonists with
the positively charged aluminum gels [36,37]. Other mechanisms, such as ligand exchange and hydrophobic interactions, may also
play important roles in the binding [36]. The change of size distribution of AH after the adsorption of lipid A and these analogues may
be a function of the phosphate groups, which results in a decrease in the zeta potential for the particle. Oil-in-water emulsions represent
another important formulation platform for the delivery of TLR4 agonists [38-40]. Oil-in-water emulsions that include squalene have a
proven safety profile and are approved for use as human vaccine adjuvants [41]. BECC438 and BECC470 can be co-formulated with ME
emulsion with almost 100% incorporation efficiency. LAL analysis of aqueous extractions of ME containing BECC438 or BECC470
found that the adjuvants were each associated with the oil phase with co-formulation. This was also confirmed by zeta potential
measurements, which indicated that the anionic lipid A analogues were present at the oil/water interface, giving rise to a more
negatively charged particle. The combination of TLR4 agonists with previously approved adjuvants, including AH and oil-in-water
emulsions, can lead to synergistic enhancement of the resulting immune response and allow for vaccine antigen dose sparing and
vaccine dose sparing [6,12,15].

The binding of lipid A to TLR4/MD2 complexes activates two different intracellular signaling pathways, MyD88 and TRIF [42,43].
The MyD88 pathway activates mitogen-activated protein kinase (MAPK) and nuclear factor-kb (NF-kb) dependent pro-inflammatory
responses, while the TRIF pathway activates kinases responsible for type I interferon responses [44]. It has been reported that MPL
preferentially activates the TLR4-TRIF-based signaling pathway but not the TLR4-MyD88 pathway [45]. It has also been reported that
BECC438b and BECC470b induced a lower pro-inflammatory response with reporter cell lines in comparison with E. coli LPS [11,12].
Furthermore, cytokine secretion levels of TNF-a and IL-8 during in vitro experiments were comparable to those induced by PHAD [11,
12]. It is highly anticipated that BECC438s and BECC470s will behave like their less pure and less homogeneous biological coun-
terparts by preferentially activating TLR4-TRIF-based signaling pathway. This would be consistent with synthetic PHAD, which is a
less potent endotoxin than the biologically derived MPL [46]. Ongoing preliminary studies in mice suggest that this will indeed be the
case (data not shown). Nevertheless, it will be interesting to determine whether BECC438s and BECC470s maintain the strong adjuvant
potential that is inherent to their biological counterparts.
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5. Conclusion

With an urgent need for new, safe, and potent adjuvants for vaccine development, this work provided detailed physiochemical
characterization of two new TLR4 agonists, BECC438 and BECC470. In this study, the synthetic versions of each lipid A analogue
exhibited distinct physicochemical properties relative to their biological counterparts, including phase transition temperature and
phosphate conformation. All of these lipid A molecules can be formulated into different forms, especially in combination with other
adjuvants such as AH or oil-in-water emulsions. Synthetic lipid A molecules have advantages over bacterially derived products in that
they are chemically defined, highly purified products with the ability to be generated with little to no variation between preparations.
Furthermore, scale up of chemical synthesis will provide a reduced cost, thus reducing the price of vaccines containing them.
BECC438s and BECC470s thus have great potential as safe and highly potent adjuvants for human vaccines.
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