
Vaccine 40 (2022) 5601–5607
Contents lists available at ScienceDirect

Vaccine

journal homepage: www.elsevier .com/locate /vacc ine
Development of a cell line-based in vitro assay for assessment of
Diphtheria, Tetanus and acellular Pertussis (DTaP)-induced
inflammasome activation
https://doi.org/10.1016/j.vaccine.2022.08.022
0264-410X/� 2022 The Authors. Published by Elsevier Ltd.
This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

⇑ Corresponding author.
E-mail address: rob.vandebriel@rivm.nl (R.J. Vandebriel).
Rob J. Vandebriel a,⇑, Coen A.L. Stalpers a,b,c, Jolanda P. Vermeulen a, Mariska Remkes a, Marit Schmelter a,
Femke Broere b,d, Marcel H.N. Hoefnagel c

aCentre for Health Protection, National Institute for Public Health and the Environment, Bilthoven, the Netherlands
b Faculty of Veterinary Medicine, Department of Biomolecular Health Sciences, Utrecht University, Utrecht, Netherlands
cQuality Department, Medicines Evaluation Board, Utrecht, the Netherlands
d Faculty of Veterinary Medicine, Department of Clinical Sciences, Utrecht University, Utrecht, Netherlands

a r t i c l e i n f o a b s t r a c t
Article history:
Received 13 January 2021
Received in revised form 13 May 2022
Accepted 11 August 2022
Available online 20 August 2022

Keywords:
Consistency approach
Adjuvant
Aluminium phosphate
Aluminium hydroxide
NLRP3
Inflammasome
Safety and potency assessment for batch release testing of established vaccines still relies partly on ani-
mal tests. An important avenue to move to batch release without animal testing is the consistency
approach. This approach is based on thorough characterization of the vaccine to identify critical quality
attributes that inform the use of a comprehensive set of non-animal tests to release the vaccine, together
with the principle that the quality of subsequent batches follows from their consistent production. Many
vaccine antigens are by themselves not able to induce a protective immune response. The antigens are
therefore administered together with adjuvant, most often by adsorption to aluminium salts. Adjuvant
function is an important component of vaccine potency, and an important quality attribute of the final
product. Aluminium adjuvants are capable of inducing NLRP3 inflammasome activation. The aim of this
study was to develop and evaluate an in vitro assay for NLRP3 inflammasome activation by aluminium-
adjuvanted vaccines. We evaluated the effects of Diphtheria-Tetanus-acellular Pertussis combination
vaccines from two manufacturers and their respective adjuvants, aluminium phosphate (AP) and alu-
minium hydroxide (AH), in an in vitro assay for NLRP3 inflammasome activation. All vaccines and adju-
vants tested showed a dose-dependent increase in IL-1b production and a concomitant decrease in cell
viability, suggesting NLRP3 inflammasome activation. The results were analysed by benchmark dose
modelling, showing a similar 50% effective dose (ED50) for the two vaccine batches and corresponding
adjuvant of manufacturer A (AP), and a similar ED50 for the two vaccine batches and corresponding adju-
vant of manufacturer B (AH). This suggests that NLRP3 inflammasome activation is determined by the
adjuvant only. Repeated freeze-thaw cycles reduced the adjuvant biological activity of AH, but not AP.
Inflammasome activation may be used to measure adjuvant biological activity as an important quality
attribute for control or characterization of the adjuvant.
� 2022 The Authors. Published by Elsevier Ltd. This is anopenaccess article under the CCBY-NC-ND license

(http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction control testing. While manufacturers perform many tests at vari-
Vaccines are a very efficient tool for protection against many
infectious diseases. They are biological products composed of anti-
gens derived from whole microorganisms or components thereof.
Therefore, antigen batches may have minor variations in composi-
tion. The variability of vaccines is further complicated by the fact
that many are produced as combinations of antigens in the final
product, and have adjuvants added that interact with the different
antigens. Therefore, each batch must undergo extensive quality
ous stages throughout vaccine production, routine testing of each
final product batch is a regulatory requirement to ensure vaccine
safety and potency. For older vaccines, batch release testing often
relies on animal models. The consistency approach considers each
batch to be one of a series where the focus for testing is shifted
from the final batch to the overall production process [1,2]. The
consistency approach has been further adapted to include, in addi-
tion to the use of well-characterized production methods, analyti-
cal tools including in vitro assays to establish a product profile
based on relevant characteristics [3]. Tests for these characteristics
or Critical Quality Attributes (CQAs) are expected to be part of
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routine release testing and furthermore to be able to discriminate
between batches of standard and substandard quality.

Many vaccines require the combination of antigen and adjuvant
in order to induce a protective immune response in vaccinees. In
order to unravel the contribution of each component, evaluating
adjuvant activity independently of the antigen(s) may be beneficial.
While it is generally accepted that aluminium adjuvants are cap-
able of inducing NLRP3 inflammasome activation at the cellular
level, there is disagreement on the necessity of this response in gen-
erating adjuvant effects in vivo. In a recent review [4] the require-
ment of NLRP3 inflammasome activation for aluminium adjuvant-
based enhancing activity was suggested to depend on the type of
aluminium adjuvant. Here we developed an in vitro quantitative
assay to measure NLRP3 inflammasome activation and used this
assay to evaluate diphtheria-tetanus-acellular pertussis (DTaP)
vaccines (final product) from two different manufacturers along
with their corresponding aluminium adjuvants. To evaluate
whether the NLRP3 inflammasome activation assay is able to detect
differences in the enhancing capacity of the adjuvants, they were
subjected to repeated freezing/thawing. This procedure has been
shown to reduce the immunogenicity of Hepatitis B vaccine formu-
lated with freeze/thawed aluminium hydroxide adjuvant [5].
2. Methods

2.1. Vaccines and adjuvants

Two batches of diphtheria-tetanus-acellular pertussis vaccine
(DTaP) and one batch of AP, all from manufacturer A were used for
testing. Similarly, two batches of DTaP and one batch of AH, all from
manufacturer B were used. The vaccines and their corresponding
adjuvants were compared based on the content of aluminium).

2.2. Cell line maintenance

THP-1 cells (ATCC TIB-202, lot No. 59796015), THP1-defASC
cells and THP1-defNLRP3 cells (InvivoGen) were used in this study.
The cells were cultured in cell culture medium (CCM; RPMI 1640
(Gibco) supplemented with foetal calf serum (10 % v/v, Greiner-
Bio), penicillin (100 U/ml) and streptomycin (100 lg/ml) (Gibco)).
Additionally, the ASC- and NLRP3-deficient THP-1 cells were cul-
tured in the presence of HygroGold (200 lg/ml, InvivoGen) to
maintain the siRNA responsible for suppression of ASC or NLRP3.
All cell lines were sub-cultured twice per week, seeded to a cell
density of 2 � 105 cells/ml and not allowed to grow to a density
greater than 1 � 106 cells/ml. Cells were not cultured beyond
twenty passages to prevent genetic divergence.

2.3. Maturation of THP-1 cells

Song and co-workers showed that priming of the human mono-
cyte cell line THP-1 by PMA resulted in the phosphorylation of
NLRP3 [6]. This phosphorylation was shown to be required for
NLRP3 inflammasome activation and IL-1b production. The THP-1
cells were matured into macrophage-like cells by culturing for
3 h in the presence of 100 ng/ml phorbol 12-myristate 13-
acetate (PMA) (Sigma) in 96-well format at a cell density of
5x105 cells/ml, 100 ll/well. After this incubation the cells were
adherent. The medium was replaced with fresh culture medium
without PMA and the plates were incubated for 24 h at standard
conditions (humidified incubator at 37 �C, 5 % CO2). After this incu-
bation period, the cells were exposed to a twofold dilution series of
DTaP batch 1, DTaP batch 2, and AP (manufacturer A), or DTaP
batch 1, DTaP batch 2, and AH (manufacturer B), in 10 % PBS
(Gibco) in CCM and incubated for 48 h at standard conditions.
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Nanosized SiO2 (NM202; JRC) and nigericin (InvivoGen) were
used as positive controls. Treatment with either agent showed a
clear activation of the NLRP3 inflammasome (Supplementary Infor-
mation S1 and S2).

2.4. Viability

The viability of the cells after exposure to DTaP vaccine or adju-
vant was assessed using the cell proliferation reagent WST-1
(Sigma-Aldrich). Exposed cells (and controls) were incubated for
2.5 h under standard conditions in the presence of 10 % (v/v) WST-
1 reagent.After incubation, ineachwell theabsorbance (A)wasmea-
sured at 440 nm and corrected for background absorbance at
620 nm. Exposures for viability assessment were performed in trip-
licate and the viability was calculated as follows: (A (cells in med-
ium, X) � A (medium only, X))/A (cells in medium, C) � A (medium
only, C), where X is a specific concentration DTaP or adjuvant (in
10 % PBS in CCM) and C the negative control (10 % PBS in CCM).
The viability was expressed as percentage of the control. For dose–
response curve fitting (see below), the corrected absorbance values
(A (cells inmedium,X) –A (mediumonly, X)wereused (andnot per-
centages). It may be suggested that WST-1 was measuring (in part)
mitochondrial disruption rather than cell death. A comparison
between CellTiter-Blue andWST-1 reagents for cell viability follow-
ing treatmentwitha concentration rangeofAPandAH,onwild-type,
ASC-deficient, and NLRP3-deficient cells, showed a similar response
between these read-out parameters (results not shown) suggesting
that in our cells WST-1 was indeed measuring cell death.

2.5. IL-1b ELISA

The IL-1b concentration in the culture supernatant was deter-
mined using a human IL-1b ELISA kit (Thermo Fisher scientific,
ref: 88-7261-88) according to the manufacturer’s instructions.
Exposures for the assessment of IL-1b secretion were performed
in four wells per condition. Culture supernatants were frozen at
�80 �C until further use. Before use, the supernatants were thawed
and assessed in twentyfold dilution (to stay within the standard
curve concentration range of the ELISA kit).

2.6. Dose-response curve fitting

Dose response curve fitting for IL-1b production and viability
was performed with statistical software package PROAST [7]
within the software environment ‘R’ [8].

2.7. Freeze/thaw of adjuvant

AP and AH were frozen at �20 �C for 16 h and then thawed at
4 �C. This was repeated 3 times, on consecutive days. A concentra-
tion range of freeze/thaw treated adjuvant was compared for
NLRP3 inflammasome activation to adjuvant that had been kept
at a constant 4 �C.

2.8. Statistics

Comparison between treatment groups was done using the
Independent Samples T-Test (SPSS, IBM, version 28.0.1.0).

3. Results

3.1. Inflammasome specific response

In the wildtype cells (THP-1), a concentration-dependent
increase in IL-b production is seen upon stimulation with AH con-
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taining vaccine, together with a concomitant decrease in cell via-
bility (Fig. 1). To confirm that the effects on viability and IL-1b pro-
duction were NLRP3 inflammasome specific, the response of the
wildtype cells was compared to the response of the ASC- and
NLRP3- deficient cells. A clear difference in IL-1b production and
viability was observed (Fig. 1).

A residual background observed in the ASC- and NLRP3-
deficient cell lines can be explained by the fact that the silencing
of the ASC and NLRP3 genes is only partial. Nonetheless, the results
show a clear difference between the responses of the wildtype and
deficient cells.
3.2. Dose-response modelling

We addressed possible differences in inflammasome activation
between two batches of DTaP vaccine and the corresponding adju-
vant by dose–response modelling. Materials from two manufactur-
ers were investigated. For two independent vaccine batches and
the corresponding adjuvant AH, all from manufacturer B, three
experiments were conducted, and the data analysed by dose–re-
sponse modelling (Fig. 2). A significant difference was observed
Fig. 1. Wildtype and ASC- and NLRP3-deficient THP-1 derived macrophage response to
production; bottom panel, viability. Mean ± SD. Results from a representative (of n = 2) ex
axis top figure: IL-1b (pg/ml). Y-axis bottom figure: viability (%).
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in the background between replicate experiments, resulting in
shifts of the curves along the Y-axis. The biological activity of the
vaccine or adjuvant is calculated based on the concentration that
induces a 50 % effect compared to the maximum response (50 %
effective dose or ED50). For both parameters tested (IL-1b produc-
tion and viability), the ED50 was similar for each of the nine curves.
This suggests there is no difference in inflammasome activation
between the two vaccine batches, or between the vaccine and
the adjuvant, both expressed as the amount of aluminium added
to the cells.

Similarly, for each of the two vaccine batches and the corre-
sponding adjuvant (AP), all from manufacturer A, three experi-
ments were conducted, and the data analysed by dose–response
modelling (Fig. 3). Again, a significant difference was observed in
the background of each experiment. For both parameters tested
(IL-1b production and viability), the ED50 was similar for each of
the nine curves. This suggests that also for manufacturer A material
there is no difference in inflammasome activation between the two
vaccine batches, or between the vaccine and the adjuvant.

Next to the ED50 value, the dose–response modelling software
PROAST allows for generation of a 90 % confidence interval (CI).
a dilution series of DTaP vaccine containing AH (manufacturer B). Top panel, IL-1b
periment are shown. Both batches of DTaP were tested. X-axis: 10log [Al] (lg/ml). Y-



Fig. 2. Dose-response data and optimal fitted model for IL-b production (left panel) and viability (right panel). Two batches of DTaP containing adjuvant and one batch of
adjuvant alone (N = 3) were tested, all from manufacturer B. Blue, DTaP batch 1; green, DTaP batch 2; orange: adjuvant. Horizontal dashed line: 50 % effect level, and vertical
dashed line: associated concentration. X-axis: 10log [Al] (lg/ml). Y-axis left figure: 10log [IL-1b] (pg/ml). Y-axis right figure: 10log [viability] (%). Overlapping dashed lines may
cause less than 9 to be visible. (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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In Table 1, the ED50 values and corresponding 90 % CIs are shown,
expressed on a molar basis. The data shows that for IL-1b produc-
tion the ED50 value of the vaccine/adjuvant from manufacturer B is
higher than that of the vaccine/adjuvant from manufacturer A (no
overlapping 90 % CI’s), whereas for viability the ED50 values are
rather similar between manufacturers A and B. It should be noted
that the ED50 values of the two vaccine batches and their corre-
sponding adjuvant was tested in a separate series of experiments
for each manufacturer individually. Therefore, the enhancing
capacity of the adjuvant cannot be directly compared between
the two manufacturers. This was, however, not the aim of the
study.

In summary, dose–response modelling of inflammasome activa-
tion is a tool to monitor biological activity of vaccine adjuvants.
3.3. Effects of freeze/thaw cycles on adjuvant activity

For the AP, repeated (3 times) freezing/thawing (FT) of adjuvant
did not show an effect on NLRP3 inflammasome activation (Fig. 4).
In contrast, for AH, repeated FT showed a clearly decreased NLRP3
inflammasome activation, seen as a higher Al concentration to
result in an increase in IL-1b production and a decrease in viability.
4. Discussion

Our results show that increased IL-1b production and decreased
viability of THP-1 derived macrophages exposed to DTaP and adju-
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vant is due to inflammasome activation (wild type vs deficient
cells). Dose-response modelling shows a similar ED50 for the two
batches of vaccine and the corresponding adjuvant from manufac-
turer A (AP), and a similar ED50 for the two batches of vaccine and
the corresponding adjuvant from manufacturer B (AH). Therefore,
the NLRP3 inflammasome activation is determined by the adjuvant
only. Dose-response modelling of inflammasome activation is a
tool to monitor adjuvant activity of different vaccine batches, con-
tributing to consistency testing.

It may be suggested that for measuring adjuvant activity, it is
sufficient to simply measure Al content rather than evaluate adju-
vant biological activity via an assay such as NLRP3 inflammasome
activation. It should, however, be noted that aluminium adjuvants
are particulate in nature and properties of these particles are
dependent not only on the presence of elemental aluminium but
on the type of aluminium salt. For example, AlPO4 was found to
be composed of 50 nm plate-like particles, while Al(OH)3 was com-
posed of 4.5 � 2.2 � 10 nm fibrous particles [9]. The NLRP3 inflam-
masome responds to a wide range of nanosized materials [10],
suggesting the importance of the nanosized structures of alu-
minium adjuvants. This hypothesis is supported by studies by
Sun et al. [11] and Orr et al. [12] who showed by manipulating
the size of aluminium oxyhydroxide adjuvant, size is important
for NLRP3 inflammasome activation. In conclusion, the NLRP3
inflammasome activation capacity of aluminium is defined by
more than solely the Al content.

While it is generally accepted that aluminium adjuvants are
capable of inducing NLRP3 inflammasome activation at the cellular



Fig. 3. Dose-response data and optimal fitted model for IL-b production (left panel) and viability (right panel). Two batches of DTaP containing adjuvant and one batch of
adjuvant alone (N = 3) were tested, all from manufacturer A. Blue, DTaP batch 1; green, DTaP batch 2; orange: adjuvant. Horizontal dashed line: 50 % effect level; vertical
dashed line: associated concentration. X-axis: 10log [Al] (lg/ml). Y-axis left figure: 10log [IL-1b] (pg/ml). Y-axis right figure: 10log [viability] (%). Overlapping dashed lines may
cause less than 9 to be visible. (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)

Table 1
ED50 and 90 % CI values of IL-1b production and viability (lM of AlPO4 (A) or Al(OH)3
(B)).

IL-1b viability

ED50 90 % CI ED50 90 % CI

A 26.0 24.0–28.2 121.0 111.5–131.2
B 47.8 44.7–51.2 125.4 113.7–137.2
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level, there is disagreement on the necessity of this response in
generating adjuvant effects in vivo. In a recent review [4] the
requirement of NLRP3 inflammasome activation for aluminium-
based enhancing activity is suggested to depend on the type of alu-
minium adjuvant, with studies showing NLRP3 inflammasome
dependency [13,14] using the Imject adjuvant, and other studies
showing NLRP3 inflammasome activation to be dispensable
[15,16] using aluminium hydroxide (Brenntag) adjuvant. The
Imject and Brenntag adjuvants were subsequently shown to have
different capacities to induce immune responses in animals against
the same model antigen [17]. We propose that the assay presented
in the present study is an important quality attribute for adjuvants
of which the enhancing activity depends on NLRP3 inflammasome
activation.

So far, inactivating mutations in the NLRP3 gene of humans
have not been reported, nor people that lack NLRP3 expression
[18]. Evaluating a role of the NLRP3 inflammasome in the response
to DTaP in humans is therefore not straightforward. Moreover, the
requirement for and functionality of adjuvants in specific vaccines
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intended for humans must be demonstrated by clinical immuno-
genicity and efficacy trials.

Another potential application for the inflammasome assay may
be for assessment of biological activity of aluminium adjuvant with
altered formulations aimed to improve its effect and Th1 steering
capacity, such as oxyhydroxide nanorods [11] and PAA-nanoalum
[12]. Other novel adjuvants with NLRP3 inflammasome activating
activity such as rod-shaped gold nanoparticles [19] may also be
assessed. Moreover, the assay may be used to assess the biological
activity of cationic liposomes, a class of nanomedicines that acti-
vates the NLRP3 inflammasome [20,21].

A recent study by Kooijman et al. [22] investigated differences
in the response of PMA-primed THP-1 cells between Al(OH)3 adju-
vated DTaP (Infanrix) and Al(OH)3 adjuvant (Brenntag). The
authors observed a >10-fold higher IL-1b production by DTaP com-
pared to adjuvant, whereas we did not observe a difference. This
difference may be explained, in part, by differences in the Al
(OH)3 manufacturer (Brenntag vs GSK). In our study, DTaP and
AH were from the same manufacturer. Of note, while we measured
approximately 2000 pg/ml IL-1b after incubation with AH, Kooij-
man et al. measured <10 pg/ml.

We showed that repeated freezing/thawing (FT) of AH resulted
in a reduction of the enhancing effect of the adjuvant. This is in line
with the study by Clapp et al. [5] who showed a reduction by FT of
the immunogenicity of Alhydrogel, an aluminium hydroxide adju-
vant. Interestingly, Clapp et al. [5] showed reduced hepatitis B sur-
face antigen (HBsAg)-specific IgG levels after vaccination with
HBsAg plus FT-treated adjuvant compared to HBsAg plus control



Fig. 4. Effect of repeated (3 times) freezing/thawing of the adjuvants of manufacturers A and B (AP and AH, respectively) on NLRP3 inflammasome activation of PMA-
activated THP-1 cells. Left: manufacturer A, right: manufacturer B. Green: control (left at 4 �C), red: freezing/thawing. X-axis: 10log [Al] (lg/ml). Y-axis top figures: IL-1b (pg/
ml). Y-axis bottom figures: viability (%). (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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adjuvant (HBsAg itself was not FT-treated). In contrast to AH,
NLRP3 inflammasome activation by AP was not affected by FT.
While AP and AH are known to have different particulate struc-
tures as discussed above, the underlying mechanism(s) for this
observed difference in the response to FT is unknown.

Nanosized SiO2 and nigericin were used as positive controls for
NLRP3 inflammasome activation. In wild-type cells, SiO2 showed a
dose-dependent decrease in viability and a concomitant increase in
IL-1b production (Supplementary Information S1). In ASC- and
NLRP3-deficient cells [23], viability is 60 % at the highest SiO2 con-
centration, whereas in the wild-type cells viability is 40 % at the
same concentration. In contrast to the wild-type cells, the deficient
cells show an almost complete lack of IL-1b production. In conclu-
sion, the SiO2 data supports the notion that the assay used in the
current study is indeed measuring NLRP3 inflammasome activa-
tion. In wild-type cells, nigericin showed a strong decrease in via-
bility and a strong increase in IL-1b production (Supplementary
Information S2). In ASC- and NLRP3-deficient cells, viability is sig-
nificantly higher compared to the wild-type cells (30 % vs 6 %;
P < 0.01). In contrast to the wild-type cells, the deficient cells show
an almost complete lack of IL-1b production. In conclusion, this
nigericin data supports the notion that the assay used in the cur-
rent study is indeed measuring NLRP3 inflammasome activation.
Poly dA/dT stimulates the AIM2 inflammasome, an innate immune
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pathway that, similar to the NLRP3 inflammasome, involves ASC,
caspase-1, and IL-1b, but lacks involvement of NLRP3 [24]. In
wild-type cells, poly dA/dT showed a clear decrease in viability
and increase in IL-b production, in line with AIM2 inflammasome
activation (Supplementary Information S3). Given the involvement
of ASC in AIM2 inflammasome activation, ASC-deficient cells were
expected to show a higher viability compared to wild-type cells,
and this is not seen. In addition, given the lack of involvement of
NLRP3 in AIM2 inflammasome activation, NLRP3-deficient cells
were expected to show IL-1b production similar to the wild-type
cells. Together, this data question to some extent the adequate per-
formance of the deficient cell lines in our hands. Still, we feel that
the adjuvant data, supported by the SiO2 and nigericin data, sup-
port a role for NLRP3 inflammasome activation by AP and AH.

The ability to discriminate between batches of standard and
substandard quality is an important prerequisite for an assay to
be included in a battery of in vitro assays to monitor batch-to-
batch consistency. Future studies using the NLRP3 inflammasome
assay may include testing of adjuvants after extended storage.

In conclusion, we have developed a quantitative in vitro assay to
measure NLRP3 inflammasome activation as a readout for vaccine
adjuvant biological activity. NLRP3 inflammasome activation was
induced only by the adjuvant, the presence of the DTaP vaccine
antigens did not alter the response.



R.J. Vandebriel, Coen A.L. Stalpers, J.P. Vermeulen et al. Vaccine 40 (2022) 5601–5607
Declaration of Competing Interest

The authors declare that they have no known competing finan-
cial interests or personal relationships that could have appeared
to influence the work reported in this paper.

Acknowledgements

The authors would like to thank the members of the VAC2VAC con-
sortium for their constructive discussions on the work. Dr. Martijn
Bruysters and Dr. Janine Ezendam (RIVM), and VAC2VAC members
Prof. Coenraad Hendriksen, Charline Hoebreck, Dr. Ulrike Krause,
Dr. Denis Lambrigts, Dr. Nolwenn Nougarede, Dr. Catrina Stirling,
Dr. Anne Thomas, Dr. Bruce Carpick, and Dr. Sylvie Uhlrich are
acknowledged for critical review of the manuscript. GlaxoSmithK-
line is acknowledged for kindly providing Infanrix and the corre-
sponding adjuvant. Sanofi Pasteur is acknowledged for kindly
providing Adacel and the corresponding adjuvant.

Funding

The VAC2VAC project receives funding from the Innovative
Medicines Initiative 2 Joint Undertaking under grant agreement
N-115924. This Joint Undertaking receives support from the Euro-
pean Union’s Horizon 2020 research and innovation programme
and EFPIA. The funding source was not involved in the study
design; in the collection, analysis and interpretation of data; in
the writing of the report; or in the decision to submit the article
for publication.

RJV and JPV were supported by VAC2VAC, the Dutch Ministry of
Agriculture, Nature and Fishery, and the National Institute of Public
Health & the Environment. CALS and MHNHwere supported by the
CBG-MEB. MR and MS received no funding. FB was supported by
VAC2VAC and the Dutch arthritis association.

Appendix A. Supplementary material

Supplementary data to this article can be found online at
https://doi.org/10.1016/j.vaccine.2022.08.022.

References

[1] Hendriksen CFM. Replacement, reduction and refinement alternatives to
animal use in vaccine potency measurement. Expert Rev Vaccines 2009;8
(3):313–22.

[2] De Mattia F, Hendriksen C, Buchheit KH, Chapsal JM, Halder M, Lambrigts D,
et al. The vaccines consistency approach project: an EPAA initiative. Pharmeur
Bio Sci Notes 2015; 30e56.

[3] Rappuoli R. Towards animal free and science based measures of critical quality
attributes for vaccine quality control and release. Vaccine 2019;37
(29):3745–6.
5607
[4] Reinke S, Thakur A, Gartlan C, Bezbradica JS, Milicic A. Inflammasome-
mediated immunogenicity of clinical and experimental vaccine adjuvants.
Vaccines 2020;8(3):554.

[5] Clapp T, Munks MW, Trivedi R, Kompella UB, Braun LJ. Freeze-thaw stress of
Alhydrogel � alone is sufficient to reduce the immunogenicity of a
recombinant hepatitis B vaccine containing native antigen. Vaccine 2014;32
(30):3765–71.

[6] Song N, Liu Z-S, Xue W, Bai Z-F, Wang Q-Y, Dai J, et al. NLRP3 phosphorylation
is an essential priming event for Inflammasome activation. Mol Cell 2017;68
(1):185–197.e6.

[7] Slob W. Dose-response modeling of continuous endpoints. Toxicol Sci 2002;66
(2):298–312.

[8] R Core Team. R: A language and environment for statistical computing. R
Foundation for Statistical Computing, Vienna, Austria; 2019. https://www.R-
project.org/.

[9] Shah RR, O’Hagan DT, Amiji MM, Brito LA. The impact of size on particulate
vaccine adjuvants. Nanomedicine (Lond) 2014;9(17):2671–81.

[10] Sun B, Wang X, Ji Z, Li R, Xia T. NLRP3 inflammasome activation induced by
engineered nanomaterials. Small 2013;9(9-10):1595–607.

[11] Sun B, Ji Z, Liao Y-P, Wang M, Wang X, Dong J, et al. Engineering an effective
immune adjuvant by designed control of shape and crystallinity of aluminum
oxyhydroxide nanoparticles. ACS Nano 2013;7(12):10834–49.

[12] Orr MT, Khandhar AP, Seydoux E, Liang H, Gage E, Mikasa T, et al.
Reprogramming the adjuvant properties of aluminum oxyhydroxide with
nanoparticle technology. npj Vaccines 2019;4:1.

[13] Li H, Willingham SB, Ting J-Y, Re F. Cutting edge: inflammasome activation by
alum and alum’s adjuvant effect are mediated by NLRP3. J Immunol 2008;181
(1):17–21.

[14] Eisenbarth SC, Colegio OR, O’Connor W, Sutterwala FS, Flavell RA. Crucial role
for the Nalp3 inflammasome in the immunostimulatory properties of
aluminium adjuvants. Nature 2008;453(7198):1122–6.

[15] Franchi L, Núñez G. The Nlrp3 inflammasome is critical for aluminium
hydroxide-mediated IL-1beta secretion but dispensable for adjuvant activity.
Eur J Immunol 2008;38(8):2085–9.

[16] McKee AS, Munks MW, MacLeod MKL, Fleenor CJ, Van Rooijen N, Kappler JW,
et al. Alum induces innate immune responses through macrophage and mast
cell sensors, but these sensors are not required for alum to act as an adjuvant
for specific immunity. J Immunol 2009;183(7):4403–14.

[17] Cain DW, Sanders SE, Cunningham MM, Kelsoe G. Disparate adjuvant
properties among three formulations of ‘‘alum”. Vaccine 2013;31(4):653–60.

[18] Mangan MSJ, Olhava EJ, Roush WR, Seidel HM, Glick GD, Latz E. Targeting the
NLRP3 inflammasome in inflammatory diseases. Nat Rev Drug Discov 2018;17
(8):588–606.

[19] Niikura K, Matsunaga T, Suzuki T, Kobayashi S, Yamaguchi H, Orba Y, et al.
Gold nanoparticles as a vaccine platform: influence of size and shape on
immunological responses in vitro and in vivo. ACS Nano 2013;7(5):3926–38.

[20] Lonez C, Bessodes M, Scherman D, Vandenbranden M, Escriou V, Ruysschaert J-
M. Cationic lipid nanocarriers activate Toll-like receptor 2 and NLRP3
inflammasome pathways. Nanomed NBM 2014;10(4):775–82.

[21] Li T, He J, Horvath G, Próchnicki T, Latz E, Takeoka S. Lysine-containing cationic
liposomes activate the NLRP3 inflammasome: Effect of a spacer between the
head group and the hydrophobic moieties of the lipids. Nanomed NBM
2018;14(2):279–88.

[22] Kooijman S, Brummelman J, van Els CACM, Marino F, Heck AJR, van Riet E, et al.
Vaccine antigens modulate the innate response of monocytes to Al(OH)3. PLoS
One 2018; 13: e0197885.

[23] Huang M-H, Taxman DJ, Holley-Guthrie EA, Moore CB, Willingham SB, Madden
V, et al. Critical role of apoptotic speck protein containing a caspase
recruitment domain (ASC) and NLRP3 in causing necrosis and ASC speck
formation induced by Porphyromonas gingivalis in human cells. J Immunol
2009;182(4):2395–404.

[24] Hornung V, Ablasser A, Charrel-Dennis M, Bauernfeind F, Horvath G, Caffrey
DR, et al. AIM2 recognizes cytosolic dsDNA and forms a caspase-1-activating
inflammasome with ASC. Nature 2009;458(7237):514–8.

https://doi.org/10.1016/j.vaccine.2022.08.022
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0005
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0005
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0005
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0015
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0015
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0015
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0020
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0020
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0020
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0025
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0025
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0025
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0025
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0025
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0030
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0030
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0030
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0035
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0035
https://www.R-project.org/
https://www.R-project.org/
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0045
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0045
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0050
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0050
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0055
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0055
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0055
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0060
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0060
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0060
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0065
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0065
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0065
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0070
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0070
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0070
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0075
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0075
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0075
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0080
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0080
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0080
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0080
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0085
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0085
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0085
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0090
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0090
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0090
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0095
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0095
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0095
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0100
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0100
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0100
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0105
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0105
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0105
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0105
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0115
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0115
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0115
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0115
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0115
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0120
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0120
http://refhub.elsevier.com/S0264-410X(22)01001-5/h0120

	Development of a cell line-based in&blank;vitro assay for assessment of Diphtheria, Tetanus and acellular Pertussis (DTaP)-induced inflammasome activation
	1 Introduction
	2 Methods
	2.1 Vaccines and adjuvants
	2.2 Cell line maintenance
	2.3 Maturation of THP-1 cells
	2.4 Viability
	2.5 IL-1β ELISA
	2.6 Dose-response curve fitting
	2.7 Freeze/thaw of adjuvant
	2.8 Statistics

	3 Results
	3.1 Inflammasome specific response
	3.2 Dose-response modelling
	3.3 Effects of freeze/thaw cycles on adjuvant activity

	4 Discussion
	Declaration of Competing Interest
	ack18
	Acknowledgements
	Funding
	Appendix A Supplementary material
	References


