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ABSTRACT We evaluated antibiotic activity against the intracellular bacterium Coxiella
burnetii using an activated THP-1 cell model of infection. At clinically relevant concentra-
tions, the intracellular bacterial load was reduced 300-fold by levofloxacin and finafloxacin,
40-fold by doxycycline, and 4-fold by ciprofloxacin and was unaffected by azithromycin.
Acidification of the culture medium reduced antibiotic activity, with the exceptions of
doxycycline (no change) and finafloxacin (slight improvement). This model may be used
to select antibiotics to be evaluated in vivo.

KEYWORDS Coxiella, azithromycin, ciprofloxacin, doxycycline, finafloxacin, intracellular
infection, levofloxacin

C oxiella burnetii is the causative agent of Q fever, which can cause infections in
humans following inhalation of contaminated aerosols (1). The first-line therapy is

doxycycline (1), but azithromycin or the fluoroquinolones (known to accumulate in
host cells) may constitute useful alternatives due to the obligate intracellular nature of
this bacterium. In this work, we compared the intracellular activity of doxycycline with
those of azithromycin and of three fluoroquinolones (ciprofloxacin, levofloxacin, and
finafloxacin) in a model of activated THP-1 cells infected by the attenuated variant of C.
burnetii Nine Mile, phase II RSA439, clone 4 (2). This strain is a relevant surrogate for
fully virulent phase I C. burnetii, with similar growth kinetics in THP-1 cells (3). C. burnetii
thrives in acidic vacuoles, sharing similarities with phagolysosomes (4, 5), making relevant
the comparison between finafloxacin, which shows lower MICs at acidic pH versus neutral
pH against other bacterial species (related to a higher accumulation in bacteria at acidic
pH), and conventional fluoroquinolones, which have better activity at neutral pH (6, 7).
Moreover, because C. burnetii causes infection of the lungs, where the pH of the extrava-
scular space is acidic (8), or results in endocarditis, which may be accompanied by meta-
bolic acidosis (9), we compared infected cells incubated in medium at neutral pH to those
incubated at acidic pH.

MICs were determined by microdilution in ACCM-2 medium according to a published
method (10) and are reported in footnote g to Table 1. Phorbol myristate acetate (PMA)-dif-
ferentiated THP-1 human monocytes were infected following a previously described proto-
col (11) (see Fig. S1 in the supplemental material for the development of the model), except
that C. burnetii and the antibiotic stocks were diluted in RPMI supplemented with 10% fetal
calf serum and 2 mM glutamine. Infected cells were exposed for 72 h to each antibiotic over
a wide range of concentrations (0.003 to 100� the MIC) and then harvested, and the lysates
were used to determine CFU counts following plating on ACCM-2 agar (10). The protein
content was also determined. Data (expressed as change in CFU from the postphagocytosis
inoculum, normalized to the protein content of the samples) were used to fit a Hill equation
(see Fig. 1 for individual data for each antibiotic and Fig. S2 in the supplemental material for
antibiotic comparisons) and calculate the pharmacodynamic parameters. The antibiotic effi-
cacy (Emax and E at the maximum concentration of drug in serum [Cmax]) and apparent relative
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potency (Cs and C21 log) were determined (Table 1). The parameters Emax, E at Cmax, Cs, and
C21 log are defined and described in more detail in the footnotes to Table 1.

The study was approved by the Biosafety Office of the Université catholique de
Louvain on 22 May 2019.

Following 72 h of incubation, all antibiotics demonstrated concentration-depend-
ent killing, with azithromycin and doxycycline resulting in a lower (less negative value)
Emax (reduction of ;1.5 log10 CFU) than the fluoroquinolones (reduction of ;2.5 log10

CFU). Emax was not influenced by the pH of the medium. At an extracellular concentra-
tion corresponding to the human Cmax of each antibiotic, levofloxacin and finafloxacin
were the most effective in medium at neutral pH, causing a reduction in CFU close to
their respective Emax values, followed by doxycycline, ciprofloxacin, and azithromycin,
which was ineffective. In acidic medium, the efficacies of finafloxacin and doxycycline
remained unaffected, while those of ciprofloxacin and levofloxacin were reduced. Cs

was lower than the MIC for all drugs in medium at neutral pH and shifted to signifi-
cantly higher values at acidic pH for azithromycin, ciprofloxacin, and levofloxacin. The
concentration required to result in a 90% reduction in bacterial load (C21 log) was
achieved at clinically relevant concentrations for doxycycline, levofloxacin, and finafloxacin
in medium at neutral pH. In acidic medium, the C21 log values were shifted higher for azithro-
mycin, ciprofloxacin, and levofloxacin, but the value was lower for finafloxacin.

Although C. burnetii is an intracellular pathogen, few studies have examined antibiotic
activity intracellularly, and activity has been studied only semiquantitatively or under a
few conditions of exposure (11–14). Thanks to the establishment of appropriate axenic

FIG 1 Concentration-response curves of antibiotics against intracellular C. burnetii in a model of PMA-activated THP-1 human
monocytes. The abscissa shows the extracellular concentrations. The ordinate shows the change in the number of CFU from the
initial postphagocytosis inoculum following 72 h of incubation. The horizontal dotted line corresponds to the initial inoculum and
allows the apparent static effect (static concentration [Cs]) of each antibiotic to be calculated. The data were used to fit Hill
curves, represented with their 95% confidence interval. All data are means 6 standard error of the mean (SEM) from 3
independent experiments. The yellow-shaded area corresponds to the zone of effects obtained at clinically relevant
concentrations (see footnote e to Table 1 for Cmax values). Open symbols and solid lines indicate data from medium at pH 7.4,
and closed symbols and dotted lines indicate data from medium at pH 5.5.
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cultures in liquid or solid medium (10), we were able to quantify C. burnetii intracellularly
under control conditions and following exposure to selected antibiotics.

We found that fluoroquinolones were the most effective drugs among those evaluated,
with levofloxacin and finafloxacin (but not ciprofloxacin) able to reduce the intracellular bacte-
rial inoculum 400-fold at clinically relevant concentrations. This is probably related to their
known bactericidal activity, as previously suggested (14). The reason why ciprofloxacin was
less active in this model remains to be established, but these data are consistent with its
recently demonstrated inactivity in vivo, contrasting with the remarkable efficacy of levofloxa-
cin (11). Levofloxacin and finafloxacin also displayed similar relative potencies intracellularly,
although we failed to determine a possible advantage of finafloxacin, despite its lower MIC.
One possible explanation resides in the lower accumulation of finafloxacin versus levofloxacin
in THP-1 cells (2.5-fold versus 10-fold, respectively) (7, 15). This hypothesis is further substanti-
ated by the opposite effect of the pH of the culture medium on the intracellular potency of
finafloxacin versus the conventional fluoroquinolones. Finafloxacin is the only fluoroquinolone
for which potency was increased in acidic medium (concentration-response curve shifted to
the left), most probably because its uptake is increased in THP-1 cells at acidic pH (related to a
higher proportion of the zwitterionic form) (see Table S1 in the supplemental material), as
opposed to that of other fluoroquinolones (7).

Doxycycline, considered a first line of treatment, was less effective in our model,
but remained highly potent, as it was still capable of reducing the intracellular bacterial
inoculum 40-fold at clinically relevant concentrations. Previous work showed that the
potency of doxycycline could be further increased by neutralizing infected vacuoles
(12, 13). However, acidification of the extracellular medium did not affect its intracellu-
lar activity, suggesting that its uptake mechanism in THP-1 cells is pH independent in
the range of pH values investigated, below the isoelectric point of this molecule (Table S1).
Finally, azithromycin was inactive both in axenic culture and intracellularly, despite its high cel-
lular accumulation. The potency of azithromycin is markedly reduced in acidic environments
(16), where it is fully protonated (Table S1); this includes the vacuoles where C. burnetii thrives.
Its uptake by THP-1 cells is reduced in acidic medium (16), explaining the even lower potency
observed under these conditions.

In conclusion, we have demonstrated the utility of a C. burnetii in vitro intracellular
infection model that has allowed pharmacological comparisons of antibiotic activity. The
data collected for doxycycline, ciprofloxacin, and levofloxacin are consistent with those
obtained in vivo with the phase I virulent variant RSA493 (11, 17), suggesting that the
attenuated variant, phase II, is an appropriate, easier-to-handle surrogate for larger-scale
screening of novel Q fever therapeutics.

Data availability. Data will be made available upon request via the corresponding
author.
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Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 0.05 MB.
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Figure S1: Developing the intracellular model. Internalization of C. burnetii following 24h of 
phagocytosis at increasing bacterium-to-cell ratios (left axis; multiplicity of infection) and 
percentage mortality of THP-1 cells as assessed at the end of the phagocytosis period by 
trypan blue staining (right axis). All data are means ± SEM of 3 independent experiments. The 
red box highlights the conditions selected for assessing antibiotic activity.  
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Figure S2: Concentration-response curves of antibiotics against intracellular C. burnetii in a 
model of PMA-activated THP-1 human monocytes. The abscissa shows the extracellular 
concentrations expressed either in mg/L (TOP) or in x MIC of each drug (BOTTOM; see 
footnotec to the Table for Cmax values). The ordinate shows the change in the cfu from the 
initial post-phagocytosis inoculum following 72 h of incubation in media at pH 7.4 (LEFT) or at 
pH 5.5 (RIGHT).  The horizontal dotted line corresponds to the initial inoculum and allows to 
calculate the apparent static effect (Cs) of each antibiotic.  The data were used to fit Hill curves.  
All data are means ± SEM of 3 independent experiments.  The open symbols in the TOP 
panels correspond to the activity at the MIC of each drug.  
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Table S1: calculated physicochemical properties of the antibiotics a   
   Antibiotics b 

Property   CIP LVX FIN DOX AZI 

% microspecies c,d        

 Positive  
(2 + charges) 

     97 

At pH 7.4 
Positive 

(1 + charge) 
 

1    
2 f 
1 f 

 Zwitterionic  95 17 63 47  

 negative  4 83 37 32 e (21)  

 Neutral       

At pH 5.5 Positive  
(2 + charges) 

     100 

 Positive  54 40 8 1  

 Zwitterionic   46 54 92   98  

 Negative   3  1  

 Neutral   3    

Isoelectric point g   7.4 6.2 6.1 5.3 10.88 

pKas h   5.56/8.77 5.35/6.72 4.33/7.63 3.27/7.40/ 
8.33/9.25 

8.91/9.57/ 
12.43 

logD i        

At pH 7.4   -0.9 -0.5 -1.3 -3.64 -1.23 

At pH 5.5   -1.3 -0.3 -1.2 -3.34 -4.14 

a calculated using Chemicalize (Instant Cheminformatics Solutions; ChemAxon Ltd, Budapest, Hungary; available 
from https://chemicalize.com [accessed on 10 Oct 2018 (for fluoroquinolones) and 9 Sept 2021 (for the other 
molecules)]  
b CIP: ciprofloxacin; LVX: levofloxacin; DFX: delafloxacin; FIN: finafloxacin; DOX: doxycycline, AZI: azithromycin 
c (non) ionized species in solution at the specified pH 

d  value in bold is the most abundant form for each drug at the considered pH. 
e  1 positive charge and 2 negative charges; value between brackets: other species with multiple negative 
charges 
f respective values for each of the two aminogroups 
g pH at which the molecule is electrically neutral  
h acidic/basic dissociation constants 
i distribution coefficient (partition coefficient at the specified pH) 
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