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PURPOSE. To test the hypothesis that the C-X-C chemokines CXCL1, CXCL2, and CXCL10
contribute to inflammation during Staphylococcus aureus endophthalmitis.

METHODS. S. aureus endophthalmitis was induced by intravitreal injection of 5000 colony
forming units of S. aureus into the eyes of C57BL/6J, CXCL1−/−, CXCL2−/−, or CXCL10−/−

mice. At 12, 24, and 36 hours postinfection, bacterial counts, intraocular inflammation,
and retinal function were assessed. Based on these results, the effectiveness of intravitreal
administration of anti-CXCL1 in reducing inflammation and improving retinal function
was evaluated in S. aureus–infected C57BL/6J mice.

RESULTS. We observed significant attenuation of inflammation and improvement in retinal
function in CXCL1−/− mice relative to C57BL/6J at 12 hours but not at 24 or 36 hours
postinfection with S. aureus. Co-administration of anti-CXCL1 antibodies with S. aureus,
however, did not improve retinal function or reduce inflammation at 12 hours postin-
fection. In CXCL2−/− and CXCL10−/− mice, retinal function and intraocular inflammation
were not significantly different from those of C57BL/6J mice at 12 and 24 hours postin-
fection. At 12, 24, or 36 hours, an absence of CXCL1, CXCL2, or CXCL10 did not alter
intraocular S. aureus concentrations.

CONCLUSIONS. CXCL1 appears to contribute to the early host innate response to S. aureus
endophthalmitis, but treatment with anti-CXCL1 did not effectively limit inflammation in
this infection. CXCL2 and CXCL10 did not seem to play an integral role in inflammation
during the early stages of S. aureus endophthalmitis.

Keywords: endophthalmitis, intraocular infection, staphylococcus aureus, chemokines,
inflammation

Endophthalmitis is an intraocular infection resulting from
bacterial entry and invasion of the eye.1–4 Infection

stems from a variety of sources, most notably postoperative
complications, ocular injuries, or endogenous sources.1–7

The majority of endophthalmitis cases, however, occur
following surgical procedures, such as cataract surgery,
intravitreal injection, or penetrating ocular trauma.8,9 Symp-
toms of endophthalmitis range from minor inflammation
to fulminant infection accompanied by vision loss, eye
pain, and redness.1–7 Diagnosis of endophthalmitis usually
is accomplished via cultures of the vitreous and/or the
aqueous humor or via blood cultures if the infection
stemmed from an endogenous source.3 The current treat-
ment strategies for endophthalmitis include intravitreal
injections of vancomycin, ceftazidime, amikacin, and/or
fourth-generation fluoroquinolones; corticosteroids for anti-
inflammation; and/or surgical debridement via vitrectomy if
necessary.3,8 Due to the rapid tissue damage and potentially

blinding effects of this intraocular infection, endophthalmitis
is a medical emergency that necessitates expeditious diag-
nosis and treatment.

Staphylococcus aureus ranks among the most frequent
and virulent bacterial etiological agents of endophthalmitis,
resulting in poor visual outcomes.10–14 The development of
resistance to multiple antibiotics (including cephalosporins,
methicillin, imipenem, and aminoglycosides) has resulted in
a greater likelihood of treatment failure.10–15 In addition to
its multidrug resistance (MDR), S. aureus produces a wide
array of secreted toxins that increase the severity of intraoc-
ular infections by contributing to retinal function loss and
eliciting host inflammatory responses.16 Individual S. aureus
pore-forming toxins and their regulators have been ascribed
roles in endophthalmitis.9,17 The combination of the produc-
tion of secreted toxins and the emergence of MDR isolates
in both the clinical and community settings complicate treat-
ment with traditional antibacterial agents. This necessitates
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the identification of alternative bacterial targets, as well as
an enhanced understanding of potentially targetable host
inflammatory processes incited by S. aureus.

In animal models of endophthalmitis, S. aureus upreg-
ulates innate immune signaling pathways and molecules
involved in inflammatory cell recruitment.18,19 TNFα, IL-1β,
and C-X-C motif chemokine ligand 1 (CXCL1) were identified
in the vitreous at 24 hours following intraocular infection
in rats.18 Expanding on this, key regulators of inflammatory
pathways, including STAT1, STAT3, IL-6, NFKB2, JUN, SPP1,
IL-1β, CSF1, CXCL2, IGF1, CEBPB, and PTPN1, were upreg-
ulated at early time points following infection in mice.19

In the latter study, pretreatment with Pam3Cys, a Toll-like
receptor 2 (TLR2) inhibitor, resulted in downregulation of
IL-6, JUN, and CXCL2, as well as Jak/Stat signaling media-
tors, TLR and IL-10 signaling molecules, and TNFR2 signal-
ing genes.19 Further, pretreatment of mouse eyes with the
glycolysis inhibitor 2-deoxy-glucose prior to infection with
S. aureus significantly reduced the expression of IL-1β, IL-6,
CXCL1, and CXCL2 and inhibited ERK1/2 phosphorylation
at 24 hours postinfection.20 This latter inhibition was postu-
lated to be the mechanism for the anti-inflammatory effect
of 2-deoxy-glucose observed in this study. Identification of
key inflammatory regulators and downstream immune medi-
ators that are produced during the earlier stages of S. aureus
endophthalmitis and the utilization of specific inhibitors
suggested possible targets for controlling the inflammatory
response to S. aureus intraocular infection.

In order to more precisely define the individual role
of immunomodulators in endophthalmitis, we previously
evaluated the inflammatory responses and retinal func-
tion in C-X-C chemokine–deficient mice following Bacil-
lus cereus infection. Significantly reduced inflammatory
responses were observed in CXCL1−/− mice, accompanied
by increased preservation of retinal function following infec-
tion.2 Furthermore, treatment of B. cereus–infected eyes with
anti-CXCL1 neutralizing antibodies resulted in improved reti-
nal function and less overall inflammation.2 Additionally,
the absence of CXCL2 or CXCL10 also resulted in improved
retinal function and mitigated inflammation.21 Collectively,
these results suggest that C-X-C chemokines facilitate inflam-
mation and influence outcomes of B. cereus endophthalmi-
tis; however, the identities of specific chemokines that are
integral to the host immune response to S. aureus have yet
to be elucidated.

In the current study, we evaluated the contribution of the
C-X-C chemokines CXCL1, CXCL2, and CXCL10 in exper-
imental murine S. aureus endophthalmitis. Based on our
findings that CXCL1-, CXCL2-, and CXCL10-deficient mice
exhibited reduced inflammation and improved retinal func-
tion during B. cereus endophthalmitis, we hypothesized that
the absence or inhibition of CXCL1, CXCL2, or CXCL10
would result in reduced inflammation and infection sever-
ity.2,21 Here, we demonstrated that the absence of CXCL1,
CXCL2, or CXCL10 did not alter S. aureus growth in the
eye at any time point tested. Whereas an absence of CXCL1
resulted in improved retinal function and reduced inflam-
mation at 12 hours following intraocular S. aureus infection,
the absence of CXCL2 or CXCL10 did not exert a demonstra-
ble improvement in retinal function or intraocular inflamma-
tion at 12 or 24 hours postinfection. Although these results
suggest that targeting CXCL1 might similarly serve to attenu-
ate infection severity, surprisingly, co-administration of anti-
CXCL1 antibodies with S. aureus did not significantly alter
infection outcomes.

MATERIALS AND METHODS

Mice

All procedures described in this study adhered to the recom-
mendations in the Guide for the Care and Use of Labora-
tory Animals, the ARVO Statement for the Use of Animals in
Ophthalmic and Vision Research, and the policies set forth
by the University of Oklahoma Health Sciences Center Insti-
tutional Animal Care and Use Committee. C57BL/6J (cat. no.
000664), CXCL2−/− (C57BL/6NJ-Cxcl2em1(IMPC)J/J; cat. no.
029557), and CXCL10−/− (B6.129S4-Cxcl10tm1adl/J; cat no.
006087) mice were acquired from The Jackson Laboratory
(Bar Harbor, ME, USA). CXCL1−/− mice were a kind gift from
Sergio Lira, MD (Icahn School of Medicine, Mount Sinai, NY,
USA). CXCL1−/−, CXCL2−/−, and CXCL10−/− mice were bred
on the C57BL/6J background. Weaned or vendor-supplied
mice were housed under biosafety level 2 microisolation
conditions on a 12-hour on/12-hour off light cycle for at least
2 weeks prior to infections to equilibrate their microbiota
and to allow for physiological and nutritional stabilization.

Murine S. aureus Endophthalmitis Model

S. aureus strain 8325-4 was grown in Brain Heart Infu-
sion (BHI) medium at 37°C for 18 hours and diluted to
107 colony forming units (CFU)/mL prior to intravitreal
injection. Mice were anesthetized with a combination of
ketamine (Ketamine HCl, 85 mg/kg body weight; Covetrus,
Portland, ME, USA) and xylazine (AnaSed, 14 mg/kg body
weight; Akorn, Decatur, IL, USA). Intravitreal injections
were performed with sterile borosilicate glass micropipettes
(Kimble Glass Company, Vineland, NJ, USA) beveled to an
approximate bore size of 10 to 20 μm (BV-10 KT Brown Type
micropipette beveller; Sutter Instrument Company, Novato,
CA, USA). Eyes were visualized with a stereomicroscope, and
the micropipettes were inserted just posterior to the superior
limbus. The right eyes of anesthetized mice were injected
with 5000 CFU in 0.5 μL, and the left eyes were used as
contralateral, uninfected controls.19,22

Scotopic Electroretinography

Infected mice were dark adapted for 6 hours prior to elec-
troretinography (ERG). At 12, 24, or 36 hours postinfec-
tion, mice were anesthetized as described above, and topical
phenylephrine (10% phenylephrine HCl; Paragon BioTeck,
Inc., Portland, OR, USA) to dilate the eyes and topical anes-
thetic (0.5% proparacaine HCl; Alcon Laboratories, Inc., Fort
Worth, TX, USA) were applied to eyes prior to obtain-
ing the ERG recordings. Gold-wire electrodes were placed
on the cornea of each eye, and reference electrodes were
attached to the head and tail of the mouse. Five white-light
flashes (1200 cd·s/m2) were administered consecutively to
the mouse 60 seconds apart (10-ms duration) in order to
provoke a retinal response. Scotopic A-wave (correspond-
ing to photoreceptor cell activity) and B-wave (correspond-
ing to Müller, bipolar, and amacrine cell activity) ampli-
tudes were recorded for each eye (Espion E2; Diagnosys
LLC, Lowell, MA, USA). Immediately following the ERG,
mice were euthanized by CO2 asphyxiation prior to harvest-
ing the eyes for myeloperoxidase (MPO) and bacterial CFU
quantification or histological analysis. The percentage of
retinal function retained in the infected eye was calcu-
lated in comparison with uninfected left eye controls as
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100 – {[1 – (experimental A-wave or B-wave ampli-
tude/control A-wave or B-wave amplitude)] × 100}. Values
represent the mean ± standard error of the mean (SEM) for
at least four eyes per group. At least two independent exper-
iments were performed.

Myeloperoxidase Assays

At 12, 24, or 36 hours postinfection, inflammatory cell
influx into eyes was assessed indirectly by measurement
of MPO concentrations in whole eye homogenates. Eyes
were enucleated, placed into separate tubes containing 400
μL of sterile PBS supplemented with proteinase inhibitor
cocktail (Roche Diagnostics, Indianapolis, IN, USA) and 1.0-
mm sterile glass beads (BioSpec Products, Bartlesville, OK,
USA), and homogenized for 60 seconds at 5000 rpm in a
Mini-Beadbeater (BioSpec Products). MPO concentrations
were measured using a sandwich ELISA (Hycult Biotech,
Plymouth Meeting, PA, USA), as previously described.2,21

Negative controls consisted of uninfected eye homogenates.
Values represent the mean ± SEM for at least six eyes per
group. Two independent experiments were performed.

Bacterial Quantitation

At 12, 24, and 36 hours postinfection, enucleated eyes
were homogenized as described for the MPO assays. Eye
homogenates were serially diluted 10-fold and plated in trip-
licate on BHI agar plates. After overnight incubation, the
CFUs per eye were determined as previously described.23,24

Values represent the mean ± SEM for at least five eyes
per group. At least two independent experiments were
performed.

Thin-Section Histology

At 12, 24, and 36 hours postinfection, harvested eyes were
incubated in high-alcohol Prefer fixative for 30 minutes
at room temperature.21 Eyes were then transferred to 70%
ethanol, embedded in paraffin, sectioned, and stained with
hematoxylin and eosin. Images are representative of at least
three eyes from two independent experiments.

Anti-CXCL1 Treatment

Groups of C57BL/6J mice were anesthetized as described
above. For the untreated control group, the right eyes were
intravitreally injected with 5000 CFU of S. aureus in 1 μL
of PBS. For the groups treated with anti-CXCL1, the right
eyes were intravitreally injected with either 125 ng or 250 ng
of anti-CXCL1 monoclonal antibody (anti-KC/CXCL1 IgG2A
MAB 453, clone 48415; R&D Systems, Minneapolis, MN,
USA) and 5000 CFU of S. aureus in 1 μL of PBS. For
the isotype control group, the right eyes were intravitre-
ally injected with 250 ng of the isotype control antibody
(nonspecific control IgG2A MAB 006, clone 54447l; R&D
Systems) and 5000 CFU of S. aureus in 1 μL of PBS. All eyes
were injected once. Retinal function, intraocular inflamma-
tion, and bacterial growth were assessed at 12 hours postin-
fection as described above. Values represent the mean ±
SEM for at least six eyes per group. Two independent exper-
iments were performed.

Statistics

Data are the arithmetic means ± SEM of all samples in the
same experimental group in replicate experiments. Compar-
ative differences between groups were taken to be statisti-
cally significant when P < 0.05. The Mann–Whitney U test
was used to compare experimental groups for ERG, MPO,
and bacterial counts per eye. All statistical analyses were
performed using Prism 8.4.3 for Windows (GraphPad, San
Diego, CA, USA).

RESULTS

Absence of CXCL1 Improved Retinal Function and
Reduced Inflammation But Did Not Affect
Bacterial Growth During the Early Stages of
S. aureus Intraocular Infection

Previous studies have shown that an absence of CXCL1,
via genetic deficiency or anti-CXCL1 antibody treatment,
partially attenuated inflammatory responses during B.
cereus endophthalmitis.1,2 To determine whether CXCL1
contributes to the pathogenesis of S. aureus endophthalmi-
tis, we sought to evaluate the influence that an absence
of CXCL1 might exert on retinal function, inflammation,
and bacterial growth in a S. aureus endophthalmitis model
(Fig. 1). At 12 hours postinfection, the mean A-wave reten-
tion of CXCL1−/− eyes was significantly higher than that for
C57BL/6J eye (87.27% vs. 58.92%; P = 0.0159) (Fig. 1A).
The mean B-wave retention was also significantly higher in
CXCL1−/− eyes relative to C57BL/6J eyes (75.54% vs. 41.74%;
P = 0.0159) (Fig. 1B). However, at both 24 hours and 36
hours postinfection, no significant differences between the
CXCL1−/− and C57BL/6J groups were observed in A-wave
retention (P = 0.6454 at 24 hr; P > 0.9999 at 36 hr) (Fig. 1A)
or in B-wave retention (P = 0.6454 at 24 hr; P > 0.9999 at
36 hr) (Fig. 1B). These results showed that CXCL1−/− mice
retained significantly greater retinal function at 12 hours
following infection, whereas retinal function in CXCL1−/−

mice was statistically similar to their C57BL/6J counterparts
at 24 and 36 hours postinfection.

To assess the contribution of CXCL1−/− to the host
inflammatory response, inflammatory cell influx was eval-
uated as a function of MPO concentrations in the eye at
12, 24, and 36 hours postinfection (Fig. 1C). At 12 hours,
mean concentrations of MPO were 67.4 ng/eye in C57BL/6J
eyes, whereas a significantly lower mean concentration of
47.97 ng/eye was observed in CXCL1−/− eyes (P = 0.0001)
(Fig. 1C). At 24 and 36 hours, however, there were no signif-
icant differences in measured mean MPO levels between
C57BL/6J and CXCL1−/− mice (P = 0.1978 at 24 hr; P =
0.1230 at 36 hr) (Fig. 1C). Bacterial quantitation of S. aureus–
infected C57BL/6J and CXCL1−/− mouse eyes revealed that
the absence of CXCL1 did not alter bacterial concentra-
tions (Fig. 1D). At 12, 24, and 36 hours, there was no
significant difference in bacterial load between C57BL/6J
and CXCL1−/− mice at each time point (P = 0.8413 at 12
hr; P = 0.1375 at 24 hr; P = 0.2857 at 36 hr) (Fig. 1D).
Bacterial concentrations also remained at a steady state
and did not increase throughout the course of the
infection.

Histological analysis of eye thin sections from S. aureus–
infected C57BL/6J and CXCL1−/− eyes showed similar fibri-
nous deposition in both anterior and posterior chambers,
non-edematous corneas, and intact retinas at 12 hours
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FIGURE 1. Absence of CXCL1 improved retinal function and reduced inflammation but did not affect bacterial growth at 12 hours after
infection with S. aureus. Right eyes of C57BL/6J and CXCL1−/− mice were infected with 5000 CFU of S. aureus 8325-4. (A, B) Retinal
function was assessed by electroretinography at 12, 24, and 36 hours postinfection. Values represent means ± SEM of n ≥ 4 eyes per
group in two independent experiments (P ≥ 0.05); ns, not significant. (C) Inflammatory cell influx at 12, 24, and 36 hours postinfection was
measured as a function of MPO concentrations determined by sandwich ELISA of harvested and homogenized whole eyes. Values represent
means ± SEM of n ≥ 10 eyes per group in two independent experiments (P ≥ 0.05). (D) Eyes were harvested from mice at 12, 24, and 36
hours postinfection, and S. aureus CFU/eye was determined. Values represent means ± SEM of n ≥ 5 eyes per group in two independent
experiments (P ≥ 0.05). (E) At 12, 24, and 36 hours postinfection, eyes were harvested and processed for hematoxylin and eosin staining.
At 12 hours postinfection, fibrin deposition in the anterior and posterior chambers was observed, and corneas and retinas appeared normal
in both C57BL/6J and CXCL1−/− mice. At 24 hours, cellular infiltration and fibrin deposition were apparent in the anterior and posterior
chambers. Retinal and corneal edema was more pronounced in CXCL1−/− eyes relative to C57BL/6J eyes; however, the retinal architecture
remained intact in eyes from both groups. At 36 hours, cellular infiltration and fibrin deposition, severe retinal and corneal edema, and
disruption of the retinal architecture were observed in both C57BL/6J and CXCL1−/− eyes.
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postinfection (Fig. 1E). At 24 hours, both groups showed
significant cellular infiltration and fibrin deposition in both
the anterior and posterior chambers. CXCL1−/− mouse eyes
showed somewhat greater retinal and corneal edema than
C57BL/6J eyes; however, the retinal architecture remained
intact in eyes from both groups (Fig. 1E). At 36 hours
postinfection, cellular infiltration and fibrin deposition were
markedly increased in C57BL/6J and CXCL1−/− eyes rela-
tive to the eyes at 24 hours. Extensive retinal and corneal
edema was present, and partial dissolution of the retinal
architecture was observed in both C57BL/6J and CXCL1−/−

eyes (Fig. 1E). Together, these results demonstrated that

CXCL1−/− eyes infected with S. aureus exhibited a greater
retainment of retinal function, lower levels of intraocular
inflammation, and similar bacterial concentrations relative
to C57BL/6J eyes at 12 hours following infection. However,
at 24 and 36 hours, these infection parameters were not
significantly different between C57BL/6J and CXCL1−/− eyes.
These results suggest perhaps an earlier role for CXCL1 in
mediating the inflammatory response to S. aureus infection
and that the absence of CXCL1 was influential in minimizing
inflammation and subsequent retinal function loss follow-
ing S. aureus eye infection only during the early stages of
intraocular infection.

FIGURE 2. Co-administration of anti-CXCL1 antibodies with S. aureus did not influence retinal function, ocular inflammation, or bacterial
growth at 12 hours postinfection. Right eyes of C57BL/6J mice were intravitreally injected with 5000 CFU of S. aureus 8325-4 (untreated
control), 125 ng or 250 ng of anti-CXCL1 monoclonal antibody and 5000 CFU of S. aureus 8325-4, or 250 ng of the isotype control antibody and
5000 CFU of S. aureus 8325-4. (A,B) Retinal function was assessed by electroretinography at 12 hours postinfection. (C) MPO concentrations
to assess inflammatory cell influx were measured by sandwich ELISA of harvested and homogenized whole eyes at 12 hours postinfection.
(D) Eyes were harvested from mice at 12 hours postinfection, and S. aureus CFU/eye was determined. All values represent the mean ± SEM
of n ≥ 6 eyes per group. Two independent experiments were performed (P ≥ 0.05); ns, not significant.
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Treatment With Anti-CXCL1 Did Not Reduce
Intraocular Inflammation or Result in Improved
Retinal Function

Because the absence of CXCL1 due to genetic knockout
attenuated inflammatory responses and resulted in greater
retinal function at a time point during the early stages
of infection and because treatment of Bacillus endoph-
thalmitis with anti-CXCL1 improved infection outcomes, we
sought to determine whether treatment of S. aureus–infected
C57BL/6J mouse eyes with anti-CXCL1 antibodies would
produce a similar effect on inflammatory outcomes and reti-
nal function at 12 hours postinfection (Fig. 2).21 We first
examined the effect of anti-CXCL1 antibody treatment on
retinal function via ERG as compared to untreated control
eyes (Figs. 2A, 2B). The mean A-wave retention was 48.04%,
57.03%, 61.92%, and 42.12% in the control, 125-ng anti-

CXCL, 250-ng anti-CXCL1, and 250-ng isotype control anti-
body groups, respectively. However, there were no signif-
icant differences between the untreated group and any of
the treatment groups (P ≥ 0.7143) (Fig. 2A). The mean B-
wave retention was 38.2%, 57.87%, 44.48%, and 27.24% in
the control, 125-ng anti-CXCL, 250-ng anti-CXCL1, and 250-
ng isotype control antibody groups, respectively. Similarly,
no significant differences were detected among any of the
treatment groups compared to untreated control eyes (P ≥
0.4000) (Fig. 2B). To assess whether treatment with anti-
CXCL1 influenced immune cell influx, MPO levels for each
treatment group as compared to untreated control eyes were
determined. Concentrations of 53.47, 49.62, 53.58, and 48.92
ng/eye were observed in the control, 125-ng anti-CXCL,
250-ng anti-CXCL1, and 250-ng isotype control antibody
groups, respectively. Comparison of the control group with
each of the other groups revealed no significant differences

FIGURE 3. The absence of CXCL2 or CXCL10 did alter retinal function or bacterial growth at 12 or 24 hours following S. aureus intraocular
infection. Right eyes of C57BL/6J, CXCL2−/−, and CXCL10−/− mice were infected with 5000 CFU of S. aureus 8325-4. Retinal function was
assessed by electroretinography at 12 hours (A, B) and at 24 hours (E, F) postinfection. Values represent means ± SEM of n ≥ 10 eyes per
group in two independent experiments (P ≥ 0.05); ns, not significant. MPO concentrations to assess inflammatory cell influx were measured
by sandwich ELISA of harvested and homogenized whole eyes at 12 hours (C) and at 24 hours (G) postinfection. Values represent means ±
SEM of n = 6 eyes per group in two independent experiments (P ≥ 0.05). Eyes were harvested from mice at 12 hours (D) and at 24 hours
(H) postinfection, and S. aureus CFU/eye was determined. Values represent means ± SEM of n ≥ 10 eyes per group in two independent
experiments (P ≥ 0.05).
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(P > 0.9999) (Fig. 2C). To determine the effect of anti-CXCL1
treatment on intraocular bacterial growth, bacterial concen-
trations were measured in the control and antibody-treated
groups. No significant differences in bacterial load were
observed between the control group and the 125-ng anti-
CXCL1–treated group (P = 0.1014) (Fig. 2D). Interestingly, a
significantly higher concentration of S. aureus was observed
in eyes treated with 250 ng anti-CXCL1 antibody relative to
the control group (P = 0.0350) (Fig. 2D). However, a simi-
larly higher concentration of S. aureus was also observed
in mouse eyes treated with 250 ng of the isotype control
(P = 0.0221 vs. control group) (Fig. 2D), suggesting that
the observed effect was not specific to the anti-CXCL1 anti-
body. In summary, the results showed that administration of
anti-CXCL1, at the initiation of infection and at the concen-
trations used in these experiments, did not significantly
improve retinal function, attenuate intraocular inflammation,
or alter bacterial growth at 12 hours postinfection. This find-
ing suggests that the concentration of anti-CXCL1 might have
been insufficient to neutralize in vivo CXCL1 levels or that
other chemokines were involved in regulating inflamma-
tory responses to S. aureus endophthalmitis in a redundant
manner.

Absence of CXCL2 or CXCL10 Did Not Impact
Retinal Function, Intraocular Inflammation, or
Bacterial Growth Following S. aureus Intraocular
Infection

The absence of CXCL2 or CXCL10 in mice with Bacillus
endophthalmitis resulted in an improvement in retinal func-
tion and diminished inflammation.2,21 We therefore sought
to determine whether a genetic absence of CXCL2 or CXCL10
would have similar effects on retinal function, inflamma-
tion, and bacterial growth in S. aureus endophthalmitis.
Retinal function, MPO levels, and bacterial concentrations
in CXCL2−/− and CXCL10−/− mouse eyes were compared
to those of C57BL/6J eyes at 12 and 24 hours postin-
fection (Fig. 3). At 12 hours postinfection, there were no
statistically significant differences in A-wave retention, B-
wave retention, MPO concentrations, or bacterial concentra-
tions between C57BL/6J and CXCL2−/− or CXCL10−/−eyes
(Figs. 3A, 3B, 3C, 3D, respectively). Mean A-wave retention
was 72.01%, 80.23%, and 82.81% for C57BL/6J, CXCL2−/−,
and CXCL10−/− eyes, respectively (P ≥ 0.2188) (Fig. 3A).
Mean B-wave retention was 65.68%, 74.18%, and 77.44%
for C57BL/6J, CXCL2−/−, and CXCL10−/− eyes, respectively
(P ≥ 0.1261) (Fig. 3B). The mean MPO concentrations for
C57BL/6J, CXCL2−/−, and CXCL10−/− eyes were 313.5, 355.5,
and 356.9 ng/eye, respectively (P ≥ 0.5887) (Fig. 3C). Bacte-
rial growth was 3.17 × 105 CFU/eye in C57BL/6J eyes, as
compared to 1.98 × 105 CFU/eye in CXCL2−/− or 1.65 × 105

CFU/eye in CXCL10−/− eyes (P ≥ 0.1909) (Fig. 3D). Similarly,
at 24 hours postinfection, no statistically significant differ-
ences between C57BL/6J and CXCL2−/− or CXCL10−/− eyes
were observed in A-wave retention, B-wave retention, MPO
concentrations, or bacterial load (Figs. 3E, 3F, 3G, 3H, respec-
tively). Mean A-wave retention was 53.59% for C57BL/6J,
49.7% for CXCL2−/−, and 63.17% for CXCL10−/− eyes (P ≥
0.5028) (Fig. 3E). Mean B-wave retention was 46.94% for
C57BL/6J, 36.29% for CXCL2−/−, and 58.62% for CXCL10−/−

eyes (P ≥ 0.3470) (Fig. 3F). The mean MPO concentra-
tions for C57BL/6J, CXCL2−/−, and CXCL10−/− eyes were
461.3, 387.6, and 380.3 ng/eye, respectively (P ≥ 0.5556)

(Fig. 3G). Bacterial concentrations were 1.40 × 106 CFU/eye
in C57BL/6J eyes, 1.86 × 106 CFU/eye in CXCL2−/− eyes,
and 9.23 × 104 CFU/eye in CXCL10−/− eyes (P ≥ 0.3119)
(Fig. 3H). The above results indicate that CXCL2 or CXCL10
likely do not singularly exert a notable influence on disease
severity at early and intermediate time points in S. aureus
endophthalmitis.

DISCUSSION

The continuing emergence of MDR ocular isolates poses
a threat to the successful treatment of S. aureus endoph-
thalmitis. The development of novel therapeutic approaches
that target S. aureus and dampen the host immune
response is therefore of paramount importance. Achieving
this goal entails understanding the interplay between S.
aureus virulence factors and the host immune mechanisms
governing pathogen detection, recognition, and response.
S. aureus–secreted toxins and cell-wall components have
been shown to be important in the onset of host inflamma-
tion, progression of the immune response, and ultimately
the visual outcome of intraocular inflammation. Among the
cell-wall components of S. aureus, peptidoglycan and lipote-
ichoic acid have been shown to induce IL-1β, TNF-α, IL-
6, KC (murine equivalent of CXCL1/IL-8), and MIP-2 after
injection into mouse eyes, and peptidoglycan stimulated
polymorphonuclear leukocyte infiltration into the retina to
a greater extent than any other S. aureus virulence factor
tested in vivo.25 Surface protein A, a S. aureus virulence
factor that binds IgG and interferes with phagocytosis, also
stimulated IL-1β, TNF-α, and KC production in mouse eyes.25

Wall teichoic acids have been established to be proinflam-
matory in mouse eyes, as a S. aureus mutant defective in
wall teichoic acid biosynthesis elicited less inflammatory
cell influx in vivo than the isogenic parental strain.26 Both
the secreted toxic shock syndrome toxin-1 (TSST-1) and
α-toxin elicited the production of IL-1β, TNF-α, and KC,
with the greatest impact on IL-1β levels in mouse eyes.25

Taken together, these studies indicate that S. aureus cell-
wall components and virulence factors induce overlapping
innate immune responses. This presents a challenge to
designing therapies that interfere with individual virulence
factors and points toward targeting the host immunomod-
ulating factors that are induced by S. aureus components.
Although the presence of these host immune factors in S.
aureus endophthalmitis has been established, the contribu-
tions of individual immunomodulators to the inflammatory
response and disease severity have not been determined.
We previously demonstrated in a mouse model of B. cereus
endophthalmitis that, among the 12 most highly upregulated
chemokines/cytokines early in infection, six belonged to the
C-X-C motif family of chemokines, including CXCL1, CXCL2,
and CXCL10.27 Subsequent studies with CXCL1-, CXCL2-, and
CXCL10-deficient mice suggested important individual roles
for these chemokines in inflammation and disease sever-
ity.2,21 In the current study, the effects of the absence of
CXCL1, CXCL2, or CXCL10 in bacterial endophthalmitis due
to S. aureuswere determined to explicitly assess the role that
these chemokines play in influencing intraocular inflamma-
tion and visual outcomes.

CXCL1 is a member of the C-X-C motif chemokines
and an important mediator of innate immune responses to
infection via neutrophil activation and chemotaxis.28–30 Our
previous studies have demonstrated that CXCL1 is a key
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determinant of host inflammatory responses and disease
severity in a mouse model of B. cereus endophthalmitis.21

CXCL1 expression was highly upregulated early following
intraocular B. cereus infection, with levels 34-fold higher
in infected mouse eyes than in uninfected mouse eyes at
4 hours postinfection.27 Significant decreases in neutrophil
recruitment and inflammation, retinal damage, and func-
tional loss were observed in CXCL1−/− mice at 4, 8, and
12 hours postinfection.2 Congruent with these results, the
genetic absence of CXCL1 resulted in improved retinal
function, decreased neutrophil recruitment, and attenuated
intraocular inflammation at 12 hours following infection
with S. aureus. These results suggest that targeting CXCL1
early during infection might serve to attenuate infection
severity.

The association of IL-8 with chronic inflammatory
diseases and cancer has led to the investigation of anti-
IL-8 monoclonal antibodies as a potential therapeutic
agent. These studies have demonstrated improved clin-
ical outcomes and decreased inflammation in human
patients.29,31 Parkunan et al.2 demonstrated the efficacy of
anti-CXCL1 neutralizing antibodies in reducing intraocu-
lar inflammation and improving retinal function after B.
cereus infection. Co-injection of anti-CXCL1 antibodies with
B. cereus significantly reduced inflammatory cell infiltra-
tion into the eye. Decreased retinal architecture damage and
improvements in retinal function were also observed, likely
associated with a decrease in proinflammatory cytokines,
tissue-damaging enzymes, and oxygen free radicals. These
results supported the prospect of targeting CXCL1 as a
potential adjunctive immunomodulatory therapy. Surpris-
ingly, in the current study, co-administration of S. aureus
and anti-CXCL1 antibodies did not result in improved reti-
nal function or inflammatory outcomes at 12 hours postin-
fection. The ineffectiveness of co-administration of anti-
CXCL1 antibodies with S. aureus could be attributed to
several factors. Antibody binding by S. aureus cell-wall–
anchored protein A potentially could have prevented anti-
body diffusion to the retinal tissues, and antibody concen-
trations might have been insufficient to escape bacterial
replication and additional protein A production. S. aureus
is non-motile, and it is possible that the lack of coordina-
tion between diffusion of anti-CXCL1 to the retinal vascula-
ture and bacteria-mediated stimulation of the host immune
response at 12 hours postinfection could have abrogated
the effectiveness of antibody treatment. Although Kochan
et al.32 observed possible bacteria in the retina 36 hours
following S. aureus intraocular infection, the presence of
S. aureus in the retina at earlier time points has not been
shown. In contrast, the rapid migration of motile B. cereus
to the retina and activation of TLRs and downstream medi-
ators prior to antibody diffusion to the retina might have
contributed to the success of anti-CXCL1 co-administration
in our B. cereus model. It is also likely that other function-
ally redundant chemokines obviated the effects of CXCL1
neutralization, which is supported by the observed lack of
significant differences in inflammation and retinal function
between C57BL/6J and CXCL1−/− mouse eyes at 24 and 36
hours. Future studies to examine these possibilities will be
critical to determine whether targeting CXCL1 is a feasible
early intervention therapy for S. aureus or other types of
endophthalmitis.

In order to address the hypothesis that other C-
X-C chemokines also contribute to S. aureus endoph-
thalmitis, we compared retina functional outcomes and

intraocular inflammation in CXCL2−/− or CXCL10−/− mouse
eyes with C57BL/6J eyes. CXCL2 and CXCL10 initiate the
inflammatory response via binding and subsequent activa-
tion of CXCR2 and CXCR3, respectively, coordinating vari-
ous cellular functions.33–35 Additionally, CXCL2 and CXCL10
have been shown to facilitate wound healing, angiogene-
sis, phagocytosis, and the recruitment of leukocytes.36–39

CXCL2 was previously shown to be upregulated at early
time points after intraocular infection with S. aureus.19 Addi-
tionally, the absence of CXCL2 or CXCL10 reduced inflam-
mation and resulted in improved retinal function in B.
cereus models of endophthalmitis in mice.21 In the present
study, no differences in retinal function, MPO concentra-
tions, or bacterial growth were found between S. aureus–
infected C57BL/6J and CXCL2−/− or CXCL10−/− mouse eyes.
Given the lack of an apparent influence on retinal func-
tion, intraocular inflammation, and bacterial growth at 12
and 24 hours, we did not perform experiments at 36 hours
postinfection. We also did not pursue studies examining
the effect of intraocular anti-CXCL2 or anti-CXCL10 anti-
body administration in conjunction with S. aureus infec-
tion. The lack of differences seen in CXCL2−/− or CXCL10−/−

mice might be attributable to redundancy in chemokine
signaling and function. Binding of CXCL1 to CXCR2, for
example, might have accommodated for the lack of CXCL2
or CXCL10.40 Novosad and colleagues41 demonstrated the
importance of TLR2 in B. cereus endophthalmitis in that
inflammatory cell infiltration and retinal function loss were
delayed in the eyes of TLR2−/− eyes relative to wild-type
mouse eyes. However, retinal architecture disruption and
MPO levels at later time points in TLR2−/− eyes were compa-
rable to those of wild-type eyes at earlier time points.
This delay suggested redundant mechanisms for recogni-
tion of B. cereus and subsequent inflammatory responses.
Indeed, TLR4 was activated by the B. cereus surface layer
protein A42 and played a significant role in mediating inflam-
matory processes following B. cereus intraocular infec-
tion.27,43 TLR2 and TLR4 are capable of signaling through
distinct and overlapping pathways, with TLR2 initiating
downstream signaling through MyD88 adaptor-dependent
pathways and TLR4 activating both MyD88-dependent and
MyD88-independent (TRIF-dependent) pathways.44 Talreja
et al.45 showed that TLR2−/− and MyD88−/− mouse eyes
exhibited decreased levels of proinflammatory chemokines
and cytokines relative to wild-type mouse eyes 24 hours
after infection with S. aureus. However, redundant signal-
ing pathways became apparent as levels of chemokines
and cytokines in TLR2−/− and MyD88−/− mouse eyes were
observed to be higher or similar to the levels observed
in wild-type eyes at 48 and 96 hours postinfection.45

These redundant mechanisms might have confounded any
anti-inflammatory benefit of the absence of CXCL2 or
CXCL10.

In conclusion, the present study revealed that the absence
of CXCL1 improved retinal function and decreased overall
intraocular inflammation at an early infection time point.
This suggests that CXCL1 is influential in the early inflam-
matory response to S. aureus endophthalmitis and might
serve as a potential therapeutic target. Differences in the
apparent influence of CXCL2 or CXCL10 on retinal function
outcomes or intraocular inflammation in a mouse model of
S. aureus endophthalmitis were not observed in this study
when compared to similar studies with a mouse model
of B. cereus endophthalmitis.21 The lack of an apparent
contribution of CXCL2 or CXCL10 to S. aureus endoph-
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thalmitis in this model might be due to redundancies
in chemokine expression that preserve the host immune
response. Furthermore, S. aureus is a nonmotile bacterium,
as compared to motile B. cereus. This difference, along
with other morphological differences, might delay immune
response activation in S. aureus endophthalmitis at these
early time points. Ultimately, this may lead to an inflam-
matory scenario where CXCL1 is the primary necessary
chemokine, with others (notably, CXCL2 and CXCL10) likely
serving a more supporting, redundant role in inflamma-
tion. When controlling for time postinfection, the differ-
ences in observed results between endophthalmitis etiolo-
gies suggest the involvement of different and overlapping
inflammatory pathways and markers. These differences also
highlight the importance of developing treatment options
that account for differences in the inflammatory response,
allowing for efficacious treatment that increases the likeli-
hood of vision preservation, regardless of etiology. Identifi-
cation of host factors that contribute to infection outcomes
and expanding treatment repertoires continues to be of
paramount importance in managing these potentially blind-
ing intraocular infections.

Acknowledgments

The authors thank Roger Astley (Department of Ophthalmology,
OUHSC) and Mark Dittmar (Dean McGee Eye Institute Animal
Facility) for their invaluable technical assistance. The authors
also thank Sergio Lira, MD (Icahn School of Medicine at Mount
Sinai, New York, NY) for providing the CXCL1−/− breeding pairs
of mice. The authors acknowledge the OUHSC Live Animal
Imaging and Analysis Core facilities for technical assistance and
the OUHSC Cellular Imaging Core for histology expertise.

Supported by a CORE Grant from the National Institutes
of Health (P30EY021725 to MCC); by grants from the
National Institutes of Health (R21EY028066, R01EY032073,
R21EY021802, and R01EY028810 to MCC); and by an unre-
stricted grant to the Dean A. McGee Eye Institute from Research
to Prevent Blindness, Inc.

Disclosure: P.S. Coburn, None; A.C. Parrott, None; F.C. Miller,
None; A.L. LaGrow, None; M.H. Mursalin, None; M.C. Calle-
gan, None

References

1. Astley RA, Coburn PS, Parkunan SM, Callegan MC. Model-
ing intraocular bacterial infections. Prog Retin Eye Res.
2016;54:30–48.

2. Parkunan SM, Callegan MC. The pathogenesis of bacterial
endophthalmitis. In: Durand ML, Miller JW, Young LHY, eds.
Endophthalmitis. Cham: Springer International Publishing
Switzerland; 2016:17–47.

3. Durand ML. Endophthalmitis. Clin Microbiol Infect.
2013;19(3):227–234.

4. Coburn PS, Callegan MC. Endophthalmitis. In: Rumelt S,
ed. Advances in Ophthalmology. London: IntechOpen;
2012:319–340.

5. Cunningham ET, Flynn HW, Relhan N, Zierhut M.
Endogenous endophthalmitis. Ocul Immunol Inflamm.
2018;26(4):491–495.

6. Rahmani S, Eliott D. Postoperative endophthalmitis: a
review of risk factors, prophylaxis, incidence, micro-
biology, treatment, and outcomes. Semin Ophthalmol.
2018;33(1):95–101.

7. Dehghani AR, Rezaei L, Salam H, Mohammadi Z, Mahboubi
M. Post traumatic endophthalmitis: incidence and risk
factors. Glob J Health Sci. 2014;6(6):68–72.

8. Novosad BD, Callegan MC. Severe bacterial endoph-
thalmitis: towards improving clinical outcomes. Expert Rev
Ophthalmol. 2010;5(5):689–698.

9. Callegan MC, Engelbert M, Parke DW, Jett BD, Gilmore
MS. Bacterial endophthalmitis: epidemiology, therapeu-
tics, and bacterium-host interactions. Clin Microbiol Rev.
2002;15:111–124.

10. Relhan N, Albini TA, Pathengay A, et al. Endophthalmi-
tis caused by Gram-positive organisms with reduced
vancomycin susceptibility: literature review and options for
treatment. Br J Ophthalmol. 2016;100(4):446–452.

11. Gentile RC, Shukla S, Shah M, et al. Microbiological spec-
trum and antibiotic sensitivity in endophthalmitis: a 25-year
review. Ophthalmology. 2014;121(8):1634–1642.

12. Endophthalmitis Vitrectomy Study. Microbiologic factors
and visual outcome in the Endophthalmitis Vitrectomy
Study. Am J Ophthalmol. 1996;122(6):830–846.

13. Huz JI, Mukkamala K, Pagan IR, et al. Clinical outcomes
and antibiotic susceptibilities of Staphylococcus aureus
endophthalmitis. Graefes Arch Clin Exp Ophthalmol.
2017;255(4):651–656.

14. Major JC, Jr, Engelbert M, Flynn HW, Jr, Miller D, Smiddy
WE, Davis JL. Staphylococcus aureus endophthalmitis:
antibiotic susceptibilities, methicillin resistance, and clinical
outcomes. Am J Ophthalmol. 2010;149(2):278–283.

15. Bispo PJM, Selleck EM, Gilmore MS. Antibiotic resistance
in endophthalmitis pathogens. In: Durand ML, Miller JW,
Young LHY, eds. Endophthalmitis. Cham: Springer Interna-
tional Publishing Switzerland; 2016:239–260.

16. Callegan MC, Booth MC, Jett BD, Gilmore MS. Pathogenesis
of gram-positive bacterial endophthalmitis. Infect Immun.
1999;67(7):3348–3356.

17. Booth MC, Cheung AL, Hatter KL, Jett BD, Calle-
gan MC, Gilmore MS. Staphylococcal accessory regulator
(sar) in conjunction with agr contributes to Staphylococ-
cus aureus virulence in endophthalmitis. Infect Immun.
1997;65(4):1550–1556.

18. Giese MJ, Sumner HL, Berliner JA, Mondino BJ. Cytokine
expression in a rat model of Staphylococcus aureus endoph-
thalmitis. Invest Ophthalmol Vis Sci. 1998;39(13):2785–2790.

19. Rajamani D, Singh PK, Rottmann BG, Singh N, Bhasin
MK, Kumar A. Temporal retinal transcriptome and
systems biology analysis identifies key pathways and hub
genes in Staphylococcus aureus endophthalmitis. Sci Rep.
2016;6:21502.

20. Francis R, Singh PK, Singh S, Giri S, Kumar A.
Glycolytic inhibitor 2-deoxyglucose suppresses inflam-
matory response in innate immune cells and exper-
imental staphylococcal endophthalmitis. Exp Eye Res.
2020;197:108079.

21. Mursalin MH, Coburn PS, Miller FC, Livingston ET, Astley
R, Callegan MC. C-X-C chemokines influence intraocu-
lar inflammation during Bacillus endophthalmitis. Invest
Ophthalmol Vis Sci. 2021;62(14):14.

22. Engelbert M, Gilmore MS. Fas ligand but not comple-
ment is critical for control of experimental Staphylococ-
cus aureus endophthalmitis. Invest Ophthalmol Vis Sci.
2005;46(7):2479–2486.

23. Ramadan RT, Ramirez R, Novosad BD, Callegan MC. Acute
inflammation and loss of retinal architecture and function
during experimental Bacillus endophthalmitis. Curr Eye
Res. 2006;31(11):955–965.

24. Ramadan RT, Moyer AL, Callegan MC. A role for tumor
necrosis factor-alpha in experimental Bacillus cereus
endophthalmitis pathogenesis. Invest Ophthalmol Vis Sci.
2008;49(10):4482–4489.



C-X-C Chemokines and Staphylococcus aureus Intraocular Infection IOVS | March 2023 | Vol. 64 | No. 3 | Article 10 | 10

25. Kumar A, Kumar A. Role of Staphylococcus aureus virulence
factors in inducing inflammation and vascular permeability
in a mouse model of bacterial endophthalmitis. PLoS One.
2015;10(6):e0128423.

26. Suzuki T, Campbell J, Swoboda JG, Walker S, Gilmore
MS. Role of wall teichoic acids in Staphylococcus
aureus endophthalmitis. Invest Ophthalmol Vis Sci.
2011;52(6):3187–3192.

27. Coburn PS, Miller FC, LaGrow AL, et al. TLR4 modulates
inflammatory gene targets in the retina during Bacillus
cereus endophthalmitis. BMC Ophthalmol. 2018;18(1):96.

28. Murphy PM, Tiffany HL. Cloning of complementary
DNA encoding a functional human interleukin-8 receptor.
Science. 1991;253(5025):1280–1283.

29. Skov L, Beurskens FJ, Zachariae CO, et al. IL-8 as anti-
body therapeutic target in inflammatory diseases: reduction
of clinical activity in palmoplantar pustulosis. J Immunol.
2008;181(1):669–679.

30. Yoshimura T, Matsushima K, Oppenheim JJ, Leonard EJ.
Neutrophil chemotactic factor produced by lipopolysac-
charide (LPS)-stimulated human blood mononuclear leuko-
cytes: partial characterization and separation from inter-
leukin 1 (IL 1). J Immunol. 1987;139(3):788–793.

31. Bilusic M, Heery CR, Collins JM, et al. Phase I trial of HuMax-
IL8 (BMS-986253), an anti-IL-8 monoclonal antibody, in
patients with metastatic or unresectable solid tumors. J
Immunother Cancer. 2019;7(1):240.

32. Kochan T, Singla A, Tosi J, Kumar A. Toll-like receptor
2 ligand pretreatment attenuates retinal microglial inflam-
matory response but enhances phagocytic activity toward
Staphylococcus aureus. Infect Immun. 2012;80(6):2076–
2088.

33. Abdulkhaleq LA, Assi MA, Abdullah R, et al. The crucial roles
of inflammatory mediators in inflammation: A review. Vet
World. 2018;11(5):627–635.

34. Baggiolini M. Chemokines and leukocyte traffic. Nature.
1998;392(6676):565–568.

35. Liu K, Wu L, Yuan S, Wu M, et al. Structural basis of CXC
chemokine receptor 2 activation and signalling. Nature.
2020;585(7823):135–140.

36. Martins-Green M, Petreaca M, Wang L. Chemokines and
their receptors are key players in the orchestra that regu-
lates wound healing. Adv Wound Care (New Rochelle).
2013;2(7):327–347.

37. Sommer F, Torraca V, Meijer AH. Chemokine recep-
tors and phagocyte biology in zebrafish. Front Immunol.
2020;11:325.

38. Sawant KV, Sepuru KM, Lowry E, et al. Neutrophil recruit-
ment by chemokines Cxcl1/KC and Cxcl2/MIP2: role of
Cxcr2 activation and glycosaminoglycan interactions. J
Leukoc Biol. 2021;109(4):777–791.

39. Zhang H, Ye YL, Li MX, et al. CXCL2/MIF-CXCR2 signal-
ing promotes the recruitment of myeloid-derived suppres-
sor cells and is correlated with prognosis in bladder cancer.
Oncogene. 2017;36(15):2095–2104.

40. David JM, Dominguez C, Hamilton DH, Palena C. The IL-
8/IL-8R axis: a double agent in tumor immune resistance.
Vaccines. 2016;4(3):22.

41. Novosad BD, Astley RA, Callegan MC. Role of Toll-like
receptor (TLR) 2 in experimental Bacillus cereus endoph-
thalmitis. PLoS One. 2011;6(12):e28619.

42. Mursalin MH, Coburn PS, Livingston E, et al. Bacillus S-
layer-mediated innate interactions during endophthalmitis.
Front Immunol. 2020;11:215.

43. Parkunan SM, Randall CB, Coburn PS, Astley RA, Staats RL,
Callegan MC. Unexpected roles for Toll-like receptor 4 and
TRIF in intraocular infection with Gram-positive bacteria.
Infect Immun. 2015;83(10):3926–3936.

44. Kawasaki T, Kawai T. Toll-like receptor signaling pathways.
Front Immunol. 2014;5:461.

45. Talreja D, Singh PK, Kumar A. In vivo role of TLR2 and
MyD88 signaling in eliciting innate immune responses in
staphylococcal endophthalmitis. Invest Ophthalmol Vis Sci.
2015;56(3):1719–1732.


