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Objectives: Treatment of chronic or recurrent Staphylococcus aureus infections may require using antibiotics
with activity against intracellular multiresistant organisms. Quinupristin/dalfopristin (3:7) has been examined
in this context.

Methods: Quinupristin and dalfopristin were used separately or mixed. Strains used were: (i) methicillin-
susceptible and -resistant S. aureus (MSSA and MRSA); (i) one vat(B) MSSA and msr(A/B) MRSA; (iii) erm(A)*
[MSSA, MRSA, vancomycin-intermediate S. aureus (VISA) and vancomycin-resistant S. aureus (VRSA)]; and (iv)
one erm(A/B)* cfrt MRSA resistant to quinupristin, dalfopristin and their combination. Assessment of activity
was determined by: (i) MICs (CLSI method); and (ii) concentration-response curves in broth and after phago-
cytosis by THP-1 macrophages, with descriptors of the model (Emin) and the pharmacodynamic response
[maximal relative efficacy (Emax), relative potency (ECso) and apparent static concentration (Cgqatic)].

Results: erm(A)-positive strains were all susceptible to quinupristin/dalfopristin (except strain CMO5), with MICs
not adversely influenced by acid pH or by the MRSA, VISA or VRSA character of the strain. In concentration-
response experiments, quinupristin/dalfopristin showed similar patterns for all strains (except strain CM05),
with a >3 log;o cfu decrease in broth and a 1.3 [erm(A) strain] to 2.6 [fully susceptible, vat(B) and msr(A/B)
strains] logqg cfu decrease for intracellular bacteria at the maximal extracellular concentration tested
(25 mg/L). Maximal extracellular and intracellular activity was obtained for a quinupristin/dalfopristin ratio of
3:7. For strain CMO5, quinupristin/dalfopristin was static in all conditions.

Conclusions: Based on historical comparisons with rifampicin, fluoroquinolones, lipoglycopeptides and other
antistaphylococcal drugs with a large accumulation in eukaryotic cells, quinupristin/dalfopristin appears to
be one of the most active antibiotics against intracellular S. aureus studied in this model so far, largely irrespec-

tive of its resistance phenotype.
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Introduction

The capacity of Staphylococcus aureus to survive and replicate
within eukaryotic cells is now recognized as a determining factor
in the persistent or recurrent character of many infections." The
treatment of such infections requires that antibiotics reach the
infected compartment(s) within cells and express their activity
therein.’ Beyond the necessity to select antibiotics based on
specific pharmacokinetic and pharmacodynamic properties,
treatment options are further complicated by the emergence

of multidrug-resistant strains for which safe and effective
alternatives are scarce. Among methicillin-resistant S. aureus
(MRSA), strains harbouring the MLSg phenotype (resistance to
macrolides, lincosamides and streptogramins B, most often con-
stitutively expressed®*) are now widespread.” More worryingly,
vancomycin-intermediate S. aureus (VISA) strains with decreased
susceptibility to glycopeptides are increasingly reported.® While
vancomycin-resistantS. aureus (VRSA) strains and linezolid-resistant
strains are still very rare today,”® they constitute true superbugs
against which the medical community must be prepared.
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First described for its potent activity against Gram-positive
cocci in the early 1990s,° Synercid® (hereafter referred to as qui-
nupristin/dalfopristin) is the trade name of a preparation associ-
ating two constituents, quinupristin (a streptogramin B) and
dalfopristin (a streptogramin A), in a fixed proportion (3:7).
Together with pristinamycin, quinupristin/dalfopristin belongs to
the class of streptogramins (ATC code JO1FG; http://www.
whocc.no/atcddd/). Like macrolides and lincosamides, strepto-
gramins interact with the 50S ribosomal subunit.'®** While
being bacteriostatic when tested alone, quinupristin and dalfo-
pristin become highly bactericidal when used in combination,*?
thanks to an interaction of dalfopristin with rRNA that enhances
the affinity of quinupristin for the ribosome.*® Although geneti-
cally related, resistance to each of the quinupristin/dalfopristin
components has been described [erm encoding a methylase
(MLSg phenotype),****> msr(A) causing active efflux (MSg and M
phenotypes), vgb encoding an inactivating lyase (Sg pheno-
type)’> '8 for streptogramin B, and vat encoding acetyltrans-
ferases and vga causing active efflux (S, phenotype)® 29 for
streptogramin A], quinupristin/dalfopristin often retains useful
antibacterial activity and remains clinically active against MLSg-
resistant strains.*”*?? As this phenotype is often co-associated
with those resistant to methicillin (MRSA) and with reduced sus-
ceptibility to vancomycin (VISA), quinupristin/dalfopristin now
appears to be one of those last resource drugs for the clinician
facing staphylococcal infections  with such multiresistant
isolates.”*

Both components of quinupristin/dalfopristin  have been
shown to accumulate to high levels inside phagocytic cells,”*
and quinupristin/dalfopristin has proven active in models of intra-
cellular infections caused by S. aureus,”* %> including VISA
strains?® and small colony variants.?” In the present study, we
have compared the extracellular and intracellular activities of
quinupristin/dalfopristin against a panel of S. aureus (reference
strains and clinical isolates) displaying specific mechanisms of
resistance to streptogramins A or B. We also used a linezolid-
resistant clinical isolate that was resistant to quinupristin/
dalfopristin. The panel of tested strains also included staphylo-
coccal isolates with other resistance phenotypes (MRSA, VISA
and VRSA) such as can be found in patients now or in the
future. We used a well-established model of infected human
macrophages?® that allows pharmacological comparisons to be
drawn and has already been applied successfully to many resist-
ant strains.?%29:39

Materials and methods

Materials

Quinupristin and dalfopristin were provided as microbiological standards
by Nordic Pharma Ltd, Paris, France. The two compounds were separately
dissolved in DMSO at a concentration of 50 g/L and diluted in water to a
final concentration of 1 g/L. The two stock solutions were mixed extem-
poraneously in a 3:7 w/w ratio to obtain a quinupristin/dalfopristin sol-
ution with the same proportion as that of quinupristin/dalfopristin. Cell
culture media and fetal calf serum were purchased from Invitrogen
(Paisley, Scotland, UK) and Difco (Sparks, MD, USA). Human serum for
opsonization of S. aureus was obtained from healthy volunteers and
stored at —80°C as pooled samples until use. Biochemical and other
reagents were purchased from E. Merck AG (Darmstadt, Germany) or
Sigma-Aldrich-Fluka (St Louis, MO, USA).

Bacterial strains and determination of extracellular
activity of antibiotics

S. aureus ATCC 25923 and S. aureus ATCC 33591 strains were obtained
from the ATCC (Manassas, VA, USA), and NRS18, NRS126 and VRS2 were
obtained from the Network on Antimicrobial Resistance in Staphylococcus
aureus programme (NARSA; Herndon, VA, USA) supported under NIAID/NIH
contract # HHSN2722007000055C. The other strains were clinical isolates.
The following clinical isolates were provided by Y. Glupczynski. MG1 [MSSA
erythromycin resistant/clindamycin resistant/erm(A), ID no. N6113072];
MG2 [MSSA erythromycin resistant/clindamycin susceptible/msr(A/B), ID
no. N6112967]; and MG3 (MRSA erythromycin susceptible/clindamycin
susceptible, ID no. N6111729). O. Denis provided clinical isolate S103
[erythromycin susceptible/clindamycin susceptible/dalfopristin  resistant/
vat(B)] J. Quinn (Rush University Medical Center, IL, USA) provided clinical
isolate CMO5 (erythromycin resistant/clindamycin resistant/quinupristin
resistant/dalfopristin resistant); in this strain, an rRNA methyltransferase
encoded by cfr (conferring resistance to oxazolidinones, phenicols, pleuro-
mutilins, lincosamides and streptogramins A)** and erm(A/B) (conferring
resistance to macrolides, lincosamides and streptogramins B) are constitu-
tively co-expressed within the same mir operon.>?=3* To avoid phenotype
drifts during the time taken to carry out this work, we prepared a large
number of aliquots for each strain that were kept frozen until use and dis-
carded after performing each series of experiments.

MICs were determined in Mueller-Hinton broth according to CLSI rec-
ommendations with the following modifications: (i) for the combination
of quinupristin/dalfopristin, arithmetic dilutions were used to determine
the MIC with greater accuracy when <1 mg/L; and (ii) for measurements
at acid pH, the broth was adjusted by addition of 2 N HCl to a value of 5.4,
and this value was rechecked before and after incubation. Killing curve
experiments were performed by incubating bacteria for 24h under
shaking in Mueller-Hinton broth in the presence of antibiotic, as described
previously.>®> Cfu values were determined after spreading on tryptic soy
agar and overnight incubation using an automated scanning system
(Bio-Rad Gel Doc, Bio-Rad, Hercules, CA, USA). In preliminary experiments,
we checked for the absence of a carry-over effect by comparing bacterial
counts from plates where the antibiotic dilutions were spread on the agar
before the bacteria and from control plates. As no effect was seen as long
as the concentration of the antibiotic solution remained <30x the MIC,
samples were systematically diluted to lower their concentrations accord-
ingly. This also sets the limit of detection of bacteria to a value correspond-
ing to a decrease of 4 logo units from the initial inoculum (~10° cfu/mL
for experiments in broth; for experiments with macrophages, the dilution
of the sample was always such that no carry-over effect could take place).

Cell viability upon exposure to quinupristin/dalfopristin

The viability of infected THP-1 cells exposed to quinupristin/dalfopristin
for 24 h was determined over a 1-25 mg/L concentration range using
a Trypan Blue staining assay to mimic what had been observed in the
serum of humans during Phase I trials.>®

Cell infection and determination of intracellular activity

All experiments were conducted with THP-1 macrophages, exactly as
described previously.?®>> Briefly, opsonized S. aureus were mixed with
cells for 1 h, extracellular bacteria were eliminated by exposure to genta-
micin (100x the MIC; 45 min) and cells were incubated with the antibiotic
for 24 h at 37°C. After cell harvesting and plating, cfu values were deter-
mined and their number expressed per mg of cell protein.

Analysis of the dose-response curves and statistical
analysis

Data from the dose-response experiments were used to derive a
pharmacological model based on the Hill equation (response versus
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log1 of drug concentration)®” allowing calculation of four key descriptors
pertinent to the model and the expression of activity of the antibiotic
under study,28 namely: (i) the relative minimal efficacy (Emin) correspond-
ing to the bacterial growth for an infinitely low antibiotic concentration;
(i) the maximal relative efficacy (Emaex) corresponding to the reduction
of cfu for an infinitely large antibiotic concentration (a higher maximal
relative activity corresponds to a lower, more negative Eqqx value); (iii)
the relative potency (ECsp), defined as the drug concentration causing
a response half-way between the minimal (Ey;,) and the maximal
(Emax) responses; and (iv) the apparent static concentration (Cstatic) corre-
sponding to the concentration of drug causing no apparent change in cfu
compared with the initial inoculum. The values of the first three descrip-
tors are obtained by fitting a sigmoid function to the data (non-linear
regression) and (i) using the corresponding bottom (Emax), top (Emin)
and ECsp function parameters (together with their standard error
and 95% confidence interval values) and (i) by graphical intrapolation
for Cstotic-

MLSg resistance genotyping

The ribosomal methylases encoded by erm(A) and erm(C), the macrolide
efflux pumps encoded by msr(A) and msr(B), and the acetyltransferase-
inactivating streptogramin A encoded by vat(B) were characterized by
PCR exactly as previously described.?

Curve fitting and statistical analyses

All curve fittings and statistical analyses were performed using GraphPad
Prism® version 4.02 for Windows and Instat® version 3.06 (GraphPad
Prism Software, San Diego, CA, USA).

Results

Susceptibility testing

Table 1 shows: (i) the origin of the strains used in the present
study; (i) their resistance phenotypes with respect to methicillin,
vancomycin and linezolid; (iii) their MLS genotype; and (iv) their
MICs of erythromycin, clindamycin, quinupristin and dalfopristin
(tested separately and with the value of their MIC ratio) and
quinupristin/dalfopristin. Quinupristin, dalfopristin and quinupristin/
dalfopristin were also tested at pH 5.4 (to mimic the pH of
phagolysosomes where phagocytized S. aureus reside in THP-1
macrophages).>”*® As anticipated from the corresponding geno-
types,’>?? the S103 vat(B) strain was 16-fold less susceptible to
dalfopristin than to quinupristin, while the MG2 msr(A/B) strain
showed an elevated MIC of erythromycin (32 mg/L) but to a
lesser extent of quinupristin (2 mg/L), consistent with an efflux
mechanism of resistance. All erm(A) strains tested showed elev-
ated MICs of erythromycin, clindamycin and quinupristin, but (i)
remained susceptible to dalfopristin and (i) displayed low MICs
of quinupristin/dalfopristin, demonstrating the advantage of
this combination. In contrast, the CMO5 linezolid-resistant
strain with a cfr and erm(A/B) genotype was resistant to all mol-
ecules tested, including dalfopristin, and, as a result, also showed
an elevated MIC of quinupristin/dalfopristin. Acid pH did not
affect the MICs of quinupristin, dalfopristin or quinupristin/
dalfopristin, which remained similar or only one dilution lower
than those measured at neutral pH [see Table S1, available
as Supplementary data at JAC Online (http:/jac.oxfordjournals.
org/)].

Table 1. Resistance phenotypes and genotypes, and antibiotic susceptibility of the strains used in this study

MIC (mg/L)®

Resistance

quinupristin/
dalfopristin (3:7)

quinupristin/dalfopristin

MIC ratio

dalfopristin

phenotype  MLS genotype  erythromycin  clindamycin  quinupristin

Origin

Strain

0.45
0.40
0.40
0.50
0.40
0.40
0.35
0.40
0.40

0.25-0.5

0.25-0.5 0.5-1

0.5
0.5

MSSA

reference strain
throat swab

clinical

ATCC 25923

0.125-0.25
0.0625

0.5-1

0.25-0.5
0.5

MRSA

MG3 (N6111729)

S103

0.5

0.5
32
256
256
256
256
>128

vat(B)

MSSA

0.25
256
256
256
256
>128

~

MSSA

wound swab

MG2 (N6112967)

32

32

16-32
32
32
32

<0.5

32-64

64
32

64
64

>128

256

256

=D = = =

MSSA

wound swab

MG1 (N6113072)
ATCC 33591
NRS18

MRSA

reference strain
wound swab
bloodstream

MRSA/VISA

MRSA/VISA
VRSA

NRS126
VRS2

wound swab
nasal swab

MRSA/LZDR

CMO5

LZDR linezolid resistant.

“As determined at pH 7.4. No marked difference (<1 log, dilution) was seen for quinupristin, dalfopristin or quinupristin/dalfopristin when tested at pH 5.4 [see Table S1, available as

Supplementary data at JAC Online (http:/jac.oxfordjournals.org/)]. All MICs were determined on freshly thawed aliquots from the corresponding strains and are representative of those

used in the other experiments described in this paper.
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Concentration-effect relationships

In preliminary experiments, the cytotoxicity of quinupristin/
dalfopristin towards infected THP-1 cells was examined by asses-
sing the cell permeability to the vital dye Trypan Blue. A 2-fold
increase in the proportion of stained cells over control values
(from ~15% to ~30%) was seen after exposure of infected
cells for 24 h to quinupristin/dalfopristin  concentrations of
25 mg/L. Further increasing this concentration caused a more
marked increase in stained cells that reached ~90% at
100 mg/L. For this reason, all subsequent experiments used a
quinupristin/dalfopristin concentration limited to a maximum
of 25 mg/L.

In a first series of experiments, the activity of quinupristin/
dalfopristin was examined over a 0.01-25 mg/L concentration
range against bacteria in broth (extracellular activity) and bac-
teria phagocytized by THP-1 macrophages (intracellular activity).
Figure 1 illustrates the data obtained for the fully susceptible
strain (ATCC 25923) and for four strains selected for harbouring
distinct MLS genotypes. Table 2 shows the pertinent descriptors
of the concentration-response curves [with goodness of fit
values (R?) and statistical analyses] for all strains (thus also
including the values obtained for the VISA strains NRS18 and
NRS126 and for the VRSA strain VRS2). In all cases, a Hill
equation (using a slope factor of 1) could be fitted to the data.
All strains grew to similar levels extracellularly, as denoted by
the lack of a significant difference in their respective E. i, par-
ameters (~3logig cfu increase), indicating no loss of fitness
related to the presence of resistance mechanisms in broth. In
THP-1 macrophages, most strains grew to similar levels as extra-
cellularly, except S103, VRS2 and CMO5, which achieved a some-
what lower growth (~2.1 logyq cfu increase).

The most salient observation from these studies is that all
strains, except CMO5 (which will be described below), showed
an essentially similar dose -response pattern, with maximal rela-
tive efficacies (Emax) SpPanning from a —2.12 to —3.83 logyo cfu
decrease for extracellular bacteria and from a —1.19 to —2.65
logio cfu decrease for intracellular bacteria. Of interest, the
ratio of intracellular to extracellular Eqqx values spanned from
0.46 to 1.14, indicating that the overall efficacy of quinupristin/
dalfopristin for killing bacteria was only moderately or even not
impaired intracellularly compared with what could be observed
in broth. Considering the intracellular relative potencies (ECsq)
and static concentrations (Cstatic), these were quite close to the
corresponding MIC measured in broth at pH 7.4 (with ratios to
MICs spanning from 0.43 to 2.70 for ECso and 0.55 to 2.30 for
Cstatic), indicating that the intracellular milieu did not adversely
affect the potency of quinupristin/dalfopristin.

In contrast to what was seen with all other strains, quinupristin/
dalfopristin showed a considerably lower relative potency (higher
ECso) and higher static concentration (Cstatic) towards the CM05
strain, both extracellularly and intracellularly. Whereas its extra-
cellular Cstatic matched the MIC, the intracellular Ceiqtic (as deter-
mined by graphical intrapolation) was much higher than
anticipated, with a ratio to the MIC of ~4.3, indicating a substan-
tial loss of potency of quinupristin/dalfopristin towards the intra-
cellular forms of CM05 compared with the other strains. The
maximal relative efficacies (Emqx) of quinupristin/dalfopristin
towards CMO5 were also markedly reduced, with values of only
a 1.7 logyo cfu decrease extracellularly and close to O (static
effect) intracellularly, denoting the inability to overcome this
resistance mechanism by simply increasing the antibiotic con-
centration in either condition.

lo ATCC 25923 ¢ S103 VvV MG2

A MG1 | CM05

extracellular

intracellular

Alog,, cfu (24-0h)

-2 -1 0 1 2

-2 -1 0 1 2

log10 quinupristin/dalfopristin (3:7) concentration (mg/L)

Figure 1. Concentration-response curves for the extracellular (left) and intracellular (right) activity of quinupristin/dalfopristin (3:7) against S. aureus
strains ATCC 25923 (fully susceptible), S103 [vat(B)], MG2 [msr(A/B)], MG1 [erm(A)] and CMO5 [erm(A/B), cfr] in broth (left) or after phagocytosis by
THP-1 macrophages (right). The ordinate shows the change in cfu (in log scale) per mL (extracellular) or per mg of cell protein (intracellular) after
24 h of incubation in the presence of increasing concentrations of quinupristin/dalfopristin as compared with the initial inoculum. The horizontal
broken line shows a static effect. The limit of detection corresponds to —4 logyo cfu. Data are means+SD of three independent experiments
(most of the SD bars are smaller than the symbols). Data obtained for each strain were used to fit sigmoidal equations. See Table 2 for regression
and pertinent parameters with statistical analysis of their differences.
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Table 2. Pertinent regression parameters [with confidence intervals (CIs)] and statistical analysis of the concentration-response curves for extracellular and intracellular activity of
quinupristin/dalfopristin against all tested strains illustrated in Figure 1

Extracellular activity

Intracellular activity

Strain Ermin® (CI) Ermax” (CI) ECso° (CD) Cotatic R? Ermin® (CI) Emax” (CD) ECso° (CD) Cotatic R?

ATCC 25923 2.87 a;A —3.16 ad;A 0.53 g;A 0.48 0.967 3.21 ad;A —2.42 a;B 0.34 ;A 0.46 0.970
(1.69-4.04) (—3.95 to —2.36) (0.22-1.30) (1.93-4.50) (—3.27 to —1.58) (0.12-0.94)

S103 3.14 A —2.12 bcd;A 0.28 g;A 0.41 0.981 2.07 bc;B —2.41 gA 1.08 bcd;B 0.92 0.957
(2.38-3.89) (=2.50to —1.75) (0.16-0.51) (1.39-2.75) (—3.08 to —1.74) (0.43-2.74)

MG2 3.31 gA —3.45 gA 0.29 aA 0.28 0.974 3.29 gA —2.65a;B 0.56 ac;B 0.69 0.997
(1.75-4.86) (—4.32 to —2.58) (0.10-0.81) (2.99-3.61) (—2.83 to —2.46) (0.45-0.71)

MG1 3.70 gA —2.48 abA 031 gA 0.47 0.948 2.53 ab;B —1.34 be;B 0.29 gA 0.55 0.994
(2.20-5.19) (—3.22to —1.75) (0.11-0.86) (2.21-2.85) (=1.50 to —1.18) (0.18-0.45)

NRS18 3.65 g;A —2.82 abd;A 0.33 gA 0.43 0.969 2.47 ab;A —1.89 ae;B 0.51 acA 0.67 0.971
(2.75-4.55) (—3.60 to —2.04) (0.16-0.66) (1.78-3.15) (—2.35 to —1.44) (0.25-1.03)

NRS126 3.28 gA —2.26 abd;A 0.29 gA 0.42 0.992 2.66 ab;A —1.19 b;B 0.23 gA 0.53 0.961
(2.86-3.70) (—2.60 to —1.91) (0.20-0.42) (1.77-3.55) (—1.59 to —0.80) (0.10-0.56)

VRS2 3.14 ;A —-3.83 gA 0.88 b;A 0.71 0.969 2.19 bd;B —1.77 ce;B 0.17 a;B 0.22 0.943
(2.30-3.93) (—4.95to 2.72) (0.44-1.75) (1.28-3.09) (—2.30to —1.24) (0.06-0.51)

CMO5 2.98 a;A —1.67 cd:A 2.62 GA 4.68 0.944  2.07cB —0.08 d;B 0.83 d;B 21.93° 0933
(2.16-3.80) (=2.79 to —0.56) (0.89-7.69) (1.48-2.67) (—0.52 to 0.36) (0.22-3.18)

Statistical analysis: (i) analysis per column (one-way analysis of variance with Tukey post-test for multiple comparisons between each parameter of all drugs), figures with different
lower case letters are significantly different from each other (P<0.05); and (i) analysis per row (unpaired, two-tailed t-test between corresponding parameters of extracellular and

intracellular activities), figures with different upper case letters are significantly different from each other (P<0.05).

9Cfu increase (in logyo units) at 24 h from the corresponding post-phagocytosis inoculum, as extrapolated for an infinitely low antibiotic concentration (minimal relative efficacy).
bCfu decrease (in logyo units) at 24 h from the corresponding post-phagocytosis inoculum, as extrapolated for an infinitely large antibiotic concentration (maximal relative efficacy). All

cfu counts were above the minimal detection level.

“Relative potency expressed as the concentration (mg/L) causing a reduction of the inoculum half-way between the Enin and Emax Values, as obtained from the Hill equation (using a
slope factor of 1).

dStatic concentration (mg/L) for which no apparent bacterial growth was detected (no change from the initial inoculum) as determined by graphical intrapolation.

“This value (calculated by graphical intrapolation of x-axis crossing of the Hill equation) remains largely undetermined as Eqy is barely below O for this strain compared with all other

strains.
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quinupristin/dalfopristin weight ratio

Figure 2. Activities of quinupristin/dalfopristin mixed in variable proportions and tested for MIC determination in broth at pH 7.4 (left) and activity
against intracellular S. aureus (right) at a fixed total extracellular concentration of 10 mg/L (24 h of incubation; the ordinate shows the decreases
in log;o cfu compared with the initial inoculum and expressed as the percentage of the maximal value observed for each strain [ATCC 25293,
—1.87+0.211 (2:8 ratio); MG1, —0.9854+0.217 (4:6 ratio); S103, —0.7914+0.104 (3:7 ratio)]. Data are means+SD of three independent

experiments; when not visible the SD bars are smaller than the symbols.

Activity of quinupristin/dalfopristin at variable
concentration ratios

While the original description of quinupristin/dalfopristin showed
that the synergy between dalfopristin and quinupristin could be
observed in broth over a wide range of concentration ratios,?
little is known about the expression of this synergy towards intra-
cellular bacteria. We therefore examined how modifying the
composition of the combination from 1:0 to 0:1 in 0.1 increments
could modulate the intracellular activity weight ratio, while
keeping the total extracellular concentration to a constant
value of 10 mg/L. Strains ATCC 25923, S103 and MG1 were
used in this study as they presented three typical and different
resistance phenotypes. Their MICs in broth at pH 7.4 were also
measured in parallel for reference purposes. Figure 2 shows
that activity was maximal (lowest MIC and largest decrease of
logyo cfu) for a quinupristin/dalfopristin weight ratio of ~3:7-
8:2 in broth and 3:7-4:6 in THP-1 macrophages.

Discussion

To our knowledge, this study is the first to examine in depth the
in vitro extracellular and intracellular activity of quinupristin/
dalfopristin combination on a panel of S. aureus strains with clini-
cally relevant mechanisms of resistance to antibiotics acting on
the 50S subunit of the ribosome or the assembly of the riboso-
mal subunits, as well as to other major antistaphylococcal
drugs such as B-lactams and glycopeptides. The main
message is that this combination of streptogramins is quite
active against the intracellular forms of S. aureus, making it
one of the most active agents in this context,”® including
against MRSA, VISA or VRSA isolates.

Considering extracellular bacteria and conventional suscepti-
bility testing first, we confirm that resistance to one of its

constituents does not adversely affect the activity of quinupris-
tin/dalfopristin at least in S. aureus,'” which, beyond the fact
that the drug is only used sparingly in the clinical arena, may
explain  why overall susceptibilities of this organism have
remained stable in all surveyed areas since its authorization for
human use in the late 1990s.>° "’ Reporting the quinupristin/
dalfopristin MIC ratio, as done here, may be a useful indicator
of the presence of a resistance determinant to one of the
quinupristin/dalfopristin  components, which will not appear
from the simple determination of the MIC of the commercial
mixture. Extending this type of analysis to larger collections
would be of interest to further validate it as potential diagnostic
tool. In contrast, the simultaneous presence of erm(A) (determi-
nant of the MLSg phenotype) and of cfr (determinant of resist-
ance to oxazolidinones, phenicols, pleuromutilins, lincosamides
and streptogramins A*'?) (as seen in CMO5) results in resistance
to the two components of quinupristin/dalfopristin, a marked
increase in the MIC and loss of bactericidal activity. Originally
described in animal staphylococci,*™*® the multiresistance cfr
has now been observed in human S. aureus isolates.?**%°° Its
dissemination could result in cross-resistance of staphylococci
to many antibiotics, in both human and veterinary medicine,
and should, therefore, be carefully monitored. This is all the
more important for quinupristin/dalfopristin, as (i) cfr and
erm(A) are both localized on highly mobile genetic elements
and (i) streptogramins have been used and lincosamides are
still used in animals, creating a risk of simultaneous transfer of
both genes to human isolates.

Concerning the concentration-effect relationships for intra-
cellular bacteria, our data also showed unanticipated properties
for quinupristin/dalfopristin and susceptible strains, namely:
(i) that the intracellular static concentrations and ECsg values
are close to the MICs in broth; and (ii) that the maximal intra-
cellular relative efficacy (Emax) values are quite high and globally
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only half of those observed against extracellular bacteria. The
intracellular static concentrations and ECsy values, and their
relationship to MICs in broth, are globally similar to those recently
reported for clarithromycin and the ketolides CEM-101 and teli-
thromycin.”! It could be argued that this effect is related to a per-
meabilization of the cells during the incubation time, giving
quinupristin/dalfopristin free access to intracellular bacteria.
There was indeed a modest but detectable increase in the pro-
portion of cells stained with Trypan Blue at the maximum concen-
tration tested. However, such a permeabilization would tend to
make Emnax Values for intracellular bacteria similar to those of
extracellular bacteria (as observed in the same model with the
membrane-permeabilizing antibiotic CSA-13),°? which was not
the case here. It is more tempting to speculate that this may
result from the cellular accumulation of quinupristin and dalfo-
pristin. Previous studies using radiolabelled compounds found
accumulation levels of 34 and 50 for quinupristin and dalfopristin,
respectively,”* a level globally similar to that of macrolides and
ketolides in this set-up.?®>! Their subcellular localization has not
been established, but their weak basic character, and the impair-
ment of accumulation seen in cells exposed to acidic pH,**
strongly suggest a proton-trapping mechanism in acidic
membrane-bounded vacuoles, as demonstrated for macrolides®>
and many other weak organic bases.>* In this context, it is impor-
tant to emphasize that acidic pH does not impair the activity of
quinupristin/dalfopristin or of its constituents (in contrast to
what is seen with macrolides and ketolides,”* or as was shown
specifically for ATCC 25923 with gentamicin in the same
models).>®> This could contribute to the maintenance of its
potency in the intracellular milieu. The results of our experiments
in which we varied the quinupristin/dalfopristin weight ratio and
for which results pointed to an optimal value of ~3:7 as for extra-
cellular bacteria also suggest that both streptogramins are
handled in a similar way by THP-1 cells, making synergy as effec-
tive intracellularly as in broth.

With respect toits intracellular maximal relative maximal effica-
cies (Emax), quinupristin/dalfopristin more effectively reduces the
intracellular inoculum, compared with vancomycin or linezolid
(both essentially bacteriostatic),>*®  B-lactams, including
ceftobiprole (for which Enqgx values almost never exceed a 1-
1.5logyo cfu decrease),’®3%*® or daptomycin (~1.6 logyg cfu
decrease).”” Globally speaking, the intracellular maximal relative
efficacy of quinupristin/dalfopristin compares favourably with that
of highly bactericidal agents such as telavancin or oritavancin
(when tested against MSSA and MRSA at high extracellular concen-
trations)?®%82° or moxifloxacin (towards strains with low MICs).?®
The activity of quinupristin/dalfopristin is, however, clearly impaired
by the acquisition of mechanisms of resistance against both of its
constituents, as evidenced by the behaviour of the CMO5 strain.
This limit affects not only the relative potency but also, quite intri-
guingly, its maximal relative efficacy, which should largely
prevent any useful use of the drug even at increased dosages. Of
note, the intracellular medium thus seems to exacerbate differ-
ences between CMO5 and the susceptible strains, to the extent
that the drug becomes essentially static (making the value of
Cstatic Only indicative). This could arise from changes in gene
expression (including potential up-regulation of those involved in
resistance),® an overall decrease in bacterial metabolism or envel-
ope structural changes when S. aureus is intracellular and, thereby,
exposed to acidic pH.>®

In a more general context, this work opens up renewed
perspectives for the treatment of multidrug-resistant S. aureus
infections. While a large panel of new anti-MRSA drugs has
been under development over recent years, only daptomycin,
tigecycline and, more recently, telavancin (but in the USA only
so far) have been authorized for human use on a wide scale.
Each of these drugs has limits in terms of tolerance at the regis-
tered dosages.®®° %% Moreover, since the current susceptibility
breakpoints of all these drugs, based on their currently registered
dosages, is very close to the upper limit of the MIC distribution of
the wild-type populations (see http://www.eucast.org), a dosage
increase will be needed in the case of emergence of even low-
level resistance, which will further increase the risk of toxicity.

The model presented here is only partial and suffers from
several limitations?®~3%>1°¢ that make simple extrapolations to
human therapy quite uncertain. Yet, a recent study has shown
fairly good agreement between the findings with this in vitro
model and those obtained from an animal model as far as intra-
cellular S. aureus infection is concerned.®? The present cell model
also allows for direct comparison between drugs, giving insight
into their intrinsic potential against intracellular infection. Thus,
while the safety and tolerability issues associated with the
administration of quinupristin/dalfopristin cannot be ignored,®*
and the existence of fully resistant strains may limit its use,
our findings may help in reappraising the use of this drug in dif-
ficult to treat staphylococcal infections where eradication of
intracellular bacteria could be of importance for successful
therapy.

Acknowledgements

We thank Dr J. Quinn (Rush University Medical Center, IL, USA) for the gift
of the CMO5 strain and Dr J. F. Desnottes for critical reading of the
manuscript prior to submission. Ms M. C. Cambier and Mrs C. Misson
provided dedicated technical assistance. P. B. was boursier of a
programme FIRST Europe Objectif 1 of the Région Wallonne. S. L.
is Chargé de Recherches and F. V. B. is Maditre de Recherches of the
Belgian Fonds de la Recherche Scientifique (F.R.S.-FNRS).

Funding

This work was supported by the ‘STAPHAUR’ programme of the Région
Wallonne (grant no. EP1A320501R052F/415735) and the Belgian Fonds
de la Recherche Scientifique Médicale (FRSM; grant no. 3.4.597.06).

Transparency declarations
Nothing to declare.

Supplementary data

Table S1 is available as Supplementary data at JAC Online (http:/jac.
oxfordjournals.org/).

References

1 Garzoni C, Kelley WL. Staphylococcus aureus: new evidence for
intracellular persistence. Trends Microbiol 2009; 17: 59-65.

1234

0T0Z ‘62 Ae\ uo suaynl [ned Aq Bio'speuinolpiojxo-oel/:dny wol) papeojumod


http://jac.oxfordjournals.org/cgi/content/full/dkq110/DC1
http://jac.oxfordjournals.org/cgi/content/full/dkq110/DC1
http://jac.oxfordjournals.org/cgi/content/full/dkq110/DC1
http://jac.oxfordjournals.org

Quinupristin/dalfopristin and intracellular S. aureus

JAC

2 Van Bambeke F, Barcia-Macay M, Lemaire S et al. Cellular
pharmacodynamics and pharmacokinetics of antibiotics: current views
and perspectives. Curr Opin Drug Discov Devel 2006; 9: 218-30.

3 Lina G, Quaglia A, Reverdy ME et al. Distribution of genes encoding
resistance to macrolides, lincosamides, and streptogramins among
staphylococci. Antimicrob Agents Chemother 1999; 43: 1062 -6.

4 Schmitz FJ, Verhoef J, Fluit AC. Prevalence of resistance to MLS
antibiotics in 20 European university hospitals participating in the
European SENTRY surveillance programme. Sentry Participants Group.
J Antimicrob Chemother 1999; 43: 783-92.

5 Limbago B, Fosheim GE, Schoonover V et al. Characterization of
methicillin-resistant Staphylococcus aureus isolates collected in 2005
and 2006 from patients with invasive disease: a population-based
analysis. J Clin Microbiol 2009; 47: 1344-51.

6 Tenover FC, Biddle JW, Lancaster MV. Increasing resistance to
vancomycin and other glycopeptides in Staphylococcus aureus. Emerg
Infect Dis 2001; 7: 327-32.

7 Finks J, Wells E, Dyke TL et al. Vancomycin-resistant Staphylococcus
aureus, MI, USA, 2007. Emerg Infect Dis 2009; 15: 943-5.

8 Jones RN, Ross JE, Bell JM et al. Zyvox Annual Appraisal of Potency and
Spectrum program: linezolid surveillance program results for 2008. Diagn
Microbiol Infect Dis 2009; 65: 404-13.

9 Fass RJ. In vitro activity of RP 59500, a semisynthetic injectable
pristinamycin, against staphylococci, streptococci, and enterococci.
Antimicrob Agents Chemother 1991; 35: 553-9.

10 Champney WS, Tober CL. Specific inhibition of 50S ribosomal subunit
formation in Staphylococcus aureus cells by 16-membered macrolide,
lincosamide, and streptogramin B antibiotics. Curr Microbiol 2000; 41:
126-35.

11 Cocito C, Di Giambattista M, Nyssen E et al. Inhibition of protein
synthesis by streptogramins and related antibiotics. J Antimicrob
Chemother 1997; 39 Suppl A: 7-13.

12 Bouanchaud DH. In-vitro and in-vivo synergic activity and fractional
inhibitory concentration (FIC) of the components of a semisynthetic
streptogramin, RP 59500. J Antimicrob Chemother 1992; 30 Suppl A:
95-9.

13 Harms JM, Schlunzen F, Fucini P et al. Alterations at the peptidyl
transferase centre of the ribosome induced by the synergistic action of
the streptogramins dalfopristin and quinupristin. BMC Biol 2004; 2: 4.

14 Leclercq R. Mechanisms of resistance to macrolides and lincosamides:
nature of the resistance elements and their clinical implications. Clin
Infect Dis 2002; 34: 482-92.

15 Reynolds E, Ross JI, Cove JH. msr(A) and related macrolide/
streptogramin resistance determinants: incomplete transporters? Int J
Antimicrob Agents 2003; 22: 228-36.

16 Mukhtar TA, Koteva KP, Hughes DW et al. Vgb from Staphylococcus
aureus inactivates streptogramin B antibiotics by an elimination
mechanism not hydrolysis. Biochemistry 2001; 40: 8877 -86.

17 Ross EM, Kenakin T. Pharmacodynamics: mechanism of drug action
and the relationship between drug concentration and effect. In:
Hardman J, Limbird LE, eds. Goodman & Gilman’s The Pharmacological
Basis of Therapeutics. New York, NY: McGraw-Hill Medical Publishing
Division, 2001; 31-43.

18 Hershberger E, Donabedian S, Konstantinou K et al. Quinupristin-
dalfopristin  resistance in gram-positive bacteria: mechanism of
resistance and epidemiology. Clin Infect Dis 2004; 38: 92-8.

19 Allignet J, el Solh N. Diversity among the gram-positive
acetyltransferases inactivating streptogramin A and structurally related
compounds and characterization of a new staphylococcal determinant,
vatB. Antimicrob Agents Chemother 1995; 39: 2027 -36.

20 Allignet J, el Solh N. Characterization of a new staphylococcal gene,
vgaB, encoding a putative ABC transporter conferring resistance to
streptogramin A and related compounds. Gene 1997; 202: 133-8.

21 Bouanchaud DH. In-vitro and in-vivo antibacterial activity of
quinupristin/dalfopristin. J Antimicrob Chemother 1997; 39 Suppl A:
15-21.

22 Clarebout G, Nativelle E, Bozdogan B et al. Bactericidal activity of
quinupristin-dalfopristin against strains of Staphylococcus aureus with
the MLSg phenotype of resistance according to the erm gene type. Int J
Antimicrob Agents 2004; 24: 444-9.

23 Manfredi R. A re-emerging class of antimicrobial agents:
streptogramins  (quinupristin/dalfopristin) in  the management of
multiresistant gram-positive nosocomial cocci in hospital setting. Mini
Rev Med Chem 2005; 5: 1075-81.

24 Desnottes JF, Diallo N. Cellular uptake and intracellular bactericidal
activity of RP 59500 in murine macrophages. J Antimicrob Chemother
1992; 30 Suppl A: 107-15.

25 Yamaoka T. The bactericidal effects of anti-MRSA agents with
rifampicin and sulfamethoxazole-trimethoprim against  intracellular
phagocytized MRSA. J Infect Chemother 2007; 13: 141-6.

26 Lemaire S, Kosowska-Shick K, Julian K et al. Activities of
antistaphylococcal  antibiotics  towards the  extracellular and
intraphagocytic forms of Staphylococcus aureus isolates from a patient
with persistent bacteraemia and endocarditis. Clin Microbiol Infect
2008; 14: 766-77.

27 Nguyen HA, Denis O, Vergison A et al. Intracellular activity of
antibiotics in a model of human THP-1 macrophages infected by a
Staphylococcus aureus small-colony variant strain isolated from a cystic
fibrosis patient: pharmacodynamic evaluation and comparison with
isogenic normal-phenotype and revertant strains. Antimicrob Agents
Chemother 2009; 53: 1434-42.

28 Barcia-Macay M, Seral C, Mingeot-Leclercq MP et al.
Pharmacodynamic evaluation of the intracellular activities of antibiotics
against Staphylococcus aureus in a model of THP-1 macrophages.
Antimicrob Agents Chemother 2006; 50: 841-51.

29 Barcia-Macay M, Lemaire S, Mingeot-Leclercq MP et al. Evaluation of
the extracellular and intracellular activities (human THP-1 macrophages)
of telavancin  versus vancomycin against methicillin-susceptible,
methicillin-resistant, vancomycin-intermediate and vancomycin-resistant
Staphylococcus aureus. J Antimicrob Chemother 2006; 58: 1177 -84.

30 Lemaire S, Glupczynski Y, Duval V et al. Activities of ceftobiprole and
other cephalosporins against extracellular and intracellular (THP-1
macrophages and keratinocytes) forms of methicillin-susceptible and
methicillin-resistant ~ Staphylococcus  aureus.  Antimicrob  Agents
Chemother 2009; 53: 2289-97.

31 Long KS, Poehlsgaard J, Kehrenberg C et al. The Cfr rRNA
methyltransferase confers resistance to phenicols, lincosamides,
oxazolidinones, pleuromutilins, and streptogramin A antibiotics.
Antimicrob Agents Chemother 2006; 50: 2500-5.

32 Toh SM, Xiong L, Arias CA et al. Acquisition of a natural resistance
gene renders a clinical strain of methicillin-resistant Staphylococcus
aureus resistant to the synthetic antibiotic linezolid. Mol Microbiol 2007;
64: 1506-14.

33 Arias CA, Vallejo M, Reyes J et al. Clinical and microbiological aspects
of linezolid resistance mediated by the cfr gene encoding a 23S rRNA
methyltransferase. J Clin Microbiol 2008; 46: 892 -6.

34 Smith LK, Mankin AS. Transcriptional and translational control of the
milr operon, which confers resistance to seven classes of protein
synthesis inhibitors. Antimicrob Agents Chemother 2008; 52: 1703-12.

35 Lemaire S, Van Bambeke F, Mingeot-Leclercq MP et al. Activity of
three B-lactams (ertapenem, meropenem and ampicillin) against

1235

0T0Z ‘62 Ae\ uo suaynl [ned Aq Bio'speuinolpiojxo-oel/:dny wol) papeojumod


http://jac.oxfordjournals.org

Baudoux et al.

intraphagocytic Listeria monocytogenes and Staphylococcus aureus.
J Antimicrob Chemother 2005; 55: 897-904.

36 Etienne SD, Montay G, Le Liboux A et al. A phase I, double-blind,
placebo-controlled study of the tolerance and pharmacokinetic
behaviour of RP 59500. J Antimicrob Chemother 1992; 30 Suppl A:
123-31.

37 Seral C, Van Bambeke F, Tulkens PM. Quantitative analysis of
gentamicin, azithromycin, telithromycin, ciprofloxacin, moxifloxacin, and
oritavancin (LY333328) activities against intracellular Staphylococcus
aureus in mouse J774 macrophages. Antimicrob Agents Chemother
2003; 47: 2283-92.

38 Lemaire S, Van Bambeke F, Mingeot-Leclercq MP et al. Role of acidic
pH in the susceptibility of intraphagocytic methicillin-resistant
Staphylococcus aureus strains to meropenem and cloxacillin. Antimicrob
Agents Chemother 2007; 51: 1627-32.

39 Jones RN, Ballow CH, Biedenbach DJ et al. Antimicrobial activity of
quinupristin-dalfopristin  (RP- 59500, Synercid) tested against over
28,000 recent clinical isolates from 200 medical centers in the United
States and Canada. Diagn Microbiol Infect Dis 1998; 31: 437-51.

40 Sader HS, Jones RN, Ballow CH et al. Antimicrobial susceptibility of
quinupristin/dalfopristin tested against gram-positive cocci from Latin
America: results from the global SMART (GSMART) surveillance study.
Braz J Infect Dis 2001; 5: 21-31.

41 Denis O, Magdalena J, Deplano A et al. Molecular epidemiology of
resistance to macrolides-lincosamides-streptogramins in  methicillin-
resistant Staphylococcus aureus (MRSA) causing bloodstream infections
in patients admitted to Belgian hospitals. J Antimicrob Chemother
2002; 50: 755-7.

42 Decousser JW, Pina P, Picot F et al. Frequency of isolation and
antimicrobial susceptibility of bacterial pathogens isolated from
patients with bloodstream infections: a French prospective national
survey. J Antimicrob Chemother 2003; 51: 1213-22.

43 Denis O, Deplano A, Nonhoff C et al. National surveillance of
methicillin-resistant ~ Staphylococcus aureus in  Belgian hospitals
indicates rapid diversification of epidemic clones. Antimicrob Agents
Chemother 2004; 48: 3625-9.

44 Denis O, Deplano A, Nonhoff C et al. In vitro activities of ceftobiprole,
tigecycline, daptomycin, and 19 other antimicrobials against
methicillin-resistant  Staphylococcus aureus strains from a national
survey of Belgian hospitals. Antimicrob Agents Chemother 2006; 50:
2680-5.

45 Sader HS, Watters AA, Fritsche TR et al. Daptomycin antimicrobial
activity tested against methicillin-resistant  staphylococci  and
vancomycin-resistant enterococci isolated in European medical centers
(2005). BMC Infect Dis 2007; 7: 29.

46 Loza E, Morosini MI, Pascual A et al. Comparative in vitro activity of
daptomycin against gram-positive microorganisms: SENTRY surveillance
program, Spain (2002-2006). Enferm Infecc Microbiol Clin 2008; 26:
489-94.

47 Mendes RE, Sader HS, Deshpande L et al. Antimicrobial activity of
tigecycline against community-acquired methicillin-resistant
Staphylococcus aureus isolates recovered from North American medical
centers. Diagn Microbiol Infect Dis 2008; 60: 433-6.

48 Kehrenberg C, Aarestrup FM, Schwarz S. IS21-558 insertion sequences

are involved in the mobility of the multiresistance gene cfr. Antimicrob
Agents Chemother 2007; 51: 483-7.

49 Kehrenberg C, Cuny C, Strommenger B et al. Methicillin-resistant
and -susceptible Staphylococcus aureus strains of clonal lineages ST398
and ST9 from swine carry the multidrug resistance gene cfr. Antimicrob
Agents Chemother 2009; 53: 779-81.

50 Morales G, Picazo JJ, Baos E et al. Resistance to linezolid is mediated
by the cfr gene in the first report of an outbreak of linezolid-resistant
Staphylococcus aureus. Clin Infect Dis 2010; 50: 821-5.

51 Lemaire S, Van Bambeke F, Tulkens PM. Cellular accumulation and
pharmacodynamic evaluation of the intracellular activity of CEM-101, a
novel fluoroketolide, against  Staphylococcus —aureus,  Listeria
monocytogenes, and Legionella pneumophila in  human THP-1
macrophages. Antimicrob Agents Chemother 2009; 53: 3734-43.

52 Lemaire S, Bogdanovitch T, Chavez-Bueno S et al. Bactericidal activity
of ceragenin CSA-13 against intracellular MSSA, hospital-acquired (HA)
and community-acquired (CA) MRSA, and VISA in THP-1 macrophages:
relation to cellular toxicity? In: Abstracts of the Forty-sixth Interscience
Conference on Antimicrobial Agents and Chemotherapy, San Francisco,
CA, 2006. Abstract A-633, p. 13. American Society for Microbiology,
Washington, DC, USA.

53 Carlier MB, Zenebergh A, Tulkens PM. Cellular uptake and subcellular
distribution of roxithromycin and erythromycin in phagocytic cells.
J Antimicrob Chemother 1987; 20 Suppl B: 47-56.

54 de Duve C, de Barsy T, Poole B et al. Commentary. Lysosomotropic
agents. Biochem Pharmacol 1974; 23: 2495-531.

55 Baudoux P, Bles N, Lemaire S et al. Combined effect of pH and
concentration on the activities of gentamicin and oxacillin against
Staphylococcus aureus in pharmacodynamic models of extracellular
and intracellular infections. J Antimicrob Chemother 2007; 59: 246-53.

56 Lemaire S, Van Bambeke F, Appelbaum PC et al. Cellular
pharmacokinetics and intracellular activity of torezolid (TR-700): studies
with human macrophage (THP-1) and endothelial (HUVEC) cell lines.
J Antimicrob Chemother 2009; 64: 1035-43.

57 Lemaire S, Van Bambeke F, Mingeot-Leclercq MP et al. Modulation of
the cellular accumulation and intracellular activity of daptomycin
towards phagocytized Staphylococcus aureus by the P-glycoprotein
(MDR1) efflux transporter in human THP-1 macrophages and
madin-darby canine kidney cells. Antimicrob Agents Chemother 2007,
51: 2748-57.

58 Garzoni C, Francois P, Huyghe A et al. A global view of Staphylococcus
aureus whole genome expression upon internalization in human
epithelial cells. BMC Genomics 2007; 8: 171.

59 Weinrick B, Dunman PM, McAleese F et al. Effect of mild acid on gene
expression in Staphylococcus aureus. J Bacteriol 2004; 186: 8407 -23.

60 Papadopoulos S, Ball AM, Liewer SE et al. Rhabdomyolysis during
therapy with daptomycin. Clin Infect Dis 2006; 42: e108-e110.

61 Stein GE, Craig WA. Tigecycline: a critical analysis. Clin Infect Dis 2006;
43: 518-24.

62 Smith WJ, Drew RH. Telavancin: a new lipoglycopeptide for
gram-positive infections. Drugs Today (Barc) 2009; &5: 159-73.

63 Brinch KS, Sandberg A, Baudoux P et al. Plectasin shows intracellular
activity against Staphylococcus aureus in human THP-1 monocytes and in
a mouse peritonitis model. Antimicrob Agents Chemother 2009; 53:
4801-8.

64 Rubinstein E, Prokocimer P, Talbot GH. Safety and tolerability
of quinupristin/dalfopristin: administration quidelines. J Antimicrob
Chemother 1999; 44 Suppl A: 37-46.

1236

0T0Z ‘62 Ae\ uo suaynl [ned Aq Bio'speuinolpiojxo-oel/:dny wol) papeojumod


http://jac.oxfordjournals.org

Baudoux et al. — Quinupristin-dalfopristin and S. aureus — JAC-2009-1437 — SP - Page 1 of 1

Supplementary material

Table SP1: MICs (mg/L) of quinupristin, dalfopristin and quinupristin/dalfopristin (3:7)
against strain ATCC 25923 at neutral and acidic pH ?

Quinupristin Dalfopristin Q-D
pH7.4 pH 5.4 pH7.4 pH 5.4 pH7.4 pH5.4
0.5-1 0.5-1 2 2 0.45 0.40
0.5-1 0.5-1 4 4 0.40 0.40
0.5 0.5 8 2-4 0.40 0.40
2 2 2 2 0.50 0.40
32 32 1 1 0.40 0.30
32-64 32-64 2 1 0.40 0.40
64 32-64 2 2 0.35 0.40
32 64 1 1 0.40 0.30
64 64 2 1 0.40 0.30
64 32 > 128 16 5 4

2 See Baudoux et al.! for comparisons of the effect of pH on the MICs of oxacillin and

gentamicin towards this strain

1. Baudoux P, Bles N, Lemaire S et al. Combined effect of pH and concentration on the
activities of gentamicin and oxacillin against Staphylococcus aureus in pharmacodynamic
models of extracellular and intracellular infections. J Antimicrob Chemother 2007; 59, 246-
53.
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