
antibiotics

Article

Does Vancomycin Wrapping in Anterior Cruciate Ligament
Reconstruction Affect Tenocyte Activity In Vitro?

Rocco Papalia †, Claudia Cicione † , Fabrizio Russo , Luca Ambrosio , Giuseppina Di Giacomo,
Gianluca Vadalà * and Vincenzo Denaro

����������
�������

Citation: Papalia, R.; Cicione, C.;

Russo, F.; Ambrosio, L.; Di Giacomo,

G.; Vadalà, G.; Denaro, V. Does

Vancomycin Wrapping in Anterior

Cruciate Ligament Reconstruction

Affect Tenocyte Activity In Vitro?

Antibiotics 2021, 10, 1087.

https://doi.org/10.3390

/antibiotics10091087

Academic Editors:

Konstantinos Anagnostakos and

Bernd Fink

Received: 21 July 2021

Accepted: 6 September 2021

Published: 8 September 2021

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

Laboratory of Regenerative Orthopaedics, Department of Orthopaedic and Trauma Surgery,
Campus BioMedico University of Rome, 00128 Rome, Italy; r.papalia@unicampus.it (R.P.);
c.cicione@unicampus.it (C.C.); fabrizio.russo@unicampus.it (F.R.); l.ambrosio@unicampus.it (L.A.);
g.digiacomo@unicampus.it (G.D.G.); denaro@unicampus.it (V.D.)
* Correspondence: g.vadala@unicampus.it
† The authors equally contributed to the work.

Abstract: Knee septic arthritis is a devastating complication following anterior cruciate ligament
(ACL) reconstruction. To prevent this issue, intraoperative soaking of ACL grafts with vancomycin is
often performed before implantation. Although vancomycin cytotoxicity has been reported several
times, little is known about its biological effect on tenocytes. The aim of this study was to evaluate
the in vitro effects of vancomycin on human primary tenocytes (hTCs). hTCs were isolated from
hamstring grafts of four patients undergoing ACL reconstruction. After expansion, hTCs were treated
with different concentrations of vancomycin (0, 2.5, 5, 10, 25, 50 and 100 mg/mL) for 10, 15, 30 and
60 min. In vitro cytotoxicity was evaluated measuring metabolic activity, cell toxicity, and apoptosis.
hTC metabolic activity was affected starting from 10 mg/mL vancomycin and decreased markedly at
100 mg/mL. Cell viability remained unaffected only at a concentration of 2.5 mg/mL vancomycin.
Vancomycin cytotoxicity was detected from 10 mg/mL after 15 min and at all higher concentrations.
Cells died when treated with concentrations higher than 5 mg/mL. The use of this antibiotic on
tendons to prevent infections could be useful and safe for resident cells if used at a concentration of
2.5 mg/mL for up to 1 h of treatment.

Keywords: anterior cruciate ligament; infection; tendon; vancomycin; human primary tenocytes;
hamstring graft; septic arthritis

1. Introduction

Anterior cruciate ligament (ACL) injury is among the most common and economically
costly sport injuries, frequently requiring expensive surgery and rehabilitation [1]. It affects
roughly 1 in 3000 people per year and an estimated 400,000–500,000 ACL reconstructions
(ACLR) are performed annually worldwide [2,3]. Post-operative knee septic arthritis repre-
sents a serious complication with an incidence rate between 0.14 and 1.7% [4]. The main risk
factors include revision surgery and the use of hamstring tendon autografts [5–9]. Several
microorganisms have been isolated from the synovial fluid of patients affected by septic
arthritis such as Staphylococci, the most prevalent coagulase-negative (CNS) bacteria, fol-
lowed by Staphylococcus aureus, Enterobacteriaceae, Propionibacterium acnes, Pseudomonas spp.,
and many others [10–13]. Early diagnosis and immediate antibiotic treatment are crucial.
However, the eradication of infections is challenging due to both the poor vascularization
of the tendon and bacterial biofilm formation [14].

A common practice to avoid knee septic arthritis after ACLR is the “vancomycin
wrap”, first described by Vertullo and colleagues [15], involving the soaking of the graft
for 10–15 min within a sterile gauze swab previously saturated with 5 mg/mL van-
comycin [16–18]. Vancomycin was first described in 1952 and approved by the FDA
in 1958 as an antibiotic active against Gram-positive and penicillin-resistant Staphylococci.
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Vancomycin was rapidly eclipsed by equally effective and less toxic antibiotics. However,
at the beginning of the 1980s, an increase in its use occurred due to its efficacy against
resistant pathogens such as Clostridium difficile, Streptococcus pneumoniae, and methicillin-
resistant Staphylococcus aureus (MRSA) [19]. The use of vancomycin in ACL wrap soaking
was supported by its activity against the most common pathogens involved in septic arthri-
tis and its low allergenicity. Even though several studies have documented vancomycin
toxicity on different musculoskeletal tissues and cells at therapeutical doses, little is known
about the biological effect of such antimicrobial use on tendon-derived cells.

The purpose of this study was to evaluate the toxicity of different concentrations of
vancomycin on human primary tenocytes (hTCs) in vitro. We hypothesized that a pro-
longed exposure of hTCs to the antibiotic and/or the increase of vancomycin concentration
would result in a reduction of cell viability and metabolic activity, which may negatively
impact on graft integrity and the success of surgery.

2. Results

The hamstring specimens used for the study were harvested from four patients who
underwent ACLR of the right knee. The subjects included were three males and one
female, with a mean age of 36.25 ± 13.15 years, without concomitant comorbidities or
pharmacological treatments (Table 1).

Table 1. Demographic characteristics of patients included in the study.

Patient Sex Age Comorbidities

1 M 38 None
2 M 19 None
3 M 37 None
4 F 51 None

2.1. Cell Metabolic Activity

An indirect measurement of cell status is the analysis of mitochondrial or metabolic
activity with MTT assay (Figure 1). Control cells were treated with 0 mg/mL of vancomycin
and were assumed to have 100% mitochondrial activity. The results of vancomycin treat-
ment at different concentrations were calculated using control cells as a reference. In the
dose-time curves under study, lower concentrations of vancomycin (2.5, 5, and 10 mg/mL)
reduced mitochondrial activity compared to 0 mg/mL without significant differences at all
time points analyzed. After 15 min, mitochondrial activity reduced with 25 and 100 mg/mL
vancomycin treatments by 53% ± 2% (p < 0.05) and 46% ± 20% (p < 0.01), respectively.
One-hundred milligrams per milliliter of vancomycin significantly reduced cell activity at
30 min (17% ± 14%; p < 0.001) and at 60 min (11% ± 5%; p < 0.001). Finally, a significant
detrimental effect of vancomycin was observed with 50 mg/mL after 60 min (25% ± 20%;
p < 0.05).
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Figure 1. MTT dose–time curves. (A) Each point corresponds to a vancomycin treatment at a 
different concentration at a certain timepoint. Relative metabolic activity was calculated considering 
0 mg/mL vancomycin as a baseline of 100%. (B) Relative metabolic activity was expressed as mean 
percentage ± standard deviation of at least three independent experiments. Mitochondrial activity 
was significantly reduced by 25 mg/mL vancomycin at 15 and 60 min, 50 mg/mL at 30 and 60 min, 
and 100 mg/mL at all timepoints after 10 min. Statistical significance was calculated versus the 
control group (0 mg/mL vancomycin) and reported as * p ≤ 0.05, ** p ≤ 0.01 and *** p ≤ 0.001. See text 
for details. 

2.2. Cell Viability and Toxicity 
Membrane integrity was evaluated by live/dead assay to determine vancomycin 

viability and toxicity (Figures 2 and 3). Vancomycin treatment at 0 mg/mL was considered 
as a control and assumed to correspond to 100% cell viability. The results of the other 
vancomycin concentrations were compared to the control. In contrast, cells treated with 
MeOH for 30 min were assumed to suffer 100% cell death and all the other treatments 
were calculated comparing each measurement starting from this reference. Cells treated 
with 2.5 mg/mL vancomycin showed a significant reduction of viability (Figure 2) after 30 
min of treatment (54% ± 17%; p < 0.01) but did not show other significant alterations in 
viability and toxicity (Figures 2 and 3) compared to 0 mg/mL. Cell viability for all the other 
concentrations of vancomycin were significantly lower compared to 0 mg/mL at any time 
point, ranging from 41% to 9%, as shown in the table (Figure 2, p < 0.001). 

Figure 1. MTT dose-time curves. (A) Each point corresponds to a vancomycin treatment at a
different concentration at a certain timepoint. Relative metabolic activity was calculated considering
0 mg/mL vancomycin as a baseline of 100%. (B) Relative metabolic activity was expressed as mean
percentage ± standard deviation of at least three independent experiments. Mitochondrial activity
was significantly reduced by 25 mg/mL vancomycin at 15 and 60 min, 50 mg/mL at 30 and 60 min,
and 100 mg/mL at all timepoints after 10 min. Statistical significance was calculated versus the
control group (0 mg/mL vancomycin) and reported as * p ≤ 0.05, ** p ≤ 0.01 and *** p ≤ 0.001. See
text for details.

2.2. Cell Viability and Toxicity

Membrane integrity was evaluated by live/dead assay to determine vancomycin
viability and toxicity (Figures 2 and 3). Vancomycin treatment at 0 mg/mL was considered
as a control and assumed to correspond to 100% cell viability. The results of the other
vancomycin concentrations were compared to the control. In contrast, cells treated with
MeOH for 30 min were assumed to suffer 100% cell death and all the other treatments
were calculated comparing each measurement starting from this reference. Cells treated
with 2.5 mg/mL vancomycin showed a significant reduction of viability (Figure 2) after
30 min of treatment (54% ± 17%; p < 0.01) but did not show other significant alterations
in viability and toxicity (Figures 2 and 3) compared to 0 mg/mL. Cell viability for all the
other concentrations of vancomycin were significantly lower compared to 0 mg/mL at any
time point, ranging from 41% to 9%, as shown in the table (Figure 2, p < 0.001).
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Figure 2. Cell viability dose–time curves. (A) Each point corresponds to a vancomycin treatment at 
a different concentration at a certain time point. Relative cell viability was calculated considering 0 
mg/mL vancomycin as a baseline of 100%. (B) Cell viability results were expressed as mean reduc-
tion of cell viability ± standard deviation for at least three independent experiments. Cell viability 
was significantly reduced by 10 mg/mL vancomycin at 60 min as well as by 25 mg/mL, 50 mg/mL, 
and 100 mg/mL approximately at all timepoints. Statistical significance was calculated versus the 
control group (0 mg/mL vancomycin) and reported as * p ≤ 0.05, ** p ≤ 0.01 and *** p ≤ 0.001. See text 
for details. 

Regarding toxicity (Figure 3), the increase in cell death started to be significant after 
60 min of treatment with 10 mg/mL vancomycin (76% ± 19%; p < 0.01) but was not signif-
icant with 2.5, 5, and 10 mg/mL at the other timepoints analyzed. Higher concentrations 
of vancomycin were cytotoxic at all the time points examined in the study. The calculated 
half maximal inhibitory concentration (IC50) was 3.033 to 9.286 mg/mL at 10 min, 2.845 to 
9.228 mg/mL at 15 min, 1.497 to 6.879 mg/mL at 30 min, and 1.775 to 5.541 mg/mL at 60 
min. No significant increase of cytotoxicity was found in hTCs at 0 mg/mL vancomycin 
compared to cells in culture medium at all timepoints (Figure S1). 

Figure 2. Cell viability dose-time curves. (A) Each point corresponds to a vancomycin treatment at
a different concentration at a certain time point. Relative cell viability was calculated considering
0 mg/mL vancomycin as a baseline of 100%. (B) Cell viability results were expressed as mean reduc-
tion of cell viability ± standard deviation for at least three independent experiments. Cell viability
was significantly reduced by 10 mg/mL vancomycin at 60 min as well as by 25 mg/mL, 50 mg/mL,
and 100 mg/mL approximately at all timepoints. Statistical significance was calculated versus the
control group (0 mg/mL vancomycin) and reported as * p ≤ 0.05, ** p ≤ 0.01 and *** p ≤ 0.001. See
text for details.

Regarding toxicity (Figure 3), the increase in cell death started to be significant after
60 min of treatment with 10 mg/mL vancomycin (76% ± 19%; p < 0.01) but was not signifi-
cant with 2.5, 5, and 10 mg/mL at the other timepoints analyzed. Higher concentrations of
vancomycin were cytotoxic at all the time points examined in the study. The calculated
half maximal inhibitory concentration (IC50) was 3.033 to 9.286 mg/mL at 10 min, 2.845
to 9.228 mg/mL at 15 min, 1.497 to 6.879 mg/mL at 30 min, and 1.775 to 5.541 mg/mL at
60 min. No significant increase of cytotoxicity was found in hTCs at 0 mg/mL vancomycin
compared to cells in culture medium at all timepoints (Figure S1).

2.3. Cell Apoptosis

To evaluate if toxic effects of higher concentrations of vancomycin caused cell death
through apoptotic processes, Annexin V/PI flow cytometric assay was performed. In-
terestingly, hTCs were Annexin V-FITC/PI negative at all the concentrations analyzed,
indicating the absence of early and late apoptosis. However, flow cytometric analysis after
24 h showed that cells treated with different concentrations of vancomycin at all time points
recovered and were still negative for both Annexin V and PI (data not shown).
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Figure 3. Cytotoxicity dose-time curves. (A) Each point corresponds to a vancomycin treatment at
a different concentration at a certain time point. Relative cytotoxicity was calculated considering
cells treated with MeOH for 30′ as a baseline of 100%. (B) Cytotoxicity results were expressed as
mean percentage ± standard deviation for at least three independent experiments. Cytotoxicity was
significantly increased by 10 mg/mL vancomycin at 60 min as well as by 25 mg/mL, 50 mg/mL,
and 100 mg/mL approximately at all timepoints. Statistical significance was calculated versus the
control group (0 mg/mL vancomycin) and reported as * p ≤ 0.05, ** p ≤ 0.01 and *** p ≤ 0.001. See
text for details.

3. Discussion

The main findings of this study were that the dose and time of exposure to vancomycin,
conventionally employed during ACL graft soaking, may significantly reduce hTC viability
and metabolic activity in vitro.

Knee septic arthritis is one of the most feared and devastating complications follow-
ing ACLR. Although relatively less common than other orthopaedic-related infections,
the condition may require prolonged antibiotic treatments, multiple reoperations, carti-
lage loss, hardware and graft removal, and can lead to arthrofibrosis in the most severe
cases [20]. Vancomycin is active against Gram-positive bacteria, typically infecting bacteria,
has low allergenicity, and is less toxic to local tissues than alternative antibiotics, such
as tobramycin, cefazolin, and gentamicin [21]. Vancomycin soaking of the graft is often
performed during ACLR to reduce the risk of post-operative septic arthritis. Briefly, a
surgical swab is imbibed in vancomycin (usually 5 mg/mL) and then wrapped around the
graft for , before implantation [15]. The effectiveness of this technique may be explained
by the decontamination of a contaminated graft, which can occur during harvest prepa-
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ration or passage through the portals in up to 22% of cases [22], by intra-articular elution
of a loaded antibiotic reservoir, or both [13]. Indeed, after soaking, the graft itself may
act as an antimicrobial reservoir capable of continuously eluting vancomycin over the
minimum inhibitory concentration (MIC) needed to eliminate most microorganisms in-
volved in post-ACLR septic arthritis (S. aureus = 0.25 mg/mL, Streptococcus = 0.25 mg/mL,
Enterococcus spp. = 2 mg/mL) [23,24]. In an ex vivo study, Grayson et al. showed that
vancomycin release from tendons started immediately after soaking and was maintained
for at least 24 h, with a peak elution rate in the first 10 min, followed by a plateau at
successive intervals. Furthermore, the elution rate was measurably increased when thicker
tendons and higher vancomycin concentrations were employed, without ever reaching
commonly accepted toxic concentrations [23]. The technique is easy to perform and has
shown favorable results in terms of efficacy, safety, and cost-effectiveness [25]. Indeed,
a recent meta-analysis by Naendrup et al. concluded that vancomycin-soaking of the
graft dramatically reduced the rate of septic arthritis following ACLR, with no episodes
of infection reported in the analyzed cohorts [26]. However, how long the graft should
be presoaked and the biological effect of vancomycin concentration on graft tissues still
remains unclear.

To our knowledge, this is the first study to evaluate dose-time effects of vancomycin
on hTCs. In our experimental conditions, 2.5 mg/mL of vancomycin did not affect hTC
viability up to 60 min with no increase in cell death, showing a behavior that did not signif-
icantly differ from soaking in saline solution. Conversely, 5 mg/mL, corresponding to the
most used concentration for the vancomycin wrap procedure, resulted in a decrease in hTC
viability of approximately 60% compared to cells in the control group after 10 min, which is
the average duration of graft soaking [18,25,26]. The results obtained with live/dead assay
and MTT assay indicated that, even at 2.5 ng/mL, cells reduced their metabolic activity by
an average of 50% after 1 h of vancomycin treatment, while cell viability remained around
60% compared to 0 mg/mL at the same time point. While MTT is an indirect measure of
cell viability and metabolic activity, the difference between these two assays could be due
to a reduction in cell activity not directly correlated with the overall cell viability [27,28].

In the literature, several studies have reported the toxicity of vancomycin on different
cell types and tissues. In vitro experiments on porcine chondrocytes showed that van-
comycin exposure at 5 and 10 mg/mL for 1 h resulted in toxicity and caused cell death [29],
while in vivo intra-articular injections of vancomycin reduced rabbit chondrocyte viability
even at 1 mg/mL [30]. In contrast, 5 mg/mL vancomycin did not affect the cell number
and alkaline phosphatase activity of human osteoblasts treated for 10 and 14 days [31],
whereas 10 mg/mL was reported to cause death on MG-63 osteosarcoma cells in vitro [32].
Vancomycin had little effect on cell proliferation up to 1 mg/mL but could reduce os-
teogenic marker expression at 0.1 and 1 mg/mL in periosteal cells from rabbit tibia [33]. In
another study, 125 mg/mL of vancomycin induced osteoblast toxicity and inhibited bone
regeneration [21].

In a recent manuscript by Liu and colleagues, osteoblasts, myoblasts, and fibroblasts
were cultured in the presence of different amounts of vancomycin (1, 3, 6, or 12 mg/cm2)
for either 1 h or 48 h, in order to simulate the effects of a short (e.g., wound lavage)
or a long (e.g., antibiotic-loaded spacers) exposure on cells participating in joint tissue
repair. The authors found that 1 h vancomycin exposure reduced osteoblast and myoblast
survival and migration only at the highest dosage (12 mg/cm2). Conversely, a prolonged
vancomycin exposure significantly impaired both survival and migration in all cell types
at all concentrations tested [34]. According to our results, it may be reasonable to reduce
vancomycin concentration for graft soaking under 5 mg/mL to reduce the risk of graft
damage without affecting antimicrobial efficacy, as the MIC for most bacteria involved
in post-ACLR septic arthritis is approximately 2 mg/mL [23]. Moreover, as exposure to
2.5 mg/mL vancomycin did not result in toxicity at any time point, prolonged graft soaking
over the 10 min course, e.g., due to intraoperative complications, may be reasonably safe,



Antibiotics 2021, 10, 1087 7 of 10

while longer incubation at higher concentrations may further affect tendon cell metabolic
activity and viability.

Graft toxicity and resulting tenocyte death may theoretically lead to premature biome-
chanical graft failure with the need for reoperation. In an ex vivo study, Schüttler et al. [35]
contaminated porcine flexor digitorum profundus tendons with Staphylococcus epidermidis
and then soaked the specimens with 1, 2.5, 5, and 10 mg/mL vancomycin for either 10
or 20 min. Residual bacterial contamination and maximum load and stiffness were then
evaluated. While all specimens were still contaminated after 10 min, no signs of infection
were observed in the groups treated with 5 and 10 mg/mL vancomycin for 20 min after
one week of culture, while 42.9% of tendons treated with 2.5 mg/mL still showed bacterial
contamination. However, the study may be biased by both the small sample size and the
method of contamination, which is far from a clinical scenario. Surprisingly, no sign of
biomechanical impairment was noted in all groups.

This study has some limitations. The main relates to the in vitro experimental proce-
dure, which differs from the in vivo environment of tenocytes. Further experiments will be
performed to evaluate vancomycin toxicity on ex vivo tendon explants. As vancomycin
chondrotoxicity has been described as well, the combined effect of the antibiotic on both
tenocytes and chondrocytes should be investigated to define its role on the main joint cell
types. Moreover, it has been proposed that vancomycin could jeopardize the ligamenti-
zation process [32,36], which is characterized by the progressive replacement of tendon
specific features of the implanted grafts with ligamentous properties. It is recognized that
the combined intra-articular remodeling and ligamentization of the graft dictate the biome-
chanical function of ACL reconstruction. It has been demonstrated that low concentrations
of vancomycin have no deleterious effects on tenocytes [23] nor risk of re-rupture [25].
The present in vitro study did not analyze the effect of vancomycin on the ligamentization
process or biomechanical properties; therefore, further studies should be carried out to
confirm the mid- and long-term safety of the use of vancomycin.

4. Materials and Methods
4.1. Isolation and Culture of Human Tendon-Derived Primary Cells

Human hamstring samples were harvested from surgical waste materials of 4 patients
undergoing ACLR. All patients signed written informed consent and all the procedures
were approved by our Institutional Ethical Committee (patient data can be found in Table 1).
Tendons were collected as they arrived from the surgery room and processed the same day.
Tissues were washed two times with phosphate-buffered saline (PBS), minced into small
pieces, and digested with 0.5 mg/mL of collagenase type II (Worthington, Lakewood, NJ,
USA) for 2 h at 37 ◦C in RPMI medium with 5% fetal bovine serum (FBS). The digested
material was centrifuged; the pellet was placed in a Petri dish and cultured at 37 ◦C
and 5% CO2 in RPMI with 10% FBS, 1% penicillin/streptomycin (P/S) and 1% L-Glut
(Supplementary Figure S2). The medium was changed twice a week. Cells were passaged
with 1× Trypsin/EDTA when they reached 80–90% confluence for at least 3 passages (P3).
Each cell culture was derived from a single donor.

4.2. Vancomycin Treatment

At the third passage, hTCs were plated and the medium was removed after 24 h. Cells
were then treated with vancomycin (Hikma Italia S.P.A., Pavia, Italy) in saline solution
(0.9% NaCl, B. Braun, Melsungen, Germany) at 0, 2.5, 5, 10, 25, 50, and 100 mg/mL for 10,
15, 30, and 60 min. Each treatment was performed in triplicate. Cells with culture medium
and 0 mg/mL were used as a control. Cells treated with 70% MeOH for 30 min were used
as a positive control for cytotoxicity. At each time point, cell metabolic activity, viability,
toxicity, and apoptosis were assessed as described above.
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4.3. Cell Activity

Cell metabolic activity was measured with MTT assay (Sigma-Aldrich, St. Louis, MO,
USA), according to the manufacturer’s instructions. At the third passage, the cells were
plated in 96-multi-well plates (1.5 × 104 cells/well) and treated as described above. At
each time point, after vancomycin treatment, cells were incubated for 4 h with 10% MTT
solution. Its reduction by mitochondrial dehydrogenases to purple formazan crystals was
determined reading the absorbance at 550 nm (Tecan Infinite M200 PRO).

4.4. Cell Viability and Toxicity

Cell toxicity was determined analyzing the membrane integrity through the
LIVE/DEAD™ cell viability assay (Thermo Fisher Scientific), following the manufacturer’s
instructions. At P3, cells were plated in 96-multi-well plates (1.5 × 104 cells/well) and
treated as previously described. After the treatment, cells were incubated for 30 min
with ethidium homodimer-2 and calcein acetoxymethylester (AM) at room temperature
and washed with PBS 3 times. Green and red fluorescence were quantified reading the
fluorescence at 645 nm and 530 nm (Tecan Infinite M200 PRO).

4.5. Cell Apoptosis

Cell apoptosis was determined using flow cytometry Annexin V Apoptosis kit-
FITC (Novus Biologicals-BioTechne, Minneapolis, MN, USA). At P3, cells were plated
in 24-multi-well plates (3 × 104 cells/well) and treated as previously described. After
treatment, cells were washed with PBS, detached with trypsin/EDTA, and recovered. After
2 washes with PBS, cells were incubated with Annexin V/PI dyes for 20 min at room
temperature, according to the manufacturer’s instructions. Blocking buffer was added and
cells were analyzed with CytoFlex (Beckman Coulter, Brea, CA, USA).

4.6. Statistical Analysis

Each experiment was repeated at least three times with cells from 4 different donors.
Results are expressed as the mean ± standard deviation (SD). The statistical analysis of
the results was performed using one-way analysis of variance (ANOVA) with Dunnett’s
post-test comparing each value to 0 mg/mL treatment (Prism 5 GraphPad Software, La
Jolla, CA, USA). Nonlinear regression was performed to calculate the IC50. Statistical
significance was denoted by * p < 0.05, ** p < 0.01, *** p < 0.001. Error bars represent SD.

5. Conclusions

Pre-soaking of ACL grafts in vancomycin is an efficacious, cost-effective, and safe
option to reduce the rate of post-ACLR septic arthritis. To our knowledge, this is the first
study to evaluate the dose-time effects of vancomycin on hTCs in vitro. From the data
presented, vancomycin was shown to be a safe treatment at 2.5 mg/mL up to 60 min, while
higher concentrations commonly used during the vancomycin wrap procedure may harm
the graft tenocyte viability and metabolic activity.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/antibiotics10091087/s1, Figure S1: Cytotoxicity dose time-curve of hTCs treated with 0 mg/mL
vancomycin (saline only) comparing cells cultured in DMEM as a baseline of 100%, Figure S2:
Microscopic representative images showing hTCs in culture.
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version of the manuscript.
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