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Abstract

The gastrointestinal mucosa is an important route of entry for microbial pathogens. The immune
cells of Peyer’s patch (PP) compartments contribute to the active immune response against
infection. Although local anesthetics are widely used in clinical practice, it remains unclear
whether local anesthetics such as lidocaine affect PP T cell functions. The aim of this study was to
examine if lidocaine has any effects on mouse PP T cell functions. To test this, freshly isolated
mouse Peyer’s patch T cells were incubated with lidocaine. The effects of lidocaine on
concanavalin A-stimulated PP T cell proliferation and cytokine production were assessed. The
effect of lidocaine on PP T cell mitogen-activated protein kinase (MAPK) activation was also
assessed. The results indicate that lidocaine suppresses cell proliferation, cytokine production, and
MAPK activation in PP T cells. Furthermore, we found that the chronic in vivo exposure to
lidocaine increases bacterial accumulation in PP. The enhanced immunosuppressive effects of
lidocaine on PP T cell functions could contribute to the host’s enhanced susceptibility to infection.

INTRODUCTION

Local anesthetics (LAS) are widely used for analgesia in patients with trauma and surgical
injury. Lidocaine has been used since the decade of the 1960s for several indications
including regional blocks, antiarrhythmia, analgesic for neuropathic and central pain, and as
adjuvant for postoperative pain, including postoperative pain refractory to opioids. Although
lidocaine is an old drug, it is still used in many areas in the clinical setting. Indeed, the AHA
2005 Guidelines for Cardiopulmonary Resuscitation and Emergency Cardiovascular Care
recommends it for the therapy of ventricular fibrillation, ventricular tachycardia, and PVC?.
In addition, lidocaine is the most frequently used local anesthetic in all types of local and
regional anesthesia even now?. Pain is a major problem for critically ill patients. Pain from
surgical incisions, trauma, and invasive procedures may hinder the effectiveness of
ventilation and lead to complication. Epidural analgesia can provide excellent postoperative
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as well as intraoperative analgesia. Adequate pain relief reduces perioperative
complications3. LAs are well known for their effect on immune functions. Although LAs
have antibacterial actions and beneficial effects on inflammatory responsel-3, they also have
harmful effects on immune function3-3. Previous studies have shown that LAs induce
neutrophil#6, natural killer cell”, and monocyte® dysfunction. Consequently, LAs have been
considered as a double-edged sword for the immune response.

The gastrointestinal mucosa plays a crucial role for host antibacterial defense. The
gastrointestinal mucosa is an important route of entry for microbial pathogens, and cells of
gastrointestinal mucosa rapidly initiate innate and acquired immune response after bacterial
invasion. The function of Peyer’s patches (PP), one of the gut-associated lymphoid tissues
(GALT), is impaired following thermal injury®, ischemia-reperfusion injury®, or in the
absence of enteral feedingl®. PP dysfunction might disrupt intestinal immune defense and
therefore contribute to bacterial translocation from the gut lumen®! to mesenteric lymph
nodes (MLN) and other extra-intestinal sites including spleen, liver, lung, and blood.
Furthermore, intestinal immune dysfunction might be associated with septic complication.
After bacterial invasion, the intestinal mucosa produces mediators that orchestrate the onset
of an early inflammatory response such as increased production and release of chemokines,
cytokines and nitric oxide within the first few hours. These molecules can act as early
signals to activate an acute mucosal inflammatory response and enhance the ability of
epithelial cells to produce cytokines that regulate mucosal immune responses for preventing
bacterial translocation12:13,

Immune cells of PP compartments contribute to the active immune response against
infection. Although local anesthetics are widely used in clinical practice, even in patients
with impaired organ functions, it remains unclear whether local anesthetics such as lidocaine
affect PP T cell functions. The aim of this study was to examine if lidocaine has any effects
on mouse PP T cell functions.

MATERIALS and METHODS

Mice

Male C3H/HeN mice (Charles River Laboratories, Wilmington, MA) 6-8 weeks old and
weighing 20-25 g, were used in the experiments. Mice were allowed to acclimatize to the
animal facility for one week before experiments. Animal experiments were conducted in
accordance with guidelines set forth in the Animal Welfare Act and the Guide for the Care
and Use of Laboratory Animals by the National Institutes of Health and approved by the
Institutional Animal Care and Use Committee at the University of Alabama at Birmingham.

Isolation and culturing of T cells from PP

Mice were anesthetized, and intestine was exposed via midline incision. PP were carefully
excised from the intestine wall, then dissociated using the neutral protease enzyme
collagenase type V (Sigma, St Louis, Mo; 40 U/mL) in Hank’s balanced salt solution
(HBSS; Fisher Scientific, Atlanta, GA) containing 10 mM HEPES, 50 pg/ml gentamicin,
100 U/ml penicillin, and 100 pg/ml streptomycin for 60 min at 37° in a water shaker (1 50
rpm). After collagenase digestion, the cell suspension was incubated with nylon wool-
packed columns. These columns were pre-equilibrated with HBSS containing 10 mM
HEPES, 50 pg/ml gentamicin, 100 U/ml penicillin, 200 pg/ml streptomycin, and 5% fetal
calf serum (FCS). Columns containing cells were incubated at 37°C for 50-60 m in. T cells
were obtained by eluting columns with 15 ml of HBSS at a flow rate of 1 drop/sec8:14,
Lymphocytes were resuspended in RPMI-1640 (Fisher Scientific) supplemented with 2 mM
L-glutamine, 10 mM HEPES, 50 pg/ml gentamicin, 100 U/ml penicillin, 100 pg/ml
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streptomycin, and 10% FCS, then counted. Our flow cytometric analysis demonstrated that
cells contained >97% CD3-positive T cells. Cell suspensions were stained with antibody
against surface marker CD3 (clone: 17A2, eBioscience, San Diego, CA). Cells were
analyzed using a BD LSRII (BD Biosciences, San Diego, CA).

We purchased lidocaine hydrochloride from Sigma (St. Louis, MO). Because it is water
soluble, we dissolved and diluted lidocaine hydrochloride in culture medium (RPMI-1640
supplemented with with 2 mM L-glutamine, 10 mM HEPES, 50 pg/ml gentamicin, 100 U/
ml penicillin, 100 pg/ml streptomycin, and 10% FCS) for in vitro studies. For in vivo study,
lidocaine hydrochloride was dissolved and diluted in saline, and same volume (1 ml) of
saline was given to control mice.

Cell viability assay

The cell survival assay of PP T cells (1x106 cells/ml, each) was performed up to 3 days in
the presence or absence of lidocaine. Cells were stained with trypan blue, and percentages of
viable cells were calculated by dividing the number of live cells by the total cell number.
Change in the percentages of viable cells was calculated on the basis of the number of cells
added to the culture on day 0.

Cell proliferation assay

ELISA (Amersham Biosciences, Piscataway, NJ) kit was used to determine the proliferation
of PP T cells. Briefly, PP T cells (1x106 cells/ml) were plated into a 96-well plate with or
without concanavalin A (ConA; 5 pg/ml) stimulation at various concentrations of lidocaine,
and cultured at 37°C, 5% CO , and 95% humidity for 48 hr. 5-bromo-2’-deoxyuridine
(BrdU) was added to the cell suspension and incubated for an additional 8 hr for PP T cells.
Plates were then centrifuged at 2000 rpm, 4°C for 10 min, supernatan ts were carefully
removed, and cells dried using a hairdryer for 15 min. The cells were incubated with
blocking buffer for 30 min at room temperature after which blocking buffer was removed by
centrifugation. Peroxidase-labeled anti-BrdU reagent was then added, and plates were
incubated for an additional 90 min at room temperature. Plates were washed 3 times with
phosphate-buffered saline (PBS), and after the addition of 3.3” 5.5’-tetramethylbenzidine
and 1 M sulfuric acid, the intensity of the color was measured with a Bio Tek (PowerWave,
Winooski, VVT) plate reader.

Determination of cytokine production

The levels of interleukin (IL)-2, IL-4, IL-5 and interferon (IFN)-y in culture supernatants
were determined by cytometric bead array (BD Bioscience, San Diego, CA) according to the
manufacturer’s instruction.

Detection of phosphorylated (activated) mitogen-activated protein kinase (MAPK)
signaling molecules by fluorescein-activated cell sorter analysis (FACS)

We measured intracellular signaling molecules by FACS, as described previously!®. After
preparation of PP T cells, cells were incubated with lidocaine for 1 hr. Cells were then
incubated with 5 pg/ml of ConA for 15 min. After incubation, cells were rapidly fixed with
2% paraformaldehyde for 10 min at 37°C, permea bilized with ice-cold methanol (100%) for
an additional 10 min, and washed with PBS supplemented with 1% bovine serum albumin
and 0.1% sodium azide. Prior to antibody staining, samples were incubated with Fc block
antibody (eBiosciences, San Diego, CA) to prevent nonspecific binding, then stained with
unlabeled, primary mouse monoclonal antibodies specific for phosphorylated (active) forms
of p38, extracellular signal-regulated kinase (ERK)1/2, or stress-activated protein kinase/c-
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Jun NH,-terminal kinase (SAPK/INK; Cell Signaling, Beverly, MA). An isotype-matched
mouse IgG was used as a nonspecific staining control. Cells were then washed and stained
with a goat anti-mouse FITC-labeled secondary antibody (Jackson ImmunoResearch, West
Grove, PA). Cells were subsequently washed twice and resuspended in 0.5%
paraformaldehyde. Flow cytometry was performed using the LSR 11 instrument (BD
Biosciences), and results were analyzed using the accompanying FACSDiva software (BD
Biosciences).

The effect of in vivo exposure of lidocaine on bacterial translocation

After in vivo exposure of mice to lidocaine by i.p. inoculations (0.25 mg/10 g body weight)
4 times a day for 7 days as described by Dickenstein et al.16, animals were anesthetized and
killed. The abdominal cavity was exposed under aseptic conditions. MLN, spleen, and blood
were collected. Organs were weighed and homogenized in sterile glass tissue grinders
(Fisher Scientific). Equal volume of blood (10 pl) or tissue homogenate (10 ul) from various
experimental groups was cultured separately on Tryptic soy agar plates (Difco, BD
Diagnostic Systems, Franklin Lakes, NJ). The agar plates were incubated for 48 hr at 37° for
the growth of bacteria. Bacte rial colony-forming units (CFU) were counted. If the plates did
not show any bacterial growth up to 48 hr, the organ was considered negative for the
presence of bacteria.

Statistical analysis

Data were presented as mean + standard error (SE). One-way analysis of variance
(ANOVA) and Tukey’s test were used for comparison between groups, and differences were
considered significant at p<0.05.

RESULTS

Peyer’s patch T cell viability

Lidocaine less than 100 uM had no effect on PP T cell viability, as determined by the
exclusion of the vital stain trypan blue. However, lidocaine at 1000 uM decreased cell
viability of PP T cells after incubation for 2-3 days (Fig. 1). In view of this, subsequent
experiments were performed with less than 100 uM lidocaine.

Peyer’s patch T cell proliferation

The effect of lidocaine on the ability of PP T cells to proliferate in response to stimulation
with ConA is shown in Fig. 2. Proliferation of PP T cells in response to stimulation with
ConA was increased compared to non-stimulated controls. Lidocaine induced a reduction in
PP T cell proliferation in a dose-dependent manner.

Peyer’s patch T cell cytokine production

Fig. 3 shows the effect of lidocaine on PP T cell cytokine production. Production of Thl
(IL-2 and IFN-y) cytokines by PP T cells was significantly increased in response to
stimulation with ConA compared to non-stimulated controls. Lidocaine induced a reduction
in PP T cell Th1 cytokine production in a dose-dependent manner. In addition to Thl
cytokine production, the PP T cell Th2 (IL-4 and IL-5) cytokine production was
significantly higher in response to stimulation with ConA compared to non-stimulated
controls. Lidocaine induced a decrease in PP T cell Th2 cytokine production in a dose-
dependent manner.
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Effect of lidocaine on activation of p38, ERK1/2, and SAPK/JNK

Since ConA was used to stimulate cytokine production by PP T cells, we examined whether
impaired cytokine production in the presence of lidocaine is associated with impaired
phosphorylation of MAPK in response to ConA. To evaluate activation of p38, ERK1/2, and
SAPK/INK, we used a flow cytometric approach as previously described (15). Fig. 4 shows
the effect of lidocaine on activation of p38, ERK1/2, and SAPK/JNK. Phosphorylation of
p38, ERK1/2, and SAPK/INK was detected in isolated PP T cells in the absence of ConA
stimulation. Unstimulated cells did not exhibit any significant differences in levels of
phosphorylated p38, ERK1/2, and SAPK/INK between lidocaine-treated PP T cells and non-
treated PP T cells. Activation of p38 MAPK and ERK1/2 was significantly increased in
response to ConA stimulation. Lidocaine (100 uM) induced suppression of p38 MAPK and
ERKZ1/2 activation in PP T cells. However, the activation of SAPK/INK was not changed in
response to ConA stimulation and lidocaine had no effect on SAPK/INK activation of PP T
cells.

Effect of in vivo exposure of lidocaine on bacterial numbers

Bacterial numbers were determined by culturing blood and homogenates prepared from
MLN and spleen. As shown in Table 1, the number of bacteria in MLN of sham animals was
1.5 £ 0.7 CFU. The number of bacteria in MLN from lidocaine-treated mice (10 £ 2.1) was
significantly higher compared with MLN of sham animals. No bacterial growth was noted in
the blood or in homogenates prepared from spleens of animals from any experimental group.
There were no significant differences in body weight between the groups at the beginning of
the experiment and the end of the experiment.

DISCUSSION

In this study, we observed a significant decrease in PP T cell proliferation after incubation
with lidocaine. The suppressive effect of lidocaine on PP T cell proliferation was evident at
lidocaine concentration of more than 10 uM. This was accompanied with suppression of PP
T cell cytokine production. Results also suggest that lidocaine likely mediates suppression of
PP T cell proliferation and cytokine production by inhibiting p38 and ERK1/2
phosphorylation. Furthermore, we found that chronic in vivo exposure of lidocaine increases
bacterial accumulation in PP. These findings collectively suggest that lidocaine diminishes
PP T cell functions, resulting in bacterial multiplication and their accumulation in PP.

The concentrations of lidocaine used in this study ranged from 1-100 uM (0.25-25 pg/ml).
Lidocaine concentration in human plasma reaches 2.2 ug/ml after epidural administration20.
After 2 mg/kg intravenous administration, the peak plasma concentration of lidocaine
reaches 1.5-1.9 ug/ml (6-8 uM) within 15 min?. Plasma concentration of lidocaine above
10 ug/ml tends to produce systemic toxicity such as cardiac arrhythmia, hypotension, and
cardiovascular collapse?2:23, A dose of 8 mg/kg lidocaine has been used to measure the
function of the nonembolized lobes of the liver?2, Lidocaine has also been shown to enhance
apoptosis and suppress mitochondrial functions in human neutrophils in vitro24. In this
study, the suppressive effects of lidocaine appeared at 10 uM. Furthermore, although we did
not measure plasma lidocaine concentration in chronic lidocaine-exposed mice, systemic
toxicities of lidocaine were not observed in any mice. Previous study by Bassan et al.2>
showed that the plasma concentration of lidocaine reaches 2-6.5 pug/ml after 1 mg/kg initial
dose and subsequent 2-3 mg/min continuous intravenous administration in human adult. In
this setting, the total dose of lidocaine is 2,950-4,390 mg/day for a 70-kg human. In our
study, the dose of lidocaine administered to the mice may be the equivalent of 1,750 mg/day
for a 70-kg human. We could not measure tissue lidocaine concentration; however, the
plasma lidocaine concentration seemed to be less than 2-6.5 pug/ml in chronic lidocaine-
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exposed mice. Therefore, we assumed that lidocaine suppresses PP T cell function at the
concentration observed in the clinical setting. Local anesthetics are frequently applied over a
period of days or weeks and it is known that an increasing susceptibility of leukocytes to
local anesthetics results with increasing exposure time. Therefore, even lower local
anesthetic concentrations may result in compromised leukocyte function in cases involving
prolonged exposure times. In accordance with our results, MacGregor et al.26 also
demonstrated that 5 of 6 animals infused with lidocaine died within 48 hr from
Staphylococcus aureus inoculation, whereas only 1 of 6 non-infused animals died. Taken
together, our study indicates that lidocaine, even at clinically relevant concentrations, may
induce bacterial contamination of the peritoneal cavity, if prolonged infusion of lidocaine is
carried out.

Many previous studies demonstrated that T cell-mediated immunity is critical to defense
against bacterial infection, including bacteria derived from intestine. Owens and Berg!’
have shown an increase in spontaneous bacterial translocation from intestine to extra-
intestinal organs in athymic homozygous (nu/nu) nude mice compared with heterozygous
strains (nu/+). Furthermore, Choudhry et al.18 have shown that depletion of T cells in
healthy rats resulted in increased bacterial accumulation in MLN. A few bacteria are known
to translocate to MLN even in healthy conditions, however, these bacteria do not survive
because of intact immune defense. Thus, MLN from healthy animals remains relatively
sterile. Because T cell mediated-immunity is critical to defense against enteric bacteria,
impaired PP T cell functions as observed after lidocaine exposure would be expected to
contribute to decreased bacterial clearance and increased bacteria multiplication, resulting in
their accumulation.

Recent studies have demonstrated intracellular signaling to regulate many aspects of cellular
functions. MAPK pathways, including p38, ERK1/2, and SAPK/INK, play significant roles
in mediating signals triggered by cytokines and growth factors, and are involved in cell
proliferation, cell differentiation, and cell death19-21, Therefore, we hypothesized that
lidocaine suppresses MAPK activation in PP T cells, leading to reductions in PP T cell
functions. Although the role of SAPK/INK along with p38 and ERK1/2 has been suggested
in T cell proliferation and IL-2 production, the present study demonstrated that SAPK/INK
may not be critical to T cell suppression by lidocaine, because there was no change in
SAPK/JINK activity after lidocaine treatment. Thus, the suppression in p38 and ERK1/2
likely plays a major role in lidocaine-mediated suppression of T cell proliferation and IL-2
production. Also, p38 activation has been observed in T cell activation by IL-12, which is
known to allow for differentiation of T cells to Th1 subtypes and promote Th1 cell
production of cytokines including IL-2 and IFN-y. We found significant suppression in PP T
cell IFN-y production following lidocaine treatment. Previous studies showed that IFN-y
produced by intestinal T cells helps in resolution of Yersinia enterocolitia?2 and S.
typhimurium?3 infection. Furthermore, IFN-y-deficient mice showed impaired ability to kill
bacteria?*. These studies and our results together suggest that alterations in IFN-y response
via suppression of p38 will result in dysfunction of the host defense against bacteria.

Conversely, our findings demonstrated that lidocaine suppresses not only PP T cell Thl
cytokine (IL-2 and IFN-y) production, but also PP T cell Th2 cytokine (IL-4 and IL-5)
production. Previously, Wu et al.2> demonstrated that intestinal 1gA levels are correlated
with intestinal Th2 cytokine concentration. They found intravenous total parenteral nutrition
decreases production of Th2 cytokines and induces severely impaired mucosal immunity.
Recent study also showed that intravenous total parenteral nutrition blunts GALT
lymphocyte ERK1/2 phosphorylation and this may be an important mechanism underlying
impaired immunologic and physiologic barrier of the gut in parenterally fed animals20.
Moreover, phosphorylation of ERK1/2 is essential for proper expression of the tight junction
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proteins to normal gut barrier function?®. The Ras-ERK MAPK cascade regulates GATA3
protein which has a crucial role for the differentiation of Th2 cells?’. Thus, depressed Th2
cytokine production by lidocaine in PP T cells shown in this study may be mediated via
ERKZ1/2 activation suppression. Blunted ERK1/2 activation might also be associated with
impairment of intestinal immune function.

Our results suggest that lidocaine-induced immune dysfunction of PP T cells may be due to
the suppression of MAPK activation. It has been demonstrated that lidocaine inhibits 1P3
receptor-mediated intracellular Ca2* release?8 and protein kinase C (PKC) activity2%:30,
Sayeed et al.3! indicated downregulation of Ca2* signaling in T cells as an important factor
in T cell suppression. The proximal signaling mechanisms and downstream Ca2* signaling
are implicated in regulation of IL-2 gene, respectively, via PKC- and calcineurin-mediated
pathways in T cells32. Moreover, recent studies have indicated that the MAPK pathway may
also be modulated by activation of Ca2* signaling33. Thus, it seems reasonable to surmise
that lidocaine-induced signaling derangements in T cells may be linked to crosstalk between
MAPK and Ca?* signaling mechanisms. Therefore, we assume that inhibition of PKC and
Ca?* signaling is another possible mechanism by which lidocaine suppresses PP T cell
function. In this regard, a previous study has shown that neither ropivacaine nor bupivacaine
inhibit PKC activity#4; it is possible that both ropivacaine and bupivacaine do not depress
PP T cell immune functions. However, it would appear appropriate to investigate the effect
of these local anesthetics on immune responses in PP T cells, and we hope to conduct those
studies in the future.

It could be argued that there is much work emerging regarding the role of the central
nervous system in intestinal immune function, therefore, vagus nerve stimulation can
modulate intestinal immune injury. The vagus nerve has a counter-inflammatory role in a
number of model systems. While the majority of these anti-inflammatory effects have been
ascribed to the activation of nicotinic receptors on macrophages*?, little is known about the
role of the vagus in modulating the activity of other cells involved in inflammatory
responses. Recently, Karimi et al.*6 demonstrated that vagal input downregulates T cell
function through action at nicotinic receptors. The local anesthetic lidocaine blocks voltage-
gated Na* channels and suppresses action potential generation and propagation of neurons.
Previous study4’ showed that lidocaine blocks vagus nerve conduction; however, it is
unclear whether lidocaine affects the nicotinic receptor on T cells. Further studies are
required to confirm whether lidocaine suppresses PP T cell function via vagus nerve system.

It would be possible that i.p. lidocaine could alter oral nutritional intake and this is
associated with altered gut immunity and increased translocation of bacteria to PP. Previous
studies!3:35 demonstrated that nutrition provides an important role in maintaining gut
immunity. In our study, there were no significant differences in body weight between the
groups at the beginning of the experiment and the end of the experiment. Therefore, we
believe that alteration of intake does not cause increased translocation of bacteria to PP in
lidocaine treated mice.

In summary, we investigated the effect of lidocaine on PP T cell functions. Our in vitro
results show an association of impaired PP T cell proliferation capacity and cytokine
production ability and impaired MAPK activation in the presence of lidocaine. Furthermore,
in vivo study demonstrated that chronic exposure to lidocaine promoted bacterial
translocation from intestine to extra-intestinal organs. Impaired PP T cell functions as
observed after lidocaine exposure could contribute to the host’s enhanced susceptibility to
infection. Careful attention must therefore be paid to the effects of lidocaine on host defense
mechanisms.
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Fig. 1. Changes in viability of Peyer’s patch T cells after incubation with lidocaine
Data are mean + SE from 6 experiments in each group. ANOVA, *p<0.05 compared to
equivalent control (O uM lidocaine).
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Fig. 2. The effect of lidocaine on proliferation of Peyer’s patch T cells with or without ConA
stimulation
Data are mean + SE from 6 experiments in each group. ANOVA, *p<0.05 compared to

equivalent control (0 uM lidocaine).
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Fig. 3. The effect of lidocaine on Peyer’s patch T cell cytokine production with ConA stimulation
Data are mean + SE from 6 mice in each group. ANOVA, *p<0.05 compared to equivalent

sham; #p<0.05 compared to no lidocaine.
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Fig. 4. The effect of lidocaine on MAPK activation in Peyer’s patch T cells
Open bar: lidocaine (-); dark bar: lidocaine (+). Data are mean + SE from 6 mice in each
troup. ANOVA, *p<0.05 compared to ConA (-); #p<0.05 compared to no lidocaine.
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Table 1

The effect of in vivo exposure to lidocaine on bacterial numbers.

Tissue/Organ  Lidocaine (-)  Lidocaine (+)

MLN 15+0.7 1012.1*
Spleen ND ND
Blood ND ND

Page 15

Bacterial colony-forming units (CFU) were determined by culturing blood and homogenates prepared from mesenteric lymph nodes (MLN) and

spleen. Data are mean + SE from 6 mice in each group.

*
ANOVA, p<0.05 compared to no lidocaine; ND, not detected.
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