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Abstract

Background: Phosphorylation sites in the C-terminus of mu-opioid receptors (MORs) are known to play critical roles
in the receptor functions. Our understanding of their participation in opioid analgesia is mostly based on studies of
opioid effects on mutant receptors expressed in in vitro preparations, including cell lines, isolated neurons and brain
slices. The behavioral consequences of the mutation have not been fully explored due to the complexity in studies
of mutant receptors in vivo. To facilitate the determination of the contribution of phosphorylation sites in MOR to
opioid-induced analgesic behaviors, we expressed mutant and wild-type human MORs (hMORs) in sensory dorsal
root ganglion (DRG) neurons, a major site for nociceptive (pain) signaling and determined morphine- and the full
MOR agonist, DAMGO,-induced effects on heat-induced hyperalgesic behaviors and potassium current (IK)
desensitization in these rats.

Findings: A mutant hMOR DNA with the putative phosphorylation threonine site at position 394 replaced by an
alanine (T394A), i.e., hMOR-T, or a plasmid containing wild type hMOR (as a positive control) was intrathecally
delivered. The plasmid containing GFP or saline was used as the negative control. To limit the expression of
exogenous DNA to neurons of DRGs, a neuron-specific promoter was included in the plasmid. Following a plasmid
injection, hMOR-T or hMOR receptors were expressed in small and medium DRG neurons. Compared with saline or
GFP rats, the analgesic potency of morphine was increased to a similar extent in hMOR-T and hMOR rats. Morphine
induced minimum IK desensitization in both rat groups. In contrast, DAMGO increased analgesic potency and elic-
ited IK desensitization to a significantly less extent in hMOR-T than in hMOR rats. The development and extent of
acute and chronic tolerance induced by repeated morphine or DAMGO applications were not altered by the T394A
mutation.

Conclusions: These results indicate that phosphorylation of T394 plays a critical role in determining the potency of
DAMGO-induced analgesia and IK desensitization, but has limited effect on morphine-induced responses. On the
other hand, the mutation contributes minimally to both DAMGO- and morphine-induced behavioral tolerance.
Furthermore, the study shows that plasmid gene delivery of mutant receptors to DRG neurons is a useful strategy
to explore nociceptive behavioral consequences of the mutation.
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Figure 1 Time course of morphine-induced analgesia. A dose of
morphine (4 μg/10 μl) was given at time 0 (arrow) and PWLs
expressed in (% MPE) in response to heat stimuli were measured at
various intervals. The analgesia was observed within 15 min of
morphine application and reached its maximum level at 30 min. The
analgesia was gradually decreased and dissipated >100 min later.
The MPEs obtained from hMOR-T and hMOR rats were significantly
higher than that of saline rats (*p < 0.05, n = 5-7). The differences in
MPEs between hMOR-T and hMOR rats were not significant.
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Background
Morphine is one of the most frequently used analgesic
opioids used in clinics for the treatment of severe acute
and chronic pain. Its use is often limited by a reduced
effectiveness to elicit pain relief following repeated use
i.e., tolerance. As the result of the involvement of com-
plex molecular events, the mechanisms underlying mor-
phine tolerance in vivo remain unclear. Nearly all the
opioids used in clinics, including morphine and fentanyl,
exert their analgesic effects through the activation of
mu-opioid receptors (MORs). Once activated by opioids,
the MOR undergoes G-protein receptor kinase (GRK)-
dependent phosphorylation. Within minutes of agonist
exposure, MOR starts to lose coupling with its effectors,
including adenylyl cyclase, G protein-coupled inwardly
rectifying potassium (GIRK) channels and voltage
dependent Ca2+ channels, and reduces its agonist sensi-
tivity, a phenomenon referred to as “desensitization”
[1,2]. Following the removal of agonists, MOR quickly
resensitizes and dephosphorylates. After a long (hrs to
weeks) opioid exposure, however, MOR desensitization
becomes enhanced and receptor-mediated resensitiza-
tion impaired. MOR loses its responsiveness to agonists
and gives rise to tolerance [1-3]. Since MOR phosphoryl-
ation plays such important roles in the development of
sensitization and tolerance, attempts have been made to
study the effects of serine and threonine phosphorylation
in the C-terminus of MORs on receptor signaling using
phosphorylation deficient S375A and T394A mutant
MORs. In contrast to wild-type MORs, phosphorylation
of T394A mutant human MORs (hMORs) expressed
in Chinese hamster ovary (CHO) cells induced by the
full opioid agonist, [D-Ala2-MePhe4-Gly-ol] enkephalin
(DAMGO), is much reduced, and DAMGO-induced in-
hibition of adenylyl cyclase activity is also decreased
[4,5]. Furthermore, the T394A rat MORs expressed in
neuroblastoma cells showed faster internalization and
rapid resensitization [6]. Similarly, morphine-induced de-
sensitization was blocked in S375A-expressed HEK cells
[7]. Thus, phosphorylation of T394 and S375 in MORs is
critical in MOR sensitization, internalization and resensiti-
zation. Most of our understanding of desensitization and
tolerance development are based on the studies of opioid
actions in model cells or in tissues isolated from chronic
opioid treated animals. Behavioral consequences of the
mutation have not been studied extensively. Recently,
S375A MOR knock-in mice were produced [8]. Behavioral
tolerance was assessed in the mutant mice. Morphine-
induced tolerance was found not to be affected by S375A
mutation. Although elegant, the approach is labor intensive
and time consuming. To find a simpler way to facilitate the
determination of behavioral consequences of specific phos-
phorylation sites in MORs that may play a major role in
the pain signal transmission, we intrathecally applied
T394A MOR plasmid DNA to express mutant hMORs in
sensory DRG neurons, which participate in the transmis-
sion of nociceptive information. The nociceptive behavioral
consequences of mutant hMOR expression were then ex-
amined. This study allowed us to determine if such an ap-
proach can efficiently screen the properties of mutant
receptors and assess the role of mutation sites in the func-
tion of receptors.

Results
Expression of hMOR-T and hMOR in DRG neurons through
direct plasmid injection
To express mutant hMORs in DRGs, the hMOR-T
(100 μg/25 μl) plasmid was slowly injected intrathecally
through a syringe at the L4-5 vertebra level using the
modified direct transcutaneous intrathecal method [9].
For positive control, hMOR plasmid was injected instead.
For negative control, a GFP plasmid or saline vehicle was
injected. No signs of adverse effects of the injection in the
test animals were observed.
We first determined the functional consequence of the

injection of hMOR-T or hMOR plasmid by studying the
effects of morphine on thermal nociceptive responses. The
development of analgesic effect of morphine was exam-
ined (Figure 1). Following an intrathecal injection of one
dose of morphine (4 μg/10 μl), the paw withdrawal latency
(PWL) of the rat hindpaw in response to heat stimulation
was measured every 15 min for 120 min. The analgesic ef-
fect was observable 15 min after the injection, reached a



Table 1 HA-labeled hMOR and hMOR-T expressed in
different sized DRG neurons

Small cell Medium cell Large cell Total†

d* < 25 μm 25 < d < 35 μm d > 35 μm

Saline 0 0 0 0

hMOR 9.71 ± 0.66 18.22 ± 1.83 1.82 ± 0.24 29.75

hMOR-T 11.08 ± 0.17 19.14 ± 1.86 0.45 ± 0.45 30.67

Total number of cells counted as 100%; all values are HA-labeled cells
expressed as % of counted cells. Values are means ± SE; 3 rats in each
rat group.
*d: cell diameter. †Total: total percentage, including small, medium and large
cells, of HA-labeled cells.
There were no significant differences between hMOR and hMOR groups in all
sizes of DRG neurons.
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peak level ~30 min and started to decay at 45 min after
the morphine application. The PWLs gradually returned
to the baseline level 90–120 min later. Morphine analgesia
developed in a similar manner in all three rat groups ex-
cept that the peak analgesia was significantly higher in
hMOR-T and hMOR rats than in saline rats. In the sub-
sequent experiments, unless specified, morphine effects
were studied 30 min after its injection.
To confirm hMOR-T and hMOR expression in DRGs,

rats that had undergone the behavioral studies were
fixed and DRGs extracted. The level of exogenously
expressed hMOR-T or hMOR in L4-5 DRGs was studied
immunohistochemically using a monoclonal mouse anti-
HA antibody, which recognized the HA epitope fused to
the N terminus of hMOR-T and hMOR.
No HA labeled neurons were detected in the saline rat

group. In contrast, 30-31% of DRG neurons were brightly
labeled in hMOR-T and hMOR rat groups (Figure 2). Ten
to eleven percent of the labeled cells were small diameter
(d) (d < 25 μm) and 18-19% of them were medium size
(25 ≤ d < 35 μm) DRG neurons (Table 1). Very few large
neurons were labeled. The level of HA expression and the
distribution of the expression among different size neu-
rons were almost identical in the hMOR-T and hMOR rat
groups. Since HA labels were not found in satellite glial
cells, the neuron-specific endolase (NSE) or synapsin pro-
moter incorporated in our plasmids effectively limited the
hMOR or hMOR-T expression to neurons. Endogenous
MORs, labeled with anti-MOR antibody, were found in
29 ± 4.5% of DRG small and medium size neurons (data
not shown). Thus, plasmid injection substantially in-
creased the level of MORs expressed in DRGs.

Morphine analgesia is enhanced in hMOR and hMOR-T rats
The dose-responses of morphine in the four rat groups (sa-
line, GFP, hMOR-T, hMOR, 5–7 rats for each group) were
determined by examining the PWLs in the presence of dif-
ferent doses of i.t. morphine. One or two concentrations of
morphine were studied in one experimental session. When
hMOSaline

Figure 2 Expression of HA in DRG neurons following i.t. injection of h
isolated from rats injected with saline, hMOR or hMOR-T plasmids. Bright H
and hMOR-T injected rat groups. No HA labels were found in neurons of sa
two doses of morphine were tested, a cumulative morphine
dose–response protocol with a starting dose and a fixed
interval [10] was used. For instance, an initial dose of i.t.
morphine, e.g., 0.1 μg/10 μl, was applied. Thirty minutes
later, the PWL was measured and a second dose of i.t.
morphine, e.g., 1 μg/10 μl was administered and measured
after a 30 min wait. Rats were then returned to their cages
to recover. Three days later, a second set of i.t morphine
dosages, e.g., 0.3 and 3 μg/10 μl, were studied. Since the
two morphine doses used in one experiment differed by 10
fold, the cumulative effect between two morphine applica-
tions was not significant. The dose–response curves ob-
tained could well be fitted by the Hill equation and the
effective doses (ED50) were obtained (Figure 3).
To make sure that plasmid itself did not produce non-

specific effects on morphine responses, we compared the
morphine dose–response in rats injected with GFP plas-
mid with those injected with saline. The dose–response
curves obtained from GFP and saline rat groups were al-
most identical. The ED50 of morphine was 3.23 μg/10 μl
for GFP rats and 3.86 μg/10 μl for saline rats (Figure 3A).
Thus, the changes in morphine dose-responses produced
by MOR or MOR-T plasmid were not a result of unspe-
cific effects of plasmid injection. The ED50 of morphine
for hMOR-T (1.08 μg/10 μl) and ED50 for hMOR
R hMOR-T

MOR-T or hMOR plasmids. HA immunostaining in DRG sections
A immunofluorescence was observed in DRG neurons of both hMOR
line injected rats. Scale bars, 50 μm.



hMOR-T
hMOR
Saline

GFP
Saline

100

80

60

40

20

0

100

80

60

40

20

0
0.01 0.1 1 10 100 0.01 0.1 1 10 100

Morphine (10 g/ml) Morphine (10 g/ml)

A B

M
P

E
 (

%
)

Figure 3 Dose–response of morphine on PWLs in hMOR-T, hMOR and saline or GFP rats. Different doses of morphine were given in 10 μl
volume and the PWL responses were determined 30 min after each morphine application. The solid lines were the theoretical fit of the data
using the Hill equation. A. The Hill coefficient (h) was 1.01 for GFP and 1.09 for saline rats. Morphine ED50 (μg/10 μl) was 3.23 ± 0.49 for GFP and
3.86 ± 0.53 for saline rats. (B) The h was 0.94 for hMOR-T, 1.02 for hMOR. The morphine ED50 was 1.08 ± 0.08 for hMOR-T, 1.38 ± 0.07 for hMOR.
The apparent morphine affinities of hMOR-T and hMOR rats were significantly higher than that of saline or GFP rats.
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(1.38 μg/10 μl) rats were similar (Figure 3B). Both were
significantly lower than the ED50 for saline or GFP rats.
Morphine was therefore much more potent in producing
analgesia in plasmid-injected rats.

Morphine-induced tolerance
It has been shown that hMOR-T abolishes MOR phos-
phorylation, thus the DAMGO-induced desensitization of
MOR [4,5]. It was therefore of interest to determine if this
cellular change in MOR function results in any changes in
morphine-induced behavioral tolerance. We first deter-
mined the acute tolerance by applying a high dose (30 μg/
10 μl) of i.t. morphine and measuring PWLs on thermal
stimuli. Eighteen hours later, the response to a second
dose (30 μg/10 μl) of morphine was again measured. The
morphine response was significantly reduced (Figure 4A).
The extent of decrease was similar among hMOR-T,
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Figure 4 Acute and chronic morphine behavioral tolerance in hMOR-
measuring changes in morphine analgesia induced by a high dose (30 μg/
exhibited a similar extent of reduction in morphine responses (saline: 41.4%
morphine tolerance was studied in rats subjected to morphine treatment (
5.0 μg/10 μl, n = 4) twice daily for 5 consecutive days. The chronic morphin
among the rat groups were similar.
hMOR and saline rat groups. Thus, T394A mutation did
not affect morphine-induced acute tolerance.
We then examined morphine-induced chronic toler-

ance in the three rat groups. Intrathecal morphine
(1.5 μg/10 μl for hMOR-T and hMOR rats and 5.0 μg/μl
for saline rats) was applied twice daily. The specific mor-
phine doses were chosen to produce ~50% of the max-
imum possible effect (MPE) in respective rat groups.
The first dose of morphine was given in the morning
and the analgesic effect was subsequently measured. The
second dose of morphine was given in the afternoon and
rats were returned to cages. The dosing regiment was re-
peated for 5 consecutive days. The morphine analgesic
effects were diminished rapidly with repeated morphine
applications. The rates of decrease were similar among
three rat groups. Thus, the upregulation of MORs and
mutation of T394A altered neither the development
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T and hMOR rats are the same. A. Acute tolerance was assessed by
10 μl) of morphine given 18 hrs earlier. On day 2, the three rat groups
, n = 4; hMOR: 40.4%, n = 3; hMOR-T: 43.3%, n = 3). B. Chronic
hMOR-T: 1.5 μg/10 μl, n = 8; hMOR: 1.5 μg/10 μl, n = 4; saline:
e-induced tolerance developed quickly and the rates of development
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nor the extent of morphine-induced chronic tolerance
(Figure 4B).

Differences and similarities between DAMGO- and
morphine-induced analgesia
Since the properties of opioid-induced analgesia often
depends on the agonist used, the dose–response and toler-
ance of the full-agonist, DAMGO, in hMOR and hMOR-
T rats were also studied. The development of analgesic
effect of DAMGO is shown in Figure 5A. Compared with
morphine, DAMGO was faster acting. The analgesic effect
of DAMGO reached a peak level ~15 min after application
and dissipated 60 min later. In the subsequent experi-
ments, DAMGO effects were measured 15 min after its
injection.
The dose–response curves for DAMGO were fit with

the Hill equation (Figure 5B). The ED50 of DAMGO
was 0.15 μg/10 μl for hMOR rats, 0.38 μg/10 μl for
hMOR-T rats and 0.66 μg/10 μl for GFP rats. The ED50
for hMOR-T was 2.53 fold larger than that for hMOR.
This is in contrast with morphine ED50, which had no
statistic difference between hMOR-T and hMOR rat
groups (Figure 3).
Acute and chronic DAMGO-induced behavioral toler-

ance were also examined (Figure 6). We applied 4 μg/
10 μl i.t. DAMGO to hMOR and 8 μg/10 μl to hMOR-T
rats, which produced 88.6% and 87.1% MPE respectively.
The same strength of second dose DAMGO was applied
to each rat group 18 hrs later and behavioral responses
were examined. Similar extent reduction of DAMGO re-
sponses in two rat groups was observed (Figure 6A). To
examine DAMGO-induced chronic tolerance, 4 μg/10 μl
or 8 μg/10 μl of DAMGO was applied to the hMOR or to
hMOR-T rat group respectively twice daily and analgesic
effects were measured after the 1st dose agonist applica-
tion. The rate of development and the extent of tolerances
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Figure 5 Time course and dose response of DAMGO in hMOR-T and h
PWLs were measured at various intervals. The DAMGO induced analgesia d
returned to the baseline ~ 60 min later. (B) The DAMGO ED50 (μg/10 μl) ob
0.38 ± 0.08 (hMOR-T) and 0.66 ± 0.13 (GFP). The Hill coefficients were 0.6 fo
between hMOR and hMOR-T groups in response to
DAMGO application were very similar (Figure 6B). Thus,
T394A mutation had no effect on DAMGO-mediated
acute and chronic tolerance.
To determine if the T394 site is important for MOR

desensitization in DRG neurons, the amplitudes of agonist-
induced outward IK were measured during continued
presence of DAMGO or morphine (Figure 7). DAMGO in-
duced robust desensitization of IK in both hMOR and
hMOR-T expressed DRG neurons. Compared with hMOR-
expressed DRG neurons, the extent of DAMGO-induced
IK desensitization in hMOR-T neurons was reduced. Thus,
phosphorylation of the T394 site is important for full
agonist-induced IK desensitization in DRGs. Morphine-
induced IK desensitization was also studied. In contrast to
DAMGO, morphine induced minimum IK desensitization
in DRG neurons isolated from hMOR and hMOR-T rats
(Figure 7). Phosphorylation of the T394 site does not ap-
pear to affect morphine-induced IK desensitization.

Discussion
The purposes of this study are to determine (1) if the
T394 site in MORs is involved in opioid tolerance and (2)
if the application of DNA plasmids to upregulate receptors
is a feasible way to study behavioral consequences of the
expression of mutant receptors in sensory neurons. Viral
vectors and mutant mice are two approaches commonly
used to alter receptor expression. Aside from the concerns
of the toxicity of viral vectors and possible compensatory
adaptations in mutant mice, those approaches are com-
plex. We sought a simpler method to accomplish the goal.
Using hMOR as an example, we introduced mutant
hMOR-T and hMOR into L4-L5 DRGs by intrathecal in-
jection of DNA plasmid. A neuron-specific promoter was
used to limit exogenous hMOR expression in neurons
(Figure 2). Receptor upregulation could be seen within
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eveloped quickly, reached a maximum ~15 min and the response
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3 days following the plasmid injection. The expression of
hMOR-T and hMOR were found in small and medium
DRG neurons which are known to mediate nociception.
The time course of morphine effect was not altered by the
mutation (Figure 1). Compared with GFP-injected rats,
the upregulation resulted in 3.0- and 2.3-fold increase in
morphine potency in hMOR-T and hMOR rat groups re-
spectively (Figure 3), a magnitude analogous to that ob-
served in DRGs transduced with adeno-associated viral
vector (AAV) expressing MORs [11]. We showed here
that the development of acute and chronic morphine be-
havioral tolerance is independent of the phosphorylation
of T394 in MOR (Figure 4), a result similar to the findings
obtained in S375A MOR mutant mice [8]. Thus, phos-
phorylation of the single site, i.e., T394 in hMORs, is not
sufficient to alter the tolerance effect of morphine in vivo.
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hMOR-T neurons (Figure 6), as observed in morphine-
induced tolerance (Figure 4), T394 in the hMOR appears
to play a limited role in opioid-dependent tolerance.
Birdsong et al. [12] reported that prolonged treatment

of cells with high-efficacy agonists, which causes MOR
desensitization, increases the agonist affinity for MOR.
In our study of opioid dose–response relation in hMOR
and hMOR-T, DRGs were exposed to agonists longer
than 15–30 min. Thus, the dose–response curves were
obtained under desensitization conditions. We found
that DAMGO had a lower affinity for hMOR-T than
that for hMOR (Figure 5), a result consistent with the
observation that DAMGO induced less desensitization
in hMOR-T cells (Figure 7).
The advantage of our approach includes that DNA plas-

mids are easy to produce. With proper promoter design,
the mutant receptors expression can be targeted to spe-
cific cell types (Figure 2). In contrast to the long waiting
period (> 3 weeks) for viral vector-induced expression of
mutant MORs, the expression reaches its peak level within
3 days of plasmid injection. Using a slow rate of intra-
thecal plasmid injection procedure (see Methods), the ex-
pression of mutant MORs can be largely confined within
L4-6 DRGs. It has been well documented that DNA plas-
mids are seldom incorporated into the genome, have low
immunogenicity and rarely produce ill effects in host ani-
mals [13]. There are a couple of noticeable limitations to
the plasmid injection approach. One is that the expression
level of mutant receptors is maintained for a short period.
Following a single injection of i.t. hMOR-T or hMOR, the
enhancing effect was reduced by 40% in ten days and dis-
sipated in fourteen days. It has been shown that two injec-
tions of anti-inflammatory cytokine IL-10 DNA would
prime immune responses and result in long term (up to
90 days) upregulation of IL-10 [13,14]. Unlike the immune
mediators, double injections of mutant MOR DNA did
not lengthen the duration of the expression (unpublished
observation). Nevertheless, the expression of exogenous
receptors could be maintained at a steady level following
repeated injections of the DNA plasmid every seven
days (data not shown). Another possible limitation is that
changes induced by the mutant MOR have to be suffi-
ciently large to overcome the influence of endogenous
MORs. Since the differences in DAMGO ED50 and IK
desensitization in hMOR-T and hMOR DRGs were readily
observed (Figures 5 and 7), changes in opioid responses
induced by mutant hMORs are likely to be detected under
our experimental conditions.
We and others have found that the mutation of a single

phosphorylation site, i.e., T394 or S375, was not sufficient
to alter chronic behavioral tolerance (Figures 4 and 6) [8].
It is of interest to determine if phosphorylation of other or
multiple sites in MOR would alter morphine tolerance.
In addition to T394 and S375, a number of serine and
threonine sites, e.g., T357, S363 and T370, have been local-
ized in the C-terminus of MOR [15-17]. In model cells,
these sites were found to be phosphorylated by different ki-
nases. In a mass spectrometric analysis phosphorylation of
the T394 site was not detected [15]. This result is inconsist-
ent with the observation that DAMGO-induced phosphor-
ylation of T394A mutant receptors is much reduced [4,18].
Additional studies are needed to resolve the inconsistency.
The consequences of the phosphorylation of serine and
threonine sites in receptor desensitization have been exten-
sively studied in vitro. The opioid-induced desensitization
was found to diminish in T394A and S375A mutant recep-
tors [4,6,7,18]. Furthermore, the mechanism underlying re-
ceptor desensitization depends on the agonist used [19-21].
In locus ceruleus neurons, morphine-induced desensi-
tization was shown to depend on PKC whereas DAMGO-
induced desensitization is mediated by GRK2 and
independent of PKC [20]. It is suggested that DAMGO-
and morphine-bound MORs assume differential confor-
mations that are targeted by different GRKs to give rise to
various efficiencies in receptor internalization [16,21,22]
and changes in the responses to PKC [23]. We also found
that IK desensitization in hMOR expressing DRG neurons
depends on opioid agonists. T394 mediates DAMGO-
induced desensitization, but does not affect morphine
action on IK (Figure 7). The mechanism underlying the
agonist-dependent desensitization and its effect on opioid-
induced analgesic behaviors have yet to be explored.
The relationship between MOR desensitization and

cellular tolerance has been studied in cells or slices ob-
tained from chronic morphine treated animals [2]. Cellu-
lar tolerance was defined as a sustained decrease in the
morphine efficacy for its coupling effector, e.g., GIRK
channels [24] or as right-shift in the morphine dose–re-
sponse curve [25]. Cellular tolerance and desensitization
were found to be separate processes that occur simultan-
eously [24] and β-arrestin2 was shown to impair the
MOR resensitization and recycling [25,26]. The relation-
ship between cellular and behavioral tolerance is not en-
tirely clear. The information will be essential for our
understanding of the mechanisms underlying behavioral
tolerance. Using our approach, the behavioral tolerance
of various mutants can be determined and its relation-
ship with cellular tolerance and desensitization assessed.
This knowledge will be useful in designing ways to im-
prove morphine usage in clinics.

Conclusions
Using a plasmid to deliver mutant T394A hMOR to DRG
neurons, we showed that the T394 site mediates DAMGO-
induced IK desensitization and alters DAMGO potency for
hMOR while it does not affect morphine-induced re-
sponses. Furthermore, phosphorylation of the T394 site
had a limited role in the development of DAMGO- and
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morphine-induced tolerance. More important, the study
demonstrates that nociceptive behavioral consequence of
mutations in receptors can be efficiently studied by plas-
mid gene delivery of mutant receptors to sensory neurons.

Methods
Animals
Experiments were performed on adult (200–250 g) male
Spargue Dawley rats. All experimental procedures were
approved by the Institutional Animal Care and Use Com-
mittee at the University of Texas Medical Branch and
were in accordance with the guidelines of the National In-
stitutes of Health and of the International Association for
the Study of Pain (IASP).

Plasmid preparation
The N-terminus HA epitope (YPYDVPDYA) tagged wild-
type human mu opioid receptor (hMOR) plasmid and the
point mutant (T394A) of the HA tagged hMOR plasmid
(hMOR-T) used in this study were gifts from Dr. J.B.
Wang, University of Maryland, Baltimore, MD. To pro-
duce plasmids containing either of the opioid receptor
genes under the control of an neuron-specific endolase
(NSE) or synapsin promoter, the PCR products of the
hMOR-T and of hMOR were prepared and ligated into
the pTR-NSE or -synapsin plasmid as described [27].
To upregulate MORs in rat DRGs, the hMOR-T

(100 μg) plasmid was suspended in a 25 μl sterile su-
crose (3%)-containing Dulbecco’s phosphate-buffered sa-
line [14] and injected intrathecally through a syringe at
the L4-L5 vertebra level using the modified direct trans-
cutaneous intrathecal method [9]. The plasmid solution
was slowly injected within 5 seconds and the needle
stayed for another 5 seconds before removal. In some
experiments, a second dose of intrathecal plasmid was
administered two days later. For controls, hMOR, GFP
or saline vehicle was injected.

Behavioral experiments
The opioid-agonist induced analgesic effects on thermal
hyperalgesia to radiant heat in different rat groups were
assessed as described [27]. To obtain consistent behav-
ioral responses, rats were acclimated in Plexiglass boxes
placed on the test platform for 30 minutes per day for
3 days prior to experiments. For morphine or DAMGO
applications, a PE-10 catheter was placed between the
vertebrae S1 and S2 with its tip extended rostrally to the
vertebrae L4-L5 under sodium pentobarbital anesthesia.
To measure PWLs, radiant heat was placed under the
plantar surface of the hind paw and the time elapsed
from the onset of radiant heat stimulation to the with-
drawal of the hind paw was recorded. The heat intensity
was adjusted to give a baseline latency around 10s; a cut-
off time of 30s was set to prevent possible tissue damage.
To obtain baseline PWLs, three measurements separated
by a 5-min interval were made for the rat’s hindpaw and
scores were averaged.
Two days after the last plasmid injection, a PWL was

determined prior to morphine or DAMGO administra-
tion. To determine the time course of opioid agonist ef-
fects, a dose of i.t. agonist was given and the withdrawal
latencies were measured at various time points later. To
determine the dose-dependent effect of an agonist on
PWLs, either one or two doses of the agonist was used.
When a cumulative agonist dose–response protocol [10]
was used, an initial dose of i.t. agonist was given. The
withdrawal threshold was measured 15 (for DAMGO) or
30 min (for morphine) later. A second dose of agonist
was then applied and PWLs were measured.
Immunohistochemistry
Rats were perfused with 4% paraformaldehyde and 0.2%
picric acid fixative within 2 days after the end of the be-
havioral study. L4, L5 DRGs were removed, sectioned
(10 μm) and washed with phosphate buffer saline (PBS).
The sections were incubated with a PBS solution contain-
ing 10% normal goat serum and 0.2% Triton X-100 for
60 minutes to block non-specific binding. To detect ex-
ogenously expressed hMOR-T or hMOR receptors, sec-
tions were incubated with a monoclonal mouse anti-HA
antibody (1:1000, Sigma, St. Louis, MO) diluted in a 0.2%
TritonX-100 PBS plus 4% normal goat serum at 4°C over-
night. In control staining, the primary antibody was omit-
ted. The primary antibody was removed by rinsing the
tissue sections in the PBS solution for 5 minutes × 3 times.
The sections were then incubated with the secondary
antibody, Alexa Fluor 546 goat anti-mouse IgG (1:200,
Molecular Probes, Carlsbad, CA) in 0.2% Triton-X PBS
plus 4% normal goat serum, at room temperature for
1 hour. The sections were washed 5 minutes × 3 times
and mounted with mount medium (Vector Laboratories,
Burlingame, CA). Labeled cells from fifteen tissue sections
obtained from each rat were counted and results from 3
rats in each rat group, i.e., hMOR-T, hMOR, saline rats,
were analyzed. MetaMorph offline software was used for
digital image data analysis.
Opioid tolerance
Morphine- and DAMGO-induced tolerances were studied
by determining PWLs following repeated applications of
morphine. Baseline PWLs were first determined prior to
the application of an opioid agonist. Acute tolerance was
determined by measuring changes in analgesia following
two high dose of agonist treatments applied within
18 hours. For chronic tolerance studies, opioid agonist
was i.t. injected twice a day (once in the morning and once
in the afternoon). Thermal-induced PWLs were assessed
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following the morning morphine dosing. The procedure
was repeated for 4–5 days.

Whole cell patch clamp recordings
Outward IK were recorded from small or medium (15–
30 μm in diameter) acutely dissociated DRG neurons
isolated from 25–35 old male rats using the described
method [28,29]. Briefly, L4-L5 DRGs were excised from
anesthetized rats 3–5 days after plasmid injection and put
in an ice-cold oxygenated dissecting solution. It contained
(in mM) 135 NaCl, 5 KCl, 2 KH2PO4, 1.5 CaCl2, 6 MgCl2,
10 glucose and 10 HEPES, pH 7.2 (osmolarity, 305 mos-
mol/liter). After removal of the connective tissue sur-
rounding the ganglia, the tissue was put into a dissecting
solution containing papain (20 unit/ml, Worthington Bio-
chemical, Lakewood, MJ) and collagenase D (1 mg/ml,
Roche Applied Science, Indianapolis, IN) and incubated at
37°C for 50 min. After the incubation period, DRGs were
removed from the enzyme solution, washed and placed
into a fresh dissecting solution. Cells were then dissociated
by trituration with fire-polished glass pipets and placed on
glass coverslips. After a resting period (~ 2 h), a glass
coverslip was put in the recording chamber and cells were
superfused at room temperature with an external solution
containing (in mM) 130 NaCl, 5 KCl, 2 KH2PO4, 2.5
CaCl2, 1 MgCl2, 10 HEPES, 10 glucose, pH 7.3; osmolarity,
295–300 mosmol/liter). During agonist application, the
external solution containing a MOR agonist will be ap-
plied to the recorded cell through an electronic valve.
Patch-clamp electrodes were filled with an internal solu-
tion, containing (in mM) 115 K-gluconate, 10 NaCl, 10
EGTA, 2 CaCl2, 1.5 Na-ATP, 0.3 GTP, 10 glucose and 10
HEPES and had a resistance of 3–5 Mohm. The currents
were filtered at 5 kHz and sampled at 1 msec/pt using a
Dagan amplifier. Current responses were analyzed using
Igor Pro software.
Membrane potential was held at −60 mV. IK responses

were evoked by stepping from −60 mV to 0 mV and out-
ward currents were recorded. Desensitization of IK was
quantified by measuring changes in peak outward K+

currents during a prolonged application of a MOR agon-
ist. The change in IK was expressed as the percentage
change of the initial peak response.

Data analyses
All data were recorded as mean ± SEM. Analgesic effects
were shown as MPE by using the relation MPE = (post-
drug PWL - baseline PWL) / (cutoff PWL - baseline
PWL) × 100%. To assess the significance of changes be-
tween two means, the Student’s t test was used. The
time course and chronic tolerance of morphine effects
were analyzed by two-way ANOVA with repeated mea-
sures followed by post-hoc Bonferroni analysis. Dose–re-
sponse curve was plotted as MPE vs morphine dose and
fitted with the Hill equation, i.e., response =min + (max −
min) * [dosen(dosen + ED50n)] where min and max are
minimal and maximal responses, the potency, ED50, is the
effective morphine dose producing 50% of the maximal
analgesic effect, and n is the Hill coefficient. A P < 0.05
was considered significant.

Abbreviations
CHO: Chinese hamster ovary cells; DAMGO: [D-Ala2-MePhe4-Gly-ol]
enkephalin; DRG: Dorsal root ganglion; hMOR: Wild-type human mu-opioid
receptor; hMOR-T: T394A mutant human mu-opioid receptor; MOR:
Mu-opioid receptor; MPE: Maximum possible effect; PWL: Paw withdrawal
latency.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
GL designed and performed behavioral and electrophysiological
experiments, analyzed the data and edited the manuscript, FM designed and
performed immunocytochemical experiments, analyzed the data and
prepared the manuscript. YG analyzed the data and edited the manuscript.
LMH conceived and coordinated the study, designed experiments, prepared
plasmids, analyzed the data and prepared the manuscript. All authors read
and approved the final manuscript.

Acknowledgements
The authors thank Drs. Ya Xu and Ling Liu for plasmid preparations and
Dr. Yong Chen for comments on the manuscript. The work is supported by
grants from National Institutes of Health (NS30045, DE17813 and
R43DA023374) to LMH.

Author details
1Department of Neuroscience and Cell Biology, University of Texas Medical
Branch, 301 University Boulevard, Galveston, TX 77555-1069, USA.
2Department of Physiology, University of Kentucky, 800 Rose Street,
Lexington, KY 40536-0298, USA.

Received: 1 March 2013 Accepted: 22 November 2013
Published: 5 December 2013

References
1. Dang VC, Christie MJ: Mechanisms of rapid opioid receptor

desensitization, resensitization and tolerance in brain neurons.
Br J Pharmacol 2012, 165:1704–1716.

2. Williams JT, Ingram SL, Henderson G, Chavkin C, von Zastrow M, Schulz S,
Koch T, Evans CJ, Christie MJ: Regulation of mu-opioid receptors:
desensitization, phosphorylation, internalization, and tolerance.
Pharmacol Rev 2013, 65:223–254.

3. Dang VC, Williams JT: Chronic morphine treatment reduces recovery from
opioid desensitization. J Neurosci 2004, 24:7699–7706.

4. Deng HB, Yu Y, Pak Y, O’Dowd BF, George SR, Surratt CK, Uhl GR, Wang JB:
Role for the C-terminus in agonist-induced mu opioid receptor
phosphorylation and desensitization. Biochemistry 2000, 39:5492–5499.

5. Wang H, Guang W, Barbier E, Shapiro P, Wang JB: Mu opioid receptor
mutant, T394A, abolishes opioid-mediated adenylyl cyclase superactivation.
Neuroreport 2007, 18:1969–1973.

6. Wolf R, Koch T, Schulz S, Klutzny M, Schroder H, Raulf E, Buhling F, Hollt V:
Replacement of threonine 394 by alanine facilitates internalization and
resensitization of the rat mu opioid receptor. Mol Pharmacol 1999,
55:263–268.

7. Schulz S, Mayer D, Pfeiffer M, Stumm R, Koch T, Hollt V: Morphine induces
terminal micro-opioid receptor desensitization by sustained
phosphorylation of serine-375. EMBO J 2004, 23:3282–3289.

8. Grecksch G, Just S, Pierstorff C, Imhof AK, Gluck L, Doll C, Lupp A, Becker A,
Koch T, Stumm R, Hollt V, Schulz S: Analgesic tolerance to high-efficacy ago-
nists but not to morphine is diminished in phosphorylation-deficient S375A
mu-opioid receptor knock-in mice. J Neurosci 2011, 31:13890–13896.

9. Hylden JL, Wilcox GL: Intrathecal morphine in mice: a new technique.
Eur J Pharmacol 1980, 67:313–316.



Li et al. Molecular Pain 2013, 9:63 Page 10 of 10
http://www.molecularpain.com/content/9/1/63
10. Duttaroy A, Kirtman R, Farrell F, Phillips M, Philippe J, Monderson T, Yoburn
BC: The effect of cumulative dosing on the analgesic potency of
morphine in mice. Pharmacol Biochem Behav 1997, 58:67–71.

11. Gu Y, Xu Y, Li GW, Huang LY: Remote nerve injection of Mu opioid
receptor adeno-associated viral vector increases antinociception of
intrathecal morphine. J Pain 2005, 6:447–454.

12. Birdsong WT, Arttamangkul S, Clark MJ, Cheng K, Rice KC, Traynor JR,
Williams JT: Increased agonist affinity at the mu-opioid receptor induced
by prolonged agonist exposure. J Neurosci 2013, 33:4118–4127.

13. Hughes TS, Langer SJ, Johnson KW, Chavez RA, Watkins LR, Milligan ED,
Leinwand LA: Intrathecal injection of naked plasmid DNA provides
long-term expression of secreted proteins. Mol Ther 2009, 17:88–94.

14. Milligan ED, Sloane EM, Langer SJ, Hughes TS, Jekich BM, Frank MG,
Mahoney JH, Levkoff LH, Maier SF, Cruz PE, Flotte TR, Johnson KW, Mahoney
MM, Chavez RA, Leinwand LA, Watkins LR: Repeated intrathecal injections
of plasmid DNA encoding interleukin-10 produce prolonged reversal of
neuropathic pain. Pain 2006, 126:294–308.

15. Chen YJ, Oldfield S, Butcher AJ, Tobin AB, Saxena K, Gurevich VV, Benovic JL,
Henderson G, Kelly E: Identification of phosphorylation sites in the COOH-
terminal tail of the mu-opioid receptor. J Neurochem 2013, 124:189–199.

16. Doll C, Konietzko J, Poll F, Koch T, Hollt V, Schulz S: Agonist-selective
patterns of micro-opioid receptor phosphorylation revealed by
phosphosite-specific antibodies. Br J Pharmacol 2011, 164:298–307.

17. Qiu Y, Law PY, Loh HH: Mu-opioid receptor desensitization: role of
receptor phosphorylation, internalization, and representation. J Biol Chem
2003, 278:36733–36739.

18. Pak Y, O’Dowd BF, George SR: Agonist-induced desensitization of the mu
opioid receptor is determined by threonine 394 preceded by acidic
amino acids in the COOH-terminal tail. J Biol Chem 1997,
272:24961–24965.

19. Walwyn WM, Wei W, Xie CW, Chiu K, Kieffer BL, Evans CJ, Maidment NT: Mu
opioid receptor-effector coupling and trafficking in dorsal root ganglia
neurons. Neuroscience 2006, 142:493–503.

20. Bailey CP, Oldfield S, Llorente J, Caunt CJ, Teschemacher AG, Roberts L,
McArdle CA, Smith FL, Dewey WL, Kelly E, Henderson G: Involvement of
PKC alpha and G-protein-coupled receptor kinase 2 in agonist-selective
desensitization of mu-opioid receptors in mature brain neurons.
Br J Pharmacol 2009, 158:157–164.

21. Doll C, Poll F, Peuker K, Loktev A, Gluck L, Schulz S: Deciphering micro-opioid
receptor phosphorylation and dephosphorylation in HEK293 cells.
Br J Pharmacol 2012, 167:1259–1270.

22. Kelly E: The subtleties of micro-opioid receptor phosphorylation.
Br J Pharmacol 2011, 164:294–297.

23. Zheng H, Chu J, Zhang Y, Loh HH, Law PY: Modulating micro-opioid
receptor phosphorylation switches agonist-dependent signaling as
reflected in PKCepsilon activation and dendritic spine stability.
J Biol Chem 2011, 286:12724–12733.

24. Levitt ES, Williams JT: Morphine desensitization and cellular tolerance are
distinguished in rat locus ceruleus neurons. Mol Pharmacol 2012,
82:983–992.

25. Dang VC, Chieng B, Azriel Y, Christie MJ: Cellular morphine tolerance
produced by betaarrestin-2-dependent impairment of mu-opioid
receptor resensitization. J Neurosci 2011, 31:7122–7130.

26. Quillinan N, Lau EK, Virk M, von Zastrow M, Williams JT: Recovery from mu-
opioid receptor desensitization after chronic treatment with morphine
and methadone. J Neurosci 2011, 31:4434–4443.

27. Xu Y, Gu Y, Xu GY, Wu P, Li GW, Huang LY: Adeno-associated viral transfer of
opioid receptor gene to primary sensory neurons: a strategy to increase
opioid antinociception. Proc Natl Acad Sci U S A 2003, 100:6204–6209.

28. Huang LY, Neher E: Ca2+-dependent exocytosis in the somata of dorsal
root ganglion neurons. Neuron 1996, 17:135–145.

29. Wang C, Gu Y, Li GW, Huang LY: A critical role of the cAMP sensor Epac in
switching protein kinase signalling in prostaglandin E2-induced potentiation
of P2X3 receptor currents in inflamed rats. J Physiol 2007, 584:191–203.

doi:10.1186/1744-8069-9-63
Cite this article as: Li et al.: Analgesic tolerance of opioid agonists in
mutant mu-opioid receptors expressed in sensory neurons following
intrathecal plasmid gene delivery. Molecular Pain 2013 9:63.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Findings
	Conclusions

	Background
	Results
	Expression of hMOR-T and hMOR in DRG neurons through direct plasmid injection
	Morphine analgesia is enhanced in hMOR and hMOR-T rats
	Morphine-induced tolerance
	Differences and similarities between DAMGO- and morphine-induced analgesia

	Discussion
	Conclusions
	Methods
	Animals
	Plasmid preparation
	Behavioral experiments
	Immunohistochemistry
	Opioid tolerance
	Whole cell patch clamp recordings
	Data analyses
	Abbreviations

	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


