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An evaluation of changes over time in serum creatine kinase activity and
C-reactive protein concentration in dogs undergoing hemilaminectomy or

ovariohysterectomy

B Nevill*, A Leisewitz’, A Goddard® and P Thompson®

ABSTRACT

The extent of trauma in a patient can be difficult for a clinician to quantify. A prospective
study was performed on 2 groups of dogs undergoing either ovariohysterectomy or
hemilaminectomy. The serum activity of creatine kinase and serum concentration of
C-reactive protein were evaluated preoperatively and then at 4, 6, 8, 12, 24 and 48 hours
postoperatively in both groups. The results were compared statistically both within and
between the 2 groups. A wide range of results was found at each time point for both
analytes although there were no significant differences for either analyte between the
2 surgical groups preoperatively. Thereafter there were significant differences in creatine
kinase activity levels between the 2 groups. C-reactive protein concentration results were
very similar in the 2 groups with no statistical difference at any time point. The results of this
study suggest that the evaluation of CK and CRP at any one time point in a traumatised
animal is of limited value. However, the evaluation of the trend of these 2 analytes, even
over a relatively short time period, may allow for useful prognostication in clinical cases.

Keywords: C-reactive protein, creatine kinase, hemilaminectomy, ovariohysterectomy,
trauma.

Nevill B, Leisewitz A, Goddard A, Thompson P An evaluation of changes over time in
serum creatine kinase activity and C-reactive protein concentration in dogs undergoing
hemilaminectomy or ovariohysterectomy. Journal of the South African Veterinary Association
(2010) 81(1): 22-26 (En.). Department of Companion Animal Clinical Studies, Faculty of Vet-
erinary Science, University of Pretoria, Pivate Bag X04, Onderstepoort, 0110 South Africa.

INTRODUCTION

Trauma of diverse origins is a common
reason for presentation of pets for treat-
ment. It is often difficult clinically to
objectively quantify the severity of any
trauma suffered by an animal. One
approach is to measure changes in the
various serum constituents that are
known to alter in response to trauma or
inflammation. Creatine kinase (CK) is an
enzyme found predominantly in skeletal
muscle and significantly elevated serum
activity is largely associated with muscle
damage. It is an extremely sensitive indi-
cator of muscle damage, but is not specific
as to cause'”. Serum elevations in dogs
are associated with cell membrane leak-
age and will therefore be seen in any con-
dition associated with muscular inflam-
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mation, necrosis or degeneration. Peak
serum activity is expected between 3 and
12 hours after muscular insult and the
elevation is roughly proportional to the
amount of muscle tissue involved"*?. Tt
is also possible to quantify the mass of
muscle damage if the changes in CK
values over time after a particular insult
are plotted"**”.

C-reactive protein (CRP) is a member of
a large group of plasma proteins called
acute phase proteins (APPs) which show
elevated serum concentrations in response
to a broad range of inflammatory stimuli.
These proteins are integral to the acute
phase response, which is the body’s rapid
initial systemic inflammatory reaction
to any non-specific tissue injury'***?.
Examples of other acute phase proteins
are fibrinogen, serum amyloid A, hapto-
globin and ceruloplasmin. Most of the
APPs, including CRE, are positive in that
they increase in serum concentration in
response to inflammation. Others are
negative, that is they show a decreased
serum concentration in response to in-
flammation'"”. A well known negative
APP is the plasma protein albumin. The

synthesis of positive APPs is stimulated
by various proinflammatory cytokines in
response to tissue injury or infection. The
main stimulatory cytokines are inter-
leukin-1, interleukin-6 and tumour
necrosis factor alpha'™®*?. The exact
functions of the APPs are not completely
understood, but it is known that they
regulate and coordinate the body’s
response to tissue injury. The functions
of CRP include suppressing microbial
growth, clearance of damaged tissues
and regulation of the inflammatory
response™”.

Thoracolumbar disc disease is commonly
seen in small animal practice. This is a
degenerative condition of the interverte-
bral discs, often leading to disc extrusion.
Most of the dogs seen are chondro-
dystrophic breeds, in particular Dachs-
hunds®. At the Onderstepoort Veterinary
Academic Hospital (OVAH), decompres-
sion of a thoracolumbar disc extrusion is
achieved surgically by means of a hemi-
laminectomy or pediculectomy over the
affected intervertebral space. The surgical
approach involves extensive elevation
and retraction of the epaxial musculature
over the affected disc space resulting in
surgical trauma primarily to skeletal
muscle®”. Ovariohysterectomies are
performed routinely at the OVAH, gener-
ally on healthy pets under a year of age.
The standard method of ovariohysterec-
tomy is by means of a midline coeliotomy
through the linea alba, with removal of
the ovaries and uterus up to the cervix.
The linea alba is a midline tendinous
aponeurosis of the abdominal muscles. As
such there is minimal skeletal muscle
damage during the procedure, with sur-
gical trauma confined to the genital tract.

Many parameters are used as measures
of trauma. In humans, both CRP and CK
have been employed in attempts to quan-
titatively compare the degree of tissue
trauma between different surgical tech-
niques””"*. CK has also been used to eval-
uate the extent and cause of muscle
damage resulting from lumbar back sur-
geryl9,20,22.

A prospective study was performed on
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2 groups of animals. The spay group
underwent an ovariohysterectomy, rep-
resentative of minor trauma, and the spine
group underwent a hemilaminectomy,
representative of major trauma. Serial
evaluation of serum CK and CRP was
performed both pre- and postoperatively
on the 2 groups of patients in order to
evaluate the potential use of the 2 analytes
as measures of the severity of trauma. The
hypotheses were as follows: (1) within the
spay group, CRP and CK would both be
within the normal reference ranges on
presentation, would increase markedly
after surgery and then decline to normal
levels; (2) within the spine group, CRP
and CK would both be elevated on pre-
sentation with CRP displaying a similar
postoperative pattern to the spay group
although with a more marked increase. In
addition, CK would increase to very high
levels postoperatively before declining,
butremain elevated above the level of the
spay group throughout the study.

MATERIALS AND METHODS

This project was a prospective descriptive
study on dogs presented to the OVAH,
Faculty of Veterinary Science, University
of Pretoria, South Africa. The research
protocol was approved by the University
of Pretoria’s Animal Use and Care Com-
mittee. Forty-three dogs presented be-
tween August 2006 and April 2007 were
included in the study. Twenty-two dogs
were presented for surgical treatment of
thoracolumbar disc prolapse. A further
twenty-one dogs were presented for
elective ovariohysterectomy. All dogs
admitted to the study were at least
7 months of age and had no history of
trauma or any inflammatory process
within the previous month, with the
exception of the occurrence of the disc
prolapse in the case of the spine group.
No dogs were in season or pregnant.
Dogs selected for the spine group were of
either sex, entire or neutered.

Experimental procedure

All dogs admitted to the study under-
went a thorough clinical evaluation,
which included assessment of tempera-
ture, pulse and respiration and examina-
tion of a thin peripheral blood smear.
Each dog had an intravenous catheter
placed in the cephalic vein and premedi-
cation was administered intravenously.
The dogs received intravenous fluids
(Ringer’s Lactate) at 10 m{/kg/h for the
duration of the surgical procedure. General
anaesthesia was induced with intravenous
thiopentone and maintained with iso-
flurane in oxygen. An indwelling 16-gauge,
over-the-needle catheter was placed in
a jugular vein shortly after anaesthetic
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induction. Two millilitres of blood was
collected from the jugular vein using the
indwelling catheter shortly after induc-
tion, immediately after completion of the
surgical procedure and thereafter at 4, 6,
8, 12, 24 and 48 hours postoperatively.
The samples were centrifuged for 10 min
at 1520 g and the serum harvested.

The CRP assay was performed as a
batch at the end of the trial to avoid
inter-assay differences. All CRP samples
were stored at —-80 °C until the assay was
performed. Postoperatively and for the
duration of the study, patients were
housed in the intensive care unit of the
OVAH. Postoperative care and housing
was standardised as far as possible for all
animals.

All surgery was performed by the same
surgeon (the principal investigator) with
operative procedures standardised as far
as possible. Ovariohysterectomy was per-
formed by means of a midline coeliotomy.
Both ovaries and the uterus up to thelevel
of the cervix were removed and ligated
with chromic catgut. Clamping of the
genital tract was avoided. In the case of
the spine group, a dorsolateral surgical
approach to the affected intervertebral
space was made and the epaxial muscles
retracted. A hemilaminectomy was per-
formed over the affected disc space™*.

Observation

The blood samples collected were
tested to determine the CRP and CK
values at the predetermined intervals for
both groups of dogs. CK activity in serum
samples was measured using an auto-
mated colorimetric assay. The analysis
was performed using an automated
analyser (Nexct, Alfa Wasserman, The
Netherlands) according to the manufac-
turer’s instructions. The assay temperature
was 37 °C and no reducing agent was
used. The precision of the assay was
2.35 % and the assay was linear up to
1685 U/l. Autodilution was performed as
required according to the analyser pro-
gramming with a diluent supplied by the
manufacturer. CRP concentrations in
serum samples were measured using an
automated human C-Reactive Protein
Turbidometric Immunoassay validated
for use in dogs, (Bayer CRP TIA, New-
bury, UK)™.

Statistical analysis

All analyses were carried out using
Stata 10.0 (StataCorp, College Station, TX,
U.S.A.). Normality of the data was assessed
by visual inspection of histograms and
using the Shapiro-Wilk test. All data were
then log-transformed to achieve near-
normality. No identification or removal of
outliers was performed. Log-transformed

values of CK and CRP for spay and spine
groups were plotted in order to examine
the changes over time in each group.
Within each group, geometric mean
values at each time point were compared
with the pre-operative geometric means
using repeated measures analysis of vari-
ance and the Bonferroni-Holm multiple
comparison test. Comparisons between
groups were also done at each time point,
adjusting for sex and body mass. Median
times to maximum concentration of CK
and CRP were compared between groups
using the Wilcoxon rank-sum test. Log-
transformed areas under the curve were
compared between groups using multiple
regression, adjusting for sex and body
mass. A significance level of @ = 0.05 was
used throughout.

RESULTS

The preoperative results for CK and
CRP are represented by the histograms in
Fig. 1 and Fig. 2 respectively. In both
groups the results encompassed a wide
range and were not normally distributed.
Although the median CK activity on
presentation was greater in the spine
group, in both spay and spine groups the
medians were greater than the upper
limit of the OVAH reference interval
(49-146 U/(). A dog in the spay group had
the highest CK activity of all the dogs in
the study. The overall range of CRP
concentration was similar in both groups
and the medians both fell within the
normal reference range of the OVAH
(<35 mg/l). A dog in the spay group had
the highest CRP concentration.

Figure 3 shows the mean CK values for
each time point for both spay and spine
groups. Both groups had a similar basic
trend of postoperative peak and subse-
quent decline. It is clear that the spine
group had a greater and more sustained
increase in activity compared with the
spay group, with all postoperative time
points being significantly different be-
tween the 2 groups (P < 0.05). Within the
spay group, only the 4 hour postoperative
mean was significantly elevated from
the preoperative mean (P = 0.015). Within
the spine group, all postoperative time
point means were significantly elevated
over the preoperative mean (P = 0.015).
Median time to maximum CK activity was
significantly greater in the spine group
(12 h) than in the spay group (4 h) (P <
0.001). Adjusted for sex and body mass,
the area under the curve for the spine
group was significantly greater than that
of the spay group (P < 0.001). Figure 4
shows the mean CRP values for each time
point for both spay and spine groups. The
results appear broadly similar in the
2 groups with an immediate postopera-
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Fig. 1: CK preoperative results for the spay and spine groups. The dashed line represents
the upper limit of the OVAH reference interval.

tive elevation, although the spay group
tended to peak earlier. Median time to
maximum CRP concentration was 12
hours in the spay group vs 24 hours in the
spine group (P = 0.066). However, no sig-
nificant differences were found between
the 2 groups at any time point. All time
points, except the immediate postopera-
tive one, were found to be significantly
different from the preoperative mean in
both the spay and spine groups (P < 0.05).

DISCUSSION

The stated hypotheses were found to be
supported with 2 exceptions. CK activity
in dogs admitted for ovariohysterectomy

was found to be greater at presentation
than the upper limit of the OVAH refer-
ence interval and CRP concentration was
not elevated in the spine group on pre-
sentation.

The high CK median obtained for the
spay group on presentation was unex-
pected™. This study was comprised of a
group of clinically normal animals and a
median more in line with other reference
values was expected. Individual animals
may have been exposed to potentially
confounding preanalytical events not
ascertained by the history such as exercise,
injections or trauma which may have
influenced the results®. The same was of
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Fig. 2: CRP preoperative results for the spay and spine groups. The dashed line represents
the upper limit of the OVAH reference interval.
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course also potentially true for the spine
group. Adult levels of CK are reportedly
reached in dogs by the age of 7 months®.
However, other studies have found that
dogs between 6 and 12 months of age had
a significantly higher mean CK activity
level (73 =h SD 27 U/t) compared with
dogs over 1 year of age (46 =h SD 22
U/t)*. This may at least partially account
for the high CK level on presentation in
the spay group as they were on the whole
much younger than the spine group, with
50 % of the spay group less than 1 year of
age. Although the CK levels in both the
spay and spine groups displayed a post-
operative rise to peak and subsequent
decline, it is interesting that in the spay
group, only the 4 hour mean was signifi-
cantly elevated from the preoperative
levels. This suggests that the degree of
muscle trauma in the spay group was not
only relatively minor but also not sus-
tained. The reason for this is probably that
the surgical approach was made through
the linea alba with minimal trauma to stri-
ated muscle. In addition, it is known that
the soft tissues and smooth muscle in the
genital tract contain very little CK™.

The higher median CK seen in the spine
group on presentation was in line with
expectations, although statistically there
was no significant difference between
preoperative spine and spay group activity.
The spine group showed an immediate
postoperative rise and was significantly
elevated over preoperative levels at all
time points. The maximum CK activity
levels were found at about 12 hours post-
operatively. These were perhaps some-
what lower than might have been
anticipated when one considers the na-
ture of the surgical procedure, in particu-
lar the approach®?. The greatest CK
value in the spine group was below
10000 U/¢ and only 4 results at any of the
time points were over 5000 U/(, with 3 of
those from 1 dog. This should be consid-
ered against reports that a single intra-
muscular injection of chloramphenicol
canresultin CK elevations of greater than
60 times normal values and that in racing
sled dogs, for instance, CK activity levels
of less than 5000 U/¢ have been regarded
as not significant*”. These events are of
course not directly comparable, but
should perhaps make clinicians question
the value of isolated CK measurements. A
study evaluating CK in dogs undergoing
laparoscopic ovariohysterectomy sup-
ported this view, concluding that CK was
not useful as a measure of surgical stress
as the postoperative increases of CK in
their patients differed widely, despite
their undergoing a uniform procedure’.
Other authors have further suggested
that when utilising CK as a measure of
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Fig. 3: Mean CK values for each time point for both spay and spine groups. The dashed
line represents the upper limit of the OVAH reference interval. Time 0 is the immediate post-
operative time point. The means were significantly different at all time points between the

2 groups except preoperatively.

trauma, isolated measurements of CK
activity are of little use. The aim should
rather be to obtain a more complete pro-
file of CK activity over time so as to accu-
rately estimate the Area Under the Curve
(AUC)"". This calculation has been used
to accurately quantify and compare mus-
cle damage in dogs under various circum-
stances"”'*¥. This approach perhaps
improves CK as a tool, but it necessi-
tates many more CK measurements over
time and may be too cumbersome to

CK concentration (mg/¢)

apply in a clinical environment.

Both spay and spine groups exhibited a
wide range in the CRP results on presen-
tation. Although the CRP median for the
spine group was higher than that of the
spay group, for both groups it fell well
within the normal OVAH laboratory
range. This makes sense for the spay
group where there were no anticipated
reasons for increased levels. It is, how-
ever, more difficult to explain why the
spine group’s preoperative values were

T T T
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—@— Spay group
—&— Spine group

Fig. 4: Mean CRP values for each time point for both spay and spine groups. Time 0 is the
immediate postoperative time point. The dashed line represents the upper limit of the
OVAH reference interval. There was no significant difference between the means of the

2 groups at any time point.
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not more elevated. It may be that the
insult experienced by the body is very
localised and therefore that the actual
trauma is comparatively minor, despite
having potentially severe consequences.
The wide range of preoperative values in
this study suggests that, as for CK, single
CRP measurements, even if elevated,
need to be interpreted with caution. The
highest preoperative CRP value was
found in a clinically healthy dog from the
spay group. However, the peak in mean
postoperative CRP concentration was ata
point between 12 and 24 hours for both
groups as it was for CKin the spine group.
This time period may thus be the most
informative interval in which to monitor
both CK and CRP levels in traumatised
animals.

The similarity of the postoperative CRP
results between the 2 groups was perhaps
a little surprising (Fig. 4). In a recent re-
view of acute phase proteins, the authors
stated that postoperative CRP increases
are approximately proportional to the
intensity of surgical trauma'’. Macro-
scopically, it seems that the surgical pro-
cedure for spinal decompression is much
more traumatic than an ovariohyste-
rectomy and that this should be reflected
by higher CRP concentrations. CRP val-
ues were found to increase much more in
orthopaedic surgery compared with
ovariohysterectomy in 1 study, and the
authors concluded that the rise in CRP
was indeed proportional to the intensity
of surgical trauma®. Another, larger study
found the opposite, with the median CRP
concentration 24 hours postoperatively
being higher in dogs undergoing ovario-
hysterectomy than in dogs undergoing
orthopaedic procedures’. In human stud-
ies, no correlation has been found be-
tween serum CRP concentration and
severity of injury or survival®. In other
words CRP appears to be a sensitive indi-
cator of trauma but cannotbe used as a re-
liable quantitative measure of trauma.
Single time point values are, however,
probably more applicable to CRP than to
CK. CRPis used as an indicator of inflam-
mation in human medicine and clinically
relevant cut-off points have been used
routinely for various conditions'**"**. This
has not yet reached the same level of
sophistication in veterinary medicine,
although the relatively rapid production
and clearance of CRP should make it a
relevant indication of the clinical situa-
tion in an animal at any given time, or at
least provide proof of the presence or
otherwise of an inflammatory process'*"”.
The same should be true for any traumatic
process. CRP levels may thus be most
applicable in the monitoring of cases
where a particular inflammatory or trau-
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matic condition is already known to be
present. CRP cut off points could then be
used prognostically, or the CRP trend
used to monitor progress and efficacy of
treatment'"*.

The ability to quantitatively measure
the degree of trauma in an injured animal
would be useful therapeutically and
prognostically. CRP and CK have both
been used previously as measures of
trauma and were thus evaluated and
compared in this study. A wide range of
results was obtained for each time point
for both CRP and CK, although as groups
they followed a predictable pattern over
time after trauma. The results of this
study suggest that measuring the serum
levels of CKand CRPin a traumatised dog
at a single time point, for instance on pre-
sentation, is of limited value. Establishing
the maximal CK and/or CRP levels is simi-
larly of little clinical use. The information
gained does not necessarily accurately
reflect the degree or severity of trauma
suffered by the animal. The time interval
12-24 hours post-trauma is potentially
the most informative for both analytes,
especially if a baseline value is available
for comparison. The trend over time,
even a relatively short time period of 48
hours, will provide the most meaningful
information.
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