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Lead-phase and red-stripe color morphs of red-backed
salamanders Plethodon cinereus differ in hematological
stress indices: A consequence of differential predation pressure?
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Abstract Throughout the animal kingdom there are species that have two or more phenotypic forms or ‘morphs’, and many of
these are amphibians. In North America, the red-backed salamander Plethodon cinereus can have either a red dorsal stripe or no
dorsal stripe (lead-phase form), and evidence to date indicates the lead-phase form incurs a greater number of attacks from predators. In a recent collection of 51 P. cinereus, blood smears of both color morphs (35 red-stripe, 16 lead-phase) were examined to
obtain numbers of circulating leukocytes (via light microscopy), which can be used to indirectly estimate levels of stress hormones in vertebrates via a ‘hematological stress index’, which is the ratio between the number of two leukocyte types (neutrophils
and lymphocytes). Our results showed that lead-phase salamanders tended to have greater numbers of circulating neutrophils and
lower numbers of circulating lymphocytes than red-stripe morphs, leading to higher average neutrophil-lymphocyte ratios in
lead-phase individuals. Since the salamanders were held (refrigerated) for 7 days before sampling, we cannot be certain if this effect is a stress reaction to the captivity or the normal level for this morph. However comparison with two sets of related salamanders that were captured and sampled immediately indicates the red-stripe salamanders were either not stressed from the captivity
at all, or their white blood cell distributions had returned to normal after 7 days of captivity. Taken together, our results indicate
that lead-phase forms of P. cinereus have higher stress levels than the red-stripe forms, which may be a consequence of their
higher exposure to, and/or attacks from, predators. They may also indicate that the lead-phase form is less-suited to captivity than
the red-stripe form of this species [Current Zoology 56 (2): 238–243, 2010].
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There are many examples in the animal kingdom of
species with color polymorphisms, where individuals
have either one phenotypic character or another. These
include many insects (e.g. Bots et al., 2009), birds (e.g.
Maney et al., 2009), reptiles (e.g. Vercken and Clobert
2008a) and amphibians (Venesky and Anthony,
2007;Anthony et al., 2008). Within the ectothermic
animals, this subject has been well-studied, especially in
lizards, in which there are many species with colored
skin patches that show polymorphism (e.g. Vercken and
Clobert, 2008a; Huyghe et al., 2009). Recent research
has shown that individuals with one color can differ
from those with another color in a suite of ecological
and physiological ways (Vercken and Clobert, 2008b).
One physiological difference recently found is in levels
of the stress hormone, corticosterone; in this case,
Huyghe et al. (2009) showed that within a polymorphic
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lizard species Podarcis melisellensis where individuals
have either orange, yellow or white ventral color, each
color morph differed in baseline stress hormone level.
This intriguing finding adds a new dimension to our
understanding of color polymorphisms in animals, and
engenders further questions about stress level variations
in other polymorphic species.
The red-backed salamander Plethodon cinereus is a
New World terrestrial plethodontid salamander commonly found in eastern deciduous forests of North
America. This species exhibits two color forms, a
red-stripe form, characterized by a dorsal orange-red
stripe running the length of the animal, and a lead-phase
form (also called ‘unstriped’), where this stripe is absent
(Fig. 1). While not as extensively-studied as polymorphic lizards, there is recent evidence that both forms
differ in certain ecological characteristics (Anthony et
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al., 2008), such as food acquisition, with red-stripe
forms generally obtaining food with higher nutritional
value than lead-phase forms. There is evidence that the
two morphs also have different temperature thresholds
for above-ground activity, perhaps as a result of different metabolic rates (Moreno, 1989). In this case,
lead-phase salamanders have a lower metabolism and
therefore are capable of remaining active longer during
warm temperatures because of the low energetic cost.
Importantly, these forms also appear to experience differential predation pressure, as evidenced by more frequent tail autotomy in lead-phase forms (Moreno, 1989;
Venesky and Anthony, 2007). Venesky and Anthony
(2007) further showed in an experimental setting that
lead-phase forms were more likely to flee from predators and were generally more mobile than red-stripe
forms. The combined evidence suggests then, that
lead-phase forms have a greater susceptibility to predation and have a different escape strategy than red-stripe
forms. Given this evidence, it stands to reason that
lead-phase forms may also have different baseline levels
of stress hormones than red-stripe forms, reflecting their
greater predation pressure.

Fig. 1 Photograph of both color forms (lead-phase [left] and
red-stripe [right]) of the red-backed salamander Plethodon cinereus
(Photo taken by Victor S. Lamoureux)

During a recent study of erythrocyte morphology of
red-backed salamanders (Davis et al., 2009), blood
smears were made of sets of red-stripe and lead-phase
individuals. While it is not widely-utilized in herpetological studies, blood smears can provide information as
to the stress level of amphibians. Like all vertebrates,
amphibians have five types of leukocytes in their blood,
and the numbers of two of them (neutrophils and lymphocytes) can be used to estimate levels of stress hormones (reviewed in Davis et al., 2008a). In fact, because of the small amount of blood required, this hema-
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tological approach to measuring stress is highly appropriate for studying small animals such as salamanders
(Davis and Maerz 2008 a, b, 2009). Thus, since our
prior collection of blood samples from P. cinereus contained both color forms of the species, we had the opportunity now to explore possible differences in stress
between the two (which we estimated from blood
smears), which to our knowledge, has never been explored in this species. Given that lead-phase forms are
known to have higher predation pressure, we hypothesized that stress levels would be higher in this form.

1

Materials and Methods

1.1 Capture and handling of salamanders
On 4 October 2007, we collected 51 P. cinereus from
within two deciduous forest sites in central Pennsylvania, USA. A total of 27 salamanders (19 red-stripe, 8
lead-phase) were collected from a mountainside in
Hawk Mountain Sanctuary (HMS) and 24 salamanders
(16 red-stripe, 8 lead-phase) were collected in a valley
in Hopewell Furnace National Historic Park (HFP).
None of the salamanders collected were in breeding
condition, which would be evidenced by enlargement of
the mental gland in males, and absence of enlarged ova
in females. All salamanders were hand-collected from
under rocks and cover objects, then placed singly into
petri dishes (along with a moist tissue) and put on ice
for transport to the lab, where they were held in the refrigerator (at ~10ºC) for 7 days. On the 7th day we processed the salamanders following established procedures
(Davis et al. 2009). Briefly, on the day of processing,
each salamander was removed from its dish, blotted dry,
weighed using an electronic balance and its
snout-vent-length was measured to the nearest millimeter. We assigned each salamander to sex using external
characteristics or from later dissection, then recorded if
the salamander was a red-striped (n=35) or lead-phase
(n =16) morph. Next, each was killed via overdose of
MS-222 as specified under our university animal care
protocol (# AUP2006-10041) which allowed for killing
and collection of tissues from this species. Immediately
after killing, the animals were decapitated and blood
that welled from the heart region was blotted onto a
microscope slide and a second slide was used to draw
the blood into a standard blood film for light microscopy. All blood films were air-dried then later stained
with giemsa. For each salamander the time from removal from its holding dish until euthanasia was approximately 5 minutes, although we point out that for
ectotherms, the hematological stress index takes 24
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hours to manifest after any stressful event (reviewed in
Davis et al., 2008a), so that the processing of salamanders here should not have affected the results in this
study.

1.2

Reading blood films

Each blood film was examined with a standard light
microscope under 1000 (oil) and leukocytes counted
following Davis and Maerz (2008a, b, 2009). For this,
slides were examined in a zig-zag pattern so that all
parts of the films were sampled, and for each field of
view, all leukocytes were counted. Counting continued
until 100 white blood cells was reached or 150 fields
were examined. Leukocytes were identified as lymphocytes, neutrophils, eosinophils, basophils and monocytes
following Thrall et al. (2004) and Wright (2001), although the focus here was on lymphocytes and neutrophils (Fig. 2), which are the most common leukocytes in
amphibians (Davis, 2009). For each salamander we
calculated the percentage of each cell type out of the
total number observed for that individual (which is the
‘leukocyte profile’ of the individual), as well as its neutrophil-lymphocyte ratio, based on the percentages of
these cells (Davis et al., 2008b; Davis and Maerz, 2008a,
b; Davis et al., 2008a). The neutrophil-lymphocyte ratio
serves to estimate baseline levels of stress hormones
because of the tight relationship between the two parameters (reviewed in Davis et al., 2008a). Briefly,
when corticosterone is elevated due to stress, it causes a
number of physiological alterations in vertebrate bodies,
one of which is to redistribute certain leukocytes within
the body. It causes neutrophils (or heterophils in birds
and reptiles) to enter the bloodstream from tissues in
greater numbers, while causing lymphocytes to egress
from circulation into certain organs and tissues. The
effect is an increase in numbers and proportions of circulating neutrophils and a decrease in circulating lymphocytes, so that the ratio of the two cells is linearly
related to the magnitude of the hormonal stress increase
(Gross and Siegel, 1983). This approach is highly appropriate for estimating stress in small animals because
of the small amount of blood required.

1.3 Data analysis
Since the goal of this study was to explore possible
differences in stress levels between color forms of
red-backed salamanders, the variables of interest to us
were the proportions of lymphocytes and neutrophils, as
well as their ratio (Davis et al., 2008a). Proportions of
neutrophils and lymphocytes were arcsin-squareroot
transformed prior to analyses to approximate normal
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distributions. Neutrophil-lymphocyte ratios were
log-transformed (+1). We also confirmed that the assumption of homogeneity of variance was met in these
three variables (between color form groups) with
Levene’s tests. We then compared the proportions of
lymphocytes and neutrophils, along with their ratio,
between lead-phase and red-stripe forms using Student’s t-tests. We note that the sex ratios of both color
form groups were approximately equal and initial
comparisons indicated no difference in body sizes between color forms (t=1.17, df=49, P=0.247). Analyses
were conducted using Statistica software 6.1 (Statistica
2003).

Fig. 2 Photomicrographs of two leukocytes from blood
smears of P. cinereus: neutrophil and lymphocyte
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Results

Lymphocytes were the most common leukocyte observed overall in P. cinereus, followed by neutrophils
(Table 1). When leukocyte profiles of each color form
were considered separately however, differences in the
percentages of each of these cells became evident. On
average, lead-phase salamanders had significantly
greater percentages of circulating neutrophils (Student’s
t-test, t=2.02, df=49, P=0.049) and significantly lower
percentages of lymphocytes (t=2.28, df=49, P=0.027).
Both of these patterns are consistent with elevated corticosterone in the lead-phase form (Davis et al. 2008a).
Moreover, these differences in cell numbers resulted in
lead-phase individuals having an average neutrophil-lymphocyte ratio (0.69) that was double that of
red-stripe salamanders (0.31). This difference was significant (t=2.87, df=49, P=0.006). Since these data were
obtained after the salamanders were held for 7 days, we
also present leukocyte data from separate collections of
two related species (Eurycea wilderae and Eurycea cirrigera), in which the individuals were captured and
sampled immediately (Table 1). In both species, average
neutrophil-lymphocyte ratios were close to 0.30.
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Table 1 Summary of leukocyte profiles (percentages of circulating white blood cells) of both color forms of Plethodon cinereus
Color Form

n

Lymphocytes

Neutrophils

Eosinophils

Basophils

Monocytes

N/L Ratio

Lead-phase P. cinereus

16

58.4 (20.0)

27.5 (18.9)

5.3 (6.7)

9.3 (4.2)

0.2 (0.5)

0.68 (0.68)

18.0 (10.9)

3.5 (4.2)

9.6 (6.6)

0.7 (1.1)

0.31 (0.24) **

*

*

Red-stripe P. cinereus

35

68.3 (14.8)

Eurycea wilderae

11

68.7 (20.2)

22.3 (15.0)

1.5 (2.4)

5.0 (8.8)

2.4 (3.8)

0.32 (0.25)

Eurycea cirrigera

5

70.9 (12.8)

19.3 (10.5)

1.0 (1.2)

2.9 (2.7)

5.9 (4.2)

0.30 (0.20)

Shown are the means (±1SD) of each group. All individuals of P. cinereus were captured in central Pennsylvania, USA, and held in a refrigerator
for 7 days before obtaining blood samples. Also shown are profiles from two separate collections of related plethodontid species, which were sampled immediately after capture (A. Davis, unpubl. data).
*
Significant difference between color forms (Student’s t-test, P<0.05), ** Significant difference between color forms (Student’s t-test, P<0.01).
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Discussion

Results of this simple exploration provide a new insight into the nature of polymorphism in this terrestrial
amphibian, and are generally consistent with those of
prior studies involving direct measurement of stress
hormones. As we expected, the lead-phase form of P.
cinereus, which is more mobile and may experience
greater predation risk (Moreno, 1989; Venesky and
Anthony, 2007), had significantly higher estimated
stress levels (N/L ratios) than the red-stripe form. While
we interpret this difference between color forms to be a
function of their differential predation pressure, we admit that this may not be the only explanation for this
pattern. This could simply be a manifestation of an underlying physiological difference between the two forms.
Indeed, the two forms are already known to differ in one
other physiological trait, their metabolic rates (Moreno,
1989), where lead-phase individuals have lower rates
than red-stripe forms. In fact, this difference in metabolism could very well have influenced the results we
found, especially since the animals were all sampled 7
days after capture. On the day the animals were captured, their circulating white blood cells were no doubt
affected by the rise in plasma corticosterone that occurred in response to the capture (Cash et al., 1997;
Lindström et al., 2005; Langkilde and Shine, 2006),
with neutrophils migrating into the bloodstream from
tissue and circulating lymphocytes migrating from
blood to tissue (reviewed in Davis et al., 2008a). However, the time-course of this effect can be influenced by
the metabolic rate of the animal. This is thought to be
the reason why it takes at least 24 hours for the N/L
ratio to become elevated after experimental administration of corticosterone in ectothermic amphibians
(Bennett and Harbottle, 1968; Bennett et al., 1972), but
it only takes 1–2 hours in endothermic mammals
(Morrow-Tesch et al., 1993). By extension, we could
envision the effect of the capture stress taking longer to
manifest (in terms of redistributing their white blood

cells) in the lead-phase forms because of their lower
metabolism than red-stripe forms (Moreno 1989). And
importantly, it could also take longer for the circulating
white blood cells of lead-phase salamanders to return to
normal numbers.
After 7 days of captivity, the red-stripe salamanders
had an average N/L ratio (0.31, Table 1) that was typical
of unstressed individuals (Davis, 2009). Further, their
mean ratio was consistent with the ratios of the two
other Plethodontid species examined (Table 1), in which
all individuals were sampled immediately after capture.
It is not unreasonable to assume, therefore, that the
red-stripe forms in this study were not ‘stressed’ after
the 7 day holding period. This result in itself is rather
surprising, since captivity of a similar duration results in
elevated N/L ratios in other salamanders Ambystoma
talpoideum (Davis and Maerz, 2008b). As mentioned
above, it is not clear if leukocyte numbers in these individuals quickly returned to normal after alteration by the
capture stress, or if they simply never became stressed
from the capture and captivity. We suspect the former,
and point out that if indeed red-stripe salamanders display little evidence of stress after short-term captivity,
they could be considered well-suited for herpetological
research where animals must be held captive.
Results generated here show a degree of consistency
with those from polymorphic lizard species, despite
different approaches being used to measure stress. First,
detection of differences in N/L ratios between color
forms of P. cinereus is consistent with recent evidence
of corticosterone differences among color forms of the
lizard P. melisellensis (Huyghe et al., 2009). Secondly,
if we consider these differences to be differential stress
reactions to capture and holding, this too would be
consistent with work on another polymorphic lizard
Uta stansburiana (Comendant et al., 2003), where
certain color forms show stronger stress reactions (i.e.
corticosterone increases) in response to a stressor than
do others.
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Finally, we point out that the differences in stress
levels between color forms of the red-backed salamander could have consequences to the lives of both, but
especially for the lead-phase salamanders. While studies
on amphibians are few, we know from work with other
taxa that the consequences of having chronically high
baseline stress levels (measured either directly or with
blood cells) include low growth rates (Moreno et al.,
2002), increased disease susceptibility (Al-Murrani et al.
2006), and low survival during unfavorable environmental conditions (Romero and Wikelski 2001). If
lead-phase P. cinereus salamanders do indeed have
higher baseline stress levels than red-phase individuals,
then these consequences might be realized. Interestingly,
recent work showed that lead-phase forms are actually
increasing in number relative to red-stripe forms (Gibbs
and Karraker, 2006), which is in contrast to what one
might expect based on results from the current study.
We hope that additional research into the stress physiology of this species will help to reconcile these issues.
Acknowledgements We thank J. Maerz, J. DeVore and K.
Cecala for help collecting salamanders. Funding for AKD
during this project was provided by the D.B. Warnell School
of Forestry and Natural Resources and a grant from the Morris
Animal Foundation. Support for the field work of this project
came from an NSF grant (NSF-DEB DEB0542974) to John C.
Maerz.

References
Al-Murrani WK, Al-Rawi AJ, Al-Hadithi MF, Al-Tikriti B, 2006.
Association between heterophil/lymphocyte ratio, a marker of
'resistance' to stress, and some production and fitness traits in
chickens. British Poultry Science 47: 443–448.
Anthony CD, Venesky MD, Hickerson CAM, 2008. Ecological
separation in a polymorphic terrestrial salamander. Journal of
Animal Ecology 77: 646–653.
Bennett MF, Harbottle JA, 1968. The effects of hydrocortisone on the
blood of tadpoles and frogs Rana catesbeiana. Biological Bulletin
135: 92–95.
Bennett MF, Gaudio CA, Johnson AO, Spisso JH, 1972. Changes in
the blood of newts Notophthalmus viridescens following
administration of hydrocortisone. Journal of Comparative
Physiology A 80: 233–237.
Bots J, De Bruyn L, Van Dongen S, Smolders R, Van Gossum H, 2009.
Female polymorphism, condition differences, and variation in
male harassment and ambient temperature. Biological Journal of
the Linnean Society 97: 545–554.
Cash WB, Holberton RL, Knight SS, 1997. Corticosterone secretion in
response to capture and handling in free-living red-eared slider
turtles. General and Comparative Endocrinology 108: 427–433.
Comendant T, Sinervo B, Svensson EI, Wingfield J, 2003. Social
competition, corticosterone and survival in female lizard morphs.
Journal of Evolutionary Biology 16: 948–955.

Vol. 56 No. 2

Davis AK, 2009. The Wildlife Leukocytes Website: The ecologist's
source for information about leukocytes of wildlife species.
www.wildlifehematology.uga.edu.
Davis AK, Maerz JC, 2008a. Sex-related differences in hematological
stress indices of breeding, paedomorphic mole salamanders.
Journal of Herpetology 42: 197–201.
Davis AK, Maerz JC, 2008b. Comparison of hematological stress
indicators in recently captured and captive paedomorphic mole
salamanders Ambystoma talpoideum. Copeia 2008: 613–617.
Davis AK, Maerz JC, 2009. Effects of larval density on hematological
stress indices in salamanders. Journal of Experimental Zoology
Part A-Ecological Genetics and Physiology 311A: 697–704.
Davis AK, Maney DL, Maerz JC, 2008a. The use of leukocyte profiles
to measure stress in vertebrates: A review for ecologists.
Functional Ecology 22: 760–772.
Davis AK, Diggs NE, Marra PP, Cooper RJ, 2008b. Hematological
stress indices show no effect of radio-transmitters on wintering
Hermit thrushes. Journal of Field Ornithology 79: 293–297.
Davis AK, Milanovich JR, DeVore JL, Maerz JC, 2009. An
investigation of factors influencing erythrocyte morphology of
red-backed salamanders. Animal Biology 59: 201–209.
Gibbs JP, Karraker NE, 2006. Effects of warming conditions in eastern
North American forests on red-backed salamander morphology.
Conservation Biology 20: 913–917.
Gross WB, Siegel HS, 1983. Evaluation of the heterophil/lymphocyte
ratio as a measure of stress in chickens. Avian Diseases 27:
972-979.
Huyghe K, Husak JF, Herrel A, Tadic Z, Moore IT et al., 2009.
Relationships between hormones, physiological performance and
immunocompetence in a color-polymorphic lizard species
Podarcis melisellensis. Hormones and Behavior 55: 488–494.
Langkilde T, Shine R, 2006. How much stress do researchers inflict on
their study animals? A case study using a scincid lizard Eulamprus
heatwolei. Journal of Experimental Biology 209: 1035–1043.
Lindström K, Hawley D, Davis AK, Wikelski M, 2005. Stress
responses and disease in three wintering house finch Carpodacus
mexicanus populations along a latitudinal gradient. General and
Comparative Endocrinology 143: 231–239.
Maney DL, Lange HS, Raees MQ, Reid AE, Sanford SE, 2009.
Behavioral phenotypes persist after gonadal steroid manipulation
in white-throated sparrows. Hormones and Behavior 55:
113–120.
Moreno G, 1989. Behavioral and physiological differentiation between
the color morphs of the salamander Plethodon cinereus. Journal of
Herpetology 23: 335–341.
Moreno J, Merino S, Martinez J, Sanz JJ, Arriero E, 2002.
Heterophil/lymphocyte ratios and heat-shock protein levels are
related to growth in nestling birds. Ecoscience 9: 434–439.
Morrow-Tesch JL, McGlone JJ, Norman RL, 1993. Consequences of
restraint stress on natural killer cell activity, behavior, and
hormone levels in rhesus macaques Macaca mulatta.
Psychoneuroendocrinology 18: 383–395.
Romero LM, Wikelski M, 2001. Corticosterone levels predict survival
probabilities of Galapagos marine iguanas during El Nino events.
Proceedings of the National Academy of Sciences of the United
States of America 98: 7366–7370.
Statistica, 2003. Statistica version 6.1, Statsoft Inc.
Thrall MA, 2004. Hematology of amphibians. In: Thrall MA, Baker
DC, Lassen ED ed. Veterinary Hematology and Clinical Chemistry:

A. K. DAVIS, J. R. MILANOVICH: Stress differences in color morphs of a salamander

Text and Clinical Case Presentations. Philadelphia, PA: Lippincott
Williams & Wilkins.
Venesky MD, Anthony CD, 2007. Antipredator adaptations and
predator avoidance by two color morphs of the eastern red-backed
salamander Plethodon cinereus. Herpetologica 63: 450–458.
Vercken E, Clobert J, 2008a. The role of colour polymorphism in
social encounters among female common lizards. Herpetological

243

Journal 18: 223–230.
Vercken E, Clobert J, 2008b. Ventral colour polymorphism correlates
with alternative behavioural patterns in female common lizards
Lacerta vivipara. Ecoscience 15: 320–326.
Wright KM, 2001. Amphibian hematology. In: Wright KM, Whitaker
BR ed. Amphibian Medicine and Captive Husbandry. Malabar, FL:
Krieger Publishing Company, 129–146.

