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The relationship between 
nociceptive brain activity, spinal 
reflex withdrawal and behaviour in 
newborn infants
Caroline Hartley1, Sezgi Goksan2, Ravi Poorun2, Kelly Brotherhood1, 
Gabriela Schmidt Mellado1, Fiona Moultrie1, Richard Rogers3, Eleri Adams1 & 
Rebeccah Slater1

Measuring infant pain is complicated by their inability to describe the experience. While nociceptive 
brain activity, reflex withdrawal and facial grimacing have been characterised, the relationship 
between these activity patterns has not been examined. As cortical and spinally mediated activity 
is developmentally regulated, it cannot be assumed that they are predictive of one another in 
the immature nervous system. Here, using a new experimental paradigm, we characterise the 
nociceptive-specific brain activity, spinal reflex withdrawal and behavioural activity following graded 
intensity noxious stimulation and clinical heel lancing in 30 term infants. We show that nociceptive-
specific brain activity and nociceptive reflex withdrawal are graded with stimulus intensity 
(p < 0.001), significantly correlated (r = 0.53, p = 0.001) and elicited at an intensity that does not 
evoke changes in clinical pain scores (p = 0.55). The strong correlation between reflex withdrawal 
and nociceptive brain activity suggests that movement of the limb away from a noxious stimulus is a 
sensitive indication of nociceptive brain activity in term infants. This could underpin the development 
of new clinical pain assessment measures.

The measurement of infant pain is difficult due to the inability of an infant to describe the experience 
verbally. Consequently, numerous surrogate measures of pain, such as change in facial expression, heart 
rate and nociceptive-specific brain activity, have been used in an attempt to quantify pain intensity1–3, 
and guide pain management and treatment4. However, interpreting these measures is difficult as there is 
discordance between the noxious-evoked behavioural, physiological and brain activity5–7. For example, 
lack of concordance between facial expression and change in heart rate has been reported5, and nocicep-
tive brain activity can be recorded without concomitant changes in facial expression7. Moreover, sucrose 
(an intervention thought to alleviate pain) can reduce clinical pain scores without altering nociceptive 
brain and spinal cord activity8. To overcome these difficulties multidimensional pain assessment tools 
are recommended for use in the clinical setting4. However, establishing the most clinically appropriate 
surrogate measures of infant pain has not been grounded by our knowledge of nociceptive processing in 
the immature infant central nervous system (CNS).

In animal studies, one of the most commonly used surrogate measures of pain is nociceptive reflex 
withdrawal, and consequently it has underpinned much of our mechanistic understanding of nocice-
ptive processing9,10. In adults, the magnitude of the nociceptive reflex withdrawal is highly correlated 
with perceived pain intensity11. Nociceptive reflex withdrawal has also been characterised in infants and 
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is also correlated with stimulus intensity12, but has longer duration, higher amplitude and is evoked at 
a lower threshold compared with adults13. However, it is not known how nociceptive reflex withdrawal 
activity relates to nociceptive processing in the infant brain. Understanding this relationship is important 
because spinally and cortically mediated nociceptive responses are developmentally regulated and may 
not necessarily be predictive of one another in the immature nervous system13–15. This is also of interest 
from a clinical perspective as protective reflex withdrawal responses can be visually observed, and limb 
and body movements have been incorporated into some clinical pain assessment tools16–18.

To date recordings of electrophysiological nociceptive brain activity in infants have been made 
following clinically essential procedures, allowing limited scope to characterise the patterns of activ-
ity19–21. In this study, we investigate whether low intensity experimental noxious stimulation evokes 
nociceptive-specific patterns of brain activity and spinally mediated reflex withdrawal. The aims were to 
establish whether patterns of reflex withdrawal activity and nociceptive brain activity encode stimulus 
intensity, and whether the magnitude of the nociceptive brain activity is related to the magnitude of the 
evoked reflex withdrawal in a population of term infants.

Results
Characterisation of nociceptive-specific brain activity in newborn infants during a clinically 
required heel lance. To determine whether nociceptive-specific brain activity was evoked in response 
to experimental noxious stimuli, the activity was first defined in response to a known noxious stim-
ulus – a clinically required heel lance. EEG activity was recorded during a background period and 
following non-noxious control stimulation and noxious heel lance. Consistent with previous reports, 
nociceptive-specific activity was identified using Principal Component Analysis (PCA)14,21,22. The second 
principal component (PC), which accounted for 42.5% of the variance, was defined as nociceptive-specific 
because the weight of this component was significantly greater in response to the noxious heel lance, 
compared with non-noxious control stimulation and background EEG activity (n =  6; p =  0.0026, Fig. 1).

Figure 1. Characterisation of nociceptive-specific brain activity. Average EEG activity recorded during 
(A) background, (B) in response to non-noxious control stimulation, and (C) following noxious heel lance 
in 6 infants. The nociceptive-specific principal component (PC) is overlaid in red. The PC weights were 
significantly greater (*p <  0.05) in response to lance than background and control (D). Error bars indicate 
standard error of the mean.
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Experimental noxious stimulation did not cause a significant increase in clinical pain 
scores. Premature Infant Pain Profile (PIPP) scores were calculated in a background period (prior to 
stimulation), and after the first and last experimental noxious stimuli in a train of 10 stimuli at a force 
of 128 mN in 10 infants. The mean PIPP score was 2.8 ±  1.6 (mean ±  standard deviation) during a back-
ground period; 3.9 ±  3.4 after the first experimental noxious stimulus; and 3.7 ±  2.0 after the last stimu-
lus. There was no significant difference between PIPP scores across the 3 stimulus conditions (p =  0.55). 
The total score from the 3 facial expression components was also low (background period: 0.2 ±  0.4, first 
experimental noxious stimulus: 1.6 ±  2.9, and last experimental noxious stimulus: 0.7 ±  2.0) and was not 
significantly different across stimulus conditions (p =  0.56).

Experimental noxious stimulation evokes a nociceptive-specific pattern of brain activ-
ity. Having characterised the pattern of nociceptive-specific brain activity following clinical heel lance 
in a sample of infants (Fig. 1), we then determined whether this activity was evoked by the experimen-
tal noxious stimuli (n=12), and for comparison, by a clinical heel lance performed in an independent 
sample of infants (n=4). The heel lance and the experimental stimuli (with forces of 32 mN, 64 mN and 
128 mN) evoked nociceptive-specific brain activity that was significantly greater than activity recorded 
in the background period (p <  0.001, one-way ANOVA; post-hoc comparison of background and 32 mN 
stimuli: p =  0.040; 64 mN stimuli: p =  0.007; 128 mN stimuli: p =  0.0002; heel lance p =  0.0005, Fig. 2). 
The nociceptive-specific activity was significantly higher in response to the heel lance than any of the 
experimental noxious stimuli (p <  0.03). Furthermore, the magnitude of the nociceptive-specific brain 
activity increased with increasing stimulus intensity (p <  0.001), and was not dependent on stimulus 
number (p >  0.05, see Fig. 2F).

Experimental noxious stimulation evokes nociceptive reflex withdrawal activity that is corre-
lated with nociceptive-specific brain activity. The experimental noxious stimulation and clinical 
heel lance evoked a reflex withdrawal of the stimulated leg that could be quantified using surface EMG 
electrodes. Consistent with the evoked brain activity, the clinical heel lance and the experimental nox-
ious stimuli evoked reflex withdrawal of the stimulated leg that was significantly greater than activity 
recorded in the background period (p <  0.001, Kruskal-Wallis test; post-hoc comparison of background 
and 32 mN: p =  0.01; 64 mN, 128 mN and heel lance: p <  0.005, Fig. 3). The magnitude of the reflex with-
drawal also increased with increasing stimulus intensity (p <  0.001) and was not dependent on stimulus 
number (p >  0.05, Fig. 3J). In addition, the magnitude of the nociceptive-specific brain activity was sig-
nificantly correlated with the magnitude of the reflex withdrawal (r =  0.53, p =  0.001, see Fig. 4).

If observations of limb withdrawal are to be useful in a clinical setting then quantification of the 
EMG activity should be reflected in visible movement. Visible reflex withdrawal was observed in 56.1% 
of trials, and was dependent on stimulus intensity (visible withdrawal: 32 mN: 32.6%; 64 mN: 48.0% and 
128 mN: 72.5%). As expected, the magnitude of the reflex withdrawal was significantly greater in the 
trials where limb movement was observed compared with those without visible movement (p <  0.001; 
RMS (without visible movement) =  5.0 ±  0.4 μ V, mean ±  standard error of the mean; RMS (with visible 
movement) =  13.1 ±  0.88 μ V).

Bilateral reflex withdrawal is observed at greater stimulus intensities. Reflex withdrawal of 
the contralateral limb was also observed, but had lower magnitude than the activity evoked in the ipsi-
lateral limb (Fig. 5). When considering the subset of trials where significant ipsilateral reflex withdrawal 
was defined to have occurred, significant reflex withdrawal of the contralateral limb was evoked by the 
128 mN stimulus (p =  0.003, Fig.  5). However, when lower intensity stimulation was applied at a force 
of 32 mN and 64 mN, the magnitude of the contralateral limb reflex withdrawal was not significantly 
different from background activity (p >  0.05, Fig. 5). Therefore, at lower stimulus intensities reflex with-
drawal is evoked in the ipsilateral limb, whereas at higher stimulus intensities bilateral reflex withdrawal 
is observed.

Discussion
We have characterised the pattern of nociceptive brain and spinal cord activity evoked by acute exper-
imental noxious stimulation in a sample of term infants. We demonstrate that in infants the stimuli 
evoke nociceptive-specific brain activity that increases with stimulus intensity, and is strongly correlated 
with spinally mediated reflex leg withdrawal. Furthermore, the extent to which the reflex withdrawal is 
bilaterally mediated is dependent on stimulus intensity.

The stimuli applied in this study are likely to predominantly activate Aδ -fibre nociceptors23,24. The 
application of the same experimental noxious stimuli in adults are verbally described as eliciting a ‘sharp’ 
and ‘pricking’ sensation using the McGill pain questionnaire25 and evoke event-related potentials (when 
applied with a force of 128 mN) in recorded EEG24. We show that in infants, the 32 mN, 64 mN and 
128 mN force evokes a nociceptive-specific pattern of brain activity, that is comparable to that evoked 
by clinical heel lance but with significantly smaller magnitude. There is some variability in the magni-
tude of the evoked responses between infants, which could relate to genetics, environment, or previ-
ous pain exposure. Understanding the factors that contribute to this observation would require further 
investigation.
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Figure 2. Experimental noxious stimuli evoke nociceptive-specific brain activity. Average traces (without 
Woody filtering jitter) in response to the (A) 32 mN, (B) 64 mN, and (C) 128 mN experimental noxious 
stimulus, and (D) clinically required heel lance. (E) PC weight of the nociceptive-specific brain activity 
was graded with intensity and was significantly different to background data following all the experimental 
noxious stimuli and heel lance (*p <  0.05). (F) PC weight did not significantly change with stimulus number 
for any of the experimental noxious stimuli. Error bars indicate standard error of the mean. Grey boxes 
indicate the time window 400–700 ms.
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Figure 3. Experimental noxious stimuli evoke significant reflex withdrawal. Average EMG response 
(A,C,E,G) and average RMS (B,D,F,H) to the (A,B) 32 mN, (C,D) 64 mN, and (E,F) 128 mN experimental 
noxious stimulus and (G,H) clinically required heel lance. (I) The reflex withdrawal was graded with 
stimulus intensity and for all stimuli the response was significantly different to background activity 
(*p <  0.05). (J) The reflex withdrawal response was not significantly different across stimulus number for any 
of the experimental noxious stimuli. Error bars indicate standard error of the mean.
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Responses to the experimental noxious stimuli were identified by comparing the pattern of nociceptive 
brain activity with that evoked by a clinical heel lance. To account for latency variation between evoked 
responses, some latency jitter (± 50 ms) was allowed between trials prior to identifying nociceptive-specific 
activity. Latency variation could arise due to individual infant differences or due to the accuracy in which 
the precise timing of the stimuli can be determined. It is possible that latency jitter may result in the 
alignment of waveforms recorded in background EEG activity, even in absence of evoked nociceptive 
brain activity. However, as latency jitter was allowed in both the background activity and responses to 
noxious stimuli, and significant differences were observed, this provides a robust approach.

In this study, neither sensitisation nor habituation were observed when the infants were re-presented 
with the experimental noxious stimuli, however, this does not exclude the possibility that these phe-
nomena would occur if the stimuli were presented at different intensities, inter-stimulus intervals, over 
a longer duration, or to preterm infants, as have been observed in other studies12,13,26,27. Furthermore, 
responses to noxious stimuli may be dependent on prior experience of the infant22,28, which may be par-
ticularly relevant when considering prematurely-born infants or those receiving neonatal care, who are 
often exposed to multiple invasive clinically required procedures29. Such prior experience may not only 
alter brain responses to individual noxious stimuli22, but may also influence whether repeated exposure 
to noxious stimuli induces sensitisation or habituation. More detailed studies in this area may be relevant 
when considering clinical practices such as clustered care, where a number of essential clinical proce-
dures are carried out in a short time window to limit overall infant handling30.

The magnitude of both the nociceptive-specific brain activity and spinal reflex withdrawal activity 
increased with increasing stimulus intensity, and were strongly correlated. This is consistent with adult 
studies where nociceptive reflex withdrawal and noxious-evoked brain activity increases with stimulus 
intensity, and is correlated with subjective pain report11,31,32. However, in contrast to adults, infant reflexes 
are longer duration and can be elicited by lower intensity non-noxious stimulation13.

Rat pups also have a low flexion reflex threshold compared to mature adults, and a postnatal decline 
in reflex amplitude and duration has been demonstrated27,33. This pattern of development likely reflects 
maturation of descending inhibitory control34 and reorganisation of the primary afferent input in the 
spinal dorsal horn35,36. It has been suggested that the high sensitivity of infant reflexes - which can be 
elicited by tactile stimulation – reflects the need for sensory input at a critical stage of development13,37. 
We demonstrate that term infants have the ability to encode noxious stimulus intensity, and while infant 
reflexes are more sensitive than adults, the processing of nociceptive information in both the brain and 
spinal cord is sensitive to stimulus intensity. In a comparable infant fMRI study investigating nociceptive 
processing, the trend for intensity encoding in many brain structures was evident, although not statis-
tically significant in individual brain regions25. In this EEG study we have not localised the source of 
the nociceptive-specific brain activity, as a relatively low number of recording electrodes were applied. 
However, it is likely that a number of brain regions contribute to the patterns of activity observed here.

The laterality of reflexes is developmentally regulated. von Frey hair stimulation of the abdomen 
evokes an abdominal reflex and bilateral hip flexion in infants before 36 weeks gestation, after which only 
unilateral hip flexion occurs38. In term infants, bilateral limb withdrawal is observed in response to nox-
ious clinical heel lancing13. Here, we demonstrate that significant reflex withdrawal of the contralateral 
limb occurs with a stimulus intensity of 128 mN, whereas stimulation with a force of 32 mN and 64 mN 
only elicits significant reflex withdrawal in the ipsilateral limb. Together this data suggests that bilateral 
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reflex withdrawal is more likely to occur following higher intensity noxious stimulation in term infants. 
Reflexes are intrinsic protective behaviours that have evolved to minimise tissue damage and protect 
the body from harm. These results suggest that infants produce energy-efficient reflex responses. More 
vigorous bilateral responses are elicited in response to high intensity noxious stimulation, providing a 
greater likelihood of withdrawing from an offending stimulus.
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Figure 5. Bilateral leg withdrawal occurs with higher intensity noxious stimuli. EMG RMS in response to 
the (A) 32 mN, (B) 64 mN, and (C) 128 mN experimental noxious stimulus for the ipsilateral, i.e. stimulated, 
(blue) and contralateral (red) leg. (D) The average EMG RMS in the contralateral limb in response to 
stimuli (in the subset of trials when significant ipsilateral reflex withdrawal occurred) and in background 
activity. Only following the 128 mN stimuli was the response significantly different to background activity 
(*p <  0.05). Error bars indicate standard error of the mean.
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The Premature Infant Pain Profile (PIPP) is a composite multimodal measure, incorporating measures 
of heart rate, oxygen saturation and facial expression change, and has been well validated for acute pain39. 
The experimental noxious stimuli used in this study did not evoke a significant change in PIPP scores in 
term infants. Furthermore, the magnitude of the reflex withdrawal and nociceptive-specific brain activity, 
was substantially lower than that evoked by clinical heel lance. As the experimental noxious stimulation 
can be repeated in the same infant multiple times, without causing behavioural discomfort or clinical 
concern, it provides an opportunity to develop a more detailed mechanistic understanding of nocicep-
tive processing in the immature central nervous system. This has the potential to transform the study 
of infant pain. For example, these techniques could be used to evaluate the anti-nociceptive properties 
of analgesics in infants - a greatly understudied but crucial area of research. Nevertheless, to date the 
experimental noxious stimulators have not been tested in premature infants and their suitability in other 
clinical populations needs to be established.

The assessment of pain in infants is complex, and in non-verbal populations it is ultimately not 
possible to know whether a person is in pain. It has recently been demonstrated that brain regions that 
encode the sensory and affective components of adult pain, including the anterior cingulate, insula and 
somatosensory cortices are also active in infants25. As cortical processing is necessary for the emotional 
and conscious perception of pain, examining nociceptive-specific brain activity is likely to provide the 
best surrogate measure40.

In this study, we demonstrated that reflex withdrawal is highly correlated with nociceptive brain 
activity, sensitive to stimulus intensity, and can be recorded in the absence of facial expression change. 
Although reflex withdrawal is criticised as a pain assessment measure due to its lack of nociceptive spec-
ificity17, this is also true for facial expression and autonomic responses41. As the experimental stimuli 
used here were applied at an intensity that does not evoke significant changes in PIPP scores, the results 
suggest that the PIPP score is not sensitive enough to detect responses to low intensity noxious stimula-
tion. The importance of considering infant body movements in the absence of facial expression change 
has been previously suggested18, and a number of pain assessment tools already consider measures of 
infant body movement16,17,42,43. Given the high proportion of infants that do not mount facial expression 
responses following noxious stimulation28,44, the clinical importance is clear. Moreover, the observation 
that bilateral limb withdrawal is more likely to reflect greater nociceptive signalling means this could be 
an additional factor to consider during clinical pain assessment. Nevertheless, visual clinical observations 
of limb withdrawal could be limited if limbs are restricted during invasive procedures or covered by 
clothing or blankets.

This study supports previous research that shows that infants can process nociceptive information at 
the cortical level without manifesting a change in facial expression7. This has important consequences 
for the management and treatment of infant pain, as nociceptive information transmitted to the cortex 
may not be reflected when observing changes in facial expression, or recorded using current clinical 
pain assessment tools. In the absence of verbal report, decisions about the treatment and management of 
infant pain should be based on a comprehensive understanding of the relationship between brain, spinal 
and behaviourally-mediated responses to noxious stimulation. This data provides a clear neurobiological 
rationale that may be used to underpin the development and validation of new clinical pain assessment 
measures.

Methods
Subjects. 30 infants were recruited from the Maternity Unit and Special Care Baby Unit at the John 
Radcliffe Hospital between May 2012 and January 2015. Infants were 37 to 42 weeks gestation at the 
time of study and less than 10 postnatal days. Medical charts were reviewed and, at the time of study, 
infants were assessed as clinically stable. Infants were not eligible for inclusion in the study if they had 
previous surgery, had intraventricular haemorrhage or periventricular leukomalacia, were born with 
congenital malformations or other genetic disorders, or were currently requiring respiratory support or 
analgesic medication. Ethical approval (National Research Ethics Service, REC reference: 12/SC/0447 
& 11/LO/0350) and informed written parental consent was obtained prior to each study. The study 
was carried out in accordance with the standards set by the Declaration of Helsinki and Good Clinical 
Practice guidelines.

Electrophysiological recordings (EEG and EMG recordings). Electrophysiological activity 
was acquired with the SynAmps RT 64-channel headbox and amplifiers (Compumedics Neuroscan), 
with a bandwidth from DC-400 Hz and a sampling rate of 2 kHz. CURRYscan7 neuroimaging suite 
(Compumedics Neuroscan) was used to record the activity. All equipment conformed to the electrical 
safety standard for medical devices, IEC 60601-1.

EEG was recorded at eight scalp electrodes (Ambu Neuroline disposable Ag/AgCl cup electrodes) in 
positions Cz, CPz, C3, C4, FCz, Oz, T3 and T4 according to the modified international 10–20 system. 
The reference electrode was positioned at Fz and the ground was placed on the forehead. EEG conductive 
paste (Elefix EEG paste, Nihon Kohden) was used to optimise contact with the scalp. Impedances were 
reduced by gently rubbing the skin with EEG preparation gel (NuPrep gel, D.O. Weaver and Co.) prior to 
electrode placement. In 3 studies a reduced electrode montage was used, but activity was always recorded 
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at the Cz electrode site. In 3 other studies the reference electrode was placed at Fpz and re-referenced 
to Fz post-acquisition.

Bipolar EMG electrodes (Ambu Neuroline 700 solid gel surface electrodes) were placed on the biceps 
femoris of both legs.

Experimental procedures. Clinical heel lancing. Heel lancing was performed as part of the infants’ 
routine clinical care (n =  10). EMG and EEG activity was recorded during a period of background, a 
control lance (where the lancet was rotated by 90 degrees and held against the infant’s foot so that the 
blade did not contact the infant’s heel when released), and a clinically required heel lance. The lance 
and control lance were time-locked to the EEG and EMG recordings using an event-detection interface 
and accelerometer3. Where this was not possible, the events were time-locked using a microphone held 
against the lancet, with the audio recording directly linked to the electrophysiological recordings (n =  3).

Experimental noxious stimulation. Non-tissue damaging acute experimental noxious stimuli (PinPrick, 
MRC systems) were applied to the left heel in 12 infants (2 of these infants also had a heel lance). 
Three stimulus intensities were applied in a randomised order (applied force: 32 mN (n =  11 infants); 
64 mN (n =  12 infants); and 128 mN (n =  9 infants)). At each stimulus intensity a train of 9.8 ±  2.1 
stimuli (mean ±  standard deviation) were applied with an inter-stimulus interval of 18.8 ±  14.1 seconds. 
Throughout the study period the infant’s foot was loosely held by the experimenter so that the reflex of 
the foot was not impeded. Prior to giving consent, parents were shown the experimental stimulators and 
were able to test the stimulators on themselves. In nearly all cases the parents chose to remain with their 
infants during the studies and in no case was consent withdrawn.

The experimental stimuli were time-locked to the EEG and EMG recordings using a high-speed 
camera (Firefly MV, Point Grey Research Inc.) that was directly linked to the recordings at the time 
of acquisition45. The video recordings were reviewed post-acquisition and the time of stimulation was 
manually event-marked at the point where the barrel of the stimulator was first depressed, i.e. the time 
at which the force is first applied (Fig. 6).

Clinical Pain Scores. Clinical pain scores were calculated in response to experimental noxious stimuli 
in an independent sample of infants (n =  10) using the Premature Infant Pain Profile (PIPP)39. The PIPP 
score was calculated in a background period before any stimuli were applied, and following the first and 
last experimental stimuli. Ten experimental noxious stimuli (force =  128 mN) were applied to the infant’s 
left heel with a minimum inter-stimulus interval of 10 seconds, while the foot was gently supported by 
the experimenter. The inter-stimulus interval was extended to include 15 seconds before and 30 seconds 
after the 1st and 10th stimuli, which enabled the PIPP scores to be calculated following a single noxious 
event. In one infant, only 5 stimuli were applied as the infant became restless during the study.

Data analysis. EEG analysis. EEG was filtered 0.5–70 Hz (or when used in principal component anal-
ysis – see below – it was filtered 0.5–8 Hz), with a notch filter at 50 Hz. 1500 ms epochs were extracted 
with 500 ms before the stimulus and traces were baseline corrected to the pre-stimulus mean. EEG data 
epochs were rejected if gross movement artefacts were present.

Nociceptive-specific brain activity was defined at the Cz electrode by comparison of background EEG, 
and responses to the control heel lance and heel lance (n =  6 infants). Data from these conditions was 

Figure 6. Time-locking of experimental noxious stimuli. Experimental noxious stimuli were time-
locked to EEG and EMG recordings using a high-speed video camera. Example images of (A) the point of 
first contact of the stimulus with the skin, and (B) the point at which the barrel of the stimulus was first 
depressed (i.e. the point at which the force was first applied), which was taken as the point of stimulation. 
We would like to acknowledge Ravi Poorun for taking the photographs and for preparing the images.
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aligned in the time window 400–700 ms using Woody filtering with a maximum shift of − 50 to + 100 ms 
(aligning to the average of the data). Principal Component Analysis (PCA) in the region 400–700 ms was 
then used to identify the Principal Components (PCs) of activity in the background, control and lance 
data21. The nociceptive-specific component was identified as the PC with significantly different weights 
in the lance condition compared with background and control data. The first two PCs accounted for 96% 
of the variance in the data so only these components were considered.

To calculate the corresponding weights of the nociceptive-specific component in the experimental 
noxious data, the nociceptive-specific PC was projected onto the experimental noxious responses, mak-
ing use of singular value decomposition14. Let X0 be the original data set (in this case the heel lance, 
control heel lance and background EEG data from the independent sample of infants). The singular value 
decomposition of X0 is given by:

X U V 1T
0 0 0 0= Γ ( )

Given a new data set, X1 (in this case the EEG responses to the experimental noxious stimuli) the cor-
responding weights, U1, of the associated PCs of X0 are given by:

U X V 21 1 0 0
1= Γ ( )−

Using this approach we calculated the weights of the nociceptive-specific component for the exper-
imental noxious data in the region 400–700 ms after the stimulus at the Cz electrode. This weight 
was calculated for each individual EEG trace, which was first Woody filtered, with a maximum jitter 
of ±  50 ms, in the region of 400–700 ms after the stimulus by identifying the maximum correlation with 
the nociceptive-specific component. The same Woody filtering approach was also applied to background 
data. When calculating the correlation between EMG and EEG responses, the average response for each 
infant was used to calculate the PC weight.

The nociceptive-specific component was also projected onto the responses to heel lance in an inde-
pendent population of infants (n =  4) (i.e. these infants were not included in the original identifica-
tion of the nociceptive-specific component). This provided a valid approach whereby the weights of the 
nociceptive-specific activity evoked by the heel lance could be statistically compared with the weights of 
the nociceptive-specific activity evoked by the experimental noxious stimulation.

EMG analysis. EMG signals were filtered between 10–500 Hz with a notch filter at 50 Hz (and harmon-
ics). Epochs were extracted from 500 ms before to 1500 ms after the stimulus and rectified. The data was 
divided into 250 ms windows and in each window the root mean square (RMS) signal was calculated. The 
post stimulus mean was calculated as the mean across the first four windows after the stimulus (0–1000 
ms) and the pre-stimulus mean was calculated across the two windows prior to the stimulus8.

Data was excluded (for example, due to movement artefact) according to the following definitions: 
post-stimulus mean >  population mean plus twice the standard deviation; pre-stimulus mean >  popu-
lation mean plus twice the standard deviation; or the fold increase (post-stimulus mean divided by the 
pre-stimulus mean) >  population mean plus twice the standard deviation.

To graphically compare the contralateral and ipsilateral reflex withdrawal the RMS responses were 
baseline corrected (Fig. 5), which accounted for differences in the RMS EMG activity between the limbs. 
To ascertain whether the observed reflexes were bilateral, the magnitude of contralateral reflex with-
drawal was considered when significant reflex withdrawal occurred in the ipsilateral leg. Ipsilateral reflex 
withdrawal was defined in individual trials as significant when the average post stimulus RMS activity 
was greater than a threshold. The threshold was defined as 95% of the distribution of the background 
average RMS activity. Visible movement of the ipsilateral limb in response to the stimulus was assessed 
post-acquisition by reviewing videos of infant foot movement.

PIPP scores. A video camera was used to record the infant’s facial expression. An LED was synchronised 
to flash when the experimenter pressed a foot pedal at the point of stimulation. A pulse oximeter probe 
(OxiMax N-600 pulse oximetry monitor, Nellcor) was placed on the infant’s right foot to record oxygen 
saturation and heart rate. The data were downloaded to an external PC, or, if this was not possible, 
manually read from the monitor at the time of study. Change in heart rate and oxygen saturation scores 
were calculated according to the PIPP score39.

Post-acquisition, two trained investigators (who were blinded to the stimulus condition) reviewed the 
video recordings independently and calculated the PIPP score39. Behavioural state and facial expression 
(nasolabial furrow, eye squeeze and brow bulge) were independently assessed from the video recordings. 
Figure 7 shows example recordings of facial expression, heart rate, oxygen saturation, spinal reflex with-
drawal activity and nociceptive brain activity in response to the experimental noxious stimulus.

Statistical analysis. Comparison of PC weights in response to the heel lance, control lance and in 
the background EEG was calculated using a repeated-measures ANOVA. Intra-rater and inter-rater reli-
ability of PIPP scores was calculated using intra-class correlation. The intra-rater reliability was 0.96, and 
the inter-rater reliability was 0.84. Comparison of PIPP scores between background, first experimental 
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noxious and last experimental noxious stimuli was carried out using a repeated measures ANOVA. 
Sphericity was checked using Mauchly’s Test for Sphericity. A one-way ANOVA was used to compare 
the nociceptive-specific brain activity evoked by the heel lance, experimental noxious stimulation and 
background activity. As the data was not normally distributed, a Kruskal-Wallis test was used to com-
pare the EMG RMS responses following the same stimulus conditions (for both the contralateral and 
ipsilateral leg).

Linear regression, with subject taken as a factor, was used to calculate the relationship between reflex 
withdrawal and stimulus intensity, and the relationship between the nociceptive-specific brain activity 
and stimulus intensity (across responses to 32, 64 and 128 mN experimental noxious stimuli and back-
ground activity). Linear regression was also used to calculate the correlation between nociceptive-specific 
brain activity and reflex withdrawal response, and Pearson’s linear correlation coefficient was calculated. 
The relationship between the stimulus number and evoked responses (at each stimulus intensity) was 
investigated using a Friedman’s test (due to the relatively low subject numbers in comparison with the 
number of trials). Where a single missing trial occurred, the missing value was included by regression 
substitution. Subjects with more than one missing trial (due to artefact rejection or where the cam-
era angle did not allow the onset of the stimulus to be determined) were excluded from this analy-
sis. Comparison of the EMG RMS between trials with and without visible movement was carried out 

Figure 7. Behavioural, physiological, spinal cord and brain activity recorded in response to an 
experimental noxious stimulus. Recordings of (A) facial expression; (B) heart rate; (C) oxygen saturation; 
(D) EMG activity recorded from the biceps femoris of the stimulated leg and (E,F) EEG activity at 
the Cz electrode site are shown during application of a 128 mN stimulus. (The stimuli was applied at 
time =  0 seconds, and the facial expression screen shots are shown at − 10, − 5, 0, 5 and 10 seconds).
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using a Mann-Whitney U test. When necessary, post-hoc comparisons were conducted using t-tests and 
Mann-Whitney U tests with Holm’s method used to correct for multiple comparisons.

References
1. Craig, K. D., Whitfield, M. F., Grunau, R. V., Linton, J. & Hadjistavropoulos, H. D. Pain in the preterm neonate: behavioural and 

physiological indices. Pain 52, 287–299 (1993).
2. Grunau, R. V. & Craig, K. D. Pain expression in neonates: facial action and cry. Pain 28, 395–410 (1987).
3. Worley, A., Fabrizi, L., Boyd, S. & Slater, R. Multi-modal pain measurements in infants. J Neurosci Methods 205, 252–257, doi: 

10.1016/j.jneumeth.2012.01.009 (2012).
4. Anand, K. J. & International Evidence-Based Group for Neonatal Pain. Consensus statement for the prevention and management 

of pain in the newborn. Arch Pediatr Adolesc Med. 155, 173–180 (2001).
5. Morison, S. J., Grunau, R. E., Oberlander, T. F. & Whitfield, M. F. Relations between behavioral and cardiac autonomic reactivity 

to acute pain in preterm neonates. Clin J Pain. 17, 350–358 (2001).
6. Ranger, M., Johnston, C. C. & Anand, K. J. Current controversies regarding pain assessment in neonates. Semin Perinatol. 31, 

283–288, doi: 10.1053/j.semperi.2007.07.003 (2007).
7. Slater, R., Cantarella, A., Franck, L., Meek, J. & Fitzgerald, M. How well do clinical pain assessment tools reflect pain in infants? 

PLoS medicine 5, e129, doi: 10.1371/journal.pmed.0050129 (2008).
8. Slater, R. et al. Oral sucrose as an analgesic drug for procedural pain in newborn infants: a randomised controlled trial. Lancet 

376, 1225–1232, doi: 10.1016/S0140-6736(10)61303-7 (2010).
9. Mogil, J. S. Animal models of pain: progress and challenges. Nat Rev Neurosci. 10, 283–294, doi: 10.1038/nrn2606 (2009).

10. Mogil, J. S., Simmonds, K. & Simmonds, M. J. Pain research from 1975 to 2007: a categorical and bibliometric meta-trend 
analysis of every Research Paper published in the journal, Pain. Pain 142, 48–58, doi: 10.1016/j.pain.2008.11.012 (2009).

11. Chan, C. W. & Dallaire, M. Subjective pain sensation is linearly correlated with the flexion reflex in man. Brain Res. 479, 145–150 
(1989).

12. Andrews, K. & Fitzgerald, M. Cutaneous flexion reflex in human neonates: a quantitative study of threshold and stimulus-
response characteristics after single and repeated stimuli. Dev Med Child Neurol. 41, 696–703 (1999).

13. Cornelissen, L. et al. Postnatal temporal, spatial and modality tuning of nociceptive cutaneous flexion reflexes in human infants. 
PloS one 8, e76470, doi: 10.1371/journal.pone.0076470 (2013).

14. Fabrizi, L. et al. A shift in sensory processing that enables the developing human brain to discriminate touch from pain. Curr 
Biol. 21, 1552–1558, doi: 10.1016/j.cub.2011.08.010 (2011).

15. Fitzgerald, M. & Walker, S. M. Infant pain management: a developmental neurobiological approach. Nat Clin Pract Neurol. 5, 
35–50, doi: 10.1038/ncpneuro0984 (2009).

16. Holsti, L. & Grunau, R. E. Initial validation of the Behavioral Indicators of Infant Pain (BIIP). Pain 132, 264–272, doi: 10.1016/j.
pain.2007.01.033 (2007).

17. Holsti, L., Grunau, R. E., Oberlander, T. F. & Whitfield, M. F. Specific Newborn Individualized Developmental Care and 
Assessment Program movements are associated with acute pain in preterm infants in the neonatal intensive care unit. Pediatrics 
114, 65–72 (2004).

18. Holsti, L., Grunau, R. E., Oberlander, T. F., Whitfield, M. F. & Weinberg, J. Body movements: an important additional factor in 
discriminating pain from stress in preterm infants. Clin J Pain. 21, 491–498 (2005).

19. Bartocci, M., Bergqvist, L. L., Lagercrantz, H. & Anand, K. J. Pain activates cortical areas in the preterm newborn brain. Pain 
122, 109–117, doi: 10.1016/j.pain.2006.01.015 (2006).

20. Slater, R. et al. Cortical pain responses in human infants. J Neurosci. 26, 3662–3666, doi: 10.1523/JNEUROSCI.0348-06.2006 
(2006).

21. Slater, R. et al. Evoked potentials generated by noxious stimulation in the human infant brain. Eur J Pain 14, 321–326, doi: 
10.1016/j.ejpain.2009.05.005 (2010).

22. Slater, R. et al. Premature infants display increased noxious-evoked neuronal activity in the brain compared to healthy age-
matched term-born infants. NeuroImage 52, 583–589, doi: 10.1016/j.neuroimage.2010.04.253 (2010).

23. Greenspan, J. D. & McGillis, S. L. Stimulus features relevant to the perception of sharpness and mechanically evoked cutaneous 
pain. Somatosens Mot Res. 8, 137–147 (1991).

24. Iannetti, G. D., Baumgartner, U., Tracey, I., Treede, R. D. & Magerl, W. Pinprick-evoked brain potentials: a novel tool to assess 
central sensitization of nociceptive pathways in humans. J Neurophysiol.  110, 1107–1116, doi: 10.1152/jn.00774.2012 (2013).

25. Goksan, S. et al. fMRI reveals neural activity overlap between adult and infant pain. eLife 4, doi: 10.7554/eLife.06356 (2015).
26. Andrews, K. & Fitzgerald, M. The cutaneous withdrawal reflex in human neonates: sensitization, receptive fields, and the effects 

of contralateral stimulation. Pain 56, 95–101 (1994).
27. Fitzgerald, M., Shaw, A. & MacIntosh, N. Postnatal development of the cutaneous flexor reflex: comparative study of preterm 

infants and newborn rat pups. Dev Med Child Neurol. 30, 520–526 (1988).
28. Johnston, C. C. et al. Factors explaining lack of response to heel stick in preterm newborns. J Obstet Gynecol Neonatal Nurs. 28, 

587–594 (1999).
29. Carbajal, R. et al. Epidemiology and treatment of painful procedures in neonates in intensive care units. JAMA 300, 60–70,  

doi: 10.1001/jama.300.1.60 (2008).
30. Holsti, L., Grunau, R. E., Whifield, M. F., Oberlander, T. F. & Lindh, V. Behavioral responses to pain are heightened after clustered 

care in preterm infants born between 30 and 32 weeks gestational age. Clin J Pain 22, 757–764, doi: 10.1097/01.
ajp.0000210921.10912.47 (2006).

31. Carmon, A., Friedman, Y., Coger, R. & Kenton, B. Single trial analysis of evoked potentials to noxious thermal stimulation in 
man. Pain 8, 21–32 (1980).

32. Iannetti, G. D., Zambreanu, L., Cruccu, G. & Tracey, I. Operculoinsular cortex encodes pain intensity at the earliest stages of 
cortical processing as indicated by amplitude of laser-evoked potentials in humans. Neuroscience 131, 199–208, doi: 10.1016/j.
neuroscience.2004.10.035 (2005).

33. Fitzgerald, M. & Gibson, S. The postnatal physiological and neurochemical development of peripheral sensory C fibres. 
Neuroscience 13, 933–944 (1984).

34. Hathway, G. J., Koch, S., Low, L. & Fitzgerald, M. The changing balance of brainstem-spinal cord modulation of pain processing 
over the first weeks of rat postnatal life. J Physiol. 587, 2927–2935, doi: 10.1113/jphysiol.2008.168013 (2009).

35. Beggs, S., Torsney, C., Drew, L. J. & Fitzgerald, M. The postnatal reorganization of primary afferent input and dorsal horn cell 
receptive fields in the rat spinal cord is an activity-dependent process. Eur J Neurosci. 16, 1249–1258 (2002).

36. Park, J. S., Nakatsuka, T., Nagata, K., Higashi, H. & Yoshimura, M. Reorganization of the primary afferent termination in the rat 
spinal dorsal horn during post-natal development. Brain Res Dev Brain Res. 113, 29–36 (1999).



www.nature.com/scientificreports/

13Scientific RepoRts | 5:12519 | DOi: 10.1038/srep12519

37. Koch, S. C. & Fitzgerald, M. Activity-dependent development of tactile and nociceptive spinal cord circuits. Ann N Y Acad Sci.  
1279, 97–102, doi: 10.1111/nyas.12033 (2013).

38. Andrews, K. A., Desai, D., Dhillon, H. K., Wilcox, D. T. & Fitzgerald, M. Abdominal sensitivity in the first year of life: comparison 
of infants with and without prenatally diagnosed unilateral hydronephrosis. Pain 100, 35–46 (2002).

39. Stevens, B., Johnston, C., Petryshen, P. & Taddio, A. Premature Infant Pain Profile: development and initial validation. Clin J Pain 
12, 13–22 (1996).

40. Hartley, C. & Slater, R. Neurophysiological measures of nociceptive brain activity in the newborn infant–the next steps. Acta 
Paediatr. 103, 238–242, doi: 10.1111/apa.12490 (2014).

41. Stevens, B., Pillai Riddell, R. R., Oberlander, T. E. & Gibbins, S. Assessment of pain in neonates and infants, in Pain in Neonates 
and Infants. 3 edn, (Elsevier, 2007).

42. Ambuel, B., Hamlett, K. W., Marx, C. M. & Blumer, J. L. Assessing distress in pediatric intensive care environments: the 
COMFORT scale. J Pediatr Psychol. 17, 95–109 (1992).

43. van Dijk, M. et al. The reliability and validity of the COMFORT scale as a postoperative pain instrument in 0 to 3-year-old 
infants. Pain 84, 367–377 (2000).

44. Slater, R. et al. Latency to facial expression change following noxious stimulation in infants is dependent on postmenstrual age. 
Pain 146, 177–182, doi: 10.1016/j.pain.2009.07.022 (2009).

45. Hartley, C. et al. Noxious stimulation in children receiving general anaesthesia evokes an increase in delta frequency brain 
activity. Pain 155, 2368–2376, doi: 10.1016/j.pain.2014.09.006 (2014).

Acknowledgements
This work was funded by the Wellcome Trust, UK. Gabriela Schmidt Mellado was funded by the National 
Institute of Health Research, UK. We would like to thank Alan Worley and Gabrielle Green for help 
with data acquisition and analysis. The authors would also like to thank the babies and their parents for 
taking part in this study.

Author Contributions
C.H. and R.S. wrote the manuscript. C.H., S.G., R.P., K.B., G.S.M., F.M., R.R., E.A. and R.S. made a 
significant contribution to the study design and execution, and data analysis and interpretation. All 
authors critically revised the manuscript and approved the manuscript prior to submission.

Additional Information
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Hartley, C. et al. The relationship between nociceptive brain activity, spinal 
reflex withdrawal and behaviour in newborn infants. Sci. Rep. 5, 12519; doi: 10.1038/srep12519 (2015).

This work is licensed under a Creative Commons Attribution 4.0 International License. The 
images or other third party material in this article are included in the article’s Creative Com-

mons license, unless indicated otherwise in the credit line; if the material is not included under the 
Creative Commons license, users will need to obtain permission from the license holder to reproduce 
the material. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	The relationship between nociceptive brain activity, spinal reflex withdrawal and behaviour in newborn infants
	Introduction
	Results
	Characterisation of nociceptive-specific brain activity in newborn infants during a clinically required heel lance
	Experimental noxious stimulation did not cause a significant increase in clinical pain scores
	Experimental noxious stimulation evokes a nociceptive-specific pattern of brain activity
	Experimental noxious stimulation evokes nociceptive reflex withdrawal activity that is correlated with nociceptive-specific brain activity
	Bilateral reflex withdrawal is observed at greater stimulus intensities

	Discussion
	Methods
	Subjects
	Electrophysiological recordings (EEG and EMG recordings)
	Experimental procedures
	Clinical heel lancing
	Experimental noxious stimulation
	Clinical Pain Scores

	Data analysis
	EEG analysis
	EMG analysis
	PIPP scores

	Statistical analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                The relationship between nociceptive brain activity, spinal reflex withdrawal and behaviour in newborn infants
            
         
          
             
                srep ,  (2015). doi:10.1038/srep12519
            
         
          
             
                Caroline Hartley
                Sezgi Goksan
                Ravi Poorun
                Kelly Brotherhood
                Gabriela Schmidt Mellado
                Fiona Moultrie
                Richard Rogers
                Eleri Adams
                Rebeccah Slater
            
         
          doi:10.1038/srep12519
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep12519
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep12519
            
         
      
       
          
          
          
             
                doi:10.1038/srep12519
            
         
          
             
                srep ,  (2015). doi:10.1038/srep12519
            
         
          
          
      
       
       
          True
      
   




