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Abstract

Modulation of frontal lobes activity is believed to be an important pathway trough which the
hypothalamic-pituitary-adrenal (HPA) axis stress response impacts cognitive and emotional
functioning. Here, we investigate the effects of stress on metacognition, which is the ability
to monitor and control one's own cognition. As the frontal lobes have been shown to play a
critical role in metacognition, we predicted that under activation of the HPA axis, participants
should be less accurate in the assessment of their own performances in a perceptual deci-
sion task, irrespective of the effect of stress on the first order perceptual decision itself. To
test this prediction, we constituted three groups of high, medium and low stress responders
based on cortisol concentration in saliva in response to a standardized psycho-social stress
challenge (the Trier Social Stress Test). We then assessed the accuracy of participants'
confidence judgments in a visual discrimination task. As predicted, we found that high bio-
logical reactivity to stress correlates with lower sensitivity in metacognition. In sum, partici-
pants under stress know less when they know and when they do not know.

Introduction

Acute stress is associated with altered cognitive functioning, in particular with respect to deci-
sion making [1,2]. Under stress, individuals exhibit less flexible cognitive processing [3]
together with altered risk and feedback processing [4,5]. Collectively, these effects suggest that
stress taxes executive functions [2,6], and thus they point to the potential impact of stress on
the regulation and monitoring of decision processes. Indeed, decision is not only about select-
ing the right option,; it is also about the assessing its appropriateness relative to the circum-
stances, that is, whether one can be confident or not about one's action. Sound confidence
judgments are essential for the decision maker both to make behavioral adjustments and to
efficiently cooperate with others [7,8]. Optimal confidence judgments should be calibrated
(reflect decision performance in the long run), and sensitive (discriminate correct from incor-
rect decisions). In this study, we focus on the impact of stress on the sensitivity of confidence
judgments, also termed metacognitive accuracy.
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The stress response consists in a cascade of mechanisms governed by the Hypothalamic-
Pituitary-Adrenocortical (HPA) axis, leading notably to the release of cortisol and catechol-
amines. Within the brain, these hormones are known to target specifically the prefrontal cortex
(PEC) [6,9], thereby altering higher cognitive functions. Of considerable interest regarding
metacognition, it has been proposed [10,11] that one of the early effects of acute stress is to
dampen activity in regions subserving endogenous attention (dorsolateral and medial PFC), in
favor of orienting resources to vigilance and action, that is, to exogenous attention.

While the cognitive mechanisms behind confidence judgments are not fully understood,
they certainly involve orienting attention inwards and require flexible processing. Most impor-
tantly, it has repeatedly been shown that the rostral and dorsal aspect of the lateral PFC is the
neural basis for metacognitive accuracy, where the neuroendocrine impact of stress on the
brain is thought to be maximal [12,13,14,15,16,17].

Furthermore, it has recently been shown [18] that cortisol release under acute stress reduces
the depth of strategizing in the beauty contest game. In this behavioral economics game, partic-
ipants are tested on their ability to reason about other participants' reasoning. Under stress,
participants seem to have shallower strategic mind reading, and we expected that the same
might be true for metacognition, as a form of intra-individual mind reading. Thus, converging
neurophysiological and cognitive evidence suggest that stress reactivity, and more precisely
cortisol release, should lead to alterations in metacognition.

To test this hypothesis, we first designed a first session during which three groups of partici-
pants (high, medium and low responders) were constituted, according to the concentration of
cortisol in saliva at the peak of hormonal response to interpersonal stress. In a later second ses-
sion (12 month after session 1), in order to avoid direct contextual effects of stressors, partici-
pants performed a perceptual decision task with confidence judgments. We operationalized
metacognitive sensitivity as the extent to which confidence judgments discriminate correct and
incorrect responses. We predicted that high responders should have lower scores on this mea-
sure. Between session 1 and 2 a pilot exploratory study was run (8 months after session 1 and 4
month before session 2) to evaluate general differences in metacognition according to individ-
ual cortisol reactivity to stress. Results and data are available at https://osf.io/6zsap/?view_
only=39fb68df24094788b9daffcb0fe5a683

Materials and Methods
Session 1: stress screening

120 students (mean age: 20.6, SD: 1.5; 58 women) from the Universidad de La Frontera (Chile)
participated in the study. These 120 participants are common both for the pilot study, as well
as for the main experiment. Participants gave their written informed consent (Declaration of
Helsinki). The study at all stages was approved by the ethics committee of Universidad de La
Frontera. Participants were compensated the equivalent of about $20 for the 2 hour session.
Experimental sessions were scheduled from 2:30 to 6:30 pm. Exclusion criteria were: a body
mass index < 18 or > 30 kg/mz; receiving medical treatment known to affect the HPA axis; a
history of psychiatric or neurological disorders; abnormal vision; smoking; pregnant or lactat-
ing women, and women taking oral contraceptives. Participants were asked not to eat or brush
their teeth one hour before the session, and not to drink alcohol or play sports the day before.

We applied the Trier Social Stress Test (TSST) [19], with seven interspersed saliva samples
to assay cortisol concentration (Fig 1A). The TSST asks that participants perform a ten min-
utes, videotaped oral presentation and do mental arithmetic in front of a non-supportive panel
of three judges. The first saliva sample was taken after a ten minutes rest, immediately followed
by the State-Trait Anxiety Inventory (STAI) [20]. Participants then performed the main
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Fig 1. (A) TSST protocol (session 7). (B) Detection and Metacognitive tasks (session 2).

doi:10.1371/journal.pone.0132320.g001

presentation of the TSST, after which the second saliva sample was taken and participants filled
out a second STAI with only the state subscale. Six more saliva samples were taken during a
post-exposure rest phase to control normal decrease in the stress reactivity curves. Heart rate
(HR) was monitored throughout. Here as well as in the second session, we also recorded elec-
trodermal activity, but technical failures precluded our using the data. Electrodes were located
on the medial side of both ankles and the distal anterior aspect of the right forearm (BIOPAC
MP150, Goleta, CA). Saliva samples were sent to the Molecular Biology Laboratory of the Uni-
versidad de La Frontera, for quantitative determination of cortisol concentration. Salivary con-
centrations of cortisol were obtained using an enzyme immunoassay commercial kit following
the manufacturer’s instructions (DRG Salivary Control ELISA Kit, DRG Instruments GmbH,
Germany). Concentrations were obtained by interpolating from a standard curve plotted using
the software GraphPad Prism version 5.0 (GraphPad Software, San Diego CA, USA).

Session 2: confidence accuracy experiment

Based on the results of session 1, we formed three groups of 9 participants with high, medium
and low stress reactivity (mean age: 20.1, SD: 1.2; 16 women: 5 in the low, 6 in the medium and
5 in the high group), which took part in the experiment one year after session 1. 10 participants
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who participated in the pilot study were included (3-Low, 3-Medium, 4-High). Participants
gave their informed consent and were compensated the equivalent of about $10 for a 1 hour
session. Stimuli were arrays of six vertical gabor patches (2.8° in diameter, spatial frequency of
2.2 cycles per visual degree, Fig 1B) on a uniform grey background (luminance: 44.1 cd/m?),
presented on an imaginary circle (6.2°) at the center of a CRT screen (size 177, resolution of
1024 X 768 pixels, refresh rate of 100 Hz, viewing distance ~55 cm). Participants were tested in
a darkened room.

After a fixation spot (500 ms) participants viewed two arrays for 200 ms each, separated by
an interval of 300 ms. In one of the arrays, one random gabor patch had a higher contrast. Par-
ticipants had to decide in which interval the contrasted gabor was presented (two intervals
forced choice task, 2IFC) during a 2000 ms response window, by pressing the "Q" (first interval)
or "W" (second interval) key on a standard QWERTY keyboard. Participants first went through
a calibration stage (120 trials), during which we adapted the target contrast with 1-up 2-down
interleaved staircases [21], so as to reach similar accuracy levels for all participants (accuracy at
the end of the calibration: 75%, which did not significantly differ from the targeted 71% accu-
racy). The threshold contrast for each participant was calculated as the average of the last six
reversals of both the initially ascending and descending staircases.

During the main experiment, contrast was fixed at the participant's adapted level. Immedi-
ately after the 2IFC response, participants were instructed to give the best estimate of their con-
fidence about their decision, by means of a visual analog scale for confidence. We used a half
range scale with the labels “guess” and “absolutely certain” at the left and right ends, which we
scored as a probability scale ranging from .5 to 1. The experimental session comprised 320 tri-
als in 8 blocks with a 60 second pause between each block. Before and after the main task par-
ticipants filled out the STAI-S (state subscale). Heart rate was monitored throughout. As a way
to reactivate participants’ stress response, a mild interpersonal stressor in the middle of the
task was introduced: Immediately after the fourth block, an error message appeared on screen.
The experimenter came into the experimental room with a neutral emotional expression and
stated that “there was a problem with your responses”, without saying anything about partici-
pants’ performance.

Results
Session 1

Cortisol level at C2 (10 minutes after stress induction) was taken as indicative of participants’
reactivity to stress [22]. Participants above the 75th percentile were categorized as having high
reactivity (mean: 10.7 nmol/l; SD: 1.4; range: 9.6, 14.2; Cortisol increase (C2-C0 or Baseline) =
2.14), participants below the 25th percentile as low reactivity (mean: 4.5 nmol/l; SD: .79; range:
2.9, 5.7; Cortisol increase = .21) and participants around the 50th percentile as medium reactiv-
ity (mean: 7.3 nmol/l; SD: .95; range: 6.3, 9.3; Cortisol increase = 1.45; Fig 2A and 2B). Classifi-
cations reached the criteria for distinguishing cortisol responders from non responders
(threshold for cortisol responder: 1.1 nmol/l) [23]. We applied the conversion provided by
Miller et al. [24], available at http://psylux.psych.tu-dresden.de/il/biopsych/ac.html for the
DRG immunoassay Kkit.

We randomly selected 9 participants out of each the three above percentile groups. Studies
interested in cortisol responders use a similar or smaller numbers of participants (for instance,
[25] (20 participants); [26] (20 participants); [27] (20 participants); [28] (26 participants), etc.,
see many others in [22]). In addition, it is important to note that previous studies select
responders and non-responders ex-post, which often yield an imbalance between groups. As
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opposed to that, our selection of responders is done ex-ante, ensuring a clean statistical frame-
work for establishing any effect of stress reactivity on the dependent variables.

These groups did not differ with respect to gender (p > .73), age (p > .50) or stress personal-
ity traits (STAI-Trait, p > .39). The TSST procedure increased psychological acute stress (Fig
2C): STAI-State was 11.3 point higher after TSST than before (F(1,24) = 44.0, p < .001, nzp =
.65) without difference between groups (p > .16) and no interaction (p > .46). Mean heart rate
(HR) did not differ across groups (p > .11), however hear rate variability (HRV), which is indic-
ative of activation of the stress response [29] as computed by standard deviation, was signifi-
cantly different (F(2,24) = 4.33, p < .05, 17°, = .27). More precisely, collapsing medium and low
stress reactivity groups, we found that high reactivity participants had a higher HRV (16.8 beats/
min) (low and medium stress participants: 14.0 beats/min; F(1,25) = 4.46, p < .05, 7721, =.15).

Session 2

Stress measures. The experimental context reactivated the stress responses specific to each
three groups: Heart rate variability (HRV) was higher during the first half of the experiment for
high reactivity participants (7.31 beats/min) than low and medium reactivity participants (6.2
beats/min; F(1,25) = 5.78, p < .05, 77217 =.19). This difference vanished when we took into account
the second half of the experiment, but we found a peak of HRV at the time of the interpersonal
stressor, only for the high reactivity group (S1 Fig). Psychological stress (STAI-State) increased
during the experiment (before / after difference of 7.62 points: F(1,24) = 19.1, p < .001, 77°, = .44;
Fig 3A), without difference between groups (p > .42) and no interaction (p > .65).

Performance: accuracy and response times. We excluded trials with response times
(RTs) below 200 ms and above 2000 s (4.3%). Crucially, there were no differences on first
order performance between stress groups: First, the contrast needed to achieve the targeted
performance at the end the staircase calibration procedure did not differ across stress groups (p
> .40). During the main experiment, accuracy increased with respect to the end of the calibra-
tion (75% correct), but it was stable at 83% (Fig 3B) and did not differ between groups (p >
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.35) or across blocks (p > .93) and these factors did not interact (p > .39). RTs were marginally
slower for low reactivity participants (p > .06; Low: 818 ms; Medium: 699 ms; High: 692 ms)
with a significant learning effect (F(3.6,88.5) = 5.16, p < .01, 772], =.17), but without interaction
between these factors (p > .23, Fig 3B).

Confidence. Mean confidence was .84 and did not differ across stress groups (p >.91),
meaning first that participants were well calibrated in view of their average performance of 83%,
and second, that stress reactivity did not translate into under—or over—confidence. Now, our
critical construct was metacognitive sensitivity, or resolution on the confidence scale. We quan-
tified metacognitive sensitivity by the area under the curve (AUC) for the type-2 Receiver
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Operating Characteristic (ROC), calculated separately for each participant (Fig 3C). This mea-
sure consists in plotting one against the other the cumulative proportions of correct and incor-
rect responses for increasingly liberal confidence percentiles [30]. Type-2 AUC is a model-free,
empirical estimate of metacognitive accuracy, which has been used in previous studies [12].
Higher AUC scores denote a stronger link between confidence and accuracy. We relied on this
empirical metric for the estimation of metacognitive sensitivity, given that there is currently no
consensus on the appropriate signal theoretic models for confidence judgments [31,32].

In order to compute the type-2 ROCs, for each participant we binned the responses on the
continuous confidence scale in five equal bins, and we plotted the cumulative proportions of
correct against incorrect responses, anchored at 0 and 1 for increasingly liberal bins. We found
that higher reactivity was associated with lower AUCs, that is with poorer metacognitive sensi-
tivity (High: .68; Medium: .73; Low: .78). The effect was statistically significant with a one-way
ANOVA on AUC with stress reactivity as factor and participants as random effect (F(2,26) =
5.86, p < .01, 77° = .33). Post-hoc comparison only showed a difference between low and high
reactivity participants (A mean = .11, SE = .03, p < .01, Bonferroni corrected). We next
regressed participants' AUCs on cortisol concentrations at C2, and found a significant negative
correlation (r* = .34, B = -.58, t(26) = -3.57, p < .001; Fig 3D). Importantly, we checked that
AUCs were not related to performance (p > .98) or contrast (p > .16) or RT's (p>.32), see sup-
porting information (S1 and S2 Files) for a more detailed account of RTs. Finally, there was no
difference in the response times for confidence between stress reactivity groups (Low: 1258 ms;
Medium: 1376 ms; High: 1165 ms, p > .56).

Discussion

We investigated the impact of stress on metacognition. We identified participants with high,
medium and low biological reactivity to an interpersonal challenge. High responders were subse-
quently found to have lower metacognitive accuracy in a perceptual decision task, while no differ-
ence was observed on perceptual decision performances or confidence calibration. We insist on
the fact that first order performances were equated across participants with an adaptive staircase
method, so much so that the decrement in metacognitive sensitivity cannot simply be an indirect
consequence of the impact of stress on first order cognition [33]. Thus, even though stress had no
effect on first order cognition, and did not create under or over-confidence biases, it decreased
metacognitive accuracy. Stress induces a relative blindness to one's cognitive performance.
Contrary to many stress studies, we did not include an explicit stressor prior to the main
cognitive task: We relied on the experimental context, combined with individual reactivity, to
modulate stress. While this design eliminates contextual cues, it opens the possibility that the
observed decrease in metacognitive sensitivity be due to concomitant personality trait differ-
ences, rather than to acute stress. However, this interpretation is not favored by our data: First,
we selected our three groups based on their cortisol reactivity, and this was not associated with
traits differences, as assessed by the STAI-T. Second, the high reactivity group, although
defined by peak reactivity at the moment of the interpersonal challenge, already shows an ele-
vated cortisol response at the moment of the first cortisol sample, while it went back to baseline
after 2 hours (Fig 2B). Therefore, it seems that for these participants, the mere fact of walking
in the laboratory is a stressor, and we may expect that this should be the case at the occasion of
the main cognitive task. Indeed, heart rate variability is higher in the high reactivity group dur-
ing the main task, which gives us a direct sign of stress reactivity. Therefore, it seems more par-
simonious to suppose that the impairment in metacognition is due to acute stress activation.
Now, one could argue that the impact of stress reactivity on metacognition is not specific.
Indeed, one could argue that the observed effect of stress on metacognition is one among the
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many effects of stress on executive functioning. While it is clear from the literature that stress
does have an impact on executive functions [1,2,3,4,5,6], one should note that in our experi-
ment, metacognitive accuracy is the only outcome variable that shows an effect of stress reac-
tivity. Although we cannot rule out the notion that our perceptual discrimination task is not
sensitive enough to elicit such effects, it seems unlikely as first order tasks have consistently
demonstrated their higher sensitivity than second order tasks [30]. Thus, if metacognitive dec-
rements were due to a general impairment of cognitive control, it would most probably first be
apparent in a change in performance for the first order task.

Now, we see two broad classes of mechanisms through which acute stress would yield such
impairment in metacognitive sensitivity: First, it might be that acute stress is associated with
intercurrent ruminative thoughts that could interfere with metacognitive processing (“high
level” account). These thoughts might potentially be accessible and controlled by participants.
Alternatively, it might be that higher circulating cortisol has a direct impact on prefrontal cor-
tex regions that subserve metacognition for decisions (“low level” account). The detrimental
effect of stress on metacognition might then be cognitively impenetrable. Note also that cortisol
might not be the unique cause of the modifications of prefrontal cortex functioning, as it has
been proposed that the cognitive effects of stress are due to the conjoint release of cortisol and
catecholamines [6].

Our study adds to the growing literature on dissociations of first and second order perfor-
mance [12, 31, 32, 34, 35]. Results suggest that first order performance and its subjective evalu-
ation might rely on distinct cognitive mechanisms and information. One promising line of
research in this respect would be to study the differential role of working memory in the forma-
tion of confidence judgments [34,35]. Indeed, while the first order task is performed immedi-
ately after presentation of the stimulus, the second order confidence judgment is performed
later and requires the retention of both stimuli and of the participant's own response for a lon-
ger time. Thus it might be that stress reactivity affects metacognition through its impact on
working memory. If that were the case, we should find that high working memory capacity
would protect against stress induced decrease in metacognitive sensitivity, as was recently
found for stress induced decrease in model based learning [3].

Additional studies are needed to fully unravel the mechanisms and the generalization of
metacognitive impairment under stress. First, the high and low level accounts sketched above,
and the working memory hypotheses are not exclusive, and we need to assay their relative
weights. Second, recent studies have highlighted the disunity of metacognition [36]. With this
in mind, it is of paramount theoretical, clinical and applied importance to determine whether
our results hold beyond perceptual decision, that is, whether, for instance, metacognition in
general knowledge or memory tasks would similarly be impaired under stress.

Supporting Information

S1 Fig. Heart rate variability during the main experiment. For each participant, we com-
puted the standard deviation of heart rate in non-overlapping windows of 1 minute throughout
the duration of the experiment, and smoothed them with locally weighted polynomial regres-
sion. The black and red curves are the means of the smoothed heart rate standard deviations
for the low and medium reactivity groups on the one hand and for the high reactivity group on
the other. Shaded areas are bootstrapped 95% confidence bands for the two groups (5000 sam-
ples). Dark blue segments indicate bootstrapped p < .05 for the null hypothesis of no difference
in heart rate standard deviations between the two groups. Two clusters of significant differ-
ences emerge: one at the beginning of the experiment (during the first 8 minutes) and one at
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the start of the second half of the experiment, just after stress reactivation (gray area).
(EPS)

S1 File. Response times on the first order task (2IFC) and mediation analysis.
(DOCX)
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