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Early identiûcation of postpartum depression using
demographic, clinical, and digital phenotyping
Lisa Hahn1,2, Simon B. Eickhoff1,2, Ute Habel3,4, Elmar Stickeler5, Patricia Schnakenberg1,3, Tamme W. Goecke5,6,
Susanne Stickel 3, Matthias Franz7, Juergen Dukart 1,2 and Natalia Chechko1,3

Abstract
Postpartum depression (PPD) and adjustment disorder (AD) affect up to 25% of women after childbirth. However,
there are no accurate screening tools for either disorder to identify at-risk mothers and enable them to beneût from
early intervention. Combinations of anamnestic, clinical, and remote assessments were evaluated for an early and
accurate identiûcation of PPD and AD. Two cohorts of mothers giving birth were included in the study (N= 308 and
N= 193). At baseline, participants underwent a detailed sociodemographic-anamnestic and clinical interview. Remote
assessments were collected over 12 weeks comprising mood and stress levels as well as depression and attachment
scores. At 12 weeks postpartum, an experienced clinician assigned the participants to three distinct groups: women
with PPD, women with AD, and healthy controls (HC). Combinations of these assessments were assessed for an early
an accurate detection of PPD and AD in the ûrst cohort and, after pre-registration, validated in a prospective second
cohort. Combinations of postnatal depression, attachment (for AD) and mood scores at week 3 achieved balanced
accuracies of 93 and 79% for differentiation of PPD and AD from HC in the validation cohort and balanced accuracies
of 87 and 91% in the ûrst cohort. Differentiation between AD and PPD, with a balanced accuracy of 73% was possible
at week 6 based on mood levels only with a balanced accuracy of 73% in the validation cohort and a balanced
accuracy of 76% in the ûrst cohort. Combinations of in clinic and remote self-assessments allow for early and accurate
detection of PPD and AD as early as three weeks postpartum, enabling early intervention to the beneût of both
mothers and children.

Introduction
The postpartum period poses the highest risk to women

for developing a mental disorder1, with postpartum

depression (PPD) being the most frequent one2. PPD is

deûned as a major depressive disorder occurring in direct

relation (within 4 weeks postpartum) to childbirth in the

DSM-53. Early diagnosis and treatment of PPD can sub-

stantially improve the outcome, prevent relapse, and

minimize the associated emotional and ûnancial burden4.

Maternal mental health is a reliable predictor of child’s

cognitive development and subsequent achievements5.

The risk of a mother-to-child transmission of the vul-

nerability to depression6,7, through genetic as well as

other factors such as depression-related effects on par-

enting8, is particularly high. Successful treatment of

maternal depression alleviates the risk of childhood

behavioral problems9.

PPD is often overlooked during postnatal visits, missing

the critical window for early intervention10,11. One reason

is that low mood in the early postpartum period is largely

deemed “normal” with 50–80% of new mothers experi-

encing initial sadness (i.e., postpartum blues), primarily

due to dramatically plunging hormone levels at parturi-

tion12. Adjustment disorder (AD) in reaction to post-

partum stress is another postpartum condition with
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similar symptoms. The crucial difference to PPD is that

the severity of AD does not meet the criteria for depres-

sion at any time point. In the clinical context, AD needs to

be considered as an important differential diagnosis

to PPD13.

History of mental illness, vulnerability to hormonal

changes, psychological and social distress, baby blues,

premenstrual syndrome (PMS), unwanted pregnancy,

traumatic birth experience and stressful life events are all

associated with an increased risk of PPD11,12,14. It is of

crucial importance to evaluate the relative and combined

predictive value of these factors for development of PPD.

Previous studies aiming at prediction of PPD focused

either on time points in the late postpartum period (e.g.,

after 8–32 weeks)15 or only on single time points, thereby

ignoring symptom dynamics or convolving PPD with

major depression or AD16. Detailed in-clinic assessments

are costly and burdensome, providing the likely reason for

the cross-sectional nature of most previous studies.

Online remote self-assessments may provide an easy

means of obtaining the relevant information on symptom

dynamics in individual patients.

Here, we recruited two cohorts of mothers giving birth

and followed them longitudinally over 12 weeks to

explore whether an accurate prediction of PPD is feasible

based on socio-demographic and clinical-anamnestic

information as well as early symptom dynamics using

remote mood and stress assessments. Data from the ûrst

cohort were used to identify combinations of demo-

graphic and clinical data achieving highest accuracy for

early identiûcation and differentiation of PPD and AD

using a machine learning approach. In this cohort, we

identiûed and trained the optimal model for individual

diagnostic prediction. The model and approach were pre-

registered and evaluated against an independent valida-

tion cohort to obtain unbiased performance estimates of

the proposed algorithm.

Methods
First cohort and study design

To identify the best predictors of PPD, a ûrst cohort of

308 mothers (mean age= 31.7 ± 4.76) was recruited fol-

lowing childbirth at the University Hospital Aachen

between November 2015 and June 2018. The current

project was part of the Risk of Postpartum Depression

(RiPoD) study conducted at the University Hospital

Aachen. The main exclusion criteria were a depressive

episode (according to a clinical interview) at the time of

recruitment and speciûc child health conditions (for

details see supplementary material). The recruitment was

conducted at the Department of Gynecology and Obste-

trics within the ûrst two to ûve days postpartum. Out of a

total recruitment pool of ~1000 births per year, 50–60%

of women were contacted (30% were directly excluded

based on some exclusion criteria due to close collabora-

tion with the obstetrics department) of which 50% were

willing to participate and met the inclusion criteria.

Written informed consent was obtained from all partici-

pants. The authors assert that all procedures contributing

to this work comply with the ethical standards of the

relevant national and institutional committees on human

experimentation and with the Helsinki Declaration of

1975, as revised in 2008. All procedures involving human

subjects/patients were approved by the Institutional

Review Board of the Medical Faculty of RWTH Aachen

University (EK 208/15). The study design comprised

follow-up for 12 weeks with evaluation at ûve time points

each three weeks apart (T0-T4) (Fig. S1). Evaluations were

conducted at the clinic for T0 and T4 and via remote

online questionnaires for T1 to T3. All women were asked

to complete mood and stress assessments (scale from one

to ten, ten being high) online on a bi-daily basis. Remote

assessments were sent via e-mail. If three consecutive

assessments were missed, a reminder was sent via e-mail,

which allowed for close monitoring of the participation.

A clinical interview was conducted at T0 to ascertain

current conditions. At T4, an experienced psychiatrist

conducted a second clinical interview for a ûnal diagnosis.

Based on this interview, participants were assigned into

one of three groups: healthy controls (HC, N= 247,

80.2%) without any sign of depression during the whole

observation period, and women meeting DSM-5 criteria

for PPD (N= 28, 9.1%) or AD (N= 33, 10.7%)3. In case of

a depression, the Hamilton Depression Rating Scale17 was

administered. Clinical interviews were based on the

DSM-53.

An sociodemographic-anamnestic questionnaire was

used to obtain additional information about personal

and socioeconomic status, psychiatric history, current

pregnancy, child, breastfeeding at T0, postpartum blues

(T4), PMS18 (T4), subjective quality of support at home

(T4), and breastfeeding at T4 (Table 1, Table S1). The

Stressful Life Events Screening Questionnaire19 was

collected to assess encounter with stressful life events

(T0) (Table 1). The Edinburgh Postnatal Depression

Scale (EPDS)20 was collected at all time points (T0-T4).

Maternal attachment was evaluated from T1 through T4

using the Maternal Postnatal Attachment Scale

(MPAS)21.

Second cohort

For the second cohort, further referred to as validation

cohort, 193 mothers (mean age = 32.7 ± 4.78) were

recruited between November 2018 and January 2020

following the same protocol and study design as for the

ûrst cohort (Fig. S1). The prevalence rates in the valida-

tion cohort were 76.2% for HC (N= 147), 8.29% for PPD

(N= 16), and 15.5% for AD (N= 30).
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Table 1 Sociodemographic and anamnestic data for the ûrst and second cohort.

Sociodemographic/anamnestic variable First cohort Second cohort

HC PPD AD Statistical test HC PPD AD Statistical test

Age (in years) 31.9 ± 4.61

N = 247

30.4 ± 5.51

N = 28

31.4 ± 5.09

N = 33

X²(2, N= 308) = 2.60

p = .27

33.1 ± 4.31

N = 146

31.8 ± 7.04

N = 16

31.5 ± 5.42

N = 30

X²(2, N= 193) = 3.40

p = 0.18

Education (years) 13.8 ± 2.89

N = 240

12.4 ± 2.85

N = 27

13.4 ± 4.67

N = 33

X²(2, N= 300) = 3.04

p = 0.22

14.6 ± 3.22

N = 139

14.3 ± 2.96

N = 16

14.08 ± 2.56

N = 26

X²(2, N= 179) = 0.77

p = 0.68

Personal psychiatric history (no/yes) 220/27 16/12 19/14 X²(2, N= 308) = 34.5

p < 0.001 b,1,2

118/26c 6/10 15/15 X²(2, N= 190) = 24.2

p < 0.001 b,1,2

Familial psychiatric history (no/yes) 194/53 16/12 18/15 X²(2, N= 308) = 13.3

p = 0.001 b,1,2

112/33 8/8 65/14 X²(2, N= 193) = 10.8

p = 0.005 b,2

Birth complications (no/yes) 209/37 20/8 24/9 X²(2, N= 307) = 5.57

p = 0.062

121/26 10/6 25/5 X²(2, N= 193) = 3.80

p = 0.15

Subjective birth-related psychological traumas (no/yes) 215/29 19/9 20/13 X²(2, N= 305) = 21.1

p < 0.001 b,1,2

124/14 12/4 23/7 a

PMS (no PMS/mild PMS/PMS) 111/84/29 4/12/12 7/16/10 X²(4, N= 285) = 27.9

p < 0.001 b,1

83/44/14 3/4/8 9/14/6 X²(2, N= 185) = 26.6

p < 0.001 b,a

Postpartum blues (no/yes) 151/93 8/20 7/26 X²(2, N= 305) = 27.7

p < 0.001 b,1,2

102/45 0/16c 9/21 X²(2, N= 193) = 39.4

p < 0.001 b,a

Stressful life events

(number) 0.81 ± 1.27 1.46 ± 1.71 1.19 ± 1.18 1 ± 1.35 2.44 ± 2.06 1.97 ± 1.88

(no/yes) 144/103 11/17 12/20 X²(2, N= 307) = 7.78

p = 0.020

71/74 2/14 8/22 X²(2, N= 191) = 11.5

p = 0.003 b,1

Breastfeeding T4 (no/yes) 63/182 14/14 8/25 X²(2, N= 306) = 7.62

p = 0.022 b,1

41/96 9/7 9/20 X²(2, N= 182) = 4.56

p = 0.10

Hamilton Depression Rating Scale T4 -- 13.2 ± 2.88

N = 27

-- -- 14.6 ± 4.18

N = 16

– –

AD adjustment disorder, HC healthy controls, PMS premenstrual syndrome, PPD postpartum depression.
aNo statistical analysis possible due to low expected cell counts.
bBonferroni-corrected signiûcant difference (p < 0.05) between 1 HC and PPD, 2 between HC and AD and/or 3 between PPD and AD.
cSigniûcant group difference (p < 0.05) between ûrst and validation cohort.
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Univariate analyses of the ûrst cohort

All data were analyzed using MATLAB R2018a, Python

Jupyter Notebook 5.6.0, IBM SPSS Statistics 22 and

jamovi 1.0.5.022. Chi-square tests were performed to

compare categorical sociodemographic-anamnestic vari-

ables across the groups in the ûrst cohort. For continuous

variables, logistic regressions were computed. Weekly

mood and stress levels were calculated by averaging the

corresponding bi-daily assessments. Mood-stress differ-

ence scores were calculated as the difference between

both z-transformed variables to estimate individual dis-

crepancies between perceived stress and mood (i.e., z-

score mood minus z-score stress). Changes from baseline

and the preceding week were computed for these vari-

ables. Dynamic changes in mood, stress, mood-stress

difference, MPAS, and EPDS were analyzed using mixed

effects repeated-measures analyses of variance (ANOVA)

with week as within-subject and group as between-subject

variable including an interaction term. Only post-hoc

pairwise group comparisons (i.e., chi-square tests for

categorical and binomial logistic regression for con-

tinuous sociodemographic-anamnestic variables, and

independent samples t tests for mixed effects repeated-

measures ANOVAs) were corrected for multiple testing

using Bonferroni correction. The sample size was calcu-

lated as adequate for all univariate tests with a power of

0.8 and small to moderate effect sizes. Receiver operating

characteristic (ROC) curves and their associated area

under the curve (AUC) (within-sample) for differentiation

between the three groups were computed for each mea-

sure per week.

Identiûcation of most predictive combinations in the

ûrst cohort

Next, we aimed to evaluate if and which combinations

of sociodemographic and clinical-anamnestic factors,

mood, stress, MPAS and EPDS allow for an accurate

differentiation between HC, PPD and AD in the ûrst

cohort. To that end, we used a logistic regression

classiûer (MATLAB built-in mnrût and mnrval func-

tions, no parameter optimization needed) performing

1000 repetitions of strict threefold cross-validation. The

classiûcation was performed for each pair-wise group

comparison separately and oversampling was applied to

the PPD and AD groups. Low-variance variables (family

status, breastfeeding T0, education, completed profes-

sional education, income, and psychiatric diagnosis in

previous pregnancy), i.e., variables with low group cell

counts (less than 80% of expected cell counts >5), were

excluded from the analysis in the whole sample (see

Table 1 and Table S1). Independent samples t tests

were performed in the training data to select the

baseline variables to be included in the classiûer

(p < 0.05).

To identify the most sensitive combinations for

early identiûcation of PPD, the following nine

feature combinations were evaluated: [1] baseline

sociodemographic-anamnestic data alone, [2] mood

scores, [3] stress scores, [4] mood-stress difference

scores, [5] mood scores incl. changes (change to base-

line and to preceding week), [6] stress scores incl.

change scores, [7] mood-stress difference scores incl.

changes, [8] combination of mood and stress scores

incl. changes, [9] and combination of mood, stress, and

mood-stress difference scores incl. changes. Combina-

tions [1] to [9] were evaluated either alone or in com-

bination with EPDS scores, MPAS scores or both. In

addition, all combinations with features [2] to [9] were

evaluated with and without inclusion of baseline

sociodemographic-anamnestic information. The base-

line sociodemographic-anamnestic information alone

(i.e., feature combination [1]) served as null model for

comparison with best performing models.

Balanced accuracies, sensitivities, speciûcities, positive

and negative predictive values as well as ROC curves

including the AUC were computed. The best performing

combination (high balanced accuracy at earliest possible

time-point) for each pair-wise comparison was selected

for replication analysis. A logistic regression was com-

puted for the selected combination using all participants.

These results of the ûrst cohort along with the validation

plan were pre-registered on https://osf.io/ecmrp?

view_only=6feb8e89818445a0b675621c8f22ba82. The

obtained coefûcients were applied to the prospectively

collected validation cohort.

Application to the validation cohort

The selected and preregistered model as trained on

the ûrst dataset was then used to predict diagnoses in

the independent validation cohort (Table S2). The class

probability p for the validation cohort was obtained

using the following standard logistic regression formula,

where β denotes the coefûcients and X the included

features:

p ¼
1

1þ e�Xβ

As for the validation cohort, we computed balanced

accuracy, sensitivity, speciûcity, AUC, ROC, and positive

and negative predictive value by comparing predicted

versus actual group labels. To obtain a chance level spread

estimate for the classiûer, we randomly permuted the

“predicted” labels 1000 times across the validation cohort

recomputing all performance measures and their 95%

conûdence interval.
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Results
Sociodemographic-anamnestic and baseline group

comparisons

In the ûrst cohort, PPD and AD were associated with

personal (p < 0.001 for HC vs. PPD and HC vs. AD) and

familial psychiatric history (p = 0.036 for HC vs. PPD, p =

0.009 for HC vs. AD), subjective birth-related psycholo-

gical traumas (p = 0.024 for HC vs. PPD, p < 0.001 for HC

vs. AD), and postpartum blues (p = 0.003 for HC vs. PPD,

p < 0.001 for HC vs. AD) (Table 1, S1 and S2). A higher

PMS prevalence (p = .012 for HC vs. PPD) and reduced

breastfeeding at T4 were observed in PPD compared to

HC (p = 0.021). No differences were seen between PPD

and AD. Similar effects were observed in the validation

cohort for all sociodemographic-anamnestic factors

(Table 1, Table S1; for odds ratios see Table S3).

Univariate analyses of the ûrst cohort

The average participation over a total of 84 days of

observation was 40 responses with a maximum of 45

responses, with no signiûcant differences between the

subsamples (HC: M = 40, max = 45; AD: M = 40, max =

44; PPD: M = 40, max = 45; F(2, 305) = 0.33, p = 0.717).

Both PPD and AD showed a distinct pattern in weekly

mood, stress, and mood-stress difference scores over the

course of 12 weeks (signiûcant time by diagnosis inter-

actions – mood: F(13.8,1303) = 16.3, p < 0.001; stress: F

(11.3,1026) = 9.85, p < 0.001; mood-stress difference: F

(13.1,1162) = 17.3, p < 0.001) (Fig. 1A-C). The groups

differed signiûcantly in mood and mood-stress difference

at all weeks (p= 0.004 for mood-stress baseline, all other

p < 0.001) (see Tables S4 and S5). For stress, the difference

was signiûcant at all weeks except for baseline (all p <

0.001, see Table S6).

PPD had signiûcantly lower mood levels compared to

HC at all weeks except for baseline (Fig. 1A). AD had

signiûcantly lower mood relative to HC from baseline

until week 6 reaching the highest difference at week 2.

PPD had lower mood compared to AD from week 4

through week 12. Stress levels were signiûcantly higher in

PPD compared to HC from week 2 through week 12 and

compared to AD between week 5 and week 12. AD had

higher stress levels relative to HC from week 1 until week

4 (Fig. 1B). Mood-stress difference differed signiûcantly

between HC and PPD from week 1 through week 12,

between HC and AD from week 1 through week 6, and

between PPD and AD from week 4 through week 12

(Fig. 1C).

Both EPDS and MPAS showed signiûcant time by

diagnosis interactions (EPDS: F(6.87,1034) = 34.4, p <

0.001; MPAS: F(5.35,805) = 8.24, p < 0.001) with a sig-

niûcant between-group difference at all weeks (all p <

0.001) (Fig. 1D, E). EPDS scores were signiûcantly lower

in HC compared to PPD and AD at all time-points

(T0-T4) (p < 0.001). The difference between PPD and AD

was signiûcant from T2 until T4 with higher EPDS scores

in PPD women (p < 0.001). MPAS scores were sig-

niûcantly lower at all time points (T1–T4) in PPD (p <

0.001) and AD (p < 0.001 for T1-T3, p = 0.008 for T4)

compared to HC. Lower MPAS scores were observed in

PPD compared to AD at T4 (p = 0.001).

Prediction in the ûrst cohort

Next, we evaluated which combinations of socio-

demographic-anamnestic, mood, stress, EPDS, and MPAS

data allow for reliable differentiation between PPD, AD,

and HC. The outcomes of all evaluated combinations are

summarized in Tables S7–14. For differentiation of PPD

from HC, a high balanced accuracy of 87% was achieved at

week 3 using a combination of baseline EPDS and follow-

up EPDS and mood levels at week 3 (Table 2, Fig. 2A, and

Table S7). The best early differentiation between AD and

HC with a 91% balanced accuracy was also achieved at

week 3 using a combination of baseline EPDS and follow-

up EPDS, MPAS and mood scores at week 3 (Table 2,

Fig. 2B, and Table S8). A reasonable differentiation of AD

and PPD with a balanced accuracy of 76% was only

achieved at week 6 using only the mood levels (Table 2,

Fig. 2C, and Table S9). Logistic regression coefûcients

were trained with these combinations using the ûrst

cohort and applied to predict the diagnostic labels in the

validation cohort (Table S2). The null model (i.e.

sociodemographic-anamnestic information alone) per-

formed inferior compared to the best performing models

for all group comparisons (HC-PPD: BA = 0.72, HC-AD:

BA = 0.75, AD-PPD: BA = 0.48; Table S9, Feature

Combination 1).

Prediction in the validation cohort

The validation cohort had an average participation of 37

responses with a maximum of 45 responses for the remote

assessments with no differences between the subgroups

(HC: M = 38, max = 45; AD: M = 38, max = 43; PPD:

M = 34, max =43; F(2, 190) = 1.51, p = 0.223). The

classiûer trained on the ûrst cohort for differentiation of

HC and PPD reached a high balanced accuracy of 93% in

the validation cohort with a sensitivity of 88% and spe-

ciûcity of 99% (Table 2, Fig. 2D). The classiûer differ-

entiating HC and AD reached a balanced accuracy of 79%

with a high speciûcity (98%) but only moderate sensitivity

(60%) (Table 2, Fig. 2E). For PPD and AD differentiation,

the selected classiûer reached a balanced accuracy of 73%,

again with high speciûcity (90%) but only low sensitivity

(56%) (Table 2, Fig. 2F).

Discussion
Here, we adopted a within- and out-of-sample valida-

tion study design to identify combinations of

Hahn et al. Translational Psychiatry ��������	��� Page 5 of 10



Fig. 1 Mood, stress, mood-stress difference, EPDS, and MPAS scores.Weekly mood (A), stress, (B) and mood-stress difference scores (C) incl. 95%
conûdence intervals, results of the simple effects analyses, and within-sample AUCs incl. 95% conûdence interval for each group comparison. EPDS
(D) and MPAS (E) mean scores and associated within-sample AUCs for each time point and group separately incl. their standard error and 95%
conûdence interval. Statistically signiûcant t tests for group comparisons are marked with *.
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sociodemographic-anamnestic and clinical factors allow-

ing for early and accurate identiûcation and differentia-

tion of PPD and AD in two large cohorts of postpartum

women. In both cohorts high accuracy was achieved at

week 3 for identiûcation of PPD and AD compared to HC

using a simple combination of EPDS, mood, and MPAS

(for AD) assessments. In contrast, differentiation of PPD

and AD was possible only from week 6 based solely on

mood levels.

In both cohorts, the prevalence of PPD was slightly

lower than the 10–20 % reported in the literature23,24. As

the focus of our study was on prediction of PPD, we

purposely excluded women with manifest depression at

the time of inclusion in the study, which may explain the

lower prevalence. Furthermore, studies estimating early

prevalence of PPD may have included women with AD.

Although there is an increased risk for PPD within the

ûrst postpartum year25, meaning that some women may

develop PPD after four to six weeks (i.e. late onset), this

was not the case for our sample. In line with previous

research, we found postpartum blues, psychiatric history,

subjective birth-related psychological traumas, and PMS

to be signiûcant risk factors for PPD14,26,27.

Interestingly, no differences between the PPD and AD

groups were found with respect to risk factors, suggesting

that similar mechanisms may be involved in the genera-

tion of initial depressive symptoms in both groups. Over

the observation period, stress levels continuously

increased in women with PPD whilst they normalized

after about ûve weeks in AD. Descriptively, mood levels in

AD followed the stress levels normalizing only after about

seven weeks. The temporal delay is in line with the

interpretation that reductions in stress may contribute to

the recovery observed in mood. The increase in stress

levels and the simultaneous decline in mood levels in PPD

may indicate the contribution of stress-mediated com-

ponents in line with previous studies reporting parenting

stress among the most important postpartum factors28,29.

Whilst not a causal factor on its own, parenting stress is

likely to increase vulnerability to depression in high-risk

individuals.

Similarly, PPD and AD displayed distinct temporal

courses of EPDS and attachment scores as measured by

MPAS. The EPDS temporal dynamics were highly similar

to the observed stress and mood levels. The initially

lowest attachment scores were found to increase in AD

while PPD maintained the low attachment levels

throughout the study. These observations underscore the

necessity of longitudinal monitoring of both measures to

better characterize the dynamic relationship between

depressed mood and maternal attachment30,31. Differ-

ences in MPAS and EPDS remained signiûcant between

AD and HC at all time points. According to recent ûnd-

ings, child neurodevelopment is affected by maternalT
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depressive symptoms even when they do not exceed

clinical thresholds32,33. Our observations emphasize the

need for further detailed evaluation of potential con-

sequences also for the AD group.

A combination of baseline EPDS and week 3 remote

follow-up EPDS, and mood scores achieved about 90%

balanced accuracy for early identiûcation of PPD as

compared to HC. The same combination with addition of

MPAS achieved a similar accuracy for early identiûcation

of AD. Both ûndings were largely conûrmed in the vali-

dation cohort with an accuracy reduction from 90 to 80%

seen only for differentiation of AD and HC. None of the

evaluated combinations allowed for an accurate early

differentiation between PPD and AD with all classiûers

performing close to chance level until week 5. A reason-

able differentiation of both groups was only achieved

through mood scores at week 6 with a moderately high

accuracy but a high speciûcity for PPD as conûrmed in the

validation cohort. Our classiûcation results suggest that a

simple stepwise procedure including remote mood, EPDS,

and MPAS assessments may be a promising approach

towards early identiûcation of PPD. Whilst week 3 remote

testing provided a high accuracy and a particularly high

speciûcity for detection of both populations at risk, week 6

data additionally allowed for further differentiation

between PPD and AD. In particular, the addition of mood

scores led to a substantial increase in balanced accuracies

for all group differentiations compared to all other feature

combinations (e.g., addition of stress scores). Interest-

ingly, the classiûers performed superior for the out-of-

sample prediction in several cases. As we applied a strict

cross-validation procedure the differences in prediction

may simply reûect random variation in the accuracy of

our model.

Three potential limitations need to be mentioned. First,

as we did not register the reason for refusal during

recruitment, we cannot exclude a bias based on the dif-

ferences between women willing and women unwilling to

participate. However, according to a recent study, there

are no differences in motivation and willingness to par-

ticipate between healthy controls and patients with psy-

chiatric mood disorders34. Therefore, we do not expect

any signiûcant bias regarding the exclusion of women

with PPD or AD based on their refusal to participate in

the study. A potential bias introduced by the recruitment

after childbirth vs. before childbirth may be a second

limitation. However, the main goal of the current study

was the identiûcation of a risk group through a method,

which could be easily applied in routine care. Prediction

before childbirth may be more difûcult to incorporate into

Fig. 2 Results of machine learning analysis. Balanced accuracy, sensitivity, speciûcity and out-of-sample AUC for each group comparison are
displayed for the ûrst cohort (A–C). For HC vs. PPD (A), the values are displayed for EPDS at baseline and follow-up incl. mood scores. For HC vs. AD
(B), the values are displayed for EPDS at baseline, EPDS and MPAS at follow-up incl. mood scores. For PPD vs. AD (C), the values are displayed for
mood scores. (D–F) AUCs obtained for the validation cohort are displayed for the classiûer selected based on results from the ûrst cohort aside with
chance-level performance.
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routine care as it may require the transfer of information

between multiple institutions (e.g. gynecologist and hos-

pital). Third, oversampling was applied only to the cross-

validation in the ûrst cohort, but not to the training of the

classiûer for prediction in the validation cohort, resulting

in a potential bias of the logistic regression classiûer due

to asymmetric group sizes. However, considering that the

highly similar results for the cross-validation and the out-

of-sample (with the out-of-sample validation results being

even superior at times), these ûndings indicate a minor

inûuence of the asymmetric group sizes on the outcomes

of our study.

In summary, by means of a longitudinal approach we

identify and validate combinations of remote assessments

allowing for early and accurate identiûcation and differ-

entiation of PPD and AD using a step-wise procedure. By

administering the EPDS and mood assessments in-clinic

immediately after childbirth and a second assessment

remotely after three weeks, these ûndings can be easily

translated into routine care. The behavioral and clinical

time courses over 12 weeks provided important insight

into the development and interaction of mood, stress, and

maternal sensitivity in the ûrst weeks postpartum.
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Examining early structural 
and functional brain alterations 
in postpartum depression 
through multimodal neuroimaging
Patricia Schnakenberg1,2,5*, Lisa Hahn2,3, Susanne Stickel1,5, Elmar Stickeler4, Ute Habel1,5, 
Simon B. Eickhof2,3, Natalia Chechko1,2,5,6 & Juergen Dukart2,3,6

Postpartum depression (PPD) afects approximately 1 in 10 women after childbirth. A thorough 
understanding of a preexisting vulnerability to PPD will likely aid the early detection and treatment 
of PPD. Using a within-sample association, the study examined whether the brain9s structural and 
functional alterations predict the onset of depression. 157 euthymic postpartum women were 
subjected to a multimodal MRI scan within the frst 6 days of childbirth and were followed up for 
12 weeks. Based on a clinical interview 12 weeks postpartum, participants were classifed as mentally 
healthy or having either PPD or adjustment disorder (AD). Voxel-based morphometry and resting-
state functional connectivity comparisons were performed between the three groups. 13.4% of 
women in our study developed PPD (n = 21) and 12.1% (n = 19) adjustment disorder (AD). The risk 
factors for PPD were a psychiatric history and the experience and severity of baby blues and the 
history of premenstrual syndrome. Despite the diferent risk profles, no diferences between the 
PPD, AD and control group were apparent based on structural and functional neuroimaging data 
immediately after childbirth. At 12 weeks postpartum, a signifcant association was observed between 
Integrated Local Correlation (LCor) and the Edinburgh Postnatal Depression Score (EPDS). Our 
fndings do not support the notion that the brain9s structural and resting-state functional alterations, 
if present, can be used as an early biomarker of PPD or AD. However, efects may become apparent if 
continuous measures of symptom severity are chosen.

Postpartum depression (PPD) is a disorder with the onset occurring within the �rst four weeks  postpartum1. 
�e onset of depression within the �rst four weeks postpartum is typically rapid, a�ecting particularly those with 
an increased sensitivity to reproductive hormone  �uctuation2,3. Other factors such as alterations in the produc-
tion of corticotropin-releasing  hormone4 and accelerated immune  responses5 are also thought to play a role. A 
history of PPD has been found to increase the mother’s risk of further depressive  episodes6 and be associated 
with the child’s behavioral and emotional  problems7. �e depression-related e�ects on  parenting8 signi�cantly 
heighten the risk of a mother-to-child transmission of the susceptibility to  depression9,10. An early detection of 
PPD, coupled with appropriate treatment measures, can not only help prevent a relapse of the condition, but 
also minimize the attendant emotional and �nancial  burdens11.

Despite PPD being a major public health concern, about 50% of the cases go undetected, thus failing to 
receive evidence-based forms of  treatment12. �e earliest stages of PPD are frequently overlooked due to the 
commonplace nature of baby blues (sudden feelings of sadness within the �rst few days postpartum), a�ecting 
up to 80% of new  mothers13,14. Another likely event linked to childbirth is adjustment disorder (AD), which is a 
maladaptive reaction to identi�able psychosocial  stressors1. While baby blues only last for a brief period of time 
and cease within the �rst few days of childbirth, AD can occur up to 3 months a�er the exposure to psychosocial 
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 stressors1. �e symptom severity of AD does not meet the criteria for depression at any time point, distinguishing 
the condition from  PPD1. While neither AD nor baby blues have the debilitating e�ects of clinical depression, 
both should be regarded as important di�erential diagnoses of PPD.

Studies in major depression (MDD) have identi�ed functional as well as structural abnormalities in the hip-
pocampus, the amygdala, as well as the subgenual cingulate cortex (for a meta-analysis,  see15). In contrast to 
studies related to MDD, imaging studies with regard to PPD are rare and frequently underpowered (for detailed 
reviews,  see16,17), with only one imaging study to date including more than 14  patients18 and none pertaining 
to the structural changes in  PPD17. In addition, the majority of the resting-state studies included PPD patients 
within 8 to 12 weeks postpartum (e.g.18–22), thereby missing any early alterations with potential prognostic value 
and likely mixing up early- and late-onset cases, which are thought to represent di�erent  etiologies2. �e 4-week 
postpartum time frame is deemed to distinguish the so-called early-onset2 or hormone-sensitive phenotype of 
 PPD3 from the later-onset phenotype, in which stress-inducing psychosocial factors are thought to play a more 
central  role2. According to the DSM-5  criteria1, only an early onset can be considered as real PPD, whereas the 
later onset should be classi�ed as MDD.

In spite of these limitations, functional abnormalities in PPD have been reported in the amygdala, the insula, 
and the orbitofrontal and dorsomedial prefrontal cortices (for a review,  see16). However, with respect to both 
MDD and PPD, it is still unclear if the reported structural and functional alterations are present early in the 
disease course, potentially preceding the clinical symptoms, or if they develop as a consequence of the disease. 
An understanding of these time courses is essential to establish the diagnostic and prognostic value of the respec-
tive neuroimaging alterations.

Our study sought to detect the structural and functional brain alterations in PPD (based on the DSM-5 
criteria) on the basis of multimodal neuroimaging data obtained shortly a�er childbirth (i.e. 1 to 6 days a�er 
delivery). �e project was part of a longitudinal study aiming at early recognition of PPD (RiPoD, Risk of Post-
partum Depression) in a large cohort of women who were not depressed at childbirth.

Methods
Study participants. �e data of 157 postpartum women were used in the present study. �e inclusion cri-
teria were no depression (according to the clinical interview) at the time of recruitment, being between 18 and 
45 years of age, being in the early postpartum period (1 to 6 days following childbirth), and being eligible for 
magnetic resonance imaging (MRI). �e exclusion criteria were severe birth- and pregnancy-related complica-
tions (e.g. HELLP, eclampsia), alcoholic or psychotropic substance dependency or use during pregnancy, history 
of psychosis or manic episodes, and lack of su�cient command of German or English. None of the participants 
met the DSM-5 criteria for depression at the time of recruitment. �e exclusion criteria based on the child’s 
condition were very premature birth (less than 29 weeks of gestation), very low birth weight (less than 1000 g), 
genetic defects (e.g. trisomy), or a pathological assessment on the basis of the German Child Health Test (U2).

Procedure. Upon recruitment at the Department of Gynecology and Obstetrics, University Hospital 
Aachen, written informed consent was obtained from all participants. A 12-week monitoring period (T0 to 
T4) commenced with a clinical-anamnestic interview (T0) based on the DSM-5  criteria1 to obtain anamnestic 
and pregnancy-related information, as well as information on the current and previous psychiatric diagnoses. 
Additionally, a functional MRI (fMRI) assessment was conducted at T0. At time points T1 to T3, participants 
received links to the online platform SurveyMonkey, where they were required to �ll in several questionnaires 
(for more detailed information on the study procedure, see supplemental information). At T4, participants were 
re-invited to the University Hospital Aachen for a �nal clinical interview (including some questionnaires) when 
a diagnosis of PPD or AD was made according to the DSM-5  criteria1. Additionally, if depressive symptomatol-
ogy was present during the observational period, the Hamilton Depression Rating Scale 21 (HDR-S-21)23 was 
administered. �ose who were not diagnosed with PPD or AD are referred to here as healthy controls (HC).

�e study was approved by the local Ethics Committee of the University Hospital RWTH Aachen and was 
conducted according to the declaration of Helsinki.

MRI procedure. �e MRI scanning was conducted using a 3 Tesla Prisma MR Scanner (Siemens Medical 
Systems, Erlangen, Germany) located in the Medical Faculty of RWTH Aachen University. Functional images 
were acquired for an 11-min resting-state sequence with an echo-planar imaging (EPI) T2*-weighted con-
trast sequence sensitive to blood oxygen level-dependent (BOLD) contrast (34 slices, TR = 2.2 s, TE = 28 ms, 
FoV = 192 × 192  mm2, �ip angle = 90°, voxel resolution = 3.0 × 3.0 × 3.0  mm3). T1-weighted structural images 
were acquired by means of a three-dimensional magnetization-prepared rapid acquisition gradient echo imag-
ing (MPRAGE) sequence (4.12 min; 176 slices, TR = 2.3 s, TE = 1.99 ms, TI = 900 ms, FoV = 256 × 256  mm2, �ip 
angle = 9°, voxel resolution = 1 × 1 × 1  mm3).

Behavioral analyses. Group comparisons regarding demographic and clinical variables were conducted 
using chi-squared (Ç2) tests for categorical variables and univariate analyses of variance (ANOVAs) for continu-
ous variables. �e analysis was conducted using IBM Statistics 25 (SPSS, Chicago, IL). Results are considered 
signi�cant if p < 0.05.

Resting-state preprocessing and analyses. Resting-state fMRI (rsfMRI) were preprocessed using 
SPM12  toolbox24 implemented in Matlab 2020a (MathWorks, Inc., Natick, MA). Images were realigned, 
unwarped, and co-registered to the structural image, spatially normalized using structural information, and 
smoothed by a Gaussian convolution kernel with 6 mm full-width at half maximum (FWHM). A gray matter 
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(GM) mask was applied to reduce all analyses to GM tissue. Images were further processed in the CONN toolbox 
version 18.b25. First principal components for white matter (WM) and cerebrospinal �uid (CSF) signals as well 
as 24 motion parameters (Friston-24) were regressed out before computing voxel- and region-based measures 
of interest. Global Correlation (GCor) was calculated as the average of bivariate correlations between the BOLD 
signal of a given voxel and every other  voxel25. Integrated Local Correlation (LCor) was computed as the average 
bivariate correlation between each voxel and its neighboring voxels weighted by a Gaussian convolution with 
6 mm  FWHM26. Fractional Amplitude of Low Frequency Fluctuations (fALFF) was calculated at each voxel as 
the root mean square of the BOLD signal amplitude in the analysis frequency band (here 0.01 – 0.08 Hz) divided 
by the amplitude in the entire frequency  band27.

Voxel-based analyses. Voxel-wise group comparisons were performed in SPM12 using a �exible-factorial 
design for each modality with group as a factor and age as a covariate. Pair-wise t-contrasts were evaluated com-
paring PPD, AD and HC. All contrasts were evaluated for signi�cance using an exact permutation-based cluster 
threshold (1000 permutations permuting group labels) (p < 0.05) combined with an uncorrected voxel-threshold 
of p < 0.01. In addition, we explored if any of the contrasts survived whole-brain voxel-wise family-wise error 
(FWE) correction (p < 0.05).

Regions of Interest (ROI) analyses. ROI analyses were performed in the CONN toolbox using the 100 regions 
Schaefer  atlas28 in combination with 16 subcortical regions (right and le� nucleus accumbens, amygdala, cau-
date, hippocampus, pallidum, putamen, thalamus, and ventral diencephalon) from the Neuromorphometrics 
atlas (http:// neuro morph ometr ics. com). All pairwise group t-contrasts (i.e. HC > PPD, PPD > HC, HC > AD, 
AD > HC, AD > PPD, PPD > AD) were calculated for all regions in addition to the network-based statistics based 
on intensity.

A threshold of p < 0.01 was applied at an uncorrected level for ROI-to-ROI connections combined with a 
permutation-based family-wise error (FWE)-corrected cluster threshold of p < 0.05 applied at network level.

In addition, we explored if the rsfMRI data at baseline correlated with EPDS at T4 as a continuous measure-
ment of depressive symptomatology (in contrast to a binary assignment based on the diagnosis). �erefore, a 
multiple regression analysis was conducted using EPDS score at T4 and age as covariates. A whole-brain voxel-
wise FWE correction (p < 0.05) was applied.

Structural data preprocessing and analysis. �e structural data were preprocessed using the Compu-
tational Anatomy Toolbox (CAT12) implemented in Matlab 2020a (MathWorks, Inc., Natick, MA). �e default 
settings of CAT12 were applied for spatial registration, segmentation and normalization with modulation. Nor-
malized gray matter tissue volumes were smoothed with an 8 mm FWHM Gaussian kernel. A�er preprocessing, 
data were analyzed using the SPM12 toolbox implemented in Matlab 2020a (MathWorks, Inc., Natick, MA). To 
compare GM volumes between the groups (HC, AD, PPD), a univariate ANOVA was conducted controlling 
for age and total intracranial volume (TIV). T-Contrasts were used for pair-wise group comparisons. An exact 
permutation-based cluster threshold (p < 0.05) was applied combined with an uncorrected threshold of p < 0.01. 
In addition, we explored if any of the contrasts survived whole-brain voxel-wise family-wise error (FWE) cor-
rection (p < 0.05).

Additionally, we explored if the structural data at baseline correlated with EPDS at T4 as a continuous meas-
urement of depressive symptomatology (in contrast to a binary assignment based on the diagnosis). �erefore, 
a multiple regression analysis was conducted using EPDS score at T4 and age as well as TIV as covariates. A 
whole-brain voxel-wise FWE correction (p < 0.05) was applied.

Results
Behavioral analyses. Demographic and clinical characteristics. Demographic, anamnestic and clinical 
characteristics for PPD, AD and HC are reported in Table 1. �e prevalence of PPD in our study was 13.4% 
and the prevalence of AD was 12.1%. �e EPDS score at T0 was signi�cantly lower in HC compared to women 
with AD or PPD (p < 0.001). At T4, HC again showed signi�cantly lower EPDS scores compared to the AD 
and the PPD groups (p < 0.001). Also, there was a signi�cant interaction between EPDS score and group with 
women in the PPD group showing an increase in EPDS scores from T0 to T4, while women in the AD and HC 
groups showed a decrease in EPDS scores from T0 to T4, F(2,151) = 40.86, p < 0.001. Women with PPD and AD 
reported more o�en to have had a psychiatric history compared to HC (p < 0.001), while women with PPD had 
a psychiatric history more o�en than their counterparts with AD (p < 0.001). PMS severity was signi�cantly 
higher in women with PPD compared to HC (p = 0.031). �ese women also experienced baby blues more o�en 
compared to HC (p < 0.001) and the baby blues they experienced were more severe in comparison to those expe-
rienced by HC (p = 0.001). �is pattern was also apparent in the AD group: compared to HC, they experienced 
baby blues more o�en (p < 0.001) and in a more severe form (p = 0.001). Birth-related psychological or physical 
trauma were reported signi�cantly more o�en by the AD women (36.8%) compared to PPD (14.2%) and HC 
(8.8%) (p = 0.002). Also, the children of women with AD were relocated to another ward signi�cantly more o�en 
(52.6%) than those of women with PPD (19.0%) and healthy mothers (25.9%) (p = 0.034).

Resting-state analyses. No signi�cant between-group di�erences were identi�ed in pair-wise group com-
parisons for any of the voxel-wise or region-based rsfMRI measures. Applying the FWE-corrected voxel-wise 
threshold of p < 0.05 did not yield signi�cant between-group di�erences either.

In additional correlational analyses, we explored if the rsfMRI measures correlated with continuous EPDS 
scores at T4. A whole-brain FWE-corrected signi�cant positive correlation with EPDS score at T4 was observed 
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for LCor in the le� superior medial frontal gyrus (T(1.0, 144.0) = 5.13, MNI(x,y,z) = −3, 42, 51) (Fig. 1). No other 
signi�cant associations were observed.

Structural data analyses. No signi�cant between-group di�erences were identi�ed in pair-wise group 
comparisons for any of the voxel-wise or region-based rsfMRI measures using the cluster-correction threshold 
combined with a liberal voxel-wise threshold. Similarly, no contrast showed signi�cant between-group di�er-
ences when applying the FWE-corrected voxel-wise threshold of p < 0.05. In additional correlational analyses, 

Table 1.  Demographic and anamnestic data for all groups. HC healthy controls, PPD postpartum depression, 
AD adjustment disorder, M Mean, SD Standard deviation, PMS premenstrual syndrome, EPDS Edinburgh 
Postnatal Depression Scale, HDR-S-21 Hamilton Depression Rating Scale 21. *Games-Howell/Bonferroni-
corrected signi�cant di�erence between 1HC and PPD, between 2HC and AD, and/or between 3AD and PPD.

Variable HC (N = 117) PPD (N = 21) AD (N = 19) Statistical test

Age (M, SD) 31.97 (4.82) 31.24 (6.12) 30.68 (5.06) F (2, 31.30) = .609, p > .05

Length of pregnancy in days (M, SD) 273.32 (14.18) 273.52 (13.81) 265.63 (23.19) F (2, 30.78) = .982, p > .05

Birthweight of child (in gram) 3302.72 (563.13) 3320.95 (545.07) 2956.47 (911.98) F (2, 30.85) = 1.31, p > .05

Birth mode (yes/no)

Spontaneous 79/117 8/21 13/19 Ç2 (2) = 6.87, p = .032*1,3

Ventouse 4/117 4/21 0/19 Ç2 (2) = 10.15, p = .006*1,3

Planned C-Section 20/117 5/21 2/19 Ç2 (2) = 1.24, p > .05

Emergency C-section 14/117 4/21 4/19 Ç2 (2) = 1.63, p > .05

Married (yes/no) 82/35 14/7 13/6 Ç2 (2) = .11, p > .05

Psychiatric history (yes/no) 20/96 12/9 6/13 Ç2 (2) = 15.98, p < .001 *1,2,3

 Depression 17/20 10/12 4/6 Ç2 (2) = 12.15, p = .002 *1,2,3

 Other 3/20 2/12 2/6 Ç2 (2) = 3.84, p > .05

Stressful life events (yes/no) 58/59 13/8 13/6 Ç2 (2) = 3.02, p > .05

Number of stressful life events (M, SD) 0.93 (1.32) 1.67 (2.13) 1.74 (1.79) F (2, 26.56) = 2.68, p > .05

Baby blues (yes/no) 40/76 16/5 14/5 Ç2 (2) = 19.75, p < .001 *1,2

Severity of baby blues (N = 60) 7.84 (3.80) 13.14 (2.61) 13.22 (5.04) F (2, 13.46) = 12.14, p = .001 *1,2

PMS (yes/no) 47/54 12/5 11/6 Ç2 (2) = 4.66, p > .05

Severity of PMS (M, SD) 7.07 (7.49) 12.47 (6.82) 7.94 (6.31) F (2, 126) = 3.57, p = .031 *1

EPDS score T0 (M, SD) 4.50 (3.10) 8.19 (4.01) 9.42 (5.42) F (2, 29.01) = 14.12, p < .001*1,2

EPDS score T4 (M, SD) 2.55 (2.17) 13.55 (4.50) 5.68 (4.46) F (2, 26.56) = 59.30, p < .001*1,2,3

HDR-S-21 score T4 (M, SD) – 13.74 (3.74) – –

Breastfeeding T0 (yes/no) 102/15 17/4 18/1 Ç2 (2) = 1.71, p > .05

Birth-related psychological or physical 
trauma (yes/no)

9/103 3/18 7/12 Ç2 (2) = 12.40, p = .002 *1,2,3

Relocation of child to another ward (yes/no) 30/86 4/17 10/9 Ç2 (2) = 6.78, p = .034 *2,3

Figure 1.  Signi�cant positive correlation with EPDS score at T4 in the le� superior medial frontal gyrus. For 
visualization purposes the region showing a signi�cant whole-brain corrected voxel-wise association with EPDS 
at T4 is displayed at p < .01 uncorrected at voxel-level.
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we sought to determine if the structural measures correlated with continuous EPDS scores at T4 and observed 
no signi�cant associations.

Discussion
�is study sought to explore early alterations in brain structure and function in PPD. �e participants were 
recruited within a very narrow time frame following childbirth and before any clinical manifestation of PPD. 
�e 13.4% PPD prevalence in our sample was well within the range (8% to 26%) indicated in the  literature29. 
Studies that use only self-assessment tools to measure depression usually have a higher prevalence of  PPD30 as 
they likely also include AD cases. In the present study, a clinical interview helped separate the cases of AD (which 
had a 12.1% prevalence) from those of PPD. �e risk factors associated with PPD were found to be a psychiat-
ric history, the experience and severity of baby blues and severity of  PMS31–33. Earlier studies have shown that 
previous depressive episodes lead to higher depressive symptomatology shortly a�er childbirth (as measured 
with the EPDS)34,35. Also, a prior depressive episode and higher EPDS scores a�er childbirth have been found 
to be associated with a diagnosis of  PPD35. In addition to the experience of PMS and baby blues being more 
severe in our sample of women with PPD, baby blues were also reported more o�en by these women, indicating 
a sensitivity to estrogen-mediated epigenetic changes in the early onset of PPD (for detailed reviews,  see2,17). In 
contrast, women with AD reported considerably more o�en to have found childbirth a traumatic experience 
and their children were more o�en relocated to another ward, highlighting the reactive nature of AD symptoms. 
Given the transitory nature of AD, women with AD showed a decrease in their EPDS scores toward the end of the 
observational period. In contrast to these clear di�erences between the groups in terms of risk pro�les and clinical 
scales, neither the structural nor the resting-state data could di�erentiate between PPD, AD, and HC. �is might 
have been due to the fact that our study participants were not depressed when the multimodal imaging data were 
acquired. Multimodal neuroimaging approaches are a promising method for translating self-reported symptoms 
or symptoms assessed by means of clinical interviews into a neurobiological model. Applying machine-learning 
techniques to VBM, rsfMRI, and task-based fMRI data, a recent study has, for the �rst time, deciphered distinct 
brain signatures of schizophrenia and  depression36. �is novel approach has provided compelling evidence that 
the combination of neuroimaging and clinical data carries high discriminatory value in disentangling di�eren-
tial diagnoses. However, similar to previous studies that reported alterations in brain connectivity in PPD and 
assessed clinically depressed women a�er several weeks or months  postpartum21,22, this study also has used data 
from acute psychiatric  disorders36. Additionally, the sample sizes in these studies were small and the groups were 
heterogeneous in terms of onset time (e.g.21,22,36,37), limiting the generalizability of the �ndings.

�e female brain undergoes dynamic neuroplastic processes during pregnancy and the postpartum period 
(for a review,  see38) with decreases in GM volume in a number of brain regions (e.g. hippocampus, cingulate 
cortex, medial orbitofrontal cortex, insula)39, which have been shown to play key roles in social  processes40, 
emotion  regulation41, stress  processing42, as well as being linked to the development of  depression15. While these 
changes are thought to be adaptive, preparing new mothers for their new role, their possible contribution to the 
development of mental disorders cannot be ruled  out43 as the changes in brain structure and the development 
of postpartum psychiatric disorders co-occur in time. However, while these adaptive processes in a postpartum 
brain were detectable in the structural  data39, there was no indication of them (at least as suggested by our data) 
being more pronounced in women who were going to develop PPD. Research in MDD suggests dynamic changes 
in brain structure and function based on the state of depression (remission vs. manifest symptoms), treatment 
response or the severity of symptoms. For instance, in MDD, the e�ects of psychotherapy or pharmacotherapy 
are thought to be re�ected in the activity patterns of the dorsal lateral prefrontal cortex and the precuneus (for 
a review,  see44). Additionally, mean GM volume increases have been reported in remitted  patients45 with the 
increases being particularly pronounced in the subgenual prefrontal cortex and the  amygdala46,47. �ese and 
other  studies48,49 indicate that alterations in brain structure and function may regress once the remission of 
MDD is achieved. According to these �ndings and our results, the observed alterations re�ect a state biomarker 
of depression that co-occurs with the development of symptomatology. However, it is di�cult to draw de�nite 
conclusions in this regard as research of trait markers or preexisting vulnerabilities with respect to both MDD and 
PPD is scarce. Our results indicate that trait markers, if existent, are subtle in comparison to state characteristics 
and may only be clearly identi�able in large groups. In our study, the only signi�cant association between LCor 
and EPDS scores was observed at T4, suggesting that the e�ects of depressive conditions may become apparent 
when more sensitive continuous symptom severity measures are chosen.

In summary, the present �ndings support previous studies with regard to the prevalence and risk factors of 
PPD. Despite the disparate risk pro�les of the groups in our study, no di�erences between the PPD, AD and 
control group were apparent based on the structural and functional neuroimaging data. �e results indicate that 
if early structural or functional alterations in PPD or AD exist, they are either too subtle to be detected with the 
sample sizes used in our study or develop later in the disease course. More optimized longitudinal designs fol-
lowing larger cohorts of women from the beginning of pregnancy through childbirth into the late postpartum 
period may help address these questions more directly.
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Abstract
Background: Aside to clinical changes, behavioral variant frontotemporal dementia (bvFTD) is char-
acterized by progressive structural and functional alterations in frontal and temporal regions. We 
examined if there is a selective vulnerability of specific neurotransmitter systems in bvFTD by eval-
uating the link between disease- related functional alterations and the spatial distribution of specific 
neurotransmitter systems and their underlying gene expression levels.
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Methods: Maps of fractional amplitude of low- frequency fluctuations (fALFF) were derived as a 
measure of local activity from resting- state functional magnetic resonance imaging for 52 bvFTD 
patients (mean age = 61.5 ± 10.0 years; 14 females) and 22 healthy controls (HC) (mean age = 63.6 
± 11.9 years; 13 females). We tested if alterations of fALFF in patients co- localize with the non- 
pathological distribution of specific neurotransmitter systems and their coding mRNA gene expres-
sion. Furthermore, we evaluated if the strength of co- localization is associated with the observed 
clinical symptoms.
Results: Patients displayed significantly reduced fALFF in frontotemporal and frontoparietal regions. 
These alterations co- localized with the distribution of serotonin (5- HT1b and 5- HT2a) and ³-amino-
butyric acid type A (GABAa) receptors, the norepinephrine transporter (NET), and their encoding 
mRNA gene expression. The strength of co- localization with NET was associated with cognitive 
symptoms and disease severity of bvFTD.
Conclusions: Local brain functional activity reductions in bvFTD followed the distribution of specific 
neurotransmitter systems indicating a selective vulnerability. These findings provide novel insight 
into the disease mechanisms underlying functional alterations. Our data- driven method opens the 
road to generate new hypotheses for pharmacological interventions in neurodegenerative diseases 
even beyond bvFTD.
Funding: This study has been supported by the German Consortium for Frontotemporal Lobar 
Degeneration, funded by the German Federal Ministry of Education and Research (BMBF; grant no. 
FKZ01GI1007A).

Editor's evaluation
This study presents important findings linking structural and functional changes in frontotemporal 
dementia to underlying neurotransmitter systems. The evidence to support the claims is solid, 
however, relationships are relatively modest. This study will appeal to clinicians and neuroscientists 
who are interested in the potential effects of certain neurotransmitter systems on clinical features of 
frontotemporal dementia.

Introduction
Frontotemporal lobar degeneration is the second most common type of early- onset dementia 
under the age of 65 years (Harvey et al., 2003). Its most common subtype, behavioral variant fron-
totemporal dementia (bvFTD), is characterized by detrimental changes in personality and behavior 
(Pressman and Miller, 2014). Patients can display both apathy and disinhibition, often combined with 
a lack of insight, and executive and socioemotional deficits (Schroeter et al., 2011; Schroeter et al., 

2012). Despite striking and early symptoms, bvFTD patients are often (i.e. up to 50%) misdiagnosed 
as having a psychiatric illness rather than a neurodegenerative disease (Woolley et al., 2011).

In addition to the presence of symptoms, the diagnosis requires consideration of family history due 
to its frequent heritable component and examination of different neuroimaging modalities (Pressman 

and Miller, 2014; Bang et  al., 2015; Schroeter et  al., 2014; Schroeter et  al., 2008). Whereas 
atrophy in frontoinsular areas only occurs in later disease stages, glucose hypometabolism in frontal, 
anterior cingulate, and anterior temporal regions visible with fluorodeoxyglucose positron emission 
tomography (FDG- PET) is already detectable from an early stage onwards (Bang et al., 2015; Diehl- 

Schmid et al., 2007). The fractional amplitude of low- frequency fluctuations (fALFF) is a resting- state 
functional magnetic resonance imaging (rsfMRI) derived measure with good test–retest reliability that 
closely correlates with FDG- PET (Aiello et  al., 2015; Holiga et  al., 2018; Deng et  al., 2022). In 
frontotemporal dementia (FTD) patients, fALFF was reduced in inferior parietal, frontal lobes, and 
posterior cingulate cortex and holds great potential as MRI biomarker (Premi et al., 2014; Borroni 

et al., 2018). Low local fALFF activity in the left insula was linked to symptom deterioration (Day 

et al., 2013).
On a molecular level, frontotemporal lobar degeneration can be differentiated into three different 

subtypes based on abnormal protein deposition: tau (tau protein), transactive response DNA- binding 
protein with molecular weight 43 kDa (TDP- 43), and FET (fused- in- sarcoma [FUS] and Ewing sarcoma 
[EWS] proteins, and TATA- binding protein- associated factor 15 [TAF15]) (Bang et al., 2015; Haass and 
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Neumann, 2016). Whereas tau and TDP pathologies each occur in half of the bvFTD patients, FUS 
pathology is very rare (Whitwell et al., 2011). Several possible mechanisms are discussed in the liter-
ature for the spread of these proteins throughout the brain, from a selective neuronal vulnerability (i.e. 
specific neurons being inherently more susceptible to the underlying disease- related mechanisms) to 
prion- like propagation of the respective proteins (Walsh and Selkoe, 2016; Hock and Polymenidou, 

2016). The latter entails that misfolded proteins accumulate and induce a self- perpetuating process 
so that protein aggregates can spread and amplify, leading to gradual dysfunction and eventually 
death of neurons and glial cells (Hock and Polymenidou, 2016). For example, tau can cause presyn-
aptic dysfunction prior to loss of function or cell death (Zhou et al., 2017), whereas overexpression of 
TDP- 43 leads to impairment of presynaptic integrity (Heyburn and Moussa, 2016). The role of FET 
proteins is not fully understood, although their involvement in gene expression suggests a mechanism 
of altered RNA processing (Svetoni et al., 2016).

Neuronal connectivity plays a key role in the spread of pathology as it is thought to transmit along 
neural networks. Supporting the notion, previous studies also found an association between tau levels 
and functional connectivity in functionally connected brain regions, for example across normal aging 
and Alzheimer’s disease (Franzmeier et al., 2019). Thereby, dopaminergic, serotonergic, glutama-
tergic, and GABAergic neurotransmission is affected. More specifically, current research indicates a 
deficit of neurons and receptors in these neurotransmitter systems (Hock and Polymenidou, 2016; 
Huey et al., 2006; Murley and Rowe, 2018). Furthermore, these deficits have been associated with 
clinical symptoms. For example, whereas GABAergic deficits have been associated with disinhibition, 
increased dopaminergic neurotransmission and altered serotonergic modulation of dopaminergic 
neurotransmission have been associated with agitated and aggressive behavior (Engelborghs et al., 

2008; Murley et al., 2020). Another study related apathy to glucose hypometabolism in the ventral 
tegmental area, a hub of the dopaminergic network (Schroeter et al., 2011). Despite this compelling 
evidence of disease- related impairment at functional and molecular levels, the relationship between 
both remains poorly understood. It also remains unknown if the above neurotransmitter alterations 
reflect a disease- specific vulnerability of specific neuron populations or merely reflect a consequence 
of the ongoing neurodegeneration.

Based on the above findings, we hypothesize that the spatial distribution of fALFF and gray 
matter (GM) pathology in FTD will be related to the distribution of dopaminergic, serotonergic, and 
GABAergic neurotransmission. The aim of the current study was to gain novel insight into the disease 
mechanisms underlying functional and structural alterations in bvFTD by examining if there is a selec-
tive vulnerability of specific neurotransmitter systems. We evaluated the link between disease- related 
functional alterations and the spatial distribution of specific neurotransmitter systems and their under-
lying gene expression levels. In addition, we tested if these associations are linked to specific symp-
toms observed in this clinical population.

Materials and methods
Subjects
We included 52 Caucasian patients with bvFTD (mean age = 61.5 ± 10.0 years; 14 females) and 22 
Caucasian age- matched healthy controls (HC) (mean age = 63.6 ± 11.9 years; 13 females) examined 
in nine centers of the German Consortium for Frontotemporal Lobar Degeneration (http://www.ftld. 
de; Otto et al., 2011) into this study. Details regarding the distribution of demographic character-
istics across centers are reported in Supplementary file 1a. Diagnosis was based on established 
international diagnostic criteria (Rascovsky et  al., 2011). Written informed consent was collected 
from each participant. The study was approved by the ethics committees of all universities involved in 
the German Consortium for Frontotemporal Lobar Degeneration (Ethics Committee University of Ulm 
approval number 20/10) and was in accordance with the latest version of the Declaration of Helsinki. 
The clinical and neuropsychological test data included the Mini Mental State Exam (MMSE), Verbal 
Fluency (VF; animals), Boston Naming Test (BNT), Trail Making Test B (TMT- B), Apathy Evaluation Scale 
(AES) (companion- rated) (Glenn, 2005), Frontal Systems Behavior Scale (FrSBe) (companion- rated) 
incl. subscales (executive function [EF], inhibition, and apathy) (Grace and Malloy, 2001), and Clinical 
Dementia Rating- Frontotemporal Lobar Degeneration scale0modified (CDR- FTLD) (Knopman et al., 

2008). Demographic and neuropsychological test information for both groups is displayed in Table 1.
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MRI acquisition and preprocessing of imaging data
Structural T1- weighted magnetization- prepared rapid gradient- echo MRI and rsfMRI (TR = 2000 ms, 
TE = 30 ms, FOV = 64 × 64 × 30, voxel size = 3 × 3 × 5 mm, 300 volumes) were acquired on 3T 
devices. Table 2 reports center- specific imaging parameters confirming a high level of harmonization.

All initial preprocessing of imaging data was performed using SPM12 (Penny et  al., 2011). To 
calculate voxel- wise GM volume (GMV), structural images were segmented, spatially normalized to 
MNI space, modulated, and smoothed by a Gaussian convolution kernel with 6 mm full- width at half 
maximum (FWHM). RsfMRI images were realigned, unwarped, co- registered to the structural image, 
spatially normalized to MNI space, and smoothed with a Gaussian convolution kernel with 6  mm 
FWHM. A GM mask was applied to reduce all analyses to GM tissue. Images were further processed 
in the REST toolbox (Song et al., 2011) version 1.8. Mean white matter and cerebrospinal fluid signals 
as wells as 24 motion parameters (Friston- 24) were regressed out before computing voxel- based 
measures of interest. fALFF was calculated at each voxel as the root mean square of the blood oxygen 
level- dependent signal amplitude in the analysis frequency band (here: 0.01–0.08 Hz) divided by the 
amplitude in the entire frequency band (Song et al., 2011). fALFF is closely linked to FDG- PET and 
other measures of local metabolic activity as has been shown in healthy participants but also for 
example in Alzheimer’s disease (Deng et al., 2022; Marchitelli et al., 2018).

Contrast analyses of fALFF and GMV
To test for fALFF alterations, group comparisons were performed in SPM12 using a flexible- factorial 
design with group (bvFTD or HC) as a factor and age, sex, and site (i.e. one dummy variable per 
site) as covariates (Huotari et al., 2019). To test for group differences in GMV, the same design with 
addition of total intracranial volume (TIV) was used. Pairwise group t- contrasts (i.e. HC > bvFTD, 
bvFTD > HC) were evaluated for significance using an exact permutation- based cluster threshold 
(1000 permutations permuting group labels, p < 0.05) to control for multiple comparisons combined 
with an uncorrected voxel- threshold of p < 0.001. A permutation- based cluster threshold combined 
with an uncorrected voxel- threshold was used since standard correction methods such as a family wise 
error rate of 5% may lead to elevated false- positive rates (Eklund et al., 2016).

Table 1. Demographic and clinical information for bvFTD patients and HC.

bvFTD HC Group comparison

Age (years) 61.5 ± 10.0 N = 52 63.6 ± 11.9 N = 22 t = −0.78 p = 0.44

Sex (male/female) 38/14 N = 52 9/13 N = 22 §² = 6.90 p = 0.009*

Education (years) 13.7 ± 3.19 N = 50 13.5 ± 2.56 N = 22 t = 0.21 p = 0.84

Disease duration (years) 3.98 ± 5.22 N = 49 – – – –

Verbal Fluency (number of animals) 12.2 ± 6.48 N = 49 27.5 ± 4.77 N = 19 t = −9.30 p < 0.001*

Boston Naming Test (total score) 12.9 ± 2.79 N = 49 15.0 ± 0.22 N = 20 t = −3.28 p = 0.002*

Mini Mental State Exam (total score) 25.2 ± 4.48 N = 50 29.3 ± 0.64 N = 20 t = −4.03 p < 0.001*

Trail Making Test B (s) 179 ± 84.4 N = 36 78.5 ± 22.0 N = 19 t = 5.09 p < 0.001*

Apathy Evaluation Scale (total score) 32.7 ± 11.0 N = 35 9.50 ± 5.26 N = 4 t = 4.13 p < 0.001*

Frontal Systems Behavior Scale
(companion- rated, total frequency) 72.7 ± 16.1 N = 34 38.8 ± 12.3 N = 5 t = 4.49 p < 0.001*

Frontal Systems Behavior Scale
(companion- rated, total distress) 66.9 ± 21.0 N = 29 32 ± 9.56 N = 4 t = 3.25 p = 0.003*

Frontal Systems Behavior Scale: Executive Function
(companion- rated, total distress) 23.6 ± 7.39 N = 34 11.8 ± 4.50 N = 4 t = 3.11 p = 0.004*

Clinical Dementia Rating- Frontotemporal Lobar 
Degeneration (total score) 8.06 ± 3.92 N = 45 0.05 ± 0.16 N = 19 t = 5.07 p < 0.001*

bvFTD – behavioral variant frontotemporal dementia, HC – healthy controls.

*Signi�cant at p < 0.05.
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Spatial correlation with neurotransmitter density maps
Confounding effects of age, sex, and site were regressed out from all images prior to further spatial 
correlation analyses. To test if fALFF alterations in bvFTD patients (relative to HC) are correlated 
with specific neurotransmitter systems, the JuSpace toolbox (Dukart et  al., 2021) was used. The 
JuSpace toolbox allows for cross- modal spatial correlations of different neuroimaging modalities with 
nuclear imaging derived information about the relative density distribution of various neurotrans-
mitter systems. All neurotransmitter maps were derived as averages from an independent healthy 
volunteer population and processed as described in the JuSpace publication including rescaling and 
normalization into the Montreal Neurological Institute space. More specifically, we wanted to test if 
the spatial structure of fALFF maps in patients relative to HC is similar to the distribution of nuclear 
imaging derived neurotransmitter maps from independent healthy volunteer populations included 
in the toolbox (5- HT1a receptor [Savli et al., 2012], 5- HT1b receptor [Savli et al., 2012], 5- HT2a 
receptor [Savli et al., 2012], serotonin transporter [5- HTT; Savli et al., 2012], D1 receptor [Kaller 

et al., 2017], D2 receptor [Sandiego et al., 2015], dopamine transporter [DAT; Dukart et al., 2018], 
Fluorodopa [FDOPA; García Gómez et  al., 2018], ³-aminobutyric acid type A [GABAa] receptors 
[Dukart et al., 2018; Myers et al., 2012], μ-opioid [MU] receptors [Aghourian et al., 2017], and 
norepinephrine transporter [NET; Hesse et al., 2017]). Detailed information about the publicly avail-
able neurotransmitter maps is provided in Supplementary file 1c. In contrast to standard analyses 
of fMRI data, this analysis might provide novel insight into potential neurophysiological mechanisms 
underlying the observed correlations (Dukart et  al., 2021). Using the toolbox, mean values were 
extracted from both neurotransmitter and fALFF maps using GM regions from the Neuromorphomet-
rics atlas. Extracted mean regional values of the patients’ fALFF maps were z- transformed relative to 
HC. Spearman correlation coefficients (Fisher’s z- transformed) were calculated between these z- trans-
formed fALFF maps of the patients and the spatial distribution of the respective neurotransmitter 
maps. Exact permutation- based p- values as implemented in JuSpace (10,000 permutations randomly 
assigning group labels using orthogonal permutations) were computed to test if the distribution of 

Table 2. Center- specific imaging parameters for structural and functional imaging.

Center rsfMRI Structural MRI

TE (ms) TR (ms)
FOV
(X, Y, Z) Voxel size (mm) Volumes TE (ms) TR (ms)

FOV
(X, Y, Z) Voxel size (mm)

Bonn 30 2000 64 × 64 × 30 3 × 3 × 5 300 3.06 2300 240 × 256 × 176 1 × 1 × 1

Erlangen 34 3000 64 × 64 × 30 3 × 3 × 5 300 2.98 2300 240 × 256 × 176 1 × 1 × 1

Göttingen 30 2000 64 × 64 × 30 3 × 3 × 6 300 2.96 2300 256 × 256 × 176 1 × 1 × 1

Homburg 30 2000 64 × 64 × 30 3 × 3 × 5 300 2.98 2300 240 × 256 × 176 1 × 1 × 1

Leipzig 30 2000 64 × 64 × 30 3 × 3 × 5 300 2.98 2300 240 × 256 × 176 1 × 1 × 1

München (TU) 30 2000 64 × 64 × 30 3 x 3 × 5 300 2.98 2300 240 × 256 × 176 1 × 1 × 1

Rostock 30 2200 64 × 64 × 34 3.5 × 3.5 × 3.5 300 4.82 2500 256 × 256 × 192 1 × 1 × 1

Tübingen 30 2000 64 × 64 × 30 3 × 3 × 5 300 2.96 2300 240 × 256 × 176 1 × 1 × 1

Ulm 30 2000 64 × 64 × 30 3 × 3 × 5 300 2.05 2300 240 × 256 × 192 1 × 1 × 1

rsfMRI – resting- state functional magnetic resonance imaging, MRI – magnetic resonance imaging, TE – echo time, TR – repetition time, FOV – �eld of 
view.

Bonn – University of Bonn, German Center for Neurodegenerative Diseases (DZNE), University Hospital Bonn.

Erlangen – University Hospital Erlangen.

Göttingen – Medical University Göttingen.

Homburg – Saarland University Hospital.

Leipzig – Max- Planck- Institute for Human Cognitive and Brain Sciences.

TU München – Technical University of Munich.

Rostock – University Hospital Rostock, German Center for Neurodegenerative Diseases (DZNE).

Tübingen – University Hospital Tübingen, Centre for Neurology, Hertie- Institute for Clinical Brain Research.

Ulm – Ulm University.
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the observed Fisher’s z- transformed individual correlation coefficients significantly deviated from zero. 
Furthermore, adjustment for spatial autocorrelation was performed by computing partial correlation 
coefficients between fALFF and neurotransmitter maps adjusted for local GM probabilities estimated 
from the SPM12- provided  TPM. nii (Dukart et al., 2021). All analyses were false discovery rate (FDR) 
corrected for the number of tests (i.e. the number of neurotransmitter maps). To further test if and 
how the observed fALFF co- localization patterns are explained by the underlying global atrophy, we 
repeated the co- localization analysis (p < 0.05) for the significant fALFF–neurotransmitter associa-
tions after controlling for total GMV. Additionally, the receiver operating characteristic (ROC) curves 
and corresponding areas under the curve (AUC) were calculated for patients (Fisher’s z- transformed 
Spearman correlations) vs. HC (leave- one- out Z- score maps) to examine discriminability of the resulting 
fALFF–neurotransmitter correlations.

Correlation with structural data
To test if the significant correlations observed between fALFF and neurotransmitter maps were driven 
by structural alterations (i.e. partial volume effects), the JuSpace analysis using the same parameters 
was repeated with local GMV incl. a correction for confounding effects of age, sex, site, and TIV. For 
further exploration, fALFF and GMV Fisher’s z- transformed Spearman correlations as computed by 
the JuSpace toolbox were correlated with each other for each patient over all neurotransmitters. The 
median of those correlation coefficients was squared to calculate the variance in fALFF explained by 
GMV.

Correlation with clinical data
To test if fALFF–neurotransmitter correlations are related to symptoms of bvFTD, we calculated 
Spearman correlation coefficients between significant fALFF–neurotransmitter correlations (Fisher’s 
z- transformed Spearman correlation coefficients from JuSpace toolbox output) and clinical scales and 
neuropsychological test data (see Table 1). All analyses were FDR corrected for the number of tests. In 
addition, to test for the specificity of these associations we examined the direct associations between 
fALFF and the neuropsychological tests by computing Spearman correlations with the Eigenvariates 
extracted from the largest cluster of the HC > bvFTD SPM contrast.

Association with gene expression profile maps
Furthermore, to test if fALFF alterations in bvFTD patients associated with specific neurotransmitter 
systems in the JuSpace analysis were also spatially correlated with their underlying mRNA gene 
expression profile maps, the MENGA toolbox (Rizzo et  al., 2016; Rizzo et  al., 2014) was used. 
Z- scores were calculated for the patients relative to HC using the confound- corrected images. The 
analyses were performed using 169 regions of interest and genes corresponding to each significantly 
associated neurotransmitter from the JuSpace analysis (5- HT1b: HTR1B; 5- HT2a: HTR2A; GABAa (19 
subunits): GABRA1–6, GABRB1–3, GABRG1–3, GABRR1–3, GABRD, GABRE, GABRP, GABRQ; NET: 
SLC6A2). More specifically, Spearman correlation coefficients were calculated between the genomic 
values and re- sampled image values in the regions of interest for each patient and for each mRNA 
donor from the Allen Brain Atlas (Hawrylycz et  al., 2012) separately. The Fisher’s z- transformed 
correlation coefficients were averaged over the six mRNA donors. Bonferroni- corrected one- sample 
t- tests were performed for each neurotransmitter to examine, whether the correlation coefficient 
differed significantly from zero.

Neurotransmitter-genomic correlations and gene differential stability
To further examine the association of fALFF–neurotransmitter correlations and mRNA gene expression 
profile maps, we explored the relationship between neurotransmitter maps included in the JuSpace 
toolbox and mRNA maps provided in the MENGA toolbox. The MENGA analysis was repeated using 
the same parameters to obtain Fisher’s z- transformed Spearman correlation coefficients between the 
neurotransmitter maps and the mRNA gene expression profile maps.

To evaluate the robustness of the mRNA maps between donors, gene differential stability was 
estimated by computing the Fisher’s z- transformed Spearman correlation coefficients between the 
genomic values of each of the six mRNA donors, which were then averaged (Hawrylycz et al., 2012).
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Results
Contrast analysis of fALFF and GMV
First, we tested for group differences in fALFF between HC and patients. Compared to HC, bvFTD 
patients showed a significantly reduced fALFF signal in frontoparietal and frontotemporal regions 
(Figure 1A). Furthermore, patients also showed reduced GMV in medial and lateral prefrontal, insular, 
temporal, anterior caudate, and thalamic regions in comparison to HC (Figure 1B). For a detailed 
representation of the thresholded fALFF and GMV t- maps, see Figure  1—figure supplement 1. 
Cluster size, peak- level MNI coordinates, and corresponding anatomical regions incl. the additional 
fALFF analysis with correction for total GMV are reported in Supplementary file 1d. For the distri-
bution of Eigenvariates for the two groups in both modalities, see Figure 1—figure supplement 2.

Spatial correlation with neurotransmitter maps
We performed correlation analyses to test if fALFF alterations in bvFTD significantly co- localize with 
the spatial distribution of specific neurotransmitter systems. fALFF alterations in bvFTD as compared 
to HC were significantly associated with the spatial distribution of 5- HT1b (mean r = −0.21, p < 0.001), 
5- HT2a (mean r = −0.16, p = 0.0014), GABAa (mean r = −0.12, p = 0.0149), and NET (mean r = −0.13, 
p = 0.0157) (pFDR = 0.0157; Figure 2A). The directionality of these findings (i.e. a negative correlation) 
suggest bvFTD displayed stronger reductions in fALFF relative to HC in areas which are associated 
with a higher non- pathological density of respective receptors and transporters. When controlling for 
total GMV, the co- localization findings remained significant except for the co- localization with GABAa. 
The AUC resulting from the ROC curves between Spearman correlation coefficients of patients and 
controls revealed a good discrimination for 5- HT1b (AUC = 0.74) and 5- HT2a (AUC = 0.71) and a fair 
discrimination for GABAa (AUC = 0.68) and NET (AUC = 0.67) (Figure 3A).

Next, we tested if similar co- localization patterns are observed with GMV. GMV alterations in 
bvFTD were not significantly associated with any of the neurotransmitter systems (Figure 2B). fALFF–
neurotransmitter and GMV–neurotransmitter correlations displayed a positive yet weak association 
with structural alterations explaining only 10% of variance in the fALFF alterations (Figure 3B). All 
correlations and their corresponding permutation- based p- values incl. the analysis utilizing fALFF 
images additionally corrected for total GMV are provided in Supplementary file 1c. To exclude a 
potential bias caused by the collection of imaging data at different sites, we performed a Kruskal–
Wallis test to examine differences on the Fisher’s z- transformed correlations coefficients across sites. 
No significant differences (X² = 6.34, p = 0.50, df = 7) were found among the sites.

Relationship to clinical symptoms
Furthermore, we tested if the significant fALFF–neurotransmitter correlation coefficients are also asso-
ciated with symptoms or test results of bvFTD. After FDR correction (p = 0.0085), the strength of 
fALFF co- localization with NET distribution was significantly associated with VF (mean r = 0.37, p = 
0.0086; N = 49; Figure 2C) and MMSE (mean r = 0.40, p = 0.0039; N = 50; Figure 2D). The posi-
tive correlation coefficients suggest that more negative correlations between fALFF and neurotrans-
mitter maps were associated with lower test performance, that is the higher/more fALFF reductions 
in areas with high neurotransmitter density, the lower the test performance. Associations with other 
neuropsychological tests were not significant (Supplementary file 1c). We also tested if Eigenvariates 
extracted from the largest cluster of the HC > bvFTD contrast correlated with the specific symptoms 
of bvFTD (Supplementary file 1f). None of the correlations remained significant after correction for 
multiple comparisons.

Association with gene expression profile maps
Next, we evaluated if co- localization of fALFF is also observed with mRNA gene expression underlying 
the significantly associated neurotransmitter systems. For genes encoding the 19 GABAa subunits, we 
first evaluated the variability between the subunits regarding their fALFF–mRNA correlations, their 
correlation with GABAa density and their mRNA autocorrelations (see Figure 2—figure supplement 

1 and Figure 3—figure supplement 1). As the variability between the genes was high, we limited the 
analyses to genes encoding the three main subunits (GABRA1, GABRB1, and GABRG1).

Correlations of fALFF alterations with mRNA gene expression profile maps in bvFTD relative to 
HC differed significantly from zero for HTR1B (encoding the 5- HT1b receptor; mean r = −0.02, p 
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B Thresholded GMV T-Map for HC>bvFTD 

RL

0 6.53000 6666 55333

A Thresholded fALFF T-Map for HC>bvFTD 
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Figure 1. Voxel- wise results for fractional amplitude of low- frequency �uctuation (fALFF) and gray matter volume (GMV) group comparisons. 

Thresholded fALFF t- map (A) and thresholded GMV t- map (B) for healthy control (HC; N = 22) > behavioral variant frontotemporal dementia (bvFTD; N 

= 52) using a permutation- based threshold (1000 permutations permuting group labels) at cluster- level p < 0.05 and voxel- level p < 0.001.

Figure 1 continued on next page
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= 0.0144), HTR2A (encoding the 5- HT2a receptor; mean r = −0.04, p < 0.001), GABRB1 (encoding 
subunit of the GABAa receptor; mean r = −0.08, p < 0.001) and SLC6A2 (encoding NET; mean r 
= 0.06, p < 0.001), but not for GABRA1 (encoding subunit of the GABAa receptor; mean r = 0.02, 
p = 0.1414) and GABRG1 (encoding subunit of the GABAa receptor; mean r = −0.03, p = 0.0730) 
(Figure 2G). Thereby, correlations were negative for HTR1B, HTR2A, and GABRB1, that is fALFF was 
reduced in areas with higher expression of respective genes, and positive for SLC6A2.

Furthermore, we tested if there was an association between the neurotransmitter maps included in 
the JuSpace toolbox and the mRNA gene expression profile maps provided in the MENGA toolbox 
that were both derived from independent healthy volunteer populations. The correlations between 
spatial distributions of 5- HT1b, 5- HT2a, GABAa, and NET, and corresponding mRNA gene expres-
sion profile maps were positive (5- HT1b/HTR1B: mean r = 0.12; 5- HT2a/HTR2A: mean r = 0.20; 
GABAa/GABRA1: mean r = 0.14; GABAa/GABRB1: mean r = 0.14; NET/SLC6A2: mean r = 0.02) with 
exception of the GABRG1 gene (GABAa/GABRG1: mean r = −0.13) (Figure 3C). Positive correlation 
coefficients suggest that higher neurotransmitter density was associated with higher expression of 
those neurotransmitters.

Lastly, to evaluate the robustness of the mRNA analyses (i.e. gene differential stability), genomic 
autocorrelations were calculated. The genomic autocorrelation was high for GABRB1 (mean r = 0.92) 
and GABRG1 (mean r = 0.64), small for HTR1B (mean r = 0.23), SLC6A2 (mean r = 0.22), and GABRA1 
(mean r = 0.21), and very small for HTR2A (mean r = 0.05) (Figure 3D).

Discussion
In the current study, we examined if there is a selective vulnerability of specific neurotransmitter 
systems in bvFTD to gain novel insight into the disease mechanisms underlying functional and struc-
tural alterations. More specifically, we evaluated if fALFF alterations in bvFTD co- localize with specific 
neurotransmitter systems. We found a significant spatial co- localization between fALFF alterations 
in patients and the in vivo derived distribution of specific receptors and transporters covering sero-
tonergic, norepinephrinergic, and GABAergic neurotransmission. These fALFF–neurotransmitter 
associations were also observed at the mRNA expression level and their strength correlated with 
specific clinical symptoms. All of the observed co- localizations with in vivo derived neurotransmitter 
estimates were negative with lower fALFF values in bvFTD being associated with a higher density of 
the respective receptors and transporters in health. The directionality of these findings supports the 
notion of higher vulnerability of respective networks to disease- related alterations. These findings are 
also largely in line with previous research concerning FTD showing alterations in all of the respective 
neurotransmitter systems (Huey et al., 2006; Murley and Rowe, 2018).

The in vivo co- localization findings might also support the notion that propagation of proteins 
involved in bvFTD may align with specific neurotransmitter systems (Hock and Polymenidou, 2016). 
With regard to other brain disorders, linking functional connectivity with receptor density and expres-
sion, recent studies found an association between functional connectivity and receptor availability 
in schizophrenia, and an association between structural–functional decoupling and receptor gene 
expression in Parkinson’s disease (Zarkali et al., 2021; Horga et al., 2016). A potential mechanism 
for the selective vulnerability of specific neurotransmitter systems is the propagation of proteins along 
functionally connected networks that has been previously demonstrated for various neurodegenera-
tive diseases (Zhou et al., 2012; Seeley et al., 2009). For example, in Alzheimer’s disease and normal 
aging, tau levels closely correlated with functional connectivity (Franzmeier et al., 2019). We found 
moderate to large AUC when using the strength of the identified co- localizations for differentiation 

The online version of this article includes the following source data and �gure supplement(s) for �gure 1:

Figure supplement 1. Detailed voxel- wise results for fractional amplitude of low- frequency �uctuation (fALFF) and gray matter volume (GMV) group 

comparisons.

Figure supplement 2. Eigenvariates from fractional amplitude of low- frequency �uctuation (fALFF) and gray matter volume (GMV) for behavioral variant 

frontotemporal dementia (bvFTD) patients and controls.

Figure supplement 2—source data 1. Eigenvariates of fractional amplitude of low- frequency �uctuation (fALFF) and gray matter volume (GMV) for 

largest clusters of healthy control (HC) > behavioral variant frontotemporal dementia (bvFTD) t- contrasts shown in Figure 1—figure supplement 2.

Figure 1 continued
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Figure 2. Results of spatial correlation analyses with in vivo and mRNA data. Correlation of fractional amplitude of low- frequency �uctuation (fALFF) 

(A) and gray matter volume (GMV) (B) with spatial distribution of neurotransmitter systems incl. 95% con�dence intervals. Correlations of Verbal Fluency 

(N = 49) (C) and Mini Mental State Exam (N = 50) (D) with fALFF–neurotransmitter strength of association incl. bootstrapped 95% con�dence intervals. 

Correlations of fALFF with mRNA gene expression maps (N = 52) (E). Statistically signi�cant correlations in (A), (B), and (E) are marked in red and means 

are represented by white circles. Black circles in (A), (B), and (E) represent individual Fisher’s z- transformed Spearman correlation coef�cients for each 

patient (N = 52) relative to controls with each neurotransmitter map. Colored circles in (C) and (D) represent individual Fisher’s z- transformed Spearman 

correlation coef�cients between fALFF–neurotransmitter correlations and each neuropsychological scale. The statistical signi�cance of all correlation 

coef�cients was evaluated at p < 0.05 including FDR correction for (A), (B), and (E).

Figure 2 continued on next page
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between patients and HC suggesting that these findings may represent a measure of the affectedness 
of respective neurotransmitter systems. In bvFTD, neurodegeneration is thought to progress through 
the salience network involved in socioemotional tasks, which comprises the anterior cingulate and 
frontoinsular cortex, as well as the amygdala and the striatum (Bang et al., 2015; Hock and Poly-

menidou, 2016). The three neurotransmitter systems found to be deficient in our sample are relevant 
for the functioning of these structures (anterior cingulate cortex: e.g. serotonin and norepinephrine, 
Tian et al., 2017; Koga et al., 2020; amygdala: e.g. GABA and serotonin, Castro- Sierra et al., 2005; 
striatum: e.g. GABA, Semba et al., 1987). Although spread of misfolded proteins through the salience 
network provides a potential disease mechanism, further research of the exact mechanisms involved 
is needed.

For GMV, we did not find any significant co- localization with specific neurotransmitter systems. As 
the correlations with GMV showed a distinct pattern to fALFF and the variance explained by GMV in 
the observed fALFF–neurotransmitter associations was small, the observed associations with fALFF 
seem to be driven indeed by functional alterations and not by the underlying atrophy of respective 
regions. As propagation of misfolded proteins leads to a gradual dysfunction and eventually cell death 
(Hock and Polymenidou, 2016), some regions displaying high density of a specific neurotransmitter 
might suffer dysfunction (i.e. functional alterations), whereas others might already be exposed to cell 
death (i.e. structural alterations/atrophy). An interesting future direction might compose integration 
of structural connectivity as measured by diffusion tensor imaging. A study by Dopper et al., 2014 
showed reduced fractional anisotropy in healthy individuals carrying mutations compared to non- 
carriers (Dopper et al., 2014). Given that there were structural connectivity differences even before 
disease onset, it would be of interest to re- examine structural connectivity differences between HC 
and patients (i.e. after disease onset). Repeating the neurotransmitter analyses might facilitate under-
standing of the underlying disease mechanism.

The strength of co- localization of fALFF with NET was correlated with VF and MMSE, both being 
impaired in patients with bvFTD (Schroeter et al., 2012; Diehl and Kurz, 2002; Schroeter et al., 

2018). Thereby, a stronger negative co- localization (i.e. lower fALFF in patients in high- density 
regions in health) was moderately associated with decreased test performance. Similarly, a correlation 
between MMSE and NE plasma concentration has been previously reported in Alzheimer’s disease 
(Pillet et al., 2020). Combined, these findings point to a potentially more general role of norepineph-
rinergic neurotransmission in cognitive decline observed across different dementia syndromes. This 
interpretation is in line with the recently proposed role of the locus coeruleus, the source of norepi-
nephrine in the brain, in regulating processes of learning, memory, and attention (Tsukahara and 

Engle, 2021). In contrast to the study by Murley et al., 2020 who reported an association of GABA 
concentrations in the inferior frontal gyrus in FTD with disinhibition, we did not find this association. 
Beside the use of different methodology, a potential explanation may constitute the use of different 
inhibition measures. Whereas we measured disinhibition using the FrSBe, Murley et al., 2020 used a 
stop- signal task.

Although, except for ³1 and ³1 GABAa subunits, all of the co- localizations with fALFF identified 
with in vivo estimates were also significant at the respective mRNA gene expression level, we found 
correlation coefficients of both directionalities. Interestingly, whereas these correlations were solely 
negative for the in vivo derived maps, the correlations with gene expression profile maps were posi-
tive for NET, and negative for 5- HT1b, 5- HT2a, and ³1 GABAa subunit. Thus, for NET, we observed 
higher fALFF values in bvFTD patients in areas with high mRNA gene expression in health, whereas 
for 5- HT1b, 5- HT2a, and ³1 GABAa subunit we observed lower fALFF values in bvFTD patients in 
areas with high mRNA gene expression in health. One explanation for these seemingly contradictory 

The online version of this article includes the following source data and �gure supplement(s) for �gure 2:

Source data 1. Fisher’s z- transformed Spearman correlation coef�cients shown in Figure 2A–E.

Figure supplement 1. Results of spatial correlation of fractional amplitude of low- frequency �uctuation (fALFF) with mRNA gene expression maps of all 

³-aminobutyric acid type A (GABAa) subunits.

Figure supplement 1—source data 1. Fisher’s z- transformed Spearman correlation coef�cients of fractional amplitude of low- frequency �uctuation 

(fALFF) with mRNA gene expression of all ³-aminobutyric acid type A (GABAa) subunits shown in Figure 2—figure supplement 1.

Figure 2 continued
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findings is that mRNA gene expression seems to vary strongly between individuals. In our mRNA gene 
expression profile maps, the autocorrelation between mRNA donors was low for 5- HT1b, 5- HT2a, 
and ³1 GABAa subunit, and NET, limiting the confidence in some of these findings. Additionally, the 
association of mRNA expression with protein products may also vary greatly between genes, being 
not associated at all or even negatively associated for some, and strongly correlated for others (Kous-

sounadis et al., 2015; Moritz et al., 2019). Similarly, a previous study found the correspondence 
between receptor density and mRNA expression to be low (Hansen et al., 2022). Potential reasons 

A B

C D

ROC curve bvFTD vs. HC

(fALFF-neurotransmitter correlations)

Correlations of fALFF-neurotransmitter

and GMV-neurotransmitter correlations

Correlations of neurotransmitter maps

with mRNA gene expression maps

Differential stability of mRNA gene 
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Figure 3. Results for fractional amplitude of low- frequency �uctuation (fALFF)–neurotransmitter receiver operating characteristic (ROC) curve, 

correlations of fALFF–neurotransmitter and gray matter volume (GMV)–neurotransmitter correlations, correlations of neurotransmitter and mRNA gene 

expression maps, and autocorrelations of mRNA gene expression maps. ROC curves for healthy controls (HC) vs. behavioral variant frontotemporal 

dementia (bvFTD) patients are displayed for signi�cant fALFF–neurotransmitter correlations (NbvFTD = 52, NHC = 22) (A). Spearman correlation coef�cients 

of fALFF–neurotransmitter and GMV–neurotransmitter correlations are displayed for each patient and each signi�cant neurotransmitter (N = 52) (B). 

Spearman correlation coef�cients of neurotransmitter and mRNA gene expression maps (C) and autocorrelations of mRNA gene expression maps 

averaged across mRNA donors (N = 6) (D) are displayed for signi�cant fALFF–neurotransmitter associations incl. 95% con�dence intervals.

The online version of this article includes the following source data and �gure supplement(s) for �gure 3:

Source data 1. Sensitivity and 1 − speci�city shown in Figure 3A, fractional amplitude of low- frequency �uctuation (fALFF)–neurotransmitter and 

gray matter volume (GMV)–neurotransmitter Fisher’s z- transformed Spearman correlation coef�cients shown in Figure 3B, and Fisher’s z- transformed 

Spearman correlation coef�cients of neurotransmitter and mRNA gene expression maps shown in Figure 3C ,D.

Figure supplement 1—source data 1. Fisher’s z- transformed Spearman correlation coef�cients of neurotransmitter and mRNA gene expression maps 

for all ³-aminobutyric acid type A (GABAa) subunits shown in Figure 3—figure supplement 1.

Figure supplement 1. Results for correlations of neurotransmitter and mRNA gene expression mapsof all ³-aminobutyric acid type A (GABAa) subunits.

Spearman correlation coef�cients of mRNA gene expression maps with the GABAa neurotransmitter map (N = 6) (A) and their mRNA autocorrelations 

(N = 6) (B). The genes encoding the 19 GABAa subunits include GABRA1–6, GABRB1–3, GABRG1–3, GABRR1–3, GABRD, GABRE, GABRP, and GABRQ. 

Means are represented by white circles.
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for the lack of or even negative correlations may be a decoupling in time as well as that other levels 
of regulation overrode the transcriptional level (Koussounadis et al., 2015). We observed a similar 
phenomenon in our data with the correlation of neurotransmitter density maps with their underlying 
mRNA gene expression being weak for all neurotransmitters except ³1 and ³1 GABAa subunits.

Our findings support the notion of fALFF as useful marker for assessing bvFTD- related decline 
in brain function. In line with previous literature in bvFTD, we observe fALFF reductions mainly in 
frontal and temporal lobes, but also in the parietal lobe (Premi et al., 2014; Borroni et al., 2018). 
These findings support the notion of fALFF being a useful marker of metabolic impairment (Bang 

et al., 2015; Diehl- Schmid et al., 2007). Moreover, we found a clear association of fALFF with several 
neurotransmitter systems pointing to a selective neurotransmitter vulnerability in bvFTD, as suggested 
in previous research (Huey et al., 2006; Murley and Rowe, 2018). In particular, the co- localization 
of fALFF with NET was associated with VF and MMSE, suggesting the sensitivity of fALFF to reflect 
modality- specific cognitive decline.

The current study was limited by the unavailability of medication information. Therefore, we were 
not able to control for its potential confounding effects. However, as bvFTD medication is typically 
restricted to serotonin reuptake inhibitors its effects should be primarily associated with availability 
of 5- HTT and directionally negate the effects of the disease. Furthermore, as the included PET maps 
were derived from healthy subjects, the applied approach only tests for co- localization of imaging 
changes with the non- pathological distribution of the respective neurotransmitter systems. Similarly, 
the reliability of the co- localization analyses is partly limited by the number of healthy volunteers used 
to derive the respective neurotransmitter average maps. Finally, the current study was limited by the 
availability of neurotransmitter maps included in the JuSpace toolbox.

To summarize, we found fALFF reductions in bvFTD to co- localize with the in vivo and ex vivo 
derived distribution of serotonergic, GABAergic, and norepinephrinergic neurotransmitter systems, 
pointing to a crucial vulnerability of these neurotransmitters. The strength of these associations was 
linked to some of the neuropsychological deficits observed in this disease. We propose a combina-
tion of spread of pathology through neuronal connectivity and more specifically, through the salience 
network, as a disease mechanism. Thereby, these findings provide novel insight into the mechanisms 
underlying the spatial constraints observed in progressive functional and structural alterations in 
bvFTD. Our data- driven method might even be used to generate new hypotheses for pharmacolog-
ical intervention in neuropsychiatric diseases beyond this disorder.
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