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Abstract

Background: A growing number of adolescents are coming out as transgender and gender expansive (TGE). These teenagers
have been shown to have significantly worse health outcomes than their cisgender peers. Hypotheses to explain this discrepancy
are based on increased stress level s surrounding the societal acceptance of gender identity. In this context, elevated allostatic |oad
(AL), which describes the wear and tear sustained by the body in response to repeated exposure to stress, has been associated
with adverse long-term health outcomes.

Objective: Thisprotocol aimsto measure AL among TGE adol escents compared with their cisgender peers and assess how AL
varies depending on psychological stress and perceived societal acceptance.

Methods: Thisisan observational proof-of-concept pilot study inwhich AL will be measured by assaying an array of inflammatory
cytokines and cortisol in urine, saliva, and hair samples of TGE youth, and these parameters will be compared with those of
age-matched control participants. A questionnaire will assess 4 aspects of psychosocia well-being: presence and management
of depression and anxiety, gender identity support by family members, gender minority stress, and degree of perceived safety in
the surrounding community. Samples and surveys will be collected at 3 visits (baseline, 6 months, and 12 months). This study
will incorporate TGE coinvestigators to inform all aspects of design, data collection, and analysis and ensure that practices are
carried out in arespectful and sensitive manner.

Results: Asof May 2021, the start of data collection for this project has continued to be postponed as aresult of the COVID-19
pandemic, which has both impacted the functioning of the clinic and funding requests. We hope to begin participant recruitment
and interviews with coinvestigators soon.

Conclusions: We hypothesize that AL will be primarily influenced by psychological well-being and perceived support and that
it will be similar in TGE adolescents and in age-matched cisgender control participants when acceptance and perceived support
arehigh. Theresultsof this study havethe potential to increase our understanding of the health challengesfaced by TGE individuals
during adolescence aswell asto show that low levels of acceptance may have detrimental health outcomes secondary to elevated
ALs; thismay lead to the development of a biomarker profile to assess all ostatic stress in TGE patients that can be used to guide
management.
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Introduction

Health Disparitiesin Transgender Youth

On the basis of recent research, it is estimated that between
0.7% and 1.8% of children and adolescents identify as
transgender and gender expansive (TGE), the highest percentage
of any age group in the United States [1,2]. A TGE individual
is a person who is assigned a sex at birth that does not match
their current gender identity. Sex refers to someone's genetic
and hormona makeup (male, female, or intersex), whereas
gender is the societally informed expression of assigned sex,
and gender identity is someone’s internal sense of gender [3].
Research has shown that TGE adolescents tend to have
significantly worse perceived health, higher rates of depression
and suicidal ideation, higher rates of HIV, higher rates of
experienced violence (childhood sexual abuse and trauma), and
fewer preventive health checkups than their cisgender peers
[4-9]. Many hypotheses have been proposed to account for these
adverse health outcomes, including an increased incidence of
bullying and other forms of socia rejection [10-13]. The
minority stress model is most relevant to this proposal (Meyer
[24]), which explains health disparities among sexua minorities
and proposesthat chronic stress arises from the marginalization,
discrimination, rejection, and violence that may be encountered,
feared, or internalized. Thisleads to mental health issues such
asdepression, anxiety, suicidal ideation and/or attempts, and/or
substance abuse [14]. The minority stress model was recently
extended to encompass transgender people by including
gender-related stressors and transphobia [15,16].

Allostatic L oad

Allostasis is the process to remain stable during change.
However, in contrast to homeostasis, in which the internal
environment remains steady, allostasisrefersto the body’s active
fluctuation in response to stressful changing conditions[17]. In
responseto this stress, the hypothal amic-pituitary-adrena (HPA)
axis and the sympathetic-adrenomedullary axis are both
activated and in turn incite many physiologic changes to allow
the body to adapt to stress, with primary mediators including
neuroendocrine chemical messengers such as cortisol,
epinephrine, and norepinephrine, and immune and inflammatory
chemical messengers such as interleukin-6 (IL-6) and tumor
necrosis factor-a (TNF-a) [18]. These primary mediators in
turn exact a secondary physiologic response ranging from
metabolic (dyslipidemia, elevated glucose levels, and waist-hip
ratio) to cardiovascular (increased blood pressure and heart rate
variability) and inflammatory (C-reactive protein [CRP] and
fibrinogen) [18,19]. In addition, nutrition and medication use
can influence primary and secondary responses [20]. The
allostatic load (AL) model is the end product, the cumulative
toll of thisstressto acertain point in time on physical and mental
health to create acomprehensive picture of the body’s response
to stress and trauma. This model has been used successfully in
children, with recommendations on measuring both primary
and secondary end pointsto best capture both axes[17,21]. IL-6
and CRP were the most frequently measured inflammatory
biomarkers based on a systematic review published in 2020
[22]. An elevated AL in the absence of a current stressor
represents the wear and tear put on the body’s ability to adapt
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due to repeated exposure to stressful events, whether these
events pose a real or interpreted threat [23]. These rea or
perceived threats trigger the activation of both the sympathetic
nervous system adrenal medullary axis and the HPA axis,
releasing catecholamines and glucocorticoids, respectively [24].
Although beneficial in the short term, chronic overactivation
of these axes can have adetrimental effect on biological systems,
leading to overcompensation and eventual collapse as well as
decreased ability to respond to future stressors due to changes
inthe nervous system[17]. One'sresilienceto stressand ability
to perceivethreats and properly mobilize all ostatic mechanisms
is determined by a combination of many factors, including
individual (eg, genetics), behavioral (eg, coping ahilities), and
historical differences (eg, prior episodes of trauma, abuse, or
stressful environments) [17].

Elevated cortisol, in addition to other inflammatory cytokines
such as interleukins and TNF-a, is associated with deleterious
health consequences [25], such as cardiovascular compromise
[26], increased susceptibility to asthma exacerbations[27], and
impaired wound healing [28]. An increase in overall AL has
al so been associated with negative health outcomes|ater inlife.
The large-scale American National Health and Nuitrition
Examination Survey found that AL can serve as a predictor of
ischemic heart disease in conjunction with income gradient and
education [29]. Seeman et al [30] documented that among ol der
adults, higher baseline AL was associated with increased 7-year
mortality and decreased physical and cognitive function. They
also found that AL was a better predictor of mortality and
physical ability than either looking at specific syndromes or
individual stress markers [30]. Furthermore, there is evidence
that the effects of increased AL may be particularly significant
during key developmental periods, such as adolescence [18].

AL and the L esbian, Gay, Bisexual, and Transgender
Community

Chronic stress affects the physical well-being of leshian, gay,
and bisexual (LGB) adults, which has been demonstrated in
studies showing different baseline cortisol levels and altered
cortisol reactivity to stress in LGB adults compared with
heterosexual adults [31,32]. However, very few studies have
examined the stress biomarkers of TGE people [33]. A study
by Colizzi et a [34] of 70 adult transmen and transwomen who
had cortisol levels measured before and 12 months after
initiating gender-affirming hormones found that the participants
had lower cortisol level s after gender-affirming hormonetherapy
[34]. In addition, DuBois et a [35] explored cortisol levelsin
transitioning adult transgender men; transmen who reported
higher levels of transition-related stressors had higher morning
cortisol levels than men who did not report feeling
transition-related stressors.

Despite the dearth of studies on stress biomarkers, multiple
studies have demonstrated that psychological distress is not
inevitable for TGE persons but rather mediated through the
degree of social and community acceptance and, in particular,
parental affirmation of TGE identity [36]. When TGE children
were raised in supportive environments, levels of depression,
as determined by parent-filled surveys, did not differ from
age-matched cisgender control participants[34,35]. Furthermore,
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having parents who were interested in a gender-affirming
program was a protective factor against depression in TGE
youth [37,38]. The positive effects of parental support appear
to persist through adulthood based on a study of LGB adults
who had improved responses to acute stress compared with
LGB adults with less parental support during childhood [39].
Other protective factors include pride in one’s gender identity
and strong connections to TGE communities [36].

In addition to the support children receive in their homes,
multiple other areas could lead to elevated stress around gender
identity, such as the safety of a neighborhood and possible
comorbid depression and anxiety [40]. Furthermore, these
extrafamilia environments, which also include school, religious,
and work environments, had an immense influence over
intrafamilial  experiences  [41], demonstrating the
interconnectedness of all environments on the experience of
TGE youth. Theseresults highlight theimportance of affirmative
carein al situations, astance echoed in arecent policy statement
issued by the American Academy of Pediatrics[42].

Filling in the Gaps

To further explore the importance of affirmative care and social
acceptance in TGE youth, we propose using AL measurements
in addition to psychosocia surveys to monitor physiological
stress. The addition of an array of inflammatory biomarkersis
important because it not only provides greater insight into
overal dtress levels but also underscores the physical
consequences of an unsupportive environment that may arise
from familial disapproval, unsafe geosocia environments,
societal stress or marginalization, and/or comorbid psychiatric
disorders. These include anxiety and depression, which most
likely arise secondary to gender-related discrimination. To the
best of our knowledge, no previous studies have explored the
interaction of these factorsin TGE youth.

Methods

Study Aims

Thisstudy aimsto (1) determinethe AL of TGE youth compared
with appropriately matched cis-gender control participants based
on assays of inflammatory cytokines and cortisol levelsand (2)
explore the relationship between supportive environments and
communities, supportive families, safe geosocia environments,
and well-controlled psychiatric comorbiditiesonthe AL of TGE
youth.

Ethics Approval

This study was approved by the New York University (NYU)
Langone Hedth Center Office of Science and Research
Ingtitutional Review Board (IRB).

Study Participants and Sites

We planto recruit atotal of 80 participants, 40 TGE adolescents
and 40 cisgender control participants. TGE participants will
include children and adol escents aged between 12 and 18 years
who attend the gender clinic at Fink Children’s Ambulatory
Care Center at NYU Langone for evaluation of gender
dysphoria. This age range was chosen as it reflects the ages of
the patients seen at the gender clinic and ensuresthat participants
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are at asimilar life stage. Although the clinic does see patients
aged up to 24 years, young adults aged 18 years and older have
more autonomy over their bodies and lives, which may influence
their perceived stressors. As this was a pilot study, the only
required baseline characteristic for all participantswas that they
identified as either TGE for the study population or cisgender
for the control population. However, patients with preexisting
chronic conditions, including obesity (BMI1>95%), chronic
kidney disease stage 3 or higher, liver disease, chronic infections
such as hepatitis B, hepatitis C, HIV, tuberculosis, or
autoimmune disorders such as systemic lupus erythematosus
or primary immunodeficiency, receiving treatment with steroids,
or current smokers will be excluded from the study because
these conditions and medications or habits may alter levels of
stress and inflammatory biomarkers[43-45]. We will also focus
recruitment efforts on patients who have not initiated hormone
therapy, athough this will not be a requirement. In addition,
nongender affirming care medication use will not influence
participant selection.

A total of 40 cisgender control participants will be recruited
from the adolescent clinic where adolescents are seen for a
variety of issues, including adolescent consultative care such
as gynecological concerns and sexua health. Patients with
chronic diseases or diagnosed infections will be excluded as
outlined above for TGE participants. Recruitment of control
participantsin this subspecialty clinic will minimize biasesthat
might occur when recruiting in other clinics, such as different
socioeconomic backgrounds or home locations. Control
participants will be matched by age and sex assigned at birth
in a 1:1 ratio with TGE participants. These variables were
chosen to ensure the correlation between neurologic
development and the activity of stress hormone pathways.

TGE participants must be able to return for all 3 visits and fill
out al surveysin English, whereas control participantswill only
be required to attend 1 visit.

Participant Recruitment

TGE adolescents and control participants will be asked if they
are interested in participating in this study before or after their
usually scheduled appointment. The full details of the study
will be discussed, including details of the questionnaire and the
need for hair, urine, and saliva samples. Potential participants
will be told that not wanting to partake in the study will not
affect current or future medical care. Treating physicians will
not be included in the consent process to ensure that patients
will be comfortable saying no to study inclusion. As the
participants will al be under 18 years of age, they will give
assent and their parents and guardians will provide consent. If
they wish to withdraw from the study at any point, any sample
will be immediately retrieved and destroyed. To maintain the
study’s statistical power, we will adopt a recruit to replace the
enrollment strategy.

TGE Coinvestigators

A unique aspect of our study, which will hopefully be
commonplace in biomedical research, isthe active inclusion of
members from the study community, in this case TGE
individuals, in the implementation and analysis of the study.
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There are multiple reasons for this. First, the TGE community
has often been misrepresented and mistreated by medicine,
especialy TGE people from racially minoritized backgrounds;
conseguently, many TGE peoplefeel uncomfortable and unsafe
with health care providers[46]. Including community members
on the research team to give insight into respectful research
practice will hopefully demonstrate the research team's
willingness to learn and help instill trust between the medical
professional sinvolved and community members. Furthermore,
TGE coinvestigators will help identify areas of the study that
may be easily misinterpreted or difficult to understand for
members of the study population. Thisinsight will beinvaluable
in ensuring the feasibility of the study and the validity of the
findings. Finally, TGE coinvestigators will be able to provide
invaluable insight into data interpretation and help guide how
the findings can be best implemented to help the community.

TGE coinvestigators, who have not yet been recruited, will
include 1 transfeminine and 1 transmasculine person between
the ages of 18 and 24 years, which should help prevent any
overlap with the study population. The sole requirement is the
ability to read and write in English and physically come to the
clinic in a COVID-19-safe manner. We will try to involve
individuals who have an interest in research and/or medicine
and have had limited opportunities to become immersed in the
field, therefore recruiting from multiple groups. We will recruit
patients at the gender clinic seen by an alternative physician
not involved in this study. A community institute that provides
gender-affirming services, including mental health and support
groups, was aso chosen as a recruitment site because of the
connection the study team has with the institute and to avoid
overlap between the study population and coinvestigators.
Finally, we will also recruit from alocal shelter for TGE youth
who are unhoused. Recruiting from these places will ensure
that we are providing all TGE youth who may want to participate
in the opportunity to apply. After filling out an initia interest
form on Research Enterprise Data Capture (REDCap), accessible
with a quick response (QR) code and link on the pamphlet,
applicants will be contacted for a phone interview and asked
about their availability, goals, and interest in the project. Prior
experience with research will not be a requirement because we
are particularly seeking individuals with limited previous
opportunities. We acknowledge that using a web-based survey
for application will limit the opportunity to those who have the
technology. However, we believe thiswill have aminimal effect
because most young adults have telephones with the capacity
to use QR codes [47].

Although we acknowledge that the TGE coinvestigators were
not involved in the research question formation or the original
design, and therefore this project cannot be label ed participatory
action research, they will be involved in the setup and
implementation of the project going forward. TGE
coinvestigators will have the opportunity to review the study
design and surveysto ensure that they agree that the design will
be effective and that there are no overlooked assumptions,
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leading or poorly worded questions, or other issues with the
protocol. If TGE coinvestigators suggest that it may alter
previously agreed-upon end points, therewill be aresearch team
meeting to discuss the proposal and decide if that end point is
needed or discuss an alternative way to reach that end point.
During this time, they will undergo the Collaborative
Ingtitutional Training Initiative program training, as required
by al researchers at the hospital. This training will include
Health Insurance Portability and Accountability Act training to
help protect research participants identities. TGE
coinvestigators will be involved in data analysis, helping to
provide acommunity perspective when interpreting the results,
and will be involved in writing up and presenting the study
resultsin academic journals and conferences, respectively. The
research team has committed to teaching data analysis methods
to help TGE coinvestigators with this section, as we feel that
imparting specialized knowledge is an important aspect of this
project.

We anticipate that being a part of this research team will help
these youth personally and professionally in multiple ways,
from gaining research experience to mentorship opportunities.
TGE people are underrepresented in medicine and research
teams, so including them as coinvestigators will help close this
gap [48]. Although TGE coinvestigators will receive many
different intangible opportunities, wewill also compensate them
monetarily for their time and effort. This demonstrates that the
research team values the commitment from the community,
which hel ps decrease important economic disparitiesin minority
communities and acts as an equalizer to show commitment to
inclusion [49]. In addition to monetary compensation, we place
astrong emphasis on mentorship. All of the study investigators
will make time for TGE coinvestigators to review the project
in smaller groups and discuss other aspects of medicine and
research in general, as TGE coinvestigators would like.

This novel aspect of the study design has several limitations.
Although wewould prefer toinclude morethan 2 coinvestigators
to obtain a broader range of perspectives, there are limited
resourcesto adequately compensate more individual swho might
want to take on this role. Asthe clinic at which the study will
take place is not insular but rather part of a larger institution,
steps will be taken to limit exposure to possible institutional
transphobiathat TGE coinvestigators may facein theworkplace.
These will include informing staff and security about TGE
coinvestigators and their role in the project ahead of time and
providing support during onboarding procedures, which may
have limited gender options.

Study Design or Data Collection and M easures

Therewill be 3 visitsin total for the TGE participants, 6 months
apart (baseline, 6 months, and 12 months). The total duration
of participation will be 1 year. Figure 1 shows a schematic
representation of the TGE arm study design. Control participants
will only require asingle basgline visit for bio-sample collection
and will not be required to take any surveys.
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Figure 1. Schematic of the study design. This schematic demonstrates the tasks completed at enrollment and at each subsequent visit for transgender

and gender expansive TGE participants.

Before
enrollment

Visit 1
time
point

Visit 2
time

Visit 3
time
point

During al visits, the child’'s gender identity and 4 main
variables—familial support, geosocial safety perception,
comorbid depression and anxiety, and gender identity minority
stress—will be determined via a survey questionnaire
administered on REDCap, which will also store participant data.
Participants will be given the Parental Attitudes of Gender
Expansiveness Scale for Youth and the Adverse Childhood
Experience Questionnaire to determine familial support [50,51].
To determine geosocial safety perception, a previously used
guestionnaire to inquire about a child’s perception of
neighborhood safety will be given [52,53]. Participants will be
given the modified Patient Health Questionnaire-9A (adolescent)
and Self-Report for Childhood Anxiety Related Emotional
Disorders survey [54] to assess depression and anxiety. Finally,
gender-related discrimination, rejection, and victimization
experienced internally and externally will be surveyed with the
gender minority stressand resilience (GM SR) measure modified
to be suitable for adolescents [55]. The GM SR also addresses
intersectionality and how gender identity may be perceived with
other identities, such as religious, race or ethnicity, or
occupational identities, aswell as addresses community support
by exploring how welcomed individuals feel by their
communities. All surveys used have strong reliability and
validity, and each participant has approximately 150 questions
to complete. These surveys are expected to take approximately
1 hour to complete. A study investigator will be nearby to help
participantsin the survey if needed. All surveys used except for
the GM SR have been validated in children aged 12 years and
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Total 40 participants and 40 controls - Obtain informed consent. Screen potential
subjects by inclusion and exclusion criteria; obtain history, document.

Perform baseline assessments — participants and controls will fill out respective
questionnaires. Urine, saliva, and hair samples will be collected and stored until end of

study.

Perform assessments — participants will fill out questionnaires. Urine, saliva and hair
samples will be collected and stored until end of study.

Final assessments

— participant will fill out questionnaires.
Urine, saliva, and hair samples will be
collected and stored until end of study.

older. Although the GMSR has not been validated in people
younger than 18 years old, it is the only measure of gender
minority stress of which the authors are aware. The question
responseswere modified to be appropriate for participants aged
between 12 years and 18 years. The research team recognizes
that answering 150 questions can be demanding, especialy for
young people, and the risk of decreased attentiveness as the
guestions continue can affect the results. To help prevent this,
snacks and beverages will be provided. In addition, every
approximately 20 minutes until completion, participants will
be asked to stand up, walk, and/or stretch. Participantswill have
the option of asking for the accompaniment of aresearch team
member should they desire. Insurance information will be
collected from the electronic health record, which will indicate
the family’s access to medical care.

Stress and inflammatory biomarkers will be measured at the
initial visit and the 2 follow-up visits. To capture the primary
mediators of AL, the biomarkers measured were cortisol, IL-6,
and TNF-a. The secondary mediators measured included CRP,
BMI, and waist-to-hip ratio. Measuring both primary and
secondary mediators is recommended in pediatric patients to
best capture the AL [21]. Efforts will be made to schedule all
appointments during the afternoon to minimize diurnal variation
and enable a more uniform assessment of cortisol and urine
inflammatory markers levels [43,56-58]. At each session,
participants will have stress and inflammatory biomarkers
measured before the survey and after listening to a 10-minute
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relaxation tape to account for possible transient increases in
stress on route to the appointment. Researchers will be blinded
to the sample source to reduce possible bias.

Urine sampleswill be collected and assayed using the Luminex
Panel (model number HSTCMAG28PM X21BK), which has
been used successfully to determine inflammatory and stress
biomarkers in infants and toddlers enrolled in an obesity
prevention trial [59]. This panel can measure an array of
cytokines, including IL-1R3, IL-6, IL-10, and TNF-a. Salivary
and hair cortisol levelswill aso be measured. Salivary cortisol
has been used previoudly in adolescent populations to explore
the effects of parental support on stress response [60]. Hair
cortisol content isan integrated index of stress over an extended
period. A small sample of hair from the head will be collected
with child-safe scissors as a measure of chronic stress levels
[61,62]. Salivawill be collected into a polypropylene vial with
a straw using the passive-drool technique [63]. All samples,
marked with the participant ID number, will be stored at —70
°C within 1 hour of collection until the batch assay of the analyte
panels. If agreed upon by participants, the residual samples on
will be stored in the NYU Biorepository for potential use in
future studies. Otherwise, all samples will be destroyed after
the completion of the study.

Sample Size

Recruitment will end when approximately 40 TGE parti cipants
and 40 control participants are enrolled for a total of 80
participants, as determined by a total of approximately 200
patients in the gender clinic with an expected enrollment of
20% to 30%. On the basis of atotal population of approximately
21,000 transgender youth in New York State from the Williams
Ingtitute and a total of 200 patients in our clinic, a sample
population of 13 participants and 13 control participants would
be adequate to generate a study with 80% power with a 95%
Cl of 17 [34]. Therefore, by aiming for 40 participantsin each
arm, we will exceed thisvalue.

CQOVID-19 Precautions

This pilot study was conceptualized before the COVID-19
pandemic. Most of this study will not be affected. Participants
will be able to complete the survey on a computer either by
themselves or with a single research team member in the room,
which will alow COVID-19 safety precautions. Sample
collection will also be donewith asingle research team member
in compliance with COVID-19 precautions. The recruitment of
TGE coinvestigators will be done using fliers and pamphlets,
as previously discussed, and interviewing TGE coinvestigators
will be performed over Zoom, Skype, or FaceTime. Although
originally the TGE coinvestigators were to be a part of data
collection, because of COVID-19 restrictions, this will not be
possible. However, the research team will keep TGE
coinvestigators abreast of implementation and be available to
discuss data collection.

COVID-19 has added numerous stressors to everyday life, and
as such, has most likely caused changes to individual ALs.
However, no studies have explored COVID-19 and ALs in
pediatric patientsto the research team’s knowledge. The control
group will correct for any universal increases. If another major
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shift in the pandemic should occur during the study period, then
the control group will have an additional measurement session
added to adjust for how this shift may affect ALs.

Statistical Analysis

Primary Objective

Our genera approach of comparing TGE youth biomarkerswith
cisgender control participants will include paired two-tailed t
test analysis and analysis of variance (ANOVA) to determine
whether there is a significant difference in the cytokine profile
between the 2 groups' levels, as defined by a P value of less
than .05.

Secondary Objective

Within the TGE youth samples, wewill usepaired t test analysis
and ANOVA to determine if there is a difference in biomarker
levels between different age brackets (12-14 years and 15-18
years) and ethnicity (White vs Black or Hispanic), with
significance being determined by a P value less than .05. If we
do not have enough participants in a certain age bracket, we
will not perform this analysis.

Linear regression analysis will be conducted to determine if
there is a relationship between questionnaires and biomarker
levels for each participant. We will also include a regression
analysisto ascertain correlation, with an R-squared val ue greater
than 50% needed to determine the relationship.

Statistical Execution

All statistical calculations will be performed using GraphPad
Prism version 8.0.0 for Mac (GraphPad Software).

Results

As of September 2020, the study received IRB approval but
had not yet begun data collection. Although we planned to begin
active recruitment in the summer of 2020, we have had to
postpone owing to the COVID-19 pandemic. This health
emergency has significantly affected the frequency of in-person
visits and clinical research. In addition, we are still waiting to
hear from multiple grants that were delayed as a result of the
pandemic. We hope to receive funding support and begin
participant recruitment and interviews with coinvestigators
shortly.

Discussion

Summary

As described above, adolescents have the highest percentage
of TGE identifying members of any age group in the United
States, yet this population has minimal published research[1,2].
This study seeks to fill some of the gaps in the literature
regarding the physical consequences of acceptance. We propose
that AL of TGE individuals may be used as an integrated
biomarker for therisk of long-term adverse health consequences
based on the level of acceptance in different environments. To
reiterate, we hypothesize that TGE status is not a cause of
increased AL, but rather that an increase is the consequence of
socia and environmental experiences. To thisend, wetherefore
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sought to measure the presence of 4 variables—depression and
anxiety, gender identity familial support, gender identity
community support, and gender-related minority stress—which
may influencethe AL in TGE youth. The effects of psychiatric,
familial, and community support on AL may help target areas
of effective intervention going forward and provide a better
understanding of the stress sources among TGE youth.

Strengths and Limitations

This study has some limitations that must be acknowledged.
The confounding variable of socioeconomic status, which can
increase stress, is outside the scope of this study. By recruiting
all patients from the same site, there were some limitations to
the range of backgrounds represented. However, given the
diversity of the area surrounding the hospital and the limited
number of sites providing adolescent gender care in the New
York metropolitan area, we expect to be ableto recruit adiverse
range of participants. Furthermore, the fact that participantsare
already seeking care at an adol escent gender clinic can biasthe
sample toward more accepting situations. We hope that we can
still identify subtle variationsin levels of support and validation
by using anumber of surveys. Although the results of this study
are limited by sample size, they will provide the first data set
that can hopefully be expanded over time as more research is
conducted with the TGE youth population.

Another area of potential concern is the direct effect of
gender-affirming therapy on the results. However, we believe
that this effect, even longitudinally, should be minimal. There
are no consistent data indicating that exogenous hormones
influence the HPA axis [34,64-66]. Colizzi et a [34] reported
that estrogen might alter hormone-binding globulin levels,
thereby skewing stress hormone levels. In addition, brain
plasticity, synapse formation, and signaling pathways differ
between male and femal e rodents based on sex hormone levels,
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with some indication that a similar process could occur in the
human brain [64]. However, in a study of 20 postmenopausal
cisgender women, exogenous estrogen was associ ated with only
dightly elevated levels of dehydroepiandrosterone and
dehydroepiandrosterone sulfate and not significantly elevated
levels of cortisol [65]. In a separate study of 12 cisgender
women, exogenous testosterone was found not to influence
endogenous cortisol levels [66]. Although commencement of
gender-affirming therapy at any point during the study should
not significantly ater our data, we will document
gender-affirming hormone use to enable later adjustment for
any effect. Furthermore, the effects of gender-affirming therapy
on self-perceived stressors will be captured during our surveys.

Conclusions

The results of this study will be useful in guiding larger-scale
studies to assess allostatic stress in TGE youth. These results
also havethe potential to shape practical interventionsto benefit
TGE youth by providing scientific evidencein favor of affirming
programs, including support groups for both parents and
teenagers, parental consultations with gender experts with a
range of backgrounds to increase familial acceptance,
encouragement of Gay-Straight Alliance and LGB club
involvement, and encouragement of community centerswith a
TGE focus. In addition, the results of this study have the
potential to enhance the argument for policies that would
increase TGE safety and acceptance in the community, such as
antibullying measures. Theimplications of physical harm caused
by alack of acceptancewill hopefully increasethetrend toward
broader acceptance of the TGE population. Finally, thefindings
may enable the development of a biomarker profile that can be
used as an objective measure of allostatic stressin TGE patients
and to monitor the effectiveness of therapeutic interventionson
their well-being.
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