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Abstract: Cannabis use during pregnancy has continued to rise, particularly in developed countries,
as a result of the trend towards legalization and lack of consistent, evidence-based knowledge on
the matter. While there is conflicting data regarding whether cannabis use during pregnancy leads
to adverse outcomes such as stillbirth, preterm birth, low birthweight, or increased admission to
neonatal intensive care units, investigations into long-term effects on the offspring’s health are limited.
Historically, studies have focused on the neurobehavioral effects of prenatal cannabis exposure on
the offspring. The effects of cannabis on other physiological aspects of the developing fetus have
received less attention. Importantly, our knowledge about cannabinoid signaling in the placenta
is also limited. The endocannabinoid system (ECS) is present at early stages of development and
represents a potential target for exogenous cannabinoids in utero. The ECS is expressed in a broad
range of tissues and influences a spectrum of cellular functions. The aim of this review is to explore
the current evidence surrounding the effects of prenatal exposure to cannabinoids and the role of the
ECS in the placenta and the developing fetus.

Keywords: cannabis; ∆9-THC; pregnancy; placenta; endocannabinoid system; fetal development;
reproductive health

1. Introduction

With a long-recorded history of human use, cannabis is one of the most widely used
psychoactive drugs worldwide. In the past decade, cannabis use has grown rapidly,
particularly in developed countries [1]. In fact, in 2018 Canada became the first developed
nation to legalize cannabis for recreational use. According to the National Cannabis Survey,
approximately 25% of Canadians of reproductive age (15 to 44) reported using cannabis
products in the prior three-month period. Among the users, more than half reported using
some form of cannabis daily (40%) or weekly (17%) [2].

The legalization of cannabis may impact public perceptions regarding the risks and
benefits of cannabis and its constituents. Of particular concern is cannabis use during
pregnancy, where it is considered to be the most commonly used illicit drug [3–7]. Ko and
co-workers reported that 70% of pregnant and non-pregnant women in the US believe
that there is little or no harm in using cannabis once or twice per week [8]. It is more
commonly used during the first trimester for its antiemetic properties in mitigating nausea
associated with morning sickness [9–12]. However, in some cases it is also used to relieve
pain and to aid with disorders such as anxiety and depression throughout pregnancy [13].

Int. J. Mol. Sci. 2021, 22, 8576. https://doi.org/10.3390/ijms22168576 https://www.mdpi.com/journal/ijms

https://www.mdpi.com/journal/ijms
https://www.mdpi.com
https://orcid.org/0000-0003-1816-3433
https://orcid.org/0000-0002-4343-5325
https://doi.org/10.3390/ijms22168576
https://doi.org/10.3390/ijms22168576
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3390/ijms22168576
https://www.mdpi.com/journal/ijms
https://www.mdpi.com/article/10.3390/ijms22168576?type=check_update&version=3


Int. J. Mol. Sci. 2021, 22, 8576 2 of 22

Moreover, a longitudinal prospective study in the UK discovered that 48% of women
who used cannabis in the year prior to their pregnancy continued to smoke throughout
gestation [14].

Few Canadian studies have investigated the prevalence of marijuana use during
pregnancy. A retrospective cohort study assembled from the Better Outcomes Registry &
Network (BORN) (Ontario, Canada) database reported a 61% increase in the overall preva-
lence of cannabis use during pregnancy between 2012 and 2017. In fact, prevalence was
highest among women aged 15–24 years old, who reported an increase in usage from 4.9%
in 2012 to 6.5% in 2017 [15]. Similarly, in the US, the 2019 National Survey on Drug Use and
Health revealed that approximately 5.4% of pregnant women reported using cannabis dur-
ing the past month [16]. Data from the Screening for Pregnancy Endpoints (SCOPE) study,
which includes nulliparous women with singleton pregnancies between 2004 and 2011
from Australia, New Zealand, Ireland, and the UK, revealed that self-reported cannabis
use during pregnancy was approximately 4% [17]. These studies reveal a general increase
in the use of cannabis during pregnancy in developed countries. Additionally, given
that most studies rely solely on self-reports, the actual prevalence of cannabis use may
be underestimated among pregnant women [18,19]. It is interesting to note that these
numbers persist despite the advice of the Society of Obstetricians and Gynecologists of
Canada [20], and the fact that most Canadian dispensaries (93%) recommend against the
use of cannabis during pregnancy, according to a recent study [21]. Furthermore, while
there is evidence that supports the physiological benefits of cannabis-derived products,
particularly in the treatment of chronic pain, spasticity, sleep disorders, nausea and vomit-
ing [22], there is very little research that addresses these benefits during pregnancy or the
potential effects of non-psychoactive components when consumed on their own [23]. In
considering the consequences of cannabis exposure, it is important to address the changes
in cannabis composition over the last decades. The cannabis plant contains more than
500 compounds from several chemical classes including cannabinoids (phytocannabinoids),
mono- and sesquiterpenes, sugars, hydrocarbons, flavonoids, steroids, nitrogenous com-
pounds, amino acids, and simple fatty acids [24,25]. Among these, the phytocannabinoid
delta-9-tetrahydrocannabinol (∆9-THC) is one of the most studied constituents, as it is
the major cannabinoid present in most cannabis products and is known for its psychoac-
tive properties [26–28]. In fact, studies that have analyzed the concentrations of ∆9-THC
over time describe increases in the proportion of this compound in cannabis in recent
decades [29–33]. According to Health Canada, ∆9-THC potency in dried cannabis has
increased from an average of 3% in the 1980s to around 15% in 2019, with some strains
possessing as high as 30% ∆9-THC [34]. This considerable increase in cannabis potency
may result in different effects on human health from those observed in studies carried out
several decades ago.

Efforts to understand the mechanism of action of ∆9-THC led to the identification of
the endocannabinoid system (ECS), which consists of cannabinoid receptors, endocannabi-
noids and their metabolic enzymes [35]. In addition to participating in the modulation
of the neurological, immunological and endocrine systems [36], there is accumulating
evidence that highlights the role of the ECS in reproductive processes such as fertilization,
implantation, embryonic development and placental growth [37–40]. Therefore, expo-
sure to insults that can disturb ECS signaling may lead to negative reproductive and
pregnancy outcomes.

Overall, reports about the effects of cannabis use during pregnancy in humans
are conflicting [41]. While many researchers have demonstrated that prenatal cannabis
use is associated with stillbirth [42,43], preterm birth [17,42,44–46], small for gestational
age [44,45,47,48], low birth weight [44,45,49–52], and increased admission to neonatal in-
tensive care units [45,48,52] (see Figure 1), others have reported no association between
prenatal cannabis use and adverse pregnancy or neonatal outcomes [53–55]. Inconsistent
conclusions from maternal cannabis studies in humans could be a result of confounding
variables related to socio-demographics, sample size, maternal nutrition, poly-substance
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use, cannabis potency and frequency and duration of use; especially when much of this
data relies on self-reported use. Another important variable worth considering is the
method of consumption. While the most common method of cannabis consumption is
smoking, other forms have gained popularity in recent years [56]. However, although
potency and pharmacokinetic properties may differ between them, the active ingredients
remain the same and the developing fetus may still be exposed. There is currently not
enough data to support that any consumption method is safer than others.

Animal studies have shown that prenatal exposure to cannabis, or ∆9-THC specifi-
cally, results in increased resorptions [57], increased number of stillbirths [58], low birth
weight [59–61], reduced fetal to placental weight ratio [59,61], decreased brain to body
weight ratio [61], decreased liver to body weight ratio [61], and decreased pancreatic
weight at birth [60]. In addition to the effects observed during pregnancy and immediately
after birth, prenatal exposure to cannabis may also result in long-term alterations in the
offspring’s health. The “Double Hit Hypothesis” is a phenomenon that has been used to
describe the effects of other neurodevelopmental teratogens. It has been proposed that
exposure to cannabis during early stages of development may deliver the “first hit” to
the fetal endocannabinoid system but may not always result in immediate observable
effects. In fact, the first hit increases susceptibility to neurodevelopmental deficits in adult
offspring following exposure to postnatal environmental stressors (“second hit”), such as
tobacco smoke and other illicit drugs and pollutants [62].

Taking these studies into account, the goal of this review is to discuss the role of
the endocannabinoid system during pregnancy and the effects associated with prenatal
exposure to cannabinoids in animal and human studies. Importantly, this review aims
to highlight the role of the ECS during fetal development and the possible long-term
consequences of its disruption. A comprehensive search was conducted on PubMed using
the following key words: cannabis, cannabinoids, ∆9-THC, pregnancy, endocannabinoid
system, fetal, placenta, metabolism, reproduction. Relevant literature was included, and
references were used to find other related sources.

2. The Endocannabinoid System

The endocannabinoid system is a molecular signaling pathway that regulates several
physiological processes including pain, inflammation, neurodevelopment, appetite, stress,
metabolism and reproduction (reviewed in [63–67]). The ECS consists of cannabinoid
receptors (CB), cannabinoid ligands (i.e., endocannabinoids), membrane transporters and
the metabolic enzymes that modulate endocannabinoid synthesis and breakdown [66,68].

2.1. ECS Ligands

Endocannabinoids are naturally occurring lipid mediators that include amides, esters
and ethers of long chain polyunsaturated fatty acids [69]. The primary endocannabi-
noids associated with the signaling events in the various physiological systems indicated
above are anandamide (N-arachidonoylethanolamine, AEA) and 2-arachidonoyl glyc-
erol (2-AG) [70,71]. AEA can be synthesized from N-arachidonoyl phosphatidyl ethanol
(NAPE) through four different pathways that may involve one or more enzymes: (1) NAPE-
phospholipase D (NAPE-PLD); (2) NAPE-phospholipase C and phosphatase; (3) alpha/beta
domain-containing hydrolase 4 (ABHD4) and glycerophosphodiesterase; or (4) ABHD4
and lyso-NAPE-PLD [68]. Typically, 2-AG is synthesized from phosphatidyl inositol
bisphosphate by phospholipase C (PLC) and diacylglycerol lipase (DAGL), although syn-
thesis via phospholipase A and lypho-PLC has also been proposed [68,69,72]. While other
endocannabinoids like virodhamine, 2-arachidonoyl glycerol ether and N-arachionoyl
dompamine exist [68,73], less is known about the pharmacology and their roles in cellu-
lar signaling.

For years, it was generally accepted that endocannabinoids were synthesized on
demand from membrane phospholipid precursors [69]; however, recent studies suggest
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that these compounds may be stored within intracellular lipid droplets (adiposomes),
protracting their effects on downstream receptors [74,75].

The cannabis plant has numerous bioactive phytochemicals, including over 120 cannabi-
noids [68]. The best characterized phytocannabinoids are ∆9-THC and cannabidiol (CBD).
Indeed, while the route of administration and variability within and between subjects
influence the pharmacokinetics of these compounds, both ∆9-THC and CBD have been
detected in the lungs, heart, brain, liver, adipose tissue, and breast milk, and can readily
cross the placenta [76]. ∆9-THC is the most potent psychoactive component found in
cannabis extracts that causes a state of euphoria (generically referred to as the “high”)
and possesses therapeutic utility, treating nausea and emesis, appetite, spasticity, pain,
and anxiety [77,78]. These effects are largely attributed to agonist activity at CB1 and CB2
receptors. ∆9-THC is metabolized into its active metabolite, 11-hydroxy-∆9-THC, and
inactive metabolite, 11-carboxy-∆9-THC, which are readily excreted in the feces and urine,
respectively [76]. CBD is another phytocannabinoid that modulates pain, spasticity, and
inflammation, while lacking the psychoactive properties typically seen with ∆9-THC. In
fact, CBD is thought to have a protective effect as co-administration of CBD with ∆9-THC
has been shown to alleviate the psychotic effects of ∆9-THC by allosterically modulating
and indirectly antagonizing CB receptors [77,79]. While CBD can be metabolized into
various derivatives of 7-carboxy-CBD, most CBD is excreted in the feces unchanged [80].
Due to the medicinal efficacy of cannabis, ∆9-THC and CBD, many synthetic analogues
have been synthesized to mimic the benefits of these cannabinoids including WIN-55,212,
JWH-018, JWH-122, UR-144, CP55940, ajulemic acid, dronabinol and HU308 [77,81].

2.2. ECS Signaling

The effects of cannabinoids are mainly mediated via CB1 and CB2 activation. While
both isoforms are ubiquitously expressed throughout the body, CB1 is found predominantly
in the central nervous system [82], while CB2 is found in the periphery within immune
cells such as B lymphocytes and macrophages [83–85]. Both CB1 and CB2 are G protein-
coupled receptors that modulate several signaling pathways. Most cannabinoid receptors
are coupled to Gi/o protein subunits which inhibit adenylyl cyclase activity, decrease in-
tracellular cyclic adenosine monophosphate (cAMP) levels and protein kinase A (PKA)
phosphorylation, thus perturbing downstream PKA-regulated events [81]. Additionally,
some CB1 receptors are localized within intracellular structures such as endosomes, lyso-
somes and mitochondria. These subcellular CB1 receptors function to mediate β-arrestin
signaling, internal calcium stores, permeability of lysosomes and mitochondrial respira-
tion and cAMP production [86]. AEA and ∆9-THC are partial agonists with high affinity
to CB1/CB2, while 2-AG is a full agonist at both receptors with moderate affinity [81].
Contrastingly, CBD has been proposed to function as an antagonist and has weak CB
receptor affinity [77]. Some synthetic cannabinoids were created to be more potent than
AEA, 2-AG and ∆9-THC, and possess greater affinity and efficacy at cannabinoid receptors
(reviewed in [81]). Alternatively, AEA, 2-AG, ∆9-THC, CBD and synthetic cannabinoids
can also mediate their effects independent of CB1/CB2 through the orphan receptor, G
protein-coupled receptor 55 (GPR55) [87,88]. GPR55 couples to Gα12/13 and Gq proteins
which signal through Ras homolog gene family member A (RhoA) and PLC pathways to
increase intracellular Ca2+ [89,90]. GPR55 is expressed in several regions of the brain, liver,
pancreatic β-cells, gastrointestinal tract, and adipose tissue, playing a role in regulating
neural development, emotion, cognition, and energy homeostasis [90–92]. Additionally,
AEA and (to a lesser extent) 2-AG have been shown to activate the non-selective cation
channel transient receptor potential vanilloid 1 (TRPV1) [93–95]. TRPV1 is the cognate
receptor for capsaicin, though other harmful stimuli like heat and acidic toxins can activate
this receptor as it modulates pain, nociception, and temperature sensing [73]. Consequently,
expression of TRPV1 is predominantly within sensory neurons where it has been found to
colocalize with cannabinoid receptors [96,97]. Finally, activation of peroxisome proliferator
activated receptor (PPAR) superfamily of nuclear receptors by cannabinoids modulates sev-
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eral physiological processes including energy homeostasis and metabolism, inflammation,
neuroprotection, epilepsy, addiction, the circadian rhythm, and cognition [98].

Multiple pathways have been reported regarding termination of endocannabinoid
signaling of AEA and 2-AG [66,81]. Hydrolysis of AEA and 2-AG is primarily regulated
by fatty acid amino hydrolase (FAAH) and monoacylglycerol lipase (MAGL), respec-
tively [81]. Additionally, the arachidonic acid signature of the AEA and 2-AG compounds
allows for these endocannabinoids to function as congeners of arachidonic acid and thus
serve as substrates for cyclooxygenase-2 (COX2), lipoxygenase (LOX) and cytochrome
(CYP) 450 metabolism [81]. Consequently, there is potential for crosstalk between endo-
cannabinoid and eicosanoid signaling pathways. Activation of COX2 leads to the forma-
tion of neutral prostaglandin derivatives, prostamides (prostaglandin-ethanolamide) and
prostaglandin-glyceryl esters while LOX converts endocannabinoids into hydroxyeicosate-
tranoic acids (HETEs) and CYP450 converts into both HETEs and epoxyeicosatrienoic
acids (EETs) [99]. Although COX2-derived endocannabinoid metabolites exert little to no
activity on cannabinoid or prostanoid receptors, HETEs and EETs may bind to cannabinoid
receptors and enhance or diminish endocannabinoid signaling [99,100].

3. The ECS and the Placenta

In females, the expression of ECS components has been identified in reproductive
tissues including the ovary [66,101], follicular fluid [102], embryo [103], uterus [104,105]
and placenta [106]. The ECS plays a crucial role in early human development, partic-
ipating in processes such as gametogenesis, embryo implantation, neurodevelopment,
peripheral organogenesis, and postnatal development [40,107]. In vitro experiments have
demonstrated that exposure of early embryos to high levels of synthetic cannabinoids,
phytocannabinoids and endocannabinoids inhibits blastocyst formation, zonal hatching,
and trophoblastic differentiation [103,108–111].

The placenta is a transient organ, composed of a variety of cell types, that is critical for
proper fetal development and pregnancy success. Trophoblasts are specialized placental
cells that facilitate the attachment of the conceptus to the uterine wall and predominantly
constitute the maternal–fetal interface [112]. As such, trophoblasts play an important role
in supporting nutrient and gas exchange, endocrine signaling, protein biosynthesis and
fetal protection during pregnancy [112,113]. The best characterized trophoblast subtypes
are the syncytiotrophoblast (ST) and extravillous trophoblast (EVT) cells, both of which
are derived from cytotrophoblast (CT) progenitor cells [113]. ST form a tightly arranged
multinucleated layer around the chorionic villi, which is responsible for regulating trans-
mission of substances between the mother and the developing fetus, as well as protein
biosynthesis [113]. The EVTs are responsible for migrating away from the placenta and
invading the endometrial stroma and the lumen of maternal spiral arteries [112].

The ECS plays an important role in the modulation of placental development and
pregnancy (reviewed in [113–116]). First trimester trophoblasts and term placental tissues
have been shown to express CB1 and CB2 receptors, suggesting that the placenta may
be a target for cannabinoids [37,106,117,118]. Similarly, expression of the ECS metabolic
enzymes, NAPE-PLD, FAAH, DAGL and MAGL has been shown in primary CT, EVT and
ST isolated from first trimester and term placentas, as well as in BeWo cells which are an
in vitro model for placental CT [37,117,119–123]. To date, only AEA has been measured
in the human placenta [124], while 2-AG has been measured in the placenta of baboons
(Papio spp.) [125] and rats [126]. Expression of other cannabinoid receptors, TRPV1 and
GPR55, have also been described in the placenta, where TRPV1 was localized in CT and ST,
and GPR55 was identified in the placental endothelium [127,128].

3.1. Altered ECS Signaling in the Placenta

Placentation involves continuous tissue remodeling and requires proper trophoblast
turnover (i.e., tightly regulated proliferation, differentiation, and apoptosis) [113]. The
role of the ECS in modulating trophoblast proliferation and apoptosis, syncytialization,
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migration and invasion, protein biosynthesis and transport of nutrients to the fetus has
been extensively reviewed [114,129]. In mice, genetic ablation of CB1 inhibited trophoblast
proliferation, differentiation, and invasiveness, significantly impairing placental develop-
ment [122]. This suggests that aberrant placental ECS signaling may impair pregnancy
success. Previous studies have shown that AEA and 2-AG exposure significantly decreases
cell viability and proliferation, and induces oxidative/nitrative stress and apoptosis via
TRPV1 in primary CTs and via CB receptors in BeWo cells [120,127,130] (see Figure 2). Re-
cently, Almada and colleagues proposed that 2-AG-induced oxidative stress and apoptosis
may be mediated through CB2 activation and induction of endoplasmic reticulum stress
and protein kinase RNA-like endoplasmic reticulum kinase/eukaryotic initiation factor
2/activating transcription factor 4 C/EBP homologous protein (PERK/eIF2a/ATF4/CHOP)
signaling pathway [131].

Additionally, disruption in ECS signaling has been associated with changes in syn-
cytialization and ST function. Exposure to 2-AG has been previously shown to reduce
placental alkaline phosphatase (pALP) activity, human chorionic gonadotropin (hCG)
secretion, and mRNA expression of fusion proteins (glial cell missing-1 and syncytin),
demonstrating impaired syncytialization [121]. Exposure to AEA similarly dysregulated
syncytialization and altered expression of fusion proteins and hCG secretion [132]. Both
AEA and 2-AG disrupt protein biosynthesis and endocrine function in STs, as well as
impair the transport of nutrients, oxygen and other substances to the fetus, effects which
may be attributed to activity at CB1 and CB2 receptors (Reviewed in: [114]) (see Figure 2).
A recent study in placental explants and BeWo cells demonstrated that AEA impaired ST
function by altering the expression of efflux transporter proteins (breast cancer resistance
protein, BCRP/ABCG2) which provide fetal protection against xenobiotic exposure [133].
These observations were reversed following treatment with CB2 antagonist (AM630) or
cAMP analog (8-Br-cAMP), suggesting that AEA mediates placental transporter expression
via CB2-cAMP signaling [133]. Together, these in vitro studies suggest the importance of
ECS signaling in mediating trophoblast turnover and proper placentation.

Abnormal placentation has been shown to contribute to many pregnancy complica-
tions including spontaneous/recurrent miscarriage, preeclampsia, fetal growth restriction,
and still-birth (reviewed in [116,129]). However, investigation into the role of the ECS in
placental-related pregnancy complications is limited. There are reports that plasma AEA
levels oscillate during pregnancy, with low levels throughout gestation and increased levels
during labor, suggesting that AEA may play a critical role in parturition [134]. Interestingly,
FAAH has been shown to modulate local levels of AEA in the placenta [37,123] and has
been linked to early pregnancy success [117]. Studies conducted in women who miscarried
in their first trimester showed that FAAH expression and activity significantly decreased in
placental trophoblasts, as well as maternal lymphocytes [123,135]. Similarly, reductions
in circulating FAAH corresponded to increases in circulating AEA levels of patients who
underwent in vitro fertilization (IVF) embryo transfer and failed to achieve pregnancy
in contrast to patients who became pregnant [136]. These findings suggest that tightly
regulated maternal AEA levels and FAAH activity are needed for the establishment of
pregnancy. In contrast, preeclamptic patients demonstrated reduced plasma AEA levels
during pregnancy, an effect that was also attributed to alterations in the enzymatic activity
of FAAH and NAPE-PLD [116,137]. However, there are studies that report opposing expres-
sion profiles of these metabolic enzymes in preeclamptic patients [119,138]. Nonetheless,
these findings demonstrate that aberrant ECS signaling in the placenta is detrimental to the
maintenance of pregnancy and there appear to be critical windows for ECS disruption by
exogenous cannabinoids which can contribute to adverse pregnancy and fetal outcomes.

3.2. Impact of Exogenous Cannabinoids on the Placenta and ECS Signaling

There is compelling evidence that exposure to exogenous cannabinoids affects preg-
nancy outcome and fetal development [139]. In fact, ∆9-THC in the plasma of pregnant
mothers can readily cross the placenta in both humans and animals [140–142] and may
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compromise placentation. Gestational exposure to ∆9-THC has been shown to result in pla-
cental insufficiency in rats, an effect attributed to impaired labyrinth-specific maternal-fetal
vascularity and glucose transporter expression [61]. While it is plausible that ∆9-THC-
induced defects in placentation can lead to adverse pregnancy outcomes such as symmetric
fetal growth restriction [61], the exact mechanisms by which these obstetrical complications
occur is poorly understood.

Exogenous cannabinoids have also been shown to impair placentation via aberrant
trophoblast proliferation, differentiation, and apoptosis. Exposure to 10–20 µM ∆9-THC sig-
nificantly decreased BeWo cell proliferation and viability, as well as altered the expression
of genes involved in cell growth, apoptosis, cell morphology and ion exchange [143,144].
In primary CT and ST cells, high doses of ∆9-THC (>50 µM) also decreased cell viability
independent of CB receptor-mediated signaling [145]. In line with this effect, treatment
with synthetic cannabinoids WIN-55,212, JWH-018, JWH-122 and UR-144 has been shown
to induce apoptotic cell death and increase caspase 3/7 and 9 activity via CB activation (ex-
cept JWH-122, which is CB-independent). Additionally, WIN-55,212, UR-144 and JWH-122
caused loss of mitochondrial membrane potential, while JWH-018 and JWH-122 increased
reactive oxygen species (ROS) production [146,147] (see Figure 2). Furthermore, ∆9-THC
has been shown to increase the expression of endoplasmic reticulum stress markers and
CHOP via CB1 and CB2 signaling, and lead to mitochondrial injury [148]. Similarly, im-
pairment of mitochondrial function following ∆9-THC exposure has also been observed in
parallel with reduced syncytialization of BeWo cells and reduced invasion of the EVT model
cell line, HTR8/SVneo cells, critical processes for early establishment and maintenance of
the placenta [144,149].

The transport of important nutrients, gas and substances between the mother and
developing fetus is critical for pregnancy success. Disruption in placental uptake of key
nutrients may result in defective placentation and fetotoxicity. Chronic exposure to ∆9-THC
has been shown to alter trophoblast expression of transporter proteins and uptake of
folic acid, which is an important micronutrient necessary for normal placental and fetal
development [150,151]. CBD is another potent phytocannabinoid that has been shown to
treat nausea, insomnia, anxiety, and pain while lacking the psychological and euphoric
effects of ∆9-THC [23]. Despite the therapeutic utility for CBD to treat pregnancy-related
symptoms, very little is known regarding the safety of CBD use during pregnancy or the
impact of CBD on placental development and ECS signaling [23,152]. One study conducted
by Feinshtein and colleagues showed that in vitro and ex vivo CBD exposure significantly
increased placental barrier permeability via altered breast cancer resistance protein function,
an important placental transporter that mediates efflux of xenobiotic compounds [153].
This finding suggests CBD exposure during pregnancy may increase fetal susceptibility
to other damaging constituents found in cannabis-related products [153]. Moreover, the
placenta is also responsible for the synthesis and secretion of steroid hormones and other
endocrine factors that support pregnancy [154]. Perturbations to estrogen signaling have
been shown to lead to various placental-related complications including preeclampsia,
miscarriage, and ectopic pregnancy [123,137,155]. Recently, ∆9-THC exposure was shown
to disturb estradiol (E2) signaling in placental explants and BeWo cells. Concomitantly,
∆9-THC increased mRNA expression of aromatase (CYP19A1), the rate-limiting enzyme
for E2 synthesis, and increased estrogen receptor alpha (ERα) expression (see Figure 2).
The ∆9-THC-induced increase of aromatase was mediated by ERα-mediated signaling and
dependent on CB1 activation, while ∆9-THC -induced expression of ERα was mediated
via CB1 and CB2 receptors [156]. As such, cannabis consumption may impair placental
steroidogenesis and endocrine signaling, key processes necessary for proper placentation
and pregnancy.

Recent toxicological studies have explored the role of the ECS in the placenta following
exposure to exogenous cannabinoids. In fact, ∆9-THC significantly impacted placental ECS
homeostasis by altering AEA levels and expression profile of its synthetic and catabolic en-
zymes, NAPE-PLD and FAAH [157]. While ∆9-THC exposure did not lead to any changes
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in placental 2-AG levels or the expression of DAGL, ∆9-THC differentially increased the
expression of MAGL and decreased the other hydrolyzing enzymes, alpha-beta hydrolase
domain-6 (ABHD6) and -12 (ABDH12) [158]. While these studies show that cannabinoids
like ∆9-THC can affect placental ECS signaling, further investigations into how external
cannabinoids impact placental development, function, and pregnancy outcomes as a result
of cannabis consumption are warranted.

4. Altered ECS Signaling during Fetal Development

The ECS also plays a crucial role in fetal development, from embryo implantation to
neurodevelopment and peripheral organogenesis [40,107,159–161]. In mice, components of
the ECS, such as CB2 and NAPE-PLD, FAAH, and CB1, have been detected from the one-,
two- and four-cell stages of embryonic development, respectively [103,109]. AEA-CB1
signaling is involved in preimplantation embryo development, blastocyst activation and
implantation [162,163]. Endocannabinoids have also been detected in fetal tissue, with
levels of 2-AG being much higher than those of AEA [164]. While concentrations of AEA
gradually increase throughout development until adult levels are reached [164], fetal levels
of 2-AG are similar to those observed in young and in adult brains. Collectively, the
evidence suggests that ECS component expression and activity must be tightly regulated
from very early stages of development and throughout pregnancy to maintain offspring
health [165,166].

In addition to short-term effects, external factors such as nutritional status, stress
hormone levels, or exogenous compounds can adversely affect signaling systems including
the ECS which may alter fetal programming and contribute to structural, functional, and
behavioral abnormalities in the adult offspring [4,167–172]. Since the role of the ECS in
neurodevelopment has been widely investigated, most studies that assess long-term effects
of prenatal ECS disruption and cannabis exposure have focused on the nervous system.
However, as mentioned before, the ECS is also involved in peripheral organogenesis and is
present in multiple systems throughout development. While there is evidence that suggests
that fetal ECS disruption may affect immune function [173,174], cardiac function [175] and
liver development [61], for the purpose of this review only neurological, metabolic and
reproductive impacts will be addressed.

4.1. Neurological Impacts

Components of the ECS are present in several brain structures from the very early
stages of embryonic development [176–178]. The ECS has a precise and fundamental role
in various aspects of neurodevelopment, including neuronal migration and axonal elonga-
tion, glia formation [176,179,180], neural stem cell proliferation and differentiation [181],
orchestration of axonal migration and connectivity, and synaptogenesis [182–184].

Both animal and human studies have demonstrated that prenatal cannabinoid exposure
can result in long-lasting neurobehavioral abnormalities in the offspring [4,170,185,186]. In ro-
dents, exposure to cannabinoids or cannabinoid receptor agonists (i.e., WIN55212, CP55940)
during the perinatal period resulted in a wide range of effects such as deficits in social
discrimination and interaction [171,187], disrupted memory retention [187–189], impaired
object recognition [190], locomotor activity abnormalities, emotional dysregulation, and
increased vulnerability to drugs of abuse [4,191,192] (see Figure 3). In particular, prenatal
exposure to cannabinoids has been shown to alter the maturation of serotonergic [193],
dopaminergic [194,195], GABAergic [196,197], glutamatergic [187,198,199], and opioidergic
systems [192,200]. Little is known about the specific effects of CBD on the developing
brain. In a study in which human induced pluripotent stem cells (hiPSC) were induced to
differentiate into neuronal cells, thus mimicking developing fetal neurons, ∆9-THC (10 µM)
promoted precocious neuronal and glial differentiation, while CBD was neurotoxic at the
same concentration [201]. In a recent study conducted in mice, adult F1 offspring that
were perinatally exposed to CBD exhibited differentially methylated loci in the cerebral
cortex and hippocampus, as well as sex-specific increases in anxiety and memory [202].
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Taken together, it is plausible that early life exposure to CBD may have lasting neurolog-
ical impacts on adult offspring. In addition to direct cannabinoid exposure, inhibition
of endocannabinoid metabolizing enzymes has also been shown to result in long-lasting
effects [203,204]. For example, perinatal administration of the FAAH inhibitor URB597 led
to depression-like symptoms and memory impairment in adult mice offspring [204].

In humans, major prospective longitudinal studies have found that cannabis-exposed
offspring had reduced birthweight, slower growth, decreased head circumference [50], in-
creased startle response, tremors, and deficient habituation to visual stimuli in neonates [205],
as well as increased attention problems and signs of aggressive behavior in 18-month-old
girls [206]. During childhood, cannabis-exposed offspring had diminished verbal and mem-
ory skills at 3 to 4 years of age [207,208], increased impulsivity and hyperactivity, as well as
decreased concentration, IQ score, and verbal reasoning at 6 or 10 years of age [209,210]. As
young adults (18 to 22 years of age), cannabis-exposed offspring presented with alterations
in response inhibition and altered neural functioning during visuospatial working memory
processing, as assessed by functional magnetic resonance imaging (fMRI) [186,211] (see
Figure 1).

In addition to the similar outcomes observed between ∆9-THC and specific CB ago-
nists, other evidence also suggests that the long-term effects of ∆9-THC on neurodevelop-
ment are ECS-mediated. For example, it has been demonstrated that prenatal exposure
to ∆9-THC leads to CB1 activation and neuronal rewiring through the degradation of the
molecular effector superior cervical ganglion 10 (SCG10)/statmin 2, which is known to
regulate microtubule dynamics in axons [212]. The erroneous synaptic rewiring of glu-
tamatergic cortical neurons could partially explain drug-seeking behaviors observed in
prenatally ∆9-THC-exposed adult offspring. Furthermore, prenatal ∆9-THC exposure of
mice interfered with subcerebral projection neuron generation and altered corticospinal con-
nectivity, producing long-lasting alterations in adult offspring motor function. Interestingly,
CB1 null mice were resistant to these ∆9-THC-induced alterations [213].

Indeed, several comprehensive reviews have covered the neurodevelopmental and behav-
ioral consequences of prenatal cannabis exposure and the involvement of the ECS [4,7,62,159,
169,214–217]. While most studies have focused on the role of the ECS and its perturbation
on the developing nervous system, other systems have received less attention.

4.2. Metabolic Impacts

Despite its involvement in peripheral organogenesis, the long-term effects of fetal
ECS disruption on organs other than the brain remain elusive. It has been shown that
CB1 contributes to pancreatic islet formation and organization during fetal development,
and that these effects are modulated by endogenous endocannabinoid levels in fetal tissue
and circulation [125,160,164]. Additionally, CB2 has also been detected in the bovine fetal
pancreas [218]. Given that ∆9-THC may have a direct effect on the developing pancreas
through cannabinoid receptor interaction [160], and that impaired fetal growth has been
associated with the development of type 2 diabetes [219], investigations into the metabolic
effects associated with early life exposure to cannabis in the offspring are warranted.

In a recent study conducted in rats, gestational ∆9-THC exposure significantly reduced
birthweight and pancreatic weight in both males and females. However, at 5 months of
age, only female offspring had decreased islet density and β-cell mass. In line with this
effect, ∆9-THC-exposed female offspring also exhibited elevated blood glucose 5 min after
a glucose challenge and an overall increased area under the curve for blood glucose. This
was associated with significantly augmented serum insulin concentrations 15 min after
the glucose challenge, suggesting that peripheral insulin resistance contributed to the
observed glucose intolerance. Additionally, after an insulin challenge, ∆9-THC-exposed
offspring demonstrated blunted pAkt [Ser473] activation in the soleus muscle, suggesting
aberrant glucose metabolism signaling [60] (see Figure 3). Interestingly, CB1 activation has
been shown to reduce pancreatic β-cell proliferation and impede insulin receptor activity
in vitro [220,221], suggesting ∆9-THC-induced metabolic effects may be ECS-mediated.
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Additionally, ∆9-THC has been shown to affect mitochondrial function in several tis-
sues, including the placenta [148,149,222,223]. Human trophoblast cells exposed to ∆9-THC
have diminished mitochondrial respiration and ATP-coupling due to decreased abundance
of mitochondrial chain complex proteins [148], as well as increased mitochondrial fission
and decreased mitochondrial membrane potential [149]. Given that fetal mitochondrial
dysfunction has been linked to the onset of postnatal diseases such as type 2 diabetes
and obesity [224], it is possible that ∆9-THC directly affects these organelles and disturbs
metabolic homeostasis later in life.

Other stressors can impact fetal ECS signaling, which may in turn exert influences on
metabolic homeostasis. Dias-Rocha and colleagues reported that maternal high-fat diet
prior to mating, and during gestation and lactation, resulted in increased hypothalamic CB1
protein in male pups and increased hypothalamic CB2 protein in female pups at birth [225].
In brown adipose tissue, a maternal high-fat diet decreased CB1 in male pups and in-
creased CB2 in female pups. Additionally, maternal high-fat diet adult offspring developed
overweight phenotype, higher adiposity, and high-fat diet preference, independently of the
sex, but only males presented hyperleptinemia and higher energy expenditure [225]. These
studies suggest that fetal ECS disruption may have long-term effects on the offspring’s
metabolic health, an aspect that has been largely overlooked.

4.3. Reproductive Impacts

While several studies have reported the direct effects of cannabis and ∆9-THC on both
male and female fertility [226–232], very few have assessed the effect of prenatal disruption
of the ECS on the reproductive health of exposed offspring.

Indeed, the expression of CB1 and CB2 has been detected in both male and female
gonads, with detection as early as embryonic day 11.5 (E11.5) in mice [233]. Also in mice,
perinatal exposure to high doses of cannabinoids (cannabidiol and cannabinol) has been
shown to affect spermatogenesis and fertility in male offspring at 60–80 days of age [234].
Similarly, oral administration of high doses of CBD to pregnant rats throughout gestation
and lactation resulted in decreased growth, delayed sexual maturation, neurobehavioral
changes and adverse effects on male reproductive organ development and fertility in the
offspring [235] (see Figure 3). Exposure to a CB2 agonist (JWH133), on the other hand,
induced activation of the meiotic program in both male and female gonads in vitro. While
gonocytes became arrested at early stages of prophase I, oocytes showed accelerated meiosis
along with an increase in Ser-139-phosphorylated histone variant H2AX (γ-H2AX)-positive
pachytene and diplotene cells and terminal deoxynucleotidyl transferase-mediated dUTP-
fluorescein nick-end labeling (TUNEL)-positive cells, suggesting that DNA double-strand
breaks were not correctly repaired, leading to oocyte apoptosis [233]. Administration of
the same agonist to pregnant females resulted in a significant reduction of primordial
and primary follicles in ovaries from newborn mice, as well as a diminished reproductive
capacity as adults [233]. In a recent study, female rats that were exposed to ∆9-THC during
gestation had accelerated folliculogenesis with apparent follicular development arrest at
6 months of age. Additionally, the ovaries of prenatally ∆9-THC-exposed offspring had
reduced blood vessel density in association with decreased expression of the proangiogenic
factor vascular endothelial growth factor (VEGF), and its receptor vascular endothelial
growth factor receptor 2 (VEGFR2), as well as an increase in the antiangiogenic factor
thrombospondin-1 (TSP1) [236]. In a similar study, prenatal exposure to the synthetic
CB1/CB2 agonist, WIN55212, resulted in a decrease in ovarian reserve at 90 days of age
(see Figure 3). The same decrease was not observed following co-administration with a CB1
inverse agonist (SR141716), suggesting that the effects of WIN55212 may be CB1-mediated.
Interestingly, prenatal exposure to SR141716 alone resulted in an increase in the ovarian
reserve compared to the vehicle group [237]. These studies suggest that the ECS plays
an important part from the earliest stages of the reproductive process and that there is
need for a deeper understanding of its complex roles in order to appreciate the functional
consequences of prenatal perturbances.
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Abnormal placentation has been shown to contribute to many pregnancy complica-
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women who miscarried in their first trimester showed that FAAH expression and activity 
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[123,135]. Similarly, reductions in circulating FAAH corresponded to increases in circu-
lating AEA levels of patients who underwent in vitro fertilization (IVF) embryo transfer 
and failed to achieve pregnancy in contrast to patients who became pregnant [136]. These 
findings suggest that tightly regulated maternal AEA levels and FAAH activity are 
needed for the establishment of pregnancy. In contrast, preeclamptic patients demon-

Figure 2. Cannabinoid’s impact signaling in the placenta. The reported effects of anandamide (AEA), 2-arachidonoyl
glycerol (2-AG), delta-9-tetrahydrocannabinol (∆9-THC) and synthetic cannabinoid agonists have demonstrated that
endocannabinoid system (ECS) signaling impacts a broad range of cellular functions within the placenta including estrogen
receptor alpha (ERα) expression, placental alkaline phosphatase (pALP) activity and human chorionic gonadotropin (hCG)
secretion in cytotrophoblasts (CT) or extravillous trophoblasts (EVT). The magnified inset illustrates a single spiral artery
assembly around which the maternal-fetal interface is constructed. Many of the changes outlined in this figure occur at the
maternal fetal interface. Greater details about these studies can be found in the body of this review. This figure was created
using BioRender.com accessed on 5 August 2021.
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Figure 3. Animal models using cannabinoids, commercially available delta-9-tetrahydrocannabinol
(∆9-THC), cannabidiol (CBD) or synthetic cannabinoids have demonstrated a variety of neurobe-
havioral, metabolic and reproductive impacts. The various systemic effects of cannabis and its
components, as determined using primarily rodent models, are summarized in this figure. Greater
details about these studies can be found in the body of this review. This figure was created using
BioRender.com accessed on 5 August 2021.

5. Conclusions

Cannabis use during pregnancy has increased considerably in recent decades, particu-
larly in developed countries. While several studies have linked prenatal cannabis use with
negative birth outcomes, as well as long-lasting neurobehavioral alterations, the impact on
other physiological aspects such as metabolic and reproductive health have received less
attention. In addition, most studies have focused on ∆9-THC and synthetic cannabinoid
receptor agonists, with very little research addressing the effects of CBD or endogenous
ECS ligands. However, other cannabis components may also disrupt the fetal ECS and
have long-term effects, highlighting the need for more whole cannabis exposure models, as
well as experiments that consider other popular cannabis components such as CBD. Finally,
more insight is needed regarding the mechanisms through which gestational exposure to
cannabis constituents may result in persistent long-term alterations on the offspring
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