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Abstract: Acute, non-clinical insomnia is not uncommon. Sufferers commonly turn to short-term
use of herbal supplements to alleviate the symptoms. This placebo-controlled, double-blind study
investigated the efficacy of LZComplex3 (lactium™, Zizyphus, Humulus lupulus, magnesium and
vitamin B6), in otherwise healthy adults with mild insomnia. After a 7-day single-blind placebo
run-in, eligible volunteers (n = 171) were randomized (1:1) to receive daily treatment for 2 weeks
with LZComplex3 or placebo. Results revealed that sleep quality measured by change in Pittsburgh
Sleep Quality Index (PSQI) score improved in both the LZComplex3 and placebo groups. There were
no significant between group differences between baseline and endpoint on the primary outcome.
The majority of secondary outcomes, which included daytime functioning and physical fatigue,
mood and anxiety, cognitive performance, and stress reactivity, showed similar improvements in
the LZComplex3 and placebo groups. A similar proportion of participants reported adverse events
(AEs) in both groups, with two of four treatment-related AEs in the LZComplex3 group resulting in
permanent discontinuation. It currently cannot be concluded that administration of LZComplex3
for 2 weeks improves sleep quality, however, a marked placebo response (despite placebo run-in)
and/or short duration of treatment may have masked a potential beneficial effect on sleep quality.

Keywords: lactium; Zizyphus; Humulus lupulus; nutritional supplements; complementary medicines;
sleep disturbance; insomnia; LZComplex3; clinical trial

1. Introduction

Insomnia is defined by disturbances in sleep quality together with impairment of daytime
functioning, for example fatigue and low mood [1]. Disturbances in sleep quality include difficulty
getting to sleep, staying asleep or experiencing non-restorative sleep despite adequate opportunity
for sleep [1]. An estimated 13%-33% of Australians experience some form of insomnia, similar to
the estimated rates of insomnia in Western countries including Canada and the United States and in
low-income countries across Africa and Asia [2—-4]. Insomnia can occur as an acute episode, usually
triggered by factors such as ill health, change of medication or circumstances, or stress [5]. Such sleep
disturbances generally resolve without treatment once the trigger is eliminated. However, people can
also turn to short-term use of medications (typically hypnotics such as a benzodiazepine) or herbal
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supplements during these episodes of insomnia [5-7]. In contrast, long-term or chronic insomnia can
involve the development of maladaptive behaviors and a different treatment approach is required [5].

Commonly used herbal supplements for insomnia often include single or combined formulations
of lemon balm (Melissa officinalis), chamomile (Matricaria recutita), valerian (Valeriana spp.), hops
(Humulus lupulus), passionflower (Passiflora incanata), lactium™ (ag;-casein hydrolysate) and sour
date (Zizyphus jujube var. spinosa) [8]. A new combined formulation, LZComplex3, contains lactium,
sour date and hops, plus magnesium and vitamin B6 (pyridoxine) to provide nutritional support for
metabolic pathways involved in sleep regulation. The rationale for the use of lactium as a sleeping
aid originates from the observation that milk calms and soothes newborns [9]. The milk compound
thought to be responsible for the calming or anxiolytic effects is a hydrolysate of «g;-casein, the
bioactive peptide x-casozepine [10]. Lactium is the manufactured form of agj-casein hydrolysate
containing the x-casozepine peptide. Clinical studies have demonstrated that lactium reduces some
symptoms related to stress [11,12]. Lactium has also been shown to have anxiolytic effects and to
improve stress-induced sleep disturbance in animal studies [10,13,14].

Sour date (Zizyphus jujube var. spinosa; alternative spelling Ziziphus) is a fruit used in traditional
Chinese medicine for its mild sedative and calming properties, to relieve irritability and aid
sleep [15,16]. In combination with other herbs, it has been reported to improve mood and performance
in individuals with anxiety and to improve sleep quality and a sense of well-being in individuals
with sleep disorders [17,18]. Hops (Humulus lupulus) have been used in traditional western medicine
for the treatment of mood disturbances such as restlessness and anxiety and in sleep disturbances
due to reported calming and sleep-promoting properties [19-24]. Magnesium is involved in more
than 300 metabolic reaction pathways including the production of melatonin, which regulates the
sleep cycle [25]. Human and animal studies have implicated magnesium in the modulation of
sleep [26-31]. Vitamin B6 may indirectly promote sleep quality through its role in the synthesis of a
number of neurotransmitters involved in sleep regulation, including dopamine, serotonin, glutamate,
~y-aminobutyric acid (GABA), and histamine [32,33].

Although the individual components in LZComplex3 have been studied with respect to their
effects on sleep and/or stress (a common cause of sleeping difficulties), the efficacy of the combined
formulation as a treatment for sleep disturbance has not been investigated. We report here the results
of a clinical trial the primary objective of which was to investigate the short-term effect of LZComplex3
on sleep quality, mood and cognitive function in individuals with sleeping difficulties not caused by a
primary sleeping disorder or other diagnosed condition.

2. Materials and Methods

2.1. Trial Design

This study was a placebo-controlled, double-blind, randomized, parallel group phase III trial
with a single blind placebo run-in period (Figure 1). The trial was conducted at the Centre for Human
Psychopharmacology, Swinburne University of Technology, Hawthorn, Victoria, Australia between
6 January 2014 and 23 December 2014. Ethical approval was granted by Bellberry Ltd., Eastwood, SA,
Australia. The trial is registered with the Australian New Zealand Clinical Trials Registry (number
ACTRN: 12613001363774) and was performed in accordance with the requirements for the conduct
of clinical studies set by the Clinical Trial Notification (CTN) scheme of the Australian Therapeutic
Goods Administration (TGA) and the Declaration of Helsinki.

Assessments of sleep quality, daytime functioning and physical fatigue, mood and anxiety,
stress-reactivity, and cognitive function were completed by participants during the baseline and end
of treatment visits, as well as during a final follow-up visit one week after the end of treatment.
All assessment visits followed a procedure identical to that used at the baseline visit. In addition,
participants completed all subjective sleep, daytime functioning, physical fatigue, mood and anxiety
assessments at home 1, 3 and 7 days after baseline. All participant data were collected either at the
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study site (at screening, baseline, end of treatment, and final follow-up visits) or at the participants’
homes (interim assessments between baseline and end of treatment).

j Run-in 9 Treatment ‘Qbservation‘
i [z Complex3 -
GD
_ Placebo
L Placebo <
Screening DO D1 D3 D7 D14 D21

Figure 1. Study design. R* = randomization; D = study day.

2.2. Study Participants and Randomization

Potentially eligible participants were identified in an initial telephone screen. Participant eligibility
was confirmed at the initial screening visit; each eligible participant was allocated a unique participant
number as soon as written informed consent was obtained and prior to any screening assessments.
Mood questionnaires including the Hospital Anxiety and Depression Scale (HADS) [34] and State-Trait
Anxiety Inventory Trait subscale (STAI-T) [35] were completed and participants were required to
familiarize themselves with all the study assessments and procedures in order to reduce errors at
baseline and practice effects.

Eligible participants were healthy adults aged 18-65 years with no significant diagnosed diseases
(as judged by the Investigator) who had self-reported sleeping difficulties over one month prior to
the screening call. Following accepted practice [36], sleeping difficulties were defined as a Pittsburgh
Sleep Quality Index (PSQI) Score >5 (PSQI scores range from 0 to 21 and higher scores indicate
worse sleep quality). Participants with a primary sleep disorder (sleep apnoea-hypopnoea, periodic
limb movement disorder, restless legs syndrome, narcolepsy, idiopathic hypersomnia, Kleine-Levin
syndrome, as determined by subjective report and compilation of participants' medical history during
the initial telephone screening assessment prior to randomization) were excluded. The full lists of
inclusion and exclusion criteria are provided in Appendix A: Table Al.

Eligible participants entered a one-week single-blind placebo run-in period, during which a daily
sleep questionnaire (Consensus Sleep Diary; CSD [37]) was used to establish baseline sleeping criteria
and detect placebo responders. Placebo response was based on CSD scores, and defined as sleep
efficiency above 85%, sleep onset latency below 31 min, and wake after sleep onset below 31 min.

At the baseline visit following the placebo run-in, placebo responders were excluded and all
other participants were randomly assigned to treatment for two weeks (placebo or LZComplex3 in a
1:1 ratio) based on a randomization list generated centrally by an external independent third party.
Participants and investigators were blinded to study treatment in the treatment phase and did not
have access to the randomization codes except under exceptional medical circumstances.

Participants were invited at the baseline visit to wear an actiwatch to collect objective sleep data
for exploratory cross-validation of the subjective sleep outcome measures. Participants who agreed
were given an actiwatch to wear for the duration of the two-week treatment period.

2.3. Study Treatment

LZComplex3 tablets (Table 1) and placebo tablets were provided in blister packs and were matched
for size, appearance, colour, smell and taste. The tablets were supplied to participants at the start of
the placebo run-in and treatment phases in kit boxes. Each kit box contained sufficient blister packs of
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tablets to last for the duration of each phase of the trial plus an additional week to cover for any delays
in attending the next scheduled visit. For the duration of each phase, participants were required to
take two tablets daily, 30 min before retiring for sleep.

Table 1. LZComplex3 components.

Nutrient Amount per Tablet
Lactium™ (hydrolysed milk protein; alpha casozepine enriched) 75mg
Sour date (Zizyphus jujube var. spinosa) ext. equiv. to dry seed 4.5 g (4500 mg)
Hops (Humulus lupulus) ext. equiv. to dry flower 500 mg
Magnesium oxide (equivalent magnesium) 81.7 mg (52.5 mg)
Vitamin B6; pyridoxine hydrochloride (equivalent pyridoxine) 10 mg (8.23 mg)

2.4. Primary and Secondary Outcome Measurments

The primary outcome was the change in overall sleep quality after two weeks of daily
supplementation with LZComplex3. The primary outcome was measured by the change in PSQI scores
from baseline to end of treatment at day 14. Secondary outcomes were the safety of LZComplex3 and
the change in sleep quality, daytime functioning and physical fatigue, mood and anxiety, cognitive
performance, and stress reactivity at 1, 3, 7 and 14 days after treatment with LZComplex3 and after one
week post-treatment. The secondary outcomes were measured using validated assessments as outlined
in Table 2. Objective measurement of sleep efficiency and time asleep using actigraph data from a
subset of up to 90 participants was a pre-specified exploratory outcome designed to assess the use of
actigraphy as a means of cross-validation of the primary and secondary endpoints. The Mini-Mitter
Actiwatch-L (Respironics, Inc., Bend, Oregon) was used to collect actigraph data. Adverse Events
(AEs), including Serious Adverse Events (SAEs) and Adverse Events of Special Interest (AESI), were
collected at every visit. The AE observation period commenced the day of consent and finished at the
final follow-up visit.

Table 2. Outcome measures.

Outcome Measurements

Primary outcome

Sleep quality Pittsburgh Sleep Quality Index (PSQI) [38]

Secondary outcome

Leeds Sleep Evaluation Questionnaire (LSEQ) [39]
Epworth Sleepiness Scale (ESS) [40]

Sleep quality Insomnia Severity Index (ISI) [41]
Consensus Sleep Diary (CSD) [37]
Daytime functioning and Burckhardt Quality of Life Scale (QoLS) [42]
physical fatigue Chalder Fatigue Scale (CFS) [43]

Bond-Lader Visual Analogue Scales (Bond-Lader VAS) [44]
Mood, anxiety and stress reactivity =~ State-Trait Anxiety Inventory (STAI) State subscale (STAI-S) [35]
Stress and Fatigue Visual Analogue Mood Scales (VAMS)

Cognitive performance Purple multi-tasking framework (MTF)

2.4.1. Screening Assessments

Screening assessments included the HADS, STAI-T, Leeds Sleep Evaluation Questionnaire (LSEQ),
Bond-Lader Visual Analogue Scale (VAS), and the Stress and Fatigue Visual Analogue Mood Scales
(VAMS). The HADS is a 14-item questionnaire designed to measure levels of anxiety and depression
and was administered at screening to exclude participants with depression and/or anxiety [34].
The STAI-T comprises 20 different statements (e.g., “Some unimportant thought runs through my
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mind and bothers me”) [35]. Participants indicate how they generally feel on a scale ranging from
“almost never” to “almost always”. Scores on the STAI-T range from 20 to 80, with higher scores
indicating more anxiety. The Trait subscale of the STAI was to be used at screening to detect those
participants who may have excessive levels of trait anxiety prior to commencing the study.

2.4.2. Treatment Assessments

Details of each assessment method are provided in Appendix A: Table A2.

2.5. Statistical Analyses

With an anticipated drop-out/non-compliance rate of 33%, it was estimated that a total of
170 participants would be required for 80% power to detect a medium effect size of approximately
0.5 at the 5% level of significance, with respect to the primary outcome. All analyses were conducted
on a modified intention-to-treat (mITT) population, representing a per protocol/completer analysis
and defined as all participants who were randomized and who had valid PSQI measures at both
baseline and end of treatment. The primary outcome was also measured in the per protocol (PP)
population, which included all participants in the mITT population who were at least 80% and less
than 120% compliant with randomized treatment medication and had no major protocol deviations.
Safety analyses were conducted on the safety population, which included all participants who were
randomized and received at least one dose of study drug.

All measures were analyzed using SAS software (V9.4, SAS Statistical Institute, Cart, NC, USA).
A general repeated measures mixed model was fitted to explore the difference between placebo and
LZComplex3 in unadjusted change of total PSQI across all PSQI assessments for the mITT population.
Day numbers and treatment group were included as fixed effects, participant as a random effect, the
change in PSQI from baseline as the dependent variable and the baseline value of PSQI as a covariate.
Secondary endpoints except ISI scores were analyzed in the same form as the primary endpoint.
For the STAI-S, Bond-Lader VAS and VAMS scores, the mixed model also included time point (before
and after administration of the MTF) as a fixed effect. A multinomial distribution and cumulative
logit link function using PROC GLIMMIX was used to explore the difference between placebo and
LZComplex3 in unadjusted change in ISL. The intended analysis of actigraphy data was not performed
due to insufficient participant numbers (1 = 16).

3. Results

3.1. Participant Characteristics

From a total of 241 participants, 171 were eligible for randomization following screening
and the placebo run-in period. Eighty-five participants were allocated to the LZComplex3 group
and 86 participants to the placebo group. After exclusions and losses, a total of 160 participants
(LZComplex3, n = 78; placebo, n = 82) were eligible for analysis in the mITT population (Figure 2).

Participant demographics and other baseline characteristics are shown in Table 3.
All characteristics were similar in the placebo and LZComplex3 groups. Most subjects were
compliant during both the placebo run-in and treatment periods of the study. The mean compliance
score, calculated as the percentage of study drug taken relative to the amount prescribed in the
protocol, was 83.0 (standard deviation; SD 17.6) during the run-in period. The mean compliance
scores in the LZComplex3 and placebo groups during the treatment period were 98.3 (SD 8.6) and
100.5 (SD 7.3) respectively.
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Figure 2. Participant flow. AE = adverse event, PSQI = Pittsburgh Sleep Quality Index

Table 3. Demographic and other baseline characteristics (safety population; n = 170).

Characteristic Placebo (1 = 85) LZComplex3 (n = 85)
Gender
Male, n (%) 38 (44.7) 36 (42.4)
Female, n (%) 47 (55.3) 49 (57.6)
Ethnicity
Caucasian/White, n (%) 61 (71.8) 58 (68.2)
Black, n (%) 0(0.0) 1(1.2)
Asian/Oriental, 1 (%) 13 (15.3) 13 (15.3)
Other, 1 (%) 11 (12.9) 13 (15.3)
Age in years, mean (SD) 31.0 (10.5) 29.6 (9.05)
Height in cm, mean (SD) 172.6 (9.9) 171.2 (10.4)
Weight in kg, mean (SD) 71.3 (12.6) 70.0 (13.9)
Years of education, mean (SD) 16.6 (2.5) 17.0 (2.6)

SD = Standard deviation.

3.2. Primary Outcome

The mean change in total PSQI across time in the mITT population is presented in Figure 3a.
Over the 2-week treatment period, the mITT population showed a gradual reduction in mean total
PSQI from baseline to end of treatment (day 14) in both the LZComplex3 and placebo groups. Negative
change scores indicate improved sleep quality in both groups, thus the change in both groups is in
the direction of improved sleep. A mixed models analysis of covariance found a significant effect
of day on PSQI (F4517 = 30.40, p < 0.001) but no effect of treatment (Fy 157 = 0.14, p = 0.713) and no
interaction between treatment and day (Fy517 = 1.13, p = 0.340) in the mITT population. The results
were similar in the PP population, with a significant effect of day (F4 499 = 29.63, p < 0.001), no effect
of treatment (Fy,150 = 0.17, p = 0.685) and no interaction between treatment and visit (Fy 499 = 1.06,
p = 0.374). The unadjusted PSQI scores between baseline and end of treatment are presented in Table 4.
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Figure 3. Least squares mean change in total Pittsburgh Sleep Quality Index (PSQI) between
baseline (day 0) and end of the observation period (day 21) by treatment group in: (a) the modified

intention-to-treat (mITT) population and (b) the per protocol (PP) population.

Table 4. Total PSQI, mean (SD).

mITT Population PP Population
Change from Change from
" Mean PSQI Baseline Mean PSQI Baseline
Baseline
Placebo 82 9.0 (2.5) 81 9.0 (2.1)
LZComplex3 78 94 (2.6) 72 9.5 (2.6)
Day 1
Placebo 56 9.0 (2.3) 0.0 (2.1) 55 8.9 (2.3) 0.0 (2.1)
LZComplex3 61 9.2 (2.6) —0.2(1.3) 59 9.1 (2.6) -0.3(1.2)
Day 3
Placebo 60 8.7 (2.3) —04 (1.8) 59 8.7 (2.3) —0.4 (1.8)
LZComplex3 60 9.2 (2.6) —0.3 (1.4) 58 9.1 (2.6) —0.3 (1.3)
Day 7
Placebo 62 8.0 (24) —0.9(1.9) 61 8.0 (24) —0.8(1.9)
LZComplex3 67 8.2 (2.8) —-1.2(2.1) 62 8.2 (2.7) —-1.2(2.1)
Day 14
Placebo 82 7.7 (2.7) —1.3(24) 81 7.7 (2.7) —~1.3(2.5)
LZComplex3 78 7.6 (2.8) —-1.8(2.1) 72 7.7 (2.8) —1.8 (2.0)
Day 21
Placebo 82 7.3 (2.5) —1.7 (2.8) 81 7.3 (2.5) —1.7 (2.8)
LZComplex3 77 7.9 (3.0) —1.5(2.3) 72 7.9 (3.0) —1.6 (2.3)

mITT = modified intention-to-treat, PP = per protocol, PSQI = Pittsburgh Sleep Quality Index, SD = standard deviation.
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3.3. Secondary Outcomes

Similar to the primary outcome measure, the majority of secondary outcome measures showed
similar changes in the placebo and LZComplex3 groups across the study period (Figures S1-S9,
Table S1). A significant effect of day was found across all secondary outcomes measures except CSD
domains, “Alertness” and “Calmness” components of the Bond-Lader VAS, and ”Stress” and “Fatigue”
components of the VAMS. A cumulative logit link function in PROC GLIMMIX found a significant
effect of treatment on ISI between baseline and end of the study. A between-group difference was
detected in the proportions of participants with improved, worsened, or no change in ISI at day
3 compared with baseline (Figure S3). A mixed models analysis of covariance found a significant
effect of treatment on STAI-S total scores that was due to a significant difference between the placebo
and LZComplex3 groups in change in STAI-S total scores from pre- to post-administration of the
MTF at day 0 and day 14 (Figure S7). There were no significant treatment effects detected across
any other secondary outcome measures. Time point (before or after administration of the MTF) was
found to have a significant independent effect on STAI-S total score, Bond-Lader VAS “Calmness” and
“Contentedness” components, and VAMS “Stress” and “Fatigue” components (Figures S7-59).

3.4. Safety

There were 25 AEs (19 mild, 5 moderate and 1 severe) reported during the run-in period, none of
which were serious (defined as any experience which was fatal or life-threatening, was permanently
disabling, required hospitalisation or prolongation of hospitalisation, was a congenital anomaly,
or was an important medical event that could jeopardize the subject or require intervention to
prevent one of those outcomes). Overall, 25 AEs were reported during the treatment period (Table 5).
The proportion of participants reporting an AE was similar in each treatment group (placebo, n =9
(10.6%; LZComplex3, n = 11 (12.9%); p = 0.8125; Table 5). The most common AEs were infections
(placebo, n = 6; LZComplex3, n = 7) and gastrointestinal disorders (placebo, n = 0; LZComplex3, n = 4).
There were no deaths or other serious adverse events. Two of the 4 AEs related to treatment in the
LZComplex3 group led to permanent discontinuation. There were two hospitalizations reported, both
in the LZComplex3 group, neither of which fulfilled the criteria of a serious AE.

Table 5. Summary of adverse events (AEs) reported during the treatment period (safety population).

Type Placebo (1 = 85) LZComplex3 (n = 85)
AEs, n 11 14
Mild 5 5
Moderate 5 4
Severe 1 5
Patients reporting AEs, n (%) 9 (10.6) 11 (12.9)
Mild 5(5.9) 5(5.9)
Moderate 4 (4.7) 4(4.7)
Severe 1(1.2) 4(4.7)
AEs leading to discontinuation, n 0 2
Abdominal pain 0(0.0) 1(1.2)
Dyspepsia 0(0.0) 1(1.2)
Serious AEs, n 0 0
AEs of special interest, n 0 0
AEs related to study treatment, n 0 4
Abdominal pain 0.0) 1(1.2)

Gastritis 0.0) 1(1.2)

0(
Dyspepsia 0(0.0) 1(1.2)
0(
Gastroenteritis 0(0.0) 1(1.2)




Nutrients 2017, 9, 154 9 of 15

4. Discussion

This study evaluated the efficacy of LZComplex3 in improving sleep quality in otherwise-well
individuals with sleeping difficulties. There were no group differences in the primary outcome.
Improvements in sleep quality were seen over a two-week treatment period with LZComplex3,
however a persistent placebo response was observed and there was no significant treatment effect
compared with placebo. Although the study included a one-week placebo run-in period designed to
identify and exclude placebo-responders, it appears that that the run-in period may not have been of
sufficient length. It is also possible that the persistent placebo response occurring after randomization
may have been due to participants’ increased focus on overall sleep hygiene as a result of study visits
and assessments, filling in a daily sleep diary and observing the protocol-mandated study parameters
regarding stimulant use and sleep times. This degree of attention was not required in the placebo
run-in phase. It has previously been suggested that having a patient keep a sleep diary for 2 weeks
will aid with identification of behaviors that may worsen insomnia, thus providing a useful behavioral
intervention [45]. Participants were required to fill in the CSD daily for the duration of the run-in and
treatment periods, which may have contributed to the improvements in sleep quality observed in both
treatment groups.

An improvement in sleep quality with LZComplex3 was expected, as previous studies have
supported the use of individual components of the formulation as an aid for sleeping difficulties
or insomnia (see Introduction). However, rigorous clinical studies are lacking. Effects of lactium
on sleep quality have been investigated in a double-blind, controlled, parallel study of 32 Japanese
patients experiencing poor sleep as determined by a global PSQI score greater than 4 [46]. As in the
current study, improvements in sleep quality were observed over 4 weeks within the lactium group,
however there were no significant differences between the placebo and lactium groups for any of the
sleep components evaluated. It is possible that an effect of lactium was not detected due to a placebo
response and the small sample size. Clinical evidence for the anxiolytic effects of lactium is more
supportive. In a double-blind, randomized, controlled study of 42 healthy men treated with 3 doses
each 12 h apart, experimental stress-induced elevations in blood pressure were significantly lower
in the lactium group compared with the placebo group, supporting an anti-stress activity of lactium.
As stress is a common cause of sleeping difficulties, it is thought that lactium may promote good
quality sleep through its anti-stress activity.

The efficacy of sour date (Zizyphus jujube var. spinosa) in treating insomnia has been investigated
in one clinical trial in the form of suanzaorentang [17,47], a popular Chinese herbal formula consisting
of sour date (Zizyphus jujube var. spinosa), Fu Ling (mushroom) (Poria cocos), szechuan lovage
(Ligusticum wallichii), Zhi Mu (Anemarrhenae rhizoma), and liquorice root (Glycyrrhizae radix) in a
ratio of 7:5:2:1:1 [48]. The study compared self-rated measures of sleep quality in 60 participants with
insomnia who received placebo for one week, followed by suanzaorentang for two weeks, followed by
another week of placebo. All ratings of sleep quality significantly improved during the suanzaorentang
treatment phase compared with the placebo periods. A number of trials evaluating the efficacy of
suanzaorentang using benzodiazepines as the comparator showed favorable results for suanzaorentang
in improving sleep, although the studies lacked methodological rigor [47].

Hops (Humulus lupulus) is considered to be a sedative agent, a view that originated from the
observation of sleepiness in European hops-pickers [49]. It is commonly used in combination
preparations with other herbs such as valerian (Valeriana spp.) and passionflower (Passiflora
incanata) [50,51]. Although hops (Humulus lupulus) is listed as an approved herb for mood disturbances
including sleep disturbances in The Complete German Commission E Monographs [52], there are no
randomized controlled trials investigating the efficacy of hops (Humulus lupulus) alone in the treatment
of insomnia. Thus it remains unclear whether hops (Humulus lupulus) has independent sedative effects,
works as a synergist, or lacks sedative activity.

The rationale for inclusion of magnesium and vitamin B6 in LZComplex3 is based on in vitro
and animal studies suggesting they may promote sleep quality by supporting metabolic pathways
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involved in sleep regulation, rather than due to any direct sedative activity [26-33]. Given the current
clinical evidence base for the individual components in LZComplex3, it is difficult to determine
whether the primary endpoint of this study was not met because of an absence of sedative activity,
unknown complex pharmacokinetic interaction between the individual active ingredients, or because
of methodological factors.

It is possible that the two-week treatment duration in our study was not long enough to observe
a treatment effect, and /or the one-week placebo run-in period was not long enough to eliminate all
placebo responders. Another possibility is that the study population may have included individuals
with chronic insomnia, which unlike brief or acute insomnia generally requires a cognitive behavioral
approach to treatment [5]. The study population was selected based on a global PSQI score greater
than 5, which indicates poor sleep [38]. However, individual’s responses on the PSQI questionnaire
could not be used to differentiate between acute and chronic insomnia. Conversely, our ability to
detect a treatment effect may be due to eligibility here being set at a minor level of sleeping difficulties,
while individuals with more severe insomnia would be expected to benefit most from treatment.

Overall, the secondary outcome measures did not support a benefit of LZComplex3 over placebo
during the two week treatment period. Participants completed a battery of questionnaires assessing
various aspects of sleep quality, daytime functioning and physical fatigue, mood and anxiety, cognitive
performance, and stress. Poor sleep can contribute to impairment of daytime functioning and physical
fatigue thus these outcomes were anticipated to improve with better quality sleep. However, given that
no significant difference between LZComplex3 and placebo was detected with respect to improvement
in sleep quality as measured by the PSQ], it is not surprising that daytime functioning and physical
fatigue were also not significantly different between the treatment groups. An improvement in ISI at
day 3 favoring LZComplex3 and a between-group difference in stress reactivity as measured by change
in STAI-S total score from pre- to post-administration of the MTF which appeared to be due to a slight
increase in stress reactivity in the placebo group at baseline and at day 14 were the only significant
treatment effects detected. Potential improvements in mood, anxiety and stress with LZComplex3
were anticipated as there is evidence that they may be positively impacted by some of the individual
components of the formulation [10-14,17-24]. In our study, a clinically significant treatment effect may
not have been detected for the same reasons as described for the primary outcome measure.

The safety data collected in this study indicate that LZComplex3 is well-tolerated at the dose of
two tablets prior to sleep. Overall the safety profile of LZComplex3 was similar to placebo, with similar
proportions of patients reporting AEs in both groups, the majority of which were mild or moderate
and none of which were serious. There were more severe AEs reported in the LZComplex3 group and
only two were considered possibly, probably or definitely related to treatment (both gastrointestinal
disorders).

5. Conclusions

Despite finding a negative primary efficacy outcome, this study demonstrated an improvement
in the PSQI and other measures of sleep quality for patients taking LZComplex3 with no deficits in
cognitive or psychomotor function and a benign safety profile. These findings, taken into context
with the marked placebo effect, short treatment duration and methodological limitations, suggest that
further investigation of LZComplex3 is warranted.
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Abbreviations

The following abbreviations are used in this manuscript:

AE adverse event

CFs Chalder Fatigue Scale

CSD Consensus Sleep Diary

EOT end of treatment

ESS Epworth sleepiness scale

HADS  Hospital Anxiety And Depression Scale
ISI Insomnia Severity Scale

LSEQ Leeds Sleep Evaluation Questionnaire
mITT Modified intention-to-treat

MTF Multi-tasking framework

PP per protocol

PSQI Pittsburgh Sleep Quality Index

QoLS Quality of Life Scale

STAI-S State-Trait Anxiety Inventory State subscale
STAI-T  State-Trait Anxiety Inventory Trait subscale
VAMS Visual Analogue Mood Scale

Appendix A

Table A1l. Participant inclusion and exclusion criteria.

Inclusion Criteria

e Individuals (male and female) with no significant diagnosed diseases by the judgment of the Investigator,
who self-report sleeping difficulties over one month prior to the screening call.

e  Age 18-65 years.

Body mass index 18-30 kg/m?.

Normal vital signs (blood pressure less than 140/90 mmHg (i.e., systolic blood pressure less than

140 mmHg and a diastolic blood pressure less than 90 mmHg, and a heart rate between 60-100 bpm).

Pittsburgh Sleep Quality Index Score >5.

Typical bedtime between 9 p.m. and 12 a.m.

Symptoms consistent with Primary Insomnia established at Screening.

Signed written informed consent.
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Table Al. Cont.

Exclusion Criteria

e  Hospital Anxiety And Depression Scale depression score >8 and/or anxiety score >12
(assessed at Screening)

e Regular use of illicit drugs, excessive or inappropriate use of over the counter or prescription drugs or
excessive use of alcohol (assessed by the Investigator or delegate and/or reported by the volunteers).
Smoking more than 10 cigarettes a day.

Consumption of more than 10 cups of tea or coffee (or equivalent of other caffeine containing drinks)
and/or consumption of these drinks after 5 p.m.

Allergy to milk proteins, latex or LZComplex3 ingredients.

Primary sleep disorder (sleep apnoea-hypopnoea, periodic limb movement disorder, restless legs
syndrome, narcolepsy, idiopathic hypersomnia, Kleine-Levin syndrome).

e  Use of medicinal products for sleep disorders (e.g., hypnotic agents, anxiolytics, herbal remedies,
homeopathy for hypnotic purposes) in the month prior to inclusion, or exhibiting withdrawal symptoms
from the use of medicinal products for sleep disorders at Screening.

e  On-going non-pharmacological treatment of sleep disorders (e.g., cognitive behavioral therapy,
relaxation therapy)

e Expected sleep disturbance from external sources during the study period (such as young children or
other household disturbance).

Previous failure on prescription sleep medication.

Pregnancy or lactation.

Current sleep disturbance due to pain or a general medical condition including but not limited to pain,
cystitis, urinary frequency, heart burn or others by the judgment of the Investigator that would preclude
participation in the study.

e  Sleep Efficiency >85% AND Sleep Onset Latency below 31 min AND Wake after Sleep Onset below
31 min (assessed during week 1 using the Consensus Sleep Diary).

e  Participants who withdraw consent during screening (participants who are not willing to continue or fail
to return).

Table A2. Treatment assessments.

The PSQI is a 19-item questionnaire that produces a global sleep quality score and the following

seven component scores: sleep quality, sleep latency, sleep duration, habitual sleep efficiency, sleep

disturbance, use of sleeping medications, and daytime dysfunction [38]. Scores range from 0 to

21 and are designed to differentiate between good and poor sleep quality. Higher score indicates

worse sleep quality.

The LSEQ is a standardised self-reporting instrument comprising ten 100 mm visual analogue scales

that pertain to the ease of getting to sleep, quality of sleep, ease of awakening from sleep and

alertness and behavior following wakefulness [39].

The ESS is an 8-item questionnaire asking subjects to rate their probability of falling asleep on a
Sleep quality scale of increasing probability from 0-3 for eight different situations that most people engage in

during their daily lives, though not necessarily every day (e.g., sitting and reading, as a passenger in

a car for an hour without a break) [40]. A score between 0 and 9 is considered to be normal while a

score between 10 and 24 could indicate sleep problems.

The ISl is a 7-item questionnaire that addresses the degree of distress or concern caused by different

sleep problems including sleep-onset and sleep maintenance problems, satisfaction with current

sleep pattern, interference with daily functioning, noticeability of impairment attributed to the sleep

problem [41]. Total score ranges from 0 to 28, with a higher score suggesting more severe

sleep problems.

The CSD is a standardised sleep diary that measures sleep efficiency, wake after sleep onset, and

sleep onset latency [37].
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Table A2. Cont.

The Burckhardt QoLS is a 16-item scale that measures six conceptual domains of quality of life:

material and physical well-being; relationships with other people; social, community and civic

activities; personal development and fulfilment; recreation, and independence, the ability to do for
Daytime yourself [42]. Each domain is scored on a 7-point “delighted-terrible” scale, with a higher total

functioning and  quality of life score indicating better quality of life.
physical fatigue = The CFS is an 11-item self-rating measure of fatigue severity for both physical and mental

symptoms. The total score is derived from the number of items in which the participant responded
“Worse than usual” or “Much worse than usual”, with higher scores indicating greater fatigue, and
negative change values indicating less fatigue [43].

The Bond-Lader VAS comprises a total of 16 lines (approximately 100 mm) anchored at either end
by antonyms (e.g., alert-drowsy, calm—excited), on which participants indicate their current
subjective position [44]. Individual item scores are calculated as the percentage distance along the

line. The Bond-Lader VAS was collapsed into three category scales of “alertness”, “contentedness”,
and “calmness”.

Maor:)Xcilez:;d The STAI-S measures fluctuating levels of anxiety on a 20-item subscale [35]. Scores range from 20 to
80, with higher scores indicating more anxiety.
Stress and Fatigue VAMS are single visual analogue scales aimed to gauge subjective mood
experience at the present moment relating to stress and fatigue.
The Bond-Lader VAS, STAI-S and Stress and Fatigue VAMS were each administered before and after
the MTF in order to measure acute levels of anxiety in response to an experimental stressor.
Cognitive The purple MTF consists of two tasks assessing executiv.e fun.cti.on (mathema.tical processing and
performance stroop cologr—word), a psychomotor task the?t has. a set time limit for completion (target tracker),
and stress apd a working memory task that presents sfc{muh at10s 1nteerils (memqry search), all cor}ducted
reactivity simultaneously. The MTF can be used to elicit acute psychological stress in laboratory settings to

assess stress reactivity.

CFS = Chalder Fatigue Scale; CSD = Consensus Sleep Diary; ESS = Epworth Sleepiness Scale; ISS = Insomnia
Severity Index; LSEQ = Leeds Sleep Evaluation Questionnaire; MTF = multi-tasking framework; PSQI = Pittsburgh
Sleep Quality Index Score; QoLS = Quality of Life Scale; STAI-S = State-Trait Anxiety Inventory State subscale;
VAMS = Visual Analogue Mood Scales; VAS = Visual Analogue Scales.

References

1. Association, A.P. Diagnostic and Statistical Manual of Mental Disorders, 5th ed.; American Psychiatric
Publishing: Arlington, MA, USA, 2013.

2. Bartlett, D.J.; Marshall, N.S.; Williams, A.; Grunstein, R.R. Sleep Health New South Wales: Chronic Sleep
Restriction and Daytime Sleepiness. Intern. Med. ]. 2008, 38, 24-31. [CrossRef] [PubMed]

3. Lack, L.; Miller, W.; Turner, D. A Survey of Sleeping Difficulties in an Australian Population.
Community Health Stud. 1988, 12, 200-207. [CrossRef] [PubMed]

4. Stranges, S.; Tigbe, W.; Gomez-Olive, EX.; Thorogood, M.; Kandala, N.B. Sleep Problems: An Emerging
Global Epidemic? Findings from the Indepth Who-Sage Study among more than 40,000 Older Adults from
8 Countries across Africa and Asia. Sleep 2012, 35, 1173-1181. [CrossRef] [PubMed]

5. Cunnington, D.; Junge, M.E; Fernando, A.T. Insomnia: Prevalence, Consequences and Effective Treatment.
Med. ]. Aust. 2013, 199, S36-S40. [CrossRef] [PubMed]

6. Pearson, N.J.; Johnson, L.L.; Nahin, R.L. Insomnia, Trouble Sleeping, and Complementary and Alternative
Medicine: Analysis of the 2002 National Health Interview Survey Data. Arch. Intern. Med. 2006, 166,
1775-1782. [CrossRef] [PubMed]

7. Sanchez-Ortuno, M.M.; Belanger, L.; Ivers, H.; Leblanc, M.; Morin, C.M. The Use of Natural Products for
Sleep: A Common Practice? Sleep Med. 2009, 10, 982-987. [CrossRef] [PubMed]

8. Sarris, ].; Panossian, A.; Schweitzer, I.; Stough, C.; Scholey, A. Herbal Medicine for Depression, Anxiety And
Insomnia: A Review of Psychopharmacology and Clinical Evidence. Eur. Neuropsychopharmacol. 2011, 21,
841-860. [CrossRef] [PubMed]

9. The Origins of Lactium®. Available online: http:/ /www.lactium.com /what-is-lactium%C2%AE/ the-
origins-of-lactium%C2%AE.html (accessed on 1 March 2016).

10. Miclo, L.; Perrin, E.; Driou, A.; Papadopoulos, V.; Boujrad, N.; Vanderesse, R.; Boudier, J.E.; Desor, D.;

Linden, G.; Gaillard, J.L. Characterization of Alpha-Casozepine, a Tryptic Peptide From Bovine
Alpha(S1)-Casein with Benzodiazepine-Like Activity. FASEB J. 2001, 15, 1780-1782. [PubMed]


http://dx.doi.org/10.1111/j.1445-5994.2007.01395.x
http://www.ncbi.nlm.nih.gov/pubmed/17543000
http://dx.doi.org/10.1111/j.1753-6405.1988.tb00161.x
http://www.ncbi.nlm.nih.gov/pubmed/3262036
http://dx.doi.org/10.5665/sleep.2012
http://www.ncbi.nlm.nih.gov/pubmed/22851813
http://dx.doi.org/10.5694/mja13.10718
http://www.ncbi.nlm.nih.gov/pubmed/24138364
http://dx.doi.org/10.1001/archinte.166.16.1775
http://www.ncbi.nlm.nih.gov/pubmed/16983058
http://dx.doi.org/10.1016/j.sleep.2008.10.009
http://www.ncbi.nlm.nih.gov/pubmed/19427262
http://dx.doi.org/10.1016/j.euroneuro.2011.04.002
http://www.ncbi.nlm.nih.gov/pubmed/21601431
http://www.lactium.com/what-is-lactium%C2%AE/the-origins-of-lactium%C2%AE.html
http://www.lactium.com/what-is-lactium%C2%AE/the-origins-of-lactium%C2%AE.html
http://www.ncbi.nlm.nih.gov/pubmed/11481228

Nutrients 2017, 9, 154 14 of 15

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Messaoudi, M.; Lefranc-Millot, C.; Desor, D.; Demagny, B.; Bourdon, L. Effects of a Tryptic Hydrolysate From
Bovine Milk Alphas1l-Casein on Hemodynamic Responses in Healthy Human Volunteers Facing Successive
Mental and Physical Stress Situations. Eur. J. Nutr. 2005, 44, 128-132. [CrossRef] [PubMed]

Kim, J.H.; Desor, D.; Kim, Y.T.; Yoon, W.]J.; Kim, K.S.; Jun, J.S.; Pyun, K.H.; Shim, I. Efficacy of Alphasl-Casein
Hydrolysate on Stress-Related Symptoms in Women. Eur. ]. Clin. Nutr. 2007, 61, 536-541. [PubMed]
Violle, N.; Messaoudi, M.; Lefranc-Millot, C.; Desor, D.; Nejdi, A.; Demagny, B.; Schroeder, H. Ethological
Comparison of the Effects of a Bovine Alpha S1-Casein Tryptic Hydrolysate and Diazepam on the Behaviour
of Rats in Two Models of Anxiety. Pharmacol. Biochem. Behav. 2006, 84, 517-523. [CrossRef] [PubMed]
Guesdon, B.; Messaoudi, M.; Lefranc-Millot, C.; Fromentin, G.; Tome, D.; Even, P.C. A Tryptic Hydrolysate
from Bovine Milk Alphas1-Casein Improves Sleep in Rats Subjected to Chronic Mild Stress. Peptides 2006, 27,
1476-1482. [CrossRef] [PubMed]

Adzu, B.; Amos, S.; Amizan, M.B.; Gamaniel, K. Evaluation of the Antidiarrhoeal Effects of Zizyphus
Spina-Christi Stem Bark in Rats. Acta Trop. 2003, 87, 245-250. [CrossRef]

Jiang, J.G.; Huang, X.J.; Chen, J.; Lin, Q.S. Comparison of the Sedative and Hypnotic Effects of Flavonoids,
Saponins, and Polysaccharides Extracted From Semen Ziziphus Jujube. Nat. Prod. Res. 2007, 21, 310-320.
[CrossRef] [PubMed]

Chen, H.C.; Hsieh, M.T. Clinical Trial of Suanzaorentang in the Treatment of Insomnia. Clin. Ther. 1985, 7,
334-337. [PubMed]

Chen, H.C.; Hsieh, M.T,; Shibuya, T.K. Suanzaorentang versus Diazepam: A Controlled Double-Blind Study
in Anxiety. Int. J. Clin. Pharmacol. Ther. Toxicol. 1986, 24, 646-650. [PubMed]

Braun, L.; Cohen, M. Hops. Herbs & Natural Supplements: An Evidence Based Guide, 2nd ed.; Elsevier:
Chatswood, Australia, 2007.

Scientific Committee of the British Herbal Medicine Association. British Herbal Pharmacopoeia, 2nd ed.;
British Herbal Medicine Association: Bournemouth, UK, 1983; pp. 111-112.

Bradley, PR. (Ed.) British Herbal Compendium Volume 1: A Handbook of Scientific Information on Widely Used
Plant Drugs; British Herbal Medicine Association: Dorset, UK, 1992.

European Scientific Cooperative on Phytotherapy. Escop Monographs: The Scientific Foundation for Herbal
Medicinal Products; Escop: Exeter, UK, 2003; pp. 306-311.

Newal, A.C.; Anderson, L.A.; Phillipson, ]J.D. Hops. Herbal Medicines. A Guide for Healthcare Professionals,
1st ed.; Pharmaceutical Press: London, UK; Chicago, IL, USA, 1996; pp. 162-163.

Ulbricht, C.; Basch, E. (Eds.) Hops (Humulus Lupulus L.). Natural Standard Database. Available online:
https:/ /naturalmedicines.therapeuticresearch.com (accessed on 26 February 2009).

Altura, B.M. Basic Biochemistry and Physiology of Magnesium: A Brief Review. Magnes. Trace Elem. 1991,
10, 167-171. [PubMed]

Chollet, D.; Franken, P,; Raffin, Y.; Henrotte, ].G.; Widmer, J.; Malafosse, A.; Tafti, M. Magnesium Involvement
in Sleep: Genetic and Nutritional Models. Behav. Genet. 2001, 31, 413-425. [CrossRef] [PubMed]

Dralle, D.; Bodeker, R.H. Serum Magnesium Level and Sleep Behavior of Newborn Infants. Eur. ]. Pediatr.
1980, 134, 239-243. [CrossRef] [PubMed]

Depoortere, H.; Francon, D.; Llopis, J. Effects of a Magnesium-Deficient Diet on Sleep Organization in Rats.
Neuropsychobiology 1993, 27, 237-245. [CrossRef] [PubMed]

Poenaru, S.; Rouhani, S.; Durlach, J.; Aymard, N.; Belkahla, F.; Rayssiguier, Y.; Iovino, M. Vigilance States
and Cerebral Monoamine Metabolism in Experimental Magnesium Deficiency. Magnesium 1984, 3, 145-151.
[PubMed]

Hornyak, M.; Haas, P; Veit, J.; Gann, H.; Riemann, D. Magnesium Treatment of Primary Alcohol-Dependent
Patients during Subacute Withdrawal: An Open Pilot Study with Polysomnography. Alcohol. Clin. Exp. Res.
2004, 28, 1702-1709. [CrossRef] [PubMed]

Held, K.; Antonijevic, I.A.; Kunzel, H.; Uhr, M.; Wetter, T.C.; Golly, I.C.; Steiger, A.; Murck, H. Oral
Mg(2*) Supplementation Reverses Age-Related Neuroendocrine and Sleep Eeg Changes in Humans.
Pharmacopsychiatry 2002, 35, 135-143. [CrossRef] [PubMed]

Holst, S.C.; Valomon, A.; Landolt, H.P. Sleep Pharmacogenetics: Personalized Sleep-Wake Therapy.
Annu. Rev. Pharmacol. Toxicol. 2016, 56, 577-603. [CrossRef] [PubMed]

Clayton, P.T. B6-Responsive Disorders: A Model of Vitamin Dependency. J. Inherit. Metab. Dis. 2006, 29,
317-326. [CrossRef] [PubMed]


http://dx.doi.org/10.1007/s00394-004-0534-7
http://www.ncbi.nlm.nih.gov/pubmed/15517308
http://www.ncbi.nlm.nih.gov/pubmed/17136040
http://dx.doi.org/10.1016/j.pbb.2006.06.017
http://www.ncbi.nlm.nih.gov/pubmed/16899284
http://dx.doi.org/10.1016/j.peptides.2005.10.001
http://www.ncbi.nlm.nih.gov/pubmed/16303212
http://dx.doi.org/10.1016/S0001-706X(03)00114-1
http://dx.doi.org/10.1080/14786410701192827
http://www.ncbi.nlm.nih.gov/pubmed/17479419
http://www.ncbi.nlm.nih.gov/pubmed/3888394
http://www.ncbi.nlm.nih.gov/pubmed/2880811
https://naturalmedicines.therapeuticresearch.com
http://www.ncbi.nlm.nih.gov/pubmed/1844549
http://dx.doi.org/10.1023/A:1012790321071
http://www.ncbi.nlm.nih.gov/pubmed/11777170
http://dx.doi.org/10.1007/BF00441479
http://www.ncbi.nlm.nih.gov/pubmed/7428773
http://dx.doi.org/10.1159/000118988
http://www.ncbi.nlm.nih.gov/pubmed/8232845
http://www.ncbi.nlm.nih.gov/pubmed/6083421
http://dx.doi.org/10.1097/01.ALC.0000145695.52747.BE
http://www.ncbi.nlm.nih.gov/pubmed/15547457
http://dx.doi.org/10.1055/s-2002-33195
http://www.ncbi.nlm.nih.gov/pubmed/12163983
http://dx.doi.org/10.1146/annurev-pharmtox-010715-103801
http://www.ncbi.nlm.nih.gov/pubmed/26527070
http://dx.doi.org/10.1007/s10545-005-0243-2
http://www.ncbi.nlm.nih.gov/pubmed/16763894

Nutrients 2017, 9, 154 15 of 15

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

Zigmond, A.S.; Snaith, R.P. The Hospital Anxiety and Depression Scale. Acta Psychiatr. Scand. 1983, 67,
361-370. [CrossRef] [PubMed]

Spielberger, C.D.; Gorsuch, R.L.; Lushene, R.; Vagg, PR.; Jacobs, G.A. Manual for the State-Trait Anxiety
Inventory; Consulting Psychologists Press, Inc.: Palo Alto, CA, USA, 1983.

Grandner, M.A; Kripke, D.E; Yoon, L.Y.; Youngstedt, S.D. Criterion Validity of the Pittsburgh Sleep Quality
Index: Investigation in a Non-Clinical Sample. Sleep Biol. Rhythm. 2006, 4, 129-139. [CrossRef] [PubMed]
Carney, C.E.; Buysse, D.J.; Ancoli-Israel, S.; Edinger, J.D.; Krystal, A.D.; Lichstein, K.L.; Morin, C.M.
The Consensus Sleep Diary: Standardizing Prospective Sleep Self-Monitoring. Sleep 2012, 35, 287-302.
[CrossRef] [PubMed]

Buysse, D.J.; Reynolds, C.F,, 3rd; Monk, T.H.; Berman, S.R.; Kupfer, D.J. The Pittsburgh Sleep Quality Index:
A New Instrument for Psychiatric Practice and Research. Psychiatry Res. 1989, 28, 193-213. [CrossRef]
Parrott, A.C.; Hindmarch, I. The Leeds Sleep Evaluation Questionnaire in Psychopharmacological
Investigations—A Review. Psychopharmacology 1980, 71, 173-179. [CrossRef] [PubMed]

Johns, M.W. A New Method for Measuring Daytime Sleepiness: The Epworth Sleepiness Scale. Sleep 1991,
14, 540-545. [CrossRef] [PubMed]

Bastien, C.H.; Vallieres, A.; Morin, C.M. Validation of the Insomnia Severity Index as an Outcome Measure
for Insomnia Research. Sleep Med. 2001, 2, 297-307. [CrossRef]

Burckhardt, C.S.; Woods, S.L.; Schultz, A.A.; Ziebarth, D.M. Quality of Life of Adults with Chronic Illness:
A Psychometric Study. Res. Nurs. Health 1989, 12, 347-354. [CrossRef] [PubMed]

Chalder, T.; Berelowitz, G.; Pawlikowska, T.; Watts, L.; Wessely, S.; Wright, D.; Wallace, E.P. Development of
a Fatigue Scale. J. Psychosom. Res. 1993, 37, 147-153. [CrossRef]

Bond, AJ.; James, D.C.; Lader, M.H. Physiological and Psychological Measures in Anxious Patients.
Psychol. Med. 1974, 4, 364-373. [CrossRef] [PubMed]

Thorndike, F.P.; Ritterband, L.M.; Saylor, D.K.; Magee, ].C.; Gonder-Frederick, L.A.; Morin, C.M. Validation
of the Insomnia Severity Index as a Web-Based Measure. Behav. Sleep Med. 2011, 9, 216-223. [CrossRef]
[PubMed]

De Saint-Hilaire, Z.; Messaoudi, M.; Desor, D.; Kobayashi, T. Effects of a Bovine Alpha S1-Casein Tryptic
Hydrolysate (Cth) on Sleep Disorder in Japanese General Population. Open Sleep |. 2009, 2, 26-32. [CrossRef]
Xie, C.L.; Gu, Y.; Wang, WW.; Lu, L.; Fu, D.L.; Liu, A.J.; Li, H.Q.; Li, . H.; Lin, Y.; Tang, W.J.; et al. Efficacy
and Safety of Suanzaoren Decoction for Primary Insomnia: A Systematic Review of Randomized Controlled
Trials. BMC Complement. Altern. Med. 2013, 13, 18. [CrossRef] [PubMed]

Chung, K.F; Lee, C.K. Over-the-counter Sleeping Pills: A Survey of Use in Hong Kong and a Review of
Their Constituents. Gen. Hosp. Psychiatry 2002, 24, 430—435. [CrossRef]

Humulus Lupus. Monograph. Available online: http:/ /www.altmedrev.com/publications/8/2/190.pdf
(accessed on 16 February 2017).

Koetter, U.; Schrader, E.; Kaufeler, R.; Brattstrom, A. A Randomized, Double Blind, Placebo-Controlled,
Prospective Clinical Study to Demonstrate Clinical Efficacy of a Fixed Valerian Hops Extract Combination (Ze
91019) in Patients Suffering from Non-Organic Sleep Disorder. Phytother. Res. 2007, 21, 847-851. [CrossRef]
[PubMed]

Maroo, N.; Hazra, A.; Das, T. Efficacy and Safety of a Polyherbal Sedative-Hypnotic Formulation Nsf-3 in
Primary Insomnia in Comparison to Zolpidem: A Randomized Controlled Trial. Indian J. Pharmacol. 2013,
45, 34-39. [CrossRef] [PubMed]

Blumenthal, M. The Complete German Commission E Monograph: Therapeutic Guide to Herbal Medicines; American
Botanical Council: Austin, TX, USA, 1998; Volume 147.

@ © 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses /by /4.0/).


http://dx.doi.org/10.1111/j.1600-0447.1983.tb09716.x
http://www.ncbi.nlm.nih.gov/pubmed/6880820
http://dx.doi.org/10.1111/j.1479-8425.2006.00207.x
http://www.ncbi.nlm.nih.gov/pubmed/22822303
http://dx.doi.org/10.5665/sleep.1642
http://www.ncbi.nlm.nih.gov/pubmed/22294820
http://dx.doi.org/10.1016/0165-1781(89)90047-4
http://dx.doi.org/10.1007/BF00434408
http://www.ncbi.nlm.nih.gov/pubmed/6777817
http://dx.doi.org/10.1093/sleep/14.6.540
http://www.ncbi.nlm.nih.gov/pubmed/1798888
http://dx.doi.org/10.1016/S1389-9457(00)00065-4
http://dx.doi.org/10.1002/nur.4770120604
http://www.ncbi.nlm.nih.gov/pubmed/2602575
http://dx.doi.org/10.1016/0022-3999(93)90081-P
http://dx.doi.org/10.1017/S0033291700045803
http://www.ncbi.nlm.nih.gov/pubmed/4456431
http://dx.doi.org/10.1080/15402002.2011.606766
http://www.ncbi.nlm.nih.gov/pubmed/22003975
http://dx.doi.org/10.2174/1874620900902010026
http://dx.doi.org/10.1186/1472-6882-13-18
http://www.ncbi.nlm.nih.gov/pubmed/23336848
http://dx.doi.org/10.1016/S0163-8343(02)00210-4
http://www.altmedrev.com/publications/8/2/190.pdf
http://dx.doi.org/10.1002/ptr.2167
http://www.ncbi.nlm.nih.gov/pubmed/17486686
http://dx.doi.org/10.4103/0253-7613.106432
http://www.ncbi.nlm.nih.gov/pubmed/23543804
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Trial Design 
	Study Participants and Randomization 
	Study Treatment 
	Primary and Secondary Outcome Measurments 
	Screening Assessments 
	Treatment Assessments 

	Statistical Analyses 

	Results 
	Participant Characteristics 
	Primary Outcome 
	Secondary Outcomes 
	Safety 

	Discussion 
	Conclusions 
	

