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ABSTRACT

An elite fluid chromatographic interaction with brilliant recognition for simultaneous
examination of certain benzodiazepines (BZDs) is developed for legal screening of tainted non-
cocktails. The cases were examined following a required cycle of pH correction and separation.
It was done at 450C with a variable advance of 15mM phosphate support: methanol (50:50 v/v)
at a stream rate of 1.4 mL/min on a C18 segment (250 mm x 4.6 mm, 5m). An Ultra Violate
(UV) detector tuned to 245 nm was used to evaluate the column eluent. The eluting peaks were
promptly discovered, recognized, and measured as a consequence of this. Calibration curves for
all medicines in the 0.510 pug/ mL range with a linear regression coefficient higher than 0.996.
The BZDs showed recovery rates that varied from 93.7 to 108.7 percent. In addition, the
detection limits were 0.03-0.05 g/mL. The detection limits were found to be between 0.01 and
0.02 pg/mLFor all BZDs at all focuses in the range of 0.45 to 7.69 percent, the coefficients of
differentiation within and between days were resolved. The technique will offer an unmistakable,
responsive, and fast way for screening six BZDs in contaminated sodas in legal assessment.

KEYWORDS: Alcohol, Analysis, Benzodiazepines, Chromatography, Effects, Samples, Whiskey
Cream, Zolpidem.

INTRODUCTION

Non-benzodiazepines, commonly known as “Z Pills", are psychoactive medicines that are used
by doctors to treat a range of sleep disorders. It is also used to relieve anxiety, relax muscles, and
promote relaxation. They have benzodiazepine-like characteristics in nature. Non-
benzodiazepines exhibit chemical characteristics that are different or totally separate from
benzodiazepines, and are thus molecularly unrelated to them. Non-benzodiazepines are classified
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into three molecular classes. Non-benzodiazepines are attractive to criminals because of their
availability and synergistic interaction with alcohol. They have a strong predisposition for
hypnosis, anterograde amnesia, and muscle relaxing induction. Overdose symptoms include
depression in the central nervous system (CNS), impaired balance, ataxia, and slurred speech.
Because of these qualities, it is a potent weapon used by criminals to lace the drinks of
unsuspecting women and men in pubs and bars in order to rob, sexually harass, or kill them
later[1].

Drug-Facilitated Sexual Assault (DFSA) and Drug-Facilitated Crime (DFC) are on the increase
globally, including in India. Because of their availability and synergistic action with alcohol,
non-benzodiazepines are attractive to offenders. Hypnosis, anterograde amnesia, and muscular
relaxation induction are all prevalent among them. Depression in the central nervous system
(CNS), poor balance, ataxia, and slurred speech are all signs of an overdose. It is a potent
weapon used by criminals to lace the drinks of unsuspecting women and men in pubs and bars in
order to rob, sexually abuse, or murder them later[2].

Drug-Assisted Sexual Assault (DFSA) and Drug- Facilitated Crime (DFC) are on the increase all
over the globe, including in India. Valium and Xanax are two well-known brands. In the United
States, they are among the most frequently used medicines. When individuals who don't have a
prescription obtain these drugs and utilize them for their sedative effects, it's termed harassment.
Since they may substantially suppress and even abolish functions that normally urge a person to
avoid or even want to fight sexual harassment or abuse, benzodiazepines have been used as a
"date rape" drug. The number of individuals arrested and convicted of this crime has increased
significantly in recent years. The chemical is frequently added in powder or liquid form to
alcoholic beverages or even soft drinks, and it has a bitter taste[3].

The actions of benzodiazepines on the synapse gamma-amino butyric acid (GABA) at the
GABA receptor include calming, anticonvulsant, and muscle relaxant, hypnotic, plus anxiolytic.
High dosages of some of the more limited acting benzodiazepines may potentially induce
anterograde amnesia and dissociation. Long-term consequences of benzodiazepine use may
include mental degeneration, as well as emotional and social problems. Feelings of choppyness,
inability to think effectively, lack of sex-drive, agoraphobia and social fear, anxiety and
discouragement, loss of confidence in sports activities and hobbies, and trouble to feel or express
emotions are all conceivable[4].

High-Performance Thin Layer Chromatography (HPTLC) proven to be a more sophisticated
kind of thin layer chromatography (TLC) that provides superior division. HPTLC definition
includes established qualitative and quantitative measuring methods, as well as fulfilling all
consistency requirements for usage in fully supervised settings. HPTLC is unaffected by sample
type, chromatogram growth, or detection. HPTLC offers the following benefits over other
chromatographic techniques[5].

« Less time spent inspecting, 3 to 20 minutes for a good division.

» Recognition affectability is 5 to 10 times better than conventional TLC.

« Quantitative examination needs highly repeatable, crisp groupings.

» Easy coupling with bioassays, making it especially suitable for impact-coordinated analysis.
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» After assessment, specified zones may be consumed by mass spectrometry (MS), so there's
no need to record each run, including grid and foundation.

LITERATURE SURVEY

U. Bustoet al.explored that to compare the pharmacology and habit auction of bretazenil, a
fractional benzodiazepine agonist, across various sections to the immediate effects of diazepam
and alprazolam. A fake treatment, within subject, randomized, twofold visually impaired
preliminary aroused the interest of 28 male volunteers. They were non-subordinate CNS
depressant buyers at this time, competent to identify 150 mg secobarbital from fake treatment
with fantastic emotional benefits. Subjects were given fake treatment and the two center dosages
of diazepam, bretazenil, and alprazolam for the first 7 days of the trial, followed by either the
most severe or least portion of each medication for the following 3 days, depending on their
clinical response. To quantify pharmacological results, researchers utilized goal measures (e.g.,
psychomotor execution), subject-appraised questionnaires (e.g., Profile of Mood States), and
spectator-evaluated scales. Every one of the three prescriptions could be identified from fake
treatment in the majority of tests. When it comes to portion-related psychomotor and memory
impairment, bretazenil beats diazepam and alprazolam. Both alprazolam and diazepam raised
subject and eyewitness evaluated sleepiness and like in a portion dependent way, while
bretazenil increased sedation and loving in a part independent method. The results of the
research supported the hypothesis that bretazenil has an incomplete agonist pharmacological
profile. Bretazenil has a lower probability of misuse than diazepam and alprazolam, as shown by
abstract effect estimates, which are important for assessing maltreatment responsibility[6].

G. Darcourtet al. presented in the article that zolpidem refers to a novel class of hypnotic
medicines with a neuro pharmacological profile different from those previously accessible. In
rats, it produces soothing or mesmerizing effects at much lower doses than relaxant effects.
Zolpidem is used to address a sleeping problem for a short length of time in therapeutic
treatment. When given several times absence of dynamic short course of movement lasting
effects experimental. Polysomnographic data indicates that zolpidem produces a sleeping pattern
that is similar to physiological sleep, and that abrupt cessation has minimal or only mild impacts
on sleep architecture. During its clinical development and post-marketing experience, data from
active volunteers and patients, both adult and elderly, were utilized to study elements of
zolpidem's general safety. When administered according to the prescription recommendations,
zolpidem tends to be well tolerated in adults and the elderly. According to the current data, the
likelihood of aggression or dependence in these circumstances is extremely low[7].

G. Famigliniet al.articulated in the article that Benzodiazepines (BDZs) are frequently utilized in
clinical practice as tranquillizers and antidepressants. However, due of their extensive
availability and synergistic effects with alcohol, they are attractive to criminals. In certain
instances, analyzing alcohol buildups from a crime scene is needed to identify criminal conduct
for legal purposes. Milk-based beverages (bourbon creams) are becoming more popular owing to
their decreased alcohol level and great taste. Traditional analytical methods may be unable to
distinguish the presence of opiates or other chemicals owing to the complexity of this instance,
which includes proteins and unsaturated fats. Due to these features, bourbon creams are suitable
for illicit applications. In this research, eight BDZs were identified from bourbon cream and
broken down using MS. The QUEChERS convention is fast, simple, compact, powerful, robust,
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and safe, and it can effectively remove much of the grid from the target mixture while still
obtaining acceptable recovery rates. The technique described is simple and fast, and it has been
evaluated for accuracy, consistency, and recovery. Individually, the ID and evaluation limits
were 0.02-0.1 mg/mL and 0.1-0.5 mg/mL. Bourbon cream drinks were gathered and tested in the
wake after being maintained with business prescriptions at a convergence of 20 mg/mL,
demonstrating the method's usefulness in forensic research[8].

M. G. Griswold et al. pointed towards the fact in the articlealthough alcohol use is a major cause
of mortality and injury, its overall connection with health is complex owing to the possible
preventative benefits of moderate alcohol intake on certain diseases. The Global Burden of
Diseases, Injuries, and Risk Factors Study 2016 utilized our quantitative method to deal with
health bookkeeping to increase evaluations of liquor utilization, liquor inferred passing, and
handicap altered more seasoned. Utilizing six-hundred-ninety-four data wellsprings of individual
plus populace level liquor use, as well as 592 planned and review concentrates on the danger of
liquor use, the creator assessed the commonness of current drinking, abstention, the
dissemination of liquor use among current consumers in standard beverages every day (defined
as 10 g of unadulterated ethyl liquor), and liquor inferred passing. Unlike earlier predictions, the
inventor made many methodological advances. To begin, creator revised liquor marketing
forecasts to account for unrecorded and guest use; second, creator led impacts connected to
liquor use; then third, creator developed a new method to evaluate the degree of liquor use that
lowers the anticipated danger to a person's prosperity. Ends: In 2016, alcohol consumption was
the seventh largest cause of death and disability-adjusted life years (DALYSs) worldwide,
accounting for 22 percent (95 percent vulnerability span (Ul) (1.5-3.0) old enough normalized
female passing and 68 percent (5.8-8.0) old enough normalized male passing. In 2016, alcohol
consumption was the main cause of mortality among people aged 15 to 49 years old all over the
globe, accounting for 38 percent (95 percent Ul 32-43) of female fatalities and 122 percent (108-
136) of male deaths. In the population aged 15-49 years, female inferable DALYs were 23
percent (95 percent Ul 2.0-2.6) and male inferable DALYs were 89 percent (7.8-9) inferable.
Tuberculosis (14 percent (95 percent Ul 1.0-1.7) of total passing), car accidents (12 percent (0.7-
1.9), and self-injury (11 percent (0.6-1.5)) were the three main causes of inferred passing across
this age range. In 2016, malignancies accounted for a substantial percentage of all liquor
inferable passing, accounting for 27.1 percent (95 percent Ul 21.3-233.3) of all out liquor
inferable female passing and 18.9 percent (15.3-22.6) of all absolute liquor inferable male
passing in populations aged 50 and older. Zero standard drinks for seven days was the measure
of liquor consumption that produced the least degree of harm in terms of all wellbeing
characteristics (95 percent Ul 0.0-0.8). (95 percent Ul 0.0-0.8). Liquor misuse is a significant
contributor to worldwide illness burden and has far-reaching implications for one's health.
Creator found that the danger of all-cause mortality, especially malignant growths, increases with
rising levels of usage, with zero being the lowest degree of use that lowers health hazards. These
results indicate that worldwide alcohol control efforts should be refocused on methods to
decrease overall population-level consumption. The Bill and Melinda Gates Foundation is
getting money[9].

H. K.J. et al.explained in the article that zolpidem is an imidazopyridine that is used to treat a
sleeping disorder (recommended dosage: 10 mg/day in adults, 5 or 10 mg/day in the elderly or
patients with hepatic impairment) for a short length of time (<four weeks). Information indicates

ACADEMICIA: An International Multidisciplinary Research Journal

https://saarj.com
1044



ACADEMICIA

ISSN: 2249-7137 Vol. 11, Issue 10, October 2021 Impact Factor: SJIF 2021 = 7.492

that zolpidem's mesmerizing adequacy is similar to non-benzodiazepine, triazolam, temazepam,
nitrazepam, flurazepam, plus flunitrazepam, as well as benzodiazepines captivating experts like
elderly besides grown-up individuals with a sleeping problem. The practicality of zolpidem and
zaleplon, a newly accessible non-benzodiazepine hypnotic medication, determined. There is no
evidence of insusceptibility mesmerizing set of preparatory lessons that lasted a half year. A few
of people who have been taking the drug at higher doses for a long time have acquired resistance.
Zolpidem is extremely well accepted by people with sleeping problems, with the most well-
known adverse effects being queasiness, discombobulation, and drowsiness. Despite the fact that
zolpidem had approximately memory aside psychomotor side effects in no effect the following
day (remembering impacts on day-time prosperity and morning coordination). It was comparable
to or similar to flunitrazepam and flurazepam in people with sleep loss, precisely as different
benzodiazepines. In general, zolpidem has a minimal risk for abuse. Zolpidem is safe sleep
deficit, particularly the elderly. When given at night, impact affects memory then psychomotor
function the following day. Furthermore, there is no substantiation of protection from the
attraction of bounce back sleep deprivation or withdrawal symptoms following cessation of the
medication, whether managed as recommended or for longer durations[10].

GAS CHROMATOGRAPHY/MASS SPECTROMETRY (GC/MS)

Smaller, volatile compounds like benzenes, alcohols, and aromatics, as well as basic molecules
like steroids, fatty acids, and hormones, are best examined using GC/MS. It may also be used to
examine fluid, vaporous, and strong occurrences. Only a few of the benefits of utilizing GC/MS
for compound research include the capacity to separate complex blends, measure analyses, and
evaluate follow measures of natural pollutants. In GC/MS, the gas chromatograph is where the
material is volatized. The example (the gas stage) is substantially fragmented and separated by a
hair like segment loaded with a fixed (strong) stage. The mixtures are driven by an inactive
transporter gas such as argon, hydrogen, or nitrogen. As the segments get restricted, they elute
from the section at different intervals, which is referred to as their maintenance times.After the
materials leave the GC section, the mass spectrometer utilizes electron or substance ionization
sources to ionize them. lonized particles are first propelled into the instrument's mass analyzer,
which is typically a fourfold or particle trap. Particles are divided here according to their mass-
to-charge (m/z) ratios. The following stages in the process involve particle identification and
examination, with compound pinnacles forming as a consequence of their m/z proportions.

HIGH PERFORMANCE LIQUID CHROMATOGRAPHY (HPLC)

Fluid chromatography with a high aim is basically a more sophisticated form of section
chromatography. Instead of letting a fluid to flow normally into a portion, it is pushed through at
high pressures of up to 400 airs. Following that, it turns out to be significantly faster. It also
enables you to select a smaller molecule size for the section pressing material, giving in a greater
surface area for interactions with the stationary stage and the particles moving through it. This
makes segmenting the blend's parts a lot simpler.The methods for discovery that may be utilized
are also a major advance over segment chromatography. This technology is extremely automated
and flexible. Fluid chromatography (LC), fluid strong chromatography (LSC), and fluid
chromatography (FC) are all examples of HPLC. Superior fluid chromatography is the most
current technique. The fixed stage on a strong help can be either a strong or a fluid. The cycles
involved for stage spread include surface ingestion, particle trading, relative solubility, and steric
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effects. According to the Economic Times of India, the country's law enforcement authorities
seized a significant amount of prescription medicines in 2015, including Alprazolam pills,
Zolpidem Tramadol tablets, and Sildenafil tablets. According to the Narcotics Control Bureau,
the quick availability of illicit narcotics in India, as well as the country's weak regulations, makes
it simple for them to be transported to other nations.

DISCUSSION
1. Determination of Six Benzodiazepines in Spiked Soft Drinks at the Same Time:

An elite concurrent assessment of all benzodiazepines (BZDs) is developed for quantitative
showing of contaminated non-cocktails. The instances are investigated following a significant
interaction of pH rectification and segment (250 mmx4.59 mm, 5m) at 450C with a flexible
advance of 15 mM phosphate.

The cradle was evaluated using a UV identifier at 245 nm and methanol (50:50 v/v) at a stream
rate of 1.4 mL/min. The eluting tops were rapidly detected, differentiated, and evaluated as a
consequence. Adjustment bends for all medications having a straight relapse coefficient higher
than 0.996 in the 0.5-10 g/mL range. The recovery rates for the BZDs varied from 93.7 percent
to 108.7 percent. As far as possible, the values were determined to be between 0.01 and 0.02
g/mL. The coefficients of contrast within and between days for all BZDs at all fixations in the
scope of 0.45 to 7.69 percent were resolved. In scientific evaluation, the approach will offer an
unmistakable, responsive, and quick method for screening six BZDs in contaminated soda pops.
GC is one of the most frequently utilized techniques, although it takes time and requires
hydrolysis before study. These methods surpass immunological procedures as well as
colorimetric and spectrophotometric approaches in terms of accuracy and sensitivity, and are
typically more suited for thermally labile substances than GC. HPLC is typically quicker than
GC and does not require derivatization or hydrolysis prior to inspection.

An Agilent chromatograph was utilized for the HPLC study. The chromatographic framework
comprises of dissolvable syphon, segment broiler, UV-Visible finder (G1314B, Agilent), and
information framework. With simple sample preparation, this method is accurate, precise,
sensitive, and linear. This method may be utilized in clinical and forensic toxicology to evaluate
BZD residue at different concentrations.

2. Rapid Benzodiazepine Measurement in a Milk-Based Alcoholic Beverage:

This research shows a straightforward technique for detecting and measuring eight common
BDZs in a bourbon cream refreshment for business. The instances were extracted using the
quick, simple, (QUEChERS) convention, which resulted in acceptable recoveries. This method
lowers lattice results, resulting in an inject able concentrate with appropriate inspection fixations.
Using GC-MS in chosen particle checking mode, quantitative estimations of BDZs were
achieved without analytic derivatization. The method was evaluated utilizing medazep to verify
repeatability, alongside restoration testing on sustained bourbon cream mixed drink testing. MEs
(structural effects) were also examined and found to be helpful. The QUEChERS method, which
was used to evaluate BDZs in milk-based cocktails, offers a fast, accurate, and reasonable tool
for scientific toxicological evaluations. The technique may be utilized to validate the
identification of additional BDZs identified in DFC bourbon cream deposits. To guarantee cycle
created may be used upon deposits beginning with part of bourbon revitalized with different
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business medicines including BDZs. These synthetic samples are nearly similar to real DFC
sample remnants used in forensic investigations. This is because the BDZ were purchased as
industrial preparations at a pharmacy. Except for flunitrazepam, which was available in capsules,
others were in liquid solution form. The built-up BDZ convergences were 20 mg/mL, which was
greater than the fixations observed in DFC instances. While larger focuses may be detected in
police records, it was not considered essential to spike the instances in our study fixations soon
faded. For convention alongside GC-MS testing, sustained bourbon cream tests were dissected.
The recovery data was utilized to update the examples' most recent findings. This approach
required the accurate identification and assessment of the increased BDZs in all instances. The
results are consistent with the amounts of BDZs observed in a bourbon cream flavored with
cayenne pepper.

3.Determination of Six Benzodiazepines in Spiked Soft Drinks at the Same Time:

The use of benzodiazepines in the treatment of neuropsychological disorders is widespread.
They're also utilized to treat abstinence from alcohol and narcotics. They are occasionally used
as recreational drugs and may result in accidental or intentional poisoning. They're also utilized
as food and alcohol adulterants, as well as a tool in drug-assisted sexual assaults and crimes. The
most common method for analysis is gas chromatography (GC), however GC is time intensive
and needs hydrolysis or derivatization of the material. A fast, delicate, and simple HPLC
technique with brilliant identification was utilized to synchronise the assurance of six
benzodiazepines (chlordiazepoxide, clonazepam, diazepam, flurazepam, lorazepam, and
midazolam) in non-alcoholic organic product based drinks for measured use. The HPLC method
amounts of every BZDs given separately at three dissimilar fixations (10.0 g/mL, 4.0 g/mL, and
1.0 g/mL) to testing matching the usual load of the specific BZDs focuses. The recovery of these
medicines was also evaluated in samples containing 120 percent, 100 percent, and 80 percent
BZDs, respectively.

There is no incursion from the blank sample matrix in this instance. With simple sample
preparation, this method is accurate, precise, sensitive, and linear. This method may be utilized
in clinical and forensic toxicology to evaluate BZD residue at different concentrations. HPTLC is
considerably more expensive than other chromatographic techniques. However, unlike GC-MS,
which requires derivatization or hydrolysis, no sample preparation is required here. The method
identifies and calculates the content of benzodiazepines in beverages with excellent sensitivity
and accuracy.

4. Rapid Benzodiazepine Measurement in a Milk-Based Beverage:

The study's aim was to quantify the quantity of benzodiazepines in a milk-based cocktail. In this
instance, the extraction method utilized was QUEChERS. The instrumentation equipment utilized
in this research was a GC-MS. The aim of this research was to look at the relevance of
benzodiazepines as a date assault medication as well as a therapy for DFSA and DFC.

Non-designated compounds in the grid may have a substantial effect on analytic assessment,
producing signal degradation or improvement, benchmark uproar, and other annoyances. The
Framework Effect (ME) refers to the effect that co-eluting compounds have on ionization ability.
While ME are more well-known study, because to the high degree of example lattice complexity
in particular industries, it is better to remember ME evaluation for the framework approval
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measure. As a consequence, unwanted obstructions from network objects or other interfering
combinations may be minimized. Following the tests were gathered using QUEChERS plus
evaluated using GC-MS. The bulk of compound recovery rates are in the 50 percent range,
which is normal with QUEChERS for a highly challenging lattice. Despite this, the repeatability
is high in the present scenario, as shown by the percent. Only bromazepam showed a helpless
recovery (8.89 percent) (8.89 percent). Despite this, the focus is considerably smaller than that
observed in DFC testing. Bromazepam's degree of recovery is similar with that of the other
BDZs. The findings indicate that QUEChERS is eager to put to use, and that it may easily be
automated to recover a few samples rapidly. Other extraction techniques employed on this grid
produced a much more negative outcome for the compounds selected. Despite the fact that the
findings produced with QUEChERS aren't ideal, the speed, reproducibility, and simplicity of use
make this method acceptable for this application when severe affectability isn't required. It's
important to highlight that anticipated fixations in real-world circumstances are much higher than
our method.

In this study, the QUEChERS technique of extraction was shown to be extremely simple and
efficient. This method may be used to examine even extremely tiny amounts of material, which
are typical of the quantity of sample found at a crime scene. This method may be used to remove
benzodiazepines from various beverages, such as energy or fruit drinks. The chromatograms
indicate that there are no interferences that may produce erroneous results. As a consequence,
GC-MS may be utilized as a trustworthy tool for detecting and quantifying benzodiazepines in
milk-based alcoholic drinks. When coupled with QUEChERS, GC-MS is a powerful instrument.
Other techniques, like as HPTLC, offer better accuracy and performance. In contrast to other
methods, the sensitivity is low. Some matrix molecules, on the other hand, produce less
interference.

CONCLUSION

The findings of this article, based on an analysis of numerous studies on the identification,
isolation, assessment, and quantification of benzodiazepines and zolpidem in beverages, show
that, while there are various methods for extracting and estimating BZDs and zolpidem from
beverages, most of the approaches have advantages and disadvantages. The various methods
have varying degrees of accuracy and sensitivity. Several methods have been proposed. When
comparing HPLC and HPTLC techniques to GC-MS and TLC methods, it was found that HPLC
and HPTLC techniques are the most effective approaches. TLC and GC-MS are both cheap and
simple to use, however they are not particularly sensitive. Furthermore, with these techniques,
the quantity of matrix chemicals that interact with quantification is considerably greater. These
may have a delirious effect on the result of the research. Since the accuracy of the data is
essential, HPLC and HPTLC are the most effective techniques. Hydrolysis or any other kind of
derivatization is also required for GC. TLC is in the same boat. HPTLC and HPLC, on the other
hand, require little or no sample planning.

The cost of HPLC and HPTLC is considerably greater than that of TLC and GC. They are more
adaptable and require less experience. In these procedures, the accuracy of the findings is
considerably higher. More research on identifying benzodiazepines and non-benzodiazepines
(zolpidem) in drinks is needed. This is how they are being utilized at an unprecedented speed for
drug-assisted sexual abuse and drug-assisted crimes. They're also utilized for both purposeful
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and accidental poisonings. The combination of alcohol and BZDs is very dangerous. It is
essential to develop new techniques for better determining and quantifying these medicines in
drinks. Which will help law enforcement and forensic specialists in identifying them in a cost-
effective, time-saving, and simple manner.
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