bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

Title: Compromised External Validity: Federally Produced Cannabis Does
Not Reflect Legal Markets

Authors: Daniela Vergara'*, L. Cinnamon Bidwell, Reggie Gaudino®, Anthony Torres®, Gary
Du’, Travis C. Ruthenburg3 1, Kymron deCesare’, Donald P. Land’, Kent E. Hutchison® and
Nolan C. Kane'*

Affiliations:

! University of Colorado Boulder, Department of Ecology and Evolutionary Biology.

? University of Colorado Boulder, Institute of Cognitive Science.

3 Steep Hill Labs Inc. 1005 Parker Street, Berkeley, CA 94710.

* University of Colorado Boulder, Department of Psychology and Neuroscience.

*Correspondence to: daniela.vergara@colorado.edu or nolan.kane@colorado.edu

University of Colorado Boulder

1900 Pleasant Street

Boulder, CO 80309

tCurrent address: SC Laboratories Inc. 4000 Airport Way South, Seattle, WA 98108.


https://doi.org/10.1101/083444
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

Abstract:

As the most widely used illicit drug, the basis of the fastest growing major industry in the US,
and as a source of numerous under-studied psychoactive compounds, understanding the
psychological and physiological effects of Cannabis is essential. The National Institute on Drug
Abuse (NIDA) is designated as the sole legal producer of Cannabis for use in US research
studies. We sought to compare the chemical profiles of Cannabis varieties that are available to
consumers in states that have state-legalized use versus what is available to researchers interested
in studying the plant and its effects. Our results demonstrate that the federally produced
Cannabis has significantly less variety and lower concentrations of cannabinoids. Current
research, which has focused on material that is far less diverse and less potent than that used by
the public, limits our understanding of the plant’s chemical, biological, psychological, medical,
and pharmacological properties. Investigation is urgently needed on the diverse forms of
Cannabis used by the public in state-legal markets.

Introduction:
The United States has witnessed enormous changes concerning public acceptance of

marijuana. Use has more than doubled since 2002, across all genders, ethnicities and
socioeconomic status '. Considering changes on the cultural, political, and legal fronts, research
on the effects of Cannabis products that are consumed though legal outlets in states that have
legalized is urgently needed.

The Cannabis plant is unique in producing a diversity of cannabinoids, a terpenoid
chemical compound that interacts with the endocannabinoid system in the brain and nervous
system . One of the primary cannabinoids produced, A-9-tetrahydrocannabinolic acid (THCA),
is converted to the neutral form A-9-tetrahydrocannabinol (THC) when heated, e.g. by smoking.
THC interacts with the endocannabinoid system producing a wide range of physiological and
neurological effects. Studies have found that marijuana’s effects on mood, reward, and cognitive
dysfunction appear to follow a dose dependent function based on the THC content >. Due to this
and other purported psychotropic effects, THCA has been actively selected for by the Cannabis
industry *, and varieties containing more than 30% THCA by weight have been cultivated >. In
addition to THC, marijuana’s effects are likely related to a number of other compounds *”,

including nearly 74 different cannabinoids ® present at varying ratios across strains. For example,
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cannabidiolic acid (CBDA), another cannabinoid produced by the plant, is converted to
cannabidiol (CBD) when heated. CBD may mitigate the effects of THC and may have other
beneficial effects *'*. Demand for high CBDA plants has increased, due to potential therapeutic

1 . 20,21
uses for cancer ' and epilepsy **

. Other important cannabinoids produced by the plant include
cannabigerol (CBG) %, cannabichrome (CBC) Z, and A-9-tetrahydocannabivarin (THCV) **.

Because research universities across the nation have national grants and must verify
compliance with federal law, scientists at these institutions are restricted to research with the
only federally legal source of Cannabis. Our current understanding of the effects of marijuana in
humans (e.g. on mood, cognition, or pain) has therefore relied exclusively on government-grown
marijuana, often administered in a laboratory setting *>*’. Thus, nearly all published US
laboratory studies have used Cannabis material obtained from the National Institutes of
Health/National Institute on Drug Abuse (NIDA) supply, the only federally legal source for
Cannabis plant material. At the same time, dispensary-grade Cannabis available to consumers in
state-regulated markets is becoming increasingly potent and diverse. Strains differ substantially
in potency and cannabinoid content, and hence, are likely to differ in terms of their effects *.
Strains bred for high THCA content are thought to result in greater levels of intoxication as well
as differing psychological and physiological effects compared to strains bred for high CBDA
content. Accordingly, NIDA has recently developed plant material with varying levels of
cannabinoids for research purposes, but the extent to which government Cannabis is consistent
with Cannabis produced in the private market is not clear.

To address the critical question of whether the potency and variety of NIDA-provided

Cannabis reflects products available to consumers through state-regulated markets, we compared

the cannabinoid variation and potency from plants from four different cities in the US where
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Cannabis is legal for medical or recreational reasons (Denver, Oakland, Sacramento, and Seattle;
cannabinoid data provided by Steep Hill Labs Inc.) to the cannabinoid content of plants supplied
for research purposes by NIDA, using the data publicly available on their website **. Table 1

shows the sample sizes for all locations.

Results

NIDA differs from all other locations except Seattle in production of CBD (fig. 1A), and
differs significantly from all other locations in production of THC. NIDA has the lowest CBD
and THC percent with a mean and s.d. of 6.16 £ 2.43%, and 5.15 + 2.60% respectively.
Sacramento has the highest percent CBD with 12.83 + 4.73% and Seattle has the highest percent
THC with 19.04 + 4.43%. There are significant differences between the percent of both CBD and
THC between US city locations, in addition to differences with NIDA (fig. 1A).

CBG production does not differ in any location. Cannabis plants grown in all locations
produce very little CBG, particularly NIDA with only a single sample producing more than 1%
CBG (fig. 1B). THC-V is also produced in low quantities in all locations. The only statistically
significant difference is between Denver, whose mean and s.d is 1.12 = 0.13%, and Oakland 2.35
+ 0.68% (P<0.001; fig. 1B). Importantly, Seattle has only one (1) sample and NIDA lacks any

plants that produce more than 1% THC-V.


https://doi.org/10.1101/083444
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

Figure 1
o5 Average of Percent CBD and THC
E ¥ Denver I A 1
ONIDA r AEE
Oakland T
# Sacramento —
204 Seattle
3k k.
1
w sk T 1
0 [ —
: * % k.
2 1
S 157 |
c
£ ik
E 3k >k k.
© T 1
3]
€ * K
8 10 L
o
a I
54
0 - )
CBD THC
3_
i Denver Average of Percent CBG and THC-V
O NIDA -
Oakland T 1
25 B Sacramento
[ Seattle
& 2
H
=]
©
c
£
e
£ 1.57
©
o
€
Q
=4
(3
[
0.5
0

CBG THC-V


https://doi.org/10.1101/083444
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

Two analyses were used to examine the phytochemical diversity found in each location.
In the first analysis, the variability and range of each cannabinoid was calculated (figure 2). This
analysis shows that for three of the four cannabinoids, NIDA has the lowest variability. In
addition, the potencies of THC and CBD across sites (figure 3) suggest a greater diversity in both
potency and ratio in the private market. In other words, the federal strains show limited diversity
in the total cannabinoid levels, in the cannabinoids that are present, and in the ratio of
cannabinoids (figure S1).

PCA (fig. 4) shows that 53.1% of the overall cannabinoid variation is explained by PC1
and PC2, with PC1 explaining 30.8% and PC2 explaining 22.3%. PCA shows that the overall
cannabinoid content in Oakland and Sacramento is very similar, since the points overlap with
each other, even though Sacramento has more variation. Most of NIDA’s samples cluster within
the ones from Sacramento and Oakland. Additionally, NIDA’s 95% confidence ellipse mostly
lies within the Sacramento and Oakland ellipses. In other words, the variation in cannabinoids
from NIDA can be found in Oakland and Sacramento. However, the variation from Sacramento
and Oakland is not captured by the NIDA strains. Therefore across all cannabinoids, the
government source of Cannabis is limited in diversity, not reflecting the one widely available to
consumers in state markets. Additionally we established with the k-means cluster analysis that
the best number of clusters given the data from the PCA analysis was two. These two groups are
clearly portrayed in the PCA graph with PC1 against PC2 (figs. 4 and S2), revealing that NIDA’s
samples are present only in one of the clusters. Therefore, the cannabinoid diversity from the
private market is represented in both clusters, while that from the federal cannabinoids is almost

entirely found only in one of the clusters, demonstrating again their lack of variation.
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Discussion

The objective of this research was to determine whether Cannabis produced by the
government for research reflects the Cannabis that is widely available in state regulated markets.
The data demonstrate that Cannabis plants currently grown for NIDA are not representative of
plants consumed by recreational and medicinal users through state-legalized markets across the
nation. Cannabis flower available from dispensaries appears to be more potent and diverse in
their cannabinoid content.

This underrepresentation in the NIDA’s cultivars is problematic for investigation in
several areas, including chemistry, biochemistry, genomics, biology, psychology, but particularly
for medical research. These data suggest that the NIDA strains underrepresent the genomic
variation of cultivars with higher cannabinoid levels and the genomic variation that is found in
state-legalized markets **°. Medical research using only a limited number of varieties can be
misleading, because variation in the amounts and ratios of cannabinoids may have a significant
impact on the outcomes of the studies. Particularly as cannabinoids can have dramatic opposing
effects and complex interactions with each other *'®, investigations that only use one source of
material may hinder our understanding of pharmacological and therapeutic effects of Cannabis.

Studies reporting on effects of Cannabis using NIDA strains will continue to lack
external validity, possibly underestimating the effects of more potent strains that are widely
available. Compounding this problem, is the fact that the public availability of high-potency
Cannabis has increased in recent years '. Given our data and recent reviews that have suggested
that the greater potency of today’s marijuana, compared to earlier decades *, may lead to
significantly greater levels of intoxication and harm, it is important for research to begin

understanding consequences and impact of using the publicly available Cannabis. The
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knowledge gap between what we know from studies using government grown Cannabis and
what we should know about the effects of Cannabis in the real world will continue to widen with
the progressive decriminalization and accessibility of high-potency, dispensary-grade Cannabis.
This problem can only be addressed by establishing legal methods for the nation’s scientists to
access the Cannabis more similar to what is sold and consumed in state-regulated marketplaces
for research on the potential for harm and medical applications.

Despite this being the most complete cannabinoid analysis to date, it has a number of
limitations. First, data analyzed in this study were collected by separate facilities, NIDA and
Steep Hill, which may introduce biases. Inter-laboratory comparative analysis between different
methods of testing Cannabis products (e.g., different equipment used for this comparison and the
various facilities that offer chemotype testing) has been limited. This limitation is largely driven
by federal laws that prevent third parties (e.g., universities) from conducting such studies. Lastly,
Steep Hill data only includes strains tested at their locations and are not necessarily
representative of all Cannabis available to consumers. However, with 2980 samples tested,
common varieties are well represented. Similarly, our analysis includes the potential current pool
of strains listed as available by the government for research purposes; however the Cannabis
varieties produced historically by NIDA (and used in NIDA-funded studies published prior to
2012, when these additional NIDA strains became available) are far less potent. Thus, while our
analysis focuses on currently available strains, the discrepancy between publicly-available

marijuana and that used in most existing research is even greater than what we report here.

Moreover, this analysis is limited to six cannabinoids reported for the NIDA strains,

while additional compounds are known to be important >”**. Chemical analyses of Cannabis in
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commercial testing labs include numerous cannabinoids and terpenoids, which vary between
lineages®' and have important physiological effects *”*. Compounds not reported for the NIDA
strains may represent additional important differences between the federally approved strains and
widely used material. With the reported cannabinoids in this study, it seems unlikely that NIDA
strains will ever represent the broader marketplace. However, it is worth noting that the strains
available through NIDA may compare favorably to individual dispensaries in terms of diversity
of cannabinoid levels and ratios of THC to CBD.

Additionally, Cannabis flower is one form of Cannabis available in state regulated
markets, with concentrates and edibles also widely used. It is critical to note that as of May 2016
on the federal website, there is no source of concentrates or edibles for research. Therefore, there
is almost no research on the effects of cannabinoids in extract or edible form, even though in
Colorado alone, approximately 650,000 edible units are sold each month. Given the diversity of
the products, the federal government is unlikely to be able to produce Cannabis in a way that
reflects the diversity products used by the public in states where it is legal.

In conclusion, this study offers a comparison between six cannabinoids from Cannabis
produced in various cities in the US and the NIDA supply farm. The data suggest that Cannabis
produced by NIDA is less diverse in variety and less potent in the amount of cannabinoids.
Because doing federally approved research requires the use of government produced Cannabis,
the current situation is a significant impediment to research that seeks to clarify the potential
harms or benefits. In recent years, federal sources have pursued diversification of their strains
with a goal of increasing the diversity and potency of research Cannabis. The research presented
here provides concrete data that can inform these changes, so that Cannabis available to

researchers in the future can better reflect the types of products widely-used by the public.
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Methods

Cannabinoids from multiple strains in four cities of the US Denver, Oakland,
Sacramento, and Seattle were measured by Steep Hill Labs, Inc. These samples were not
randomly chosen for two main reasons: First, because we rely on the locations where Steep Hill
has facilities, and second, because even though dispensary owners and Cannabis producers are
required by law to test their product in some of those jurisdictions, it is a choice to select
between the multiple companies that provide these services. However, Steep Hill is the only
company that tests for 17 cannabinoids and ten terpenes *%, and has multiple facilities in cities
where Cannabis is legal, medically and/or recreationally. The use of the same testing procedures
across multiple marketplaces allows us to compare cannabinoid levels among the largest state
markets. Moreover, this dataset includes many widely used strains, as well as minor ones.

Cannabinoid measurements are performed on the flower of female plants, where most of
the cannabinoids are produced ****. Steep Hill samples were weighted and their phytochemicals
extracted to then be filtered and diluted. All Steep Hill samples were measured using liquid
chromatography (LC), in Denver with Agilent LC equipment, in Seattle and Sacramento using
Shimadzu LC equipment, and in Oakland using both types of machinery. The data from NIDA
was obtained from their website on November 15, 2015 28 Details about data collection or the
equipment used was not currently specified. Total sample sizes for each of the cannabinoids by
location are given in Table 1. Even though Steep Hill measures additional cannabinoids, our
analyses focused on cannabinoids shared between the NIDA and SteepHill datasets (N=6).

35-37

NIDA uses gas chromatography for their analysis , which only measures the neutral form of

the cannabinoids. Thus, we transformed the acidic form of each cannabinoid by multiplying each
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LC value by the ratio of molecular masses of the neutral cannabinoid to the acidic cannabinoid,
which represents the mass ratio of the neutral relative to acidic forms after decarboxylation. The
state mandated value for this conversion is approximately 0.88 and several states such as
Washington ** and Nevada *° mandate reporting of total THC from HPLC analysis using this
calculation. We then added the converted values to the neutral form in our measurements, the
result is equivalent to the measurements taken by NIDA. We also performed a separate analysis
using the conversion factor reported by Dussy and collaborators of 0.68 *. Even though both
datasets using the two conversion rates differ from each other, the overall results and conclusions
are the same: a significantly lower total diversity and total level of cannabinoids from the NIDA
samples. Therefore, we are only presenting the sample sizes and results using the state-mandated
conversion rate of 0.88.

In order to analyze the cannabinoid potency information across the sites, we first selected
only those tests that demonstrated 1% or greater for the specific cannabinoid under analysis. This
method allowed us to more accurately report the concentration of particular cannabinoids across
strains, many of which are bred for high production of a specific cannabinoid and low
concentrations of another particular cannabinoid. Due to the absence of samples that produced
more than 1% CBN and CBC, we excluded these two cannabinoids from the analysis. An
ANOVA was then performed for each cannabinoid with location as a factor and a posterior post-
hoc analysis using Tukey, except for THC-V where we used Bonferroni (fig. 1). We determined
the cannabinoid range on a box and whiskers plot (fig. 2) to visualize the array, median,
minimum, and maximum of each compound by location. Additionally, we determined which
samples produced more than 1% in both THC and CBD (fig. 3), indicating functional copies of

both THCA and CBDA-synthases, and calculated the ratio (THC/CBD), and with this ratio
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performed four F-tests comparing NIDA to the other four locations. Finally, to further

understand the variation between locations in their overall cannabinoid composition, we

performed Principal Components Analysis (PCA; fig. 4) with the Car package *' from R

statistical software. For this analysis all samples, including the ones that produced less than 1%

cannabinoids were used, however, both Denver and Seattle were excluded from the PCA due to

the absence of CBN and CBC. The total sample size for this PCA is given in Table 1. We used

the same dataset from the PCA to calculate k-means clustering to understand the number of

partitions and their means given our data. We used the R statistical framework to perform all

analyses. All code is available on www.github.com/KaneLab.

References

1

2

Hasin, D. S. et al. Prevalence of Marijuana Use Disorders in the United States Between 2001-2002 and
2012-2013. JAMA psychiatry 72, 1235-1242 (2015).

McPartland, J. M., Matias, 1., Di Marzo, V. & Glass, M. Evolutionary origins of the endocannabinoid
system. Gene 370, 64-74 (2006).

Hart, C. L., Van Gorp, W., Haney, M., Foltin, R. W. & Fischman, M. W. Effects of acute smoked
marijuana on complex cognitive performance. Neuropsychopharmacology 25, 757-765 (2001).

Volkow, N. D., Baler, R. D., Compton, W. M. & Weiss, S. R. B. Adverse Health Effects of Marijuana Use.
New England Journal of Medicine 370, 2219-2227, doi:10.1056/NEJMra1402309 (2014).

Swift, W., Wong, A., Li, K. M., Armold, J. C. & McGregor, I. S. Analysis of cannabis seizures in NSW,
Australia: cannabis potency and cannabinoid profile. PloS one 8, €70052 (2013).

Ben-Shabat, S. er al. An entourage effect: inactive endogenous fatty acid glycerol esters enhance 2-
arachidonoyl-glycerol cannabinoid activity. European journal of pharmacology 353, 23-31 (1998).
Russo, E. B. Taming THC: potential cannabis synergy and phytocannabinoid-terpenoid entourage effects.
British Journal of Pharmacology 163, 1344-1364, doi:10.1111/j.1476-5381.2011.01238.x (2011).
ElSohly, M. A. & Slade, D. Chemical constituents of marijuana: the complex mixture of natural
cannabinoids. Life sciences 78, 539-548 (2005).

Bhattacharyya, S. et al. Opposite effects of A-9-tetrahydrocannabinol and cannabidiol on human brain
function and psychopathology. Neuropsychopharmacology 35, 764-774 (2010).

Demirakca, T. ef al. Diminished gray matter in the hippocampus of cannabis users: possible protective
effects of cannabidiol. Drug and alcohol dependence 114, 242-245 (2011).

Englund, A. et al. Cannabidiol inhibits THC-elicited paranoid symptoms and hippocampal-dependent
memory impairment. Journal of Psychopharmacology 27, 19-27 (2013).

Hermann, D. & Schneider, M. Potential protective effects of cannabidiol on neuroanatomical alterations in
cannabis users and psychosis: a critical review. Current pharmaceutical design 18, 4897-4905 (2012).
Morgan, C. J. A., Freeman, T. P., Schafer, G. L. & Curran, H. V. Cannabidiol attenuates the appetitive
effects of A9-tetrahydrocannabinol in humans smoking their chosen cannabis. Neuropsychopharmacology
35, 1879-1885 (2010).

Niesink, R. J. M. & van Laar, M. W. Does cannabidiol protect against adverse psychological effects of
THC? Frontiers in psychiatry 4 (2013).


https://doi.org/10.1101/083444
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

15 Ren, Y., Whittard, J., Higuera-Matas, A., Morris, C. V. & Hurd, Y. L. Cannabidiol, a nonpsychotropic
component of cannabis, inhibits cue-induced heroin seeking and normalizes discrete mesolimbic neuronal
disturbances. The Journal of Neuroscience 29, 14764-14769 (2009).

16 Schubart, C. D. et al. Cannabis with high cannabidiol content is associated with fewer psychotic
experiences. Schizophrenia research 130, 216-221 (2011).
17 Zuardi, A. W. et al. A critical review of the antipsychotic effects of cannabidiol: 30 years of a translational

investigation. Curr Pharm Des 18, 5131-5140 (2012).

18 Zuardi, A. W., Hallak, J. E. C. & Crippa, J. A. S. Interaction between cannabidiol (CBD) andA 9-
tetrahydrocannabinol (THC): influence of administration interval and dose ratio between the cannabinoids.
Psychopharmacology 219, 247-249 (2012).

19 Solinas, M., Cinquina, V. & Parolaro, D. Cannabidiol and Cancer—An Overview of the Preclinical Data.
(2015).

20 Devinsky, O. et al. Cannabidiol: pharmacology and potential therapeutic role in epilepsy and other
neuropsychiatric disorders. Epilepsia 55, 791-802 (2014).

21 Mechoulam, R., Parker, L. A. & Gallily, R. Cannabidiol: an overview of some pharmacological aspects.
The Journal of Clinical Pharmacology 42, 11S-198S (2002).

22 Borrelli, F. et al. Colon carcinogenesis is inhibited by the TRPMS antagonist cannabigerol, a Cannabis-
derived non-psychotropic cannabinoid. Carcinogenesis, bgu205 (2014).

23 Izzo, A. A. et al. Inhibitory effect of cannabichromene, a major non-psychotropic cannabinoid extracted

from Cannabis sativa, on inflammation-induced hypermotility in mice. British journal of pharmacology
166, 1444-1460 (2012).

24 McPartland, J. M., Duncan, M., Di Marzo, V. & Pertwee, R. G. Are cannabidiol and A9-
tetrahydrocannabivarin negative modulators of the endocannabinoid system? A systematic review. British
Jjournal of pharmacology 172, 737-753 (2015).

25 Ewing, S. W. F. et al. A preliminary examination of how serotonergic polymorphisms influence brain
response following an adolescent cannabis intervention. Psychiatry Research: Neuroimaging 204, 112-116
(2012).

26 Feldstein Ewing, S. W. et al. Integrating brain and behavior: Evaluating adolescents’ response to a cannabis
intervention. Psychology of Addictive Behaviors 27, 510 (2013).

27 Metrik, J. et al. Effectiveness of a marijuana expectancy manipulation: Piloting the balanced-placebo
design for marijuana. Experimental and clinical psychopharmacology 17, 217 (2009).

28. https://www.drugabuse.gov/researchers/research-resources/nida-drug-supply-program-dsp/marijuana-plant-
material-available-nida-drug-supply-program.

29 Onofri, C., de Meijer, E. P. M. & Mandolino, G. Sequence heterogeneity of cannabidiolic-and
tetrahydrocannabinolic acid-synthase in Cannabis sativa L. and its relationship with chemical phenotype.
Phytochemistry (2015).

30 Weiblen, G. D. et al. Gene duplication and divergence affecting drug content in Cannabis sativa. New
Phytologist (2015).

31 Lynch, R. C. et al. Genomic and Chemical Diversity in Cannabis. bioRxiv, 034314 (2015).

32. http://steephill.com/testing.

33 Potter, D. Growth and morphology of medicinal cannabis. The Medicinal Uses of Cannabis and
Cannabinoids. Pharmaceutical Press, London (2004).

34 Potter, D. The Propagation, Characterisation and Optimisation of Cannabis Sativa L as a
Phytopharmaceutical, King's College London, (2009).

35 ElSohly, H. N. & Turner, C. E. Constituents of Cannabis sativa L. XXII. Isolation of spiro-indan and

dihydrostilbene compounds from a Panamanian variant grown in Mississippi, United States of America.
Bull Nar 34, 51-56 (1982).

36 Mehmedic, Z. et al. Potency trends of A9-THC and other cannabinoids in confiscated cannabis preparations
from 1993 to 2008. Journal of Forensic Sciences 55, 1209-1217 (2010).
37 Turner, C. E., Ma, C. Y., Russell, M. H. & Elsohly, M. A. Analysis of micro-encapsulated d-limonene

dimercaptan, a possible herbicide marker for Cannabis sprayed with paraquat, using gas chromatography.
Bull. Narc., XXXIII (1), 43-54 (1981).

38. http://lig.wa.gov/publications/Marijuana/BOTEC%20reports/1c-Testing-for-Psychoactive-Agents-
Final.pdf.

39. http://dpbh.nv.gov/uploadedFiles/dpbhnvgov/content/Reg/MME/Boards/


https://doi.org/10.1101/083444
http://creativecommons.org/licenses/by-nc-nd/4.0/

bioRxiv preprint doi: https://doi.org/10.1101/083444; this version posted October 26, 2016. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available under
aCC-BY-NC-ND 4.0 International license.

ILAC/Meetings/2016/MinutesDec2015NVCLAlettercnnabinoids.pdf.

40 Dussy, F. E., Hamberg, C., Luginbiihl, M., Schwerzmann, T. & Briellmann, T. A. Isolation of A 9-THCA-
A from hemp and analytical aspects concerning the determination of A 9-THC in cannabis products.
Forensic science international 149, 3-10 (2005).

41 Fox, J. & Weisberg, S. An R companion to applied regression. (Sage, 2010).

Acknowledgments: We thank S. Tittes and K. Keepers for comments, bioinformatics help, and
suggestions. This research was supported by donations to the University of Colorado Foundation
gift fund 13401977-Fin8 to NCK, by donations to the Agricultural Genomics Foundation, and by
K23DA033302 to LCB. The raw data for this research will be submitted to Dryad upon
acceptance, and also to the website www.agriculturalgenomics.org .

Author contributions: DV analyzed the data and wrote the first draft of the manuscript; LCB,
NCK, KEH directed the project, contributed to statistical analysis and manuscript revisions; RG,
DPL, TCR, KdC designed and supervised data collecting methods; AT, GD, TCR collected and
added data to database; KEH conceived the project. All authors contributed to manuscript
preparation.

Competing financial interests: DV is the founder and president of the non-profit Agricultural
Genomics Foundation. RG, AT, GD, KdC and DPL are employees of Steep Hill Labs. TCR is an
employee of SC Labs Inc. NCK and KEH are board members of the non-profit Agricultural
Genomics Foundation.

Figure Legends
Fig. 1. Average percent cannabinoids for five different locations. A. CBD (N=313) and THC

(N=2923). B. CBG (N=411) and THC-V (40). Significant values between the comparisons are

given in the horizontal bars above: *** P<(0.001; ** P <0.01; and * P<0.05.
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Fig. 2. Median and range for cannabinoids by location. Median (line within the box), 25" and
750 percentile (bottom and top of the box respectively), and range (bars outside the box).

Outliers are dots outside the box and range. The Y axis differs by panel.

Fig. 3. The diversity and variability of Cannabis samples across sites in terms of THC,

CBD. The ellipses represent 95% confidence (N=1152).

Fig. 4 PC1 vs PC2 for three locations. Most of the points from the two main PC axes overlap
demonstrating similarities between the three locations in their content. The black boxes represent

the means of the two clusters after the k-means analysis.

Denver NIDA QOakland Sacramento Seattle

TOTAL | >1 TOTAL | >1 | PCA | TOTAL | >1 PCA | TOTAL | >1 PCA | TOTAL | >1
CBD 1141 42 98 56 90 755 110 481 981 101 981 103 4
CBN - - 98 - 90 481 - 481 981 - 981 - -
THC 1141 1112 98 64 90 755 692 481 981 952 981 103 103
CBG 992 98 96 1 90 481 41 481 981 259 981 103 12
IIHC_ 992 12 96 - 90 481 6 481 981 21 981 103 1
CBC - - 96 - 90 481 - 481 981 2 981 - -
THC
gBD 21 - 24 - - 77 - - 81 - - 4 -
>1

Table 1. Sample sizes. Sample sizes for each cannabinoid at the different locations. Denver and Seattle lack
samples for CBN and CBC. The first column represents the total sample sizes for each cannabinoid, the >1 column
represents the number of samples that produced more than 1% content of each cannabinoid. No location had strains
that produced >1% CBN or CBC. The last column represents the sample sizes used for the PCA, which was
performed only with samples from Oakland, Sacramento, and NIDA. The last row represents the samples that

produce more than 1% for both THC and CBD.
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