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Foreword

THE ACS SYMPOSIUM SERIES was first publishied in 1974 to
provide a mechanism for publishing symposia quickly in book
form. The purpose of this series is to publish comprehensive
books developed from symposia, which are usually “snapshots
in time” of the current research being done on a topic, plus
some review material on the topic. For this reason, it is neces-
sary that the papers be published as quickly as possible.

Before a symposium-based book is put under contract, the
proposed table of contents is reviewed for appropriateness to
the topic and for comprehensiveness of the collection. Some
papers are excluded at this point, and others are added to
round out the scope of the volume. In addition, a draft of each
paper is peer-reviewed prior to final acceptance or rejection.
This anonymous review process is supervised by the organiz-
er(s) of the symposium, who become the editor(s) of the book.
The authors then revise their papers according to the recom-
mendations of both the reviewers and the editors, prepare
camera-ready copy, and submit the final papers to the editors,
who check that all necessary revisions have been made.

As a rule, only original research papers and original re-
view papers are included in the volumes. Verbatim reproduc-
tions of previously published papers are not accepted.

M. Joan Comstock
Series Editor
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Preface

NEws FROM THE FIRST RECORDED EXPEDITION down the Amazon
reached Europe in the mid-16th century, and since then this mysterious
and fascinating region has been associated with many different myths.
Scientists have helped dispel or clarify many of these myths, but some
large-scale projects have clearly shown the pitfalls that await those who
try to explore the area without knowing enough about its many particu-
larities and complexities.

Amazonia has been the source of much interest. Considerable
research on its fauna and flora has been published since the beginning of
the past century. There has recently been an important change in the
focus of this research. Instead of limiting work to characterization and
identification of species, considerable attention is now directed toward
understanding the ways in which species interact among themselves and
with their surroundings. A direct consequence of this trend is the inclu-
sion of the human element in these studies and the realization that
research on Amazonia has much to gain if the local inhabitant is made a
willing partner. Consideration of measures that lead to his well-being are
an essential component of any project aimed at preserving the enormous
variety of species that share his habitat through judicious use of its
natural resources.

Chemistry plays an important role in understanding the interaction of
Amazonian wildlife and teaching humankind how to preserve fauna and
flora. It provides a basis for investigating natural phenomena related to
competition among species, their spatial radiation, and their response to
external factors, and it generates the knowledge required for correct
management of natural ecosystems. It may also reveal valuable sub-
stances and materials that, if exploited rationally or used as models for
synthesis, could provide local populations with an important source of
income for many generations.

Extensive research has been carried out on the geochemistry, hydro-
chemistry, environmental chemistry, and chemistry of natural products of
the Amazon region. However, most of these studies were carried out in
laboratories far from where the samples originate, and the results,
although published in national and international periodicals, rarely found
their way back to or aroused the interest of decision-makers responsible
for the preservation and rational development of the region. When our
association held a national meeting on “Chemistry of the Amazon” just

xi
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after the Rio Summit in October of 1992, it became readily apparent that
economic activities continue to destroy this valuable resource instead of
taking advantage of its potential. This situation was taken as a clear indi-
cation of the high degree of ignorance about the region and what it has to
offer.

Investigators of the geochemistry, hydrochemistry, environmental
chemistry, and chemistry of natural products of the Amazon as well as
specialists on chemical processes that determine biodiversity were invited
to take part in the First International Symposium on Chemistry of the
Amazon. Combining and comparing information from all these sources
aids examination of alternatives for development of the region with the
least interference possible in the natural processes that occur in the
ecosystem. This book presents contributions covering prospects for treat-
ing biodiversity as a renewable resource, the bioactivity of natural prod-
ucts from the Amazon, their ecology and evolution, and the environmen-
tal issues involved in the region’s conservation.
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Chapter 1

Amazon Biodiversity:
A Renewable Natural Resource?

Peter Rudolf Seidl

Centro de Tecnologia Mineral, Rua 4, Quadra D, Cidade Universitdria,
Ilha do Fundao, CEP 21941-590 Rio de Janeiro, RJ, Brazil

Tropical rainforests contain a disproprotionate amount of the
earth’s biodiversity. The Brazilian Amazon is probably the most
important biotic reserve in the world and provides an opportunity to
test the prospects for making conservation of biodiversity an
attractive alternative to its inexorable destruction by local
communities. This is no easy task and requires new types of
relationships with these communities in order to access their
knowledge base on the use of the region’s biodiversity and evaluate
its potential economic value. Chemistry may play an important role
in the identification, development and commercialization of valuable
natural products (especially these that reveal some form of
bioactivity) and in recovery of degraded areas with native species
through specialized agroforestry systems as well as in monitoring
and evaluating the impacts of any new project on its particular
ecosystem.

Tropical forests are known to contain a disproportionately large share of the
earth’s biodiversity. Estimates of how many kinds of plants and animals inhabit the
planet vary considerably, but it is generally agreed upon that, for certain groups,
only a small fraction of the probable number of species have been discovered. It is
anticipated that most of the species that are yet to be identified inhabit the tropics
).

Tropical rainforests cover approximately 4% of the earth's surface and are
found in more than 70 countries. They are not uniformly distributed, however, and
no more than seven countries harbor more than two-thirds of these forests. Brazil
alone accounts for just over 30% of this total (2) and its natural products have
been investigated in laboratories all over the world (3,4).

The Brazilian Amazon thus seems to be the appropriate place to examine
the propects for making the conservation of biodiversity attractive to the societies

0097-6156/95/0588—0002$12.00/0
© 1995 American Chemical Society
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1. SEIDL  Amazon Biodiversity

that harbor it, providing a convenient venue for applying the concepts that were
negotiated at the Rio Summit (5). It covers the larger part of the Amazon basin
which, with its enormous area and ecosystematic complexity, is probably the most
important biotic reserve in the world. Its natural base is formed by many different
ecosystems which interact among themselves, establishing complex ecological
processes. in terms of dynamics as well as their interdependence (2).

Around 15 million people live in the region today yet, in view of its sheer
size, it is still sparsely populated (although this situation is changing rapidly). Some
15% of its economically active population depends on what is called
"extractivism”, here understood as a general term which includes some
environmentally sound practices and others which are extremely aggressive to local
ecosystems. Among the latter are small-scale mining ("garimpo"), a direct threat to
important river systems and the people who live off them, and deforestation, a
process which has already claimed 8% (40 million ha) of the tropical forest. In
spite of a number of environmental protection measures recently adopted, the
destruction of forests and river habitats of the Amazon will inevitably continue
unless the type of demand for its natural resources can be substantially modified.

The traditional economy of the Amazon Region is, to a large extent,
dependent on primary activities (mining, agriculture, fishing and forestry) with a
low technological content and which do not lead to socio-economical improvement
for the region, but which cause considerable environmental degradation.
Opportunities for changing this situation to one of sustainable development and
conservation of the region are centered on the use of its renewable natural
resources. The most promissing alternatives are based on verticalization and
diversification of the productive strucuture, specially in terms of new industries
based on biotechnology and chemistry of natural resources such as biotic materials,
pharmaceuticals, cosmetics, and tropical agroindustrial products with high added
value. Thus a strategy for sustainable development and conservation of the
Amazon requires the creation of new economic sectors, based on science and
technology, that take advantage of natural resources employing environmentally
friendly procedures and techniques in addition to widely publicized measures such
as demarcation of indigenous areas, of parks and reserves, of extractivist reserves,
of units for biodiversity conservation, as well as activities related to agroeconomic
zoning of the Amazon and to monitoring anthropic effects on its ecosystems, to
mention just a few of the projects included under the Pilot Program to Conserve
the Brazilian Rainforest, know as the G7 Program.

Commercial exploitation of natural products from the tropical forests may,
in fact, be the only way to preserve this habitat and avoid its destruction by local
inhabitants in search of conditions for survival or by commercial enterprises after a
short to medium-term gain. A number of projects now under way indicate that
rational exploitation is possible without permanent damage to the environment
and scientific management of degraded areas may accelerate their recovery.

The time 1is particularly favorable for the development and
commercialization of products from tropical forests. The tendency to substitute
products of vegetable origin by synthetic chemicals has lost much of its impetus
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and, in some cases, may even be experiencing a reversal. Natural products have
been making a strong return to the market in the past few years and,in certain areas
such as food, cosmetics and drugs, there is a marked preference for "natural”
ingredients over their synthetic counterparts. An "exotic" connotation that is often
associated with tropical products may even allow them to command higher prices.
Any attempt at exploiting products from the rainforest must, of course, be
carefully monitored. The biogeochemical cycles that provide conditions for the
generation and preservation of Amazon biodiversity have been the object of
extensive research in the last two decades. Techniques for analysing anthropic
effects caused by population increases in larger cities; building hidroelectric plants:
prospecting, drilling and transporting oil; cattle-grazing; slash-and-burn farming
and, more recently, small-scale mining ("garimpo") on the Amazon’s rivers (water
and sediment), air and soil should be applied to any new initiative, and a careful
evaluation of its impacts must be an integral part of any new development.

Valuable Natural Products: Identification, Development and
Commercialization

Interest in natural substances that have biological activity is on the rise again as
approaches to "ab initio" drug design using sophisticated computational and
biochemical techniques turn out to be more complex and not quite as reliable as
had been originally anticipated. While major pharmaceutical companies have not
abandoned this approach, they are also investing heavily in the collection,
identification and preparation of extracts from plants, animals (mostly insects and
marine organisms) and microorganisms for screening purposes(6). Recent
advances in techniques used for screening have significantly reduced the amount of
sample that is required and increased the number of tests that can be run with
relatively modest investments in installations and equipment as well as costs for
personnel and materials (7). As a result, vigorous programs for acquision of natural
products along with novel chemical structures are integrated into drug discovery
programs on the part of both industry and mission-oriented government agencies
such as the National Institutes of Health (NIH) in the U.S (8).

Although medicinal agents represent the largest and most visible segment of
bioactive compounds that are yet to be discovered in tropical forests, they are by
no means the only one. Competition among species and development of chemical
defenses against predators should provide many molecules to be tested as
insecticides and herbicides. While a number of substances found in tropical forests
are known to have unique flavors or fragrances and many are already commercially
available, the possibility of coming across new compounds with these properties
should not be overlooked. The same goes for natural dyes and other of substances
that are used in formulations of cosmetics, toiletries, foods and health articles. Two
of a major drug company's best-selling products are an artificial sweetener and a
herbicide, for example (6).

Some form of bioactivity in an extract is the starting point, but only rarely
the sole element, in the process of discovery, development and commercialization
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of a new compound. Depending on the final application, a promising molecule (or
"hit") will go through extensive tests (and possibly chemical modification) before
becoming a "lead compound" that would be subjected to clinical trials . A case in
point is a promising drug against AIDS developed from a compound isolated from
plant materials that was being tested as an insect regulator (the native compound
was too toxic to be useful as a drug, but after a number of analogs were
synthesized and tested, one of these was shown to have the necessary properties
and advanced into the clinic). The plant is no longer necessary to get the substance
- it is now made synthetically - but without the plant it would never have been
discovered (6).

Another important component in the search for bioactive substances is
related to genetic resources. Screens should not be limited to small molecules,
samples should also be extracted for proteins in which the gene responsible for its
action is identified in order be cloned. Genetic engineering has opened up new
possibilities of producing variants that have desirable biochemical characteristics
and these methods are equally applicable to the genetic manipulation of plants as
well as lower animals and microorganisms that accumulate the bioactive
compounds of interest.

Plant biotechnology offers additional possibilities for in vitro accumulation
of these selected substances (9). An integrated strategy for conservation of genetic
resources followed by screening for desirable genetic properties as well as
biological activity and combined with R&D on genetic engineering/plant
biotechnology of selected species should be an integral part of the effort on
identification, development and commercialization of bioactive compounds. This
type of approach would not only remove some of the uncertainties in prices and
supplies of valuable substances but could contribute to reducing the risk of highly
detrimental effects on the environment should these substances be commercialized
on a large scale.

Sustainable Development

The recovery of areas that have already been degraded by activities such as mining
or lumbering is an important testing-ground for agroforestry projects based on
species that are native to the region. Such projects can play a significant role in
reversing destruction of the rainforest and may even be necessary to complement
short to medium-term initiatives that add value to products that are already
exported from the region (/0) since considerable investment and human effort will
have to go into biodiversity prospecting activities before any return for local
populations can be expected.

The Amazon Region should not be primarily considered a source of raw
materials, however. Experience from several projects supported by government
agencies as well as some that were run by powerful international concerns raises
serious doubts as to the viability of large-scale agricultural projects in the region.
Unlike rainforests in other parts of the world, such as Southeast Asia or Central
America, soils in the Amazon are poor and largely unable to neutralize the effects
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of constant weathering (/7). Domestication of tropical species is essential for the
development of any adequate cultivation methods for native plants, but it requires
considerable time and research (It is noteworthy that, up to now, only one specie
is considered completely domesticated in the Amazon (12)). Chances for success in
agroforestry are probably closely linked to the possibility of developing specific
systems that optimize symbiotic relationships among species that thrive on and
protect certain types of soils, as is the case in natural ecosystems. With very few
exceptions, this implies use of small-scale, diversified projects.

Many local communities in the Amazon already have a knowledge base that
suffices for sustainable management of a very small fraction of the region’s
biodiversity and have put its bioactive compounds to good use. Access to this
knowledge requires developing new types of relationships with people who have
their very own standards of living and scales of values. This is, however, no simple
task. Alone the elaboration of a comprehensive strategy to face the problem is an
extremely complex undertaking (/3). It covers a gamut of socio-cultural issues that
range from the interaction with societies which are quite isolated from the rest of
the world (and live under rules and conditions that could be interpreted as very
primitive by those who are not aware of their inherent complexities) to
negotiations with large corporations whose international business strategies are
based on the cutting edge of technology. As these issues span scientific disciplines,
technical evaluations, commercial aplications, intellectual property rights and
international relations, expertise in many different areas must be combined in order
to identify all the relevant aspects of negotiations among interested parties.

Chemistry plays an important role in the analysis of propects for the
sustainable use of Amazon biodiversity. Not only does it provide a link to the
technical jargon of the disciplines involved; but its practitioners are quite familiar
with the interplay between R&D and the marketplace. It is also required to monitor
the natural cycles that are responsible for Amazon biodiversity as well as
anthropogenic sources of pollution that threaten it.
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Chapter 2

Natural Products as Medicinal
and Biological Agents

Potentiating the Resources of the Rain Forest

Geoffrey A. Cordell

Program for Collaborative Research in the Pharmaceutical Sciences,
Department of Medicinal Chemistry and Pharmacognosy, College
of Pharmacy, University of Illinois at Chicago, Chicago, IL 60612

As we consider the devastation that is wreaked on our planet each day, and how a
burgeoning global population and rising economic wealth have literally changed the
appearance of the landscape during our short lifetimes, we are constantly reminded that
many of the earth's resources are unknown. Perhaps nowhere on Earth is this more true
than the Brazilian rainforests. Even at a time when we are exploring the planets and
beyond, in truth we know relatively little about the potential of our own, rather small,
biologically active corner of the cosmos we call Earth. Whether it is the marine
environment, the plant kingdom or even our own biological processes, there are
fundamental questions which remain unanswered.

In terms of resources, particularly those which would be both economically useful
and renewable in a finite time period, for example 10-20 years, we have barely initiated
our quest. Ralph Waldo Emerson, the 19th century American philosopher wrote "What
is a weed? A plant whose virtues have not yet been discovered". For "plant" one could
substitute insect, marine animal, fungus, etc, the relevance of the comment remains the
same. Namely, that the potential is enormous.

Yet, at no other time in the history of humankind on this planet has biodiversity
been so low, the population so burgeoning and global economic development so rapid.
Thus, demands for more non-renewable energy, more disposable consumer products,
more drugs, more biologicals and more insecticides will inevitably increase for the
foreseeable future. For mankind to survive far into and beyond the 21st century, there is
a growing consensus that it will be vital to take specific actions to protect and develop
our environment under sustainable, renewable conditions. Failure to do so will mean that
the window of opportunity for the discovery of new medicinal and biological agents for
the 21st century that will be lost forever. In this rather brief presentation we will discuss
the historical use of plants and plant products as drugs, the developments that are
underway for the selection and the biological evaluation of plant extracts, and the
criticality of potentiating the resources of the rain forest for the drug discovery programs
of the early 21st century.

Every major civilization since the earliest records of human history have
employed plants as their primary source of medicament, as well as for food, shelter,
furniture, writing materials, cosmetics, and numerous other purposes. Traditions of
healing using indigenous plants were transferred between civilizations, primarily by the
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explorers, the priests, merchants, and eventually the scientists who challenged the vast
oceans, mountain ranges, jungles and deserts of Earth.

The elaboration of plants for their medicinal, nutritive (and culinary) value,
through trial and error, what we now call "drug discovery", has been an avid and essential
pursuit of mankind since prehistoric times. At this time in the evolution of scientific
thought, it is indeed pertinent to ask why the investigation of plants for their biologically-
active compounds should continue? And why these efforts have increased so
dramatically in the past few years? There are probably three reasons: firstly, plants have
yielded, and continue to relinquish numerous, biologically important lead structures.
Typically, these compounds possess structures which have yet to be synthesized or even
imagined by the traditional organic chemist or are compounds evincing new biological
activities for an established natural product skeletal class or individual entity. Such
compounds, therefore become prime candidates for the integrated chemical and biological
development of derivatives modified to possess enhanced water solubility, resistance to
gastrointestinal hydrolysis, specific biological activity and/or reduced toxicity. Secondly,
it is well established that globally, and for a variety of economic reasons, the tropical rain
forests of the world are shrinking at an alarming and possibly perilous rate. Thirdly, less
than 15% of all terrestrial plants have been investigated for more than one biological
activity, and this activity was probably a cancer-related bioassay. Important though it is
as a group of debilitating and deadly diseases, for most of the world, it is not the most
critical disease. Thus the potential for indigenous plants to contribute to global health,
and therefore the economies of nations is indeed significant, and vastly underestimated by
the nations of the North, where the expertise to integrate drug discovery into a finished
pharmaceutical entity typically lies.

Farnsworth has indicated that from the small portion of the 250,000 species of
flowering plants that have been investigated thus far, about 120 therapeutic agents of
known structure are isolated for commercial purposes from about 90 species of plant and
are utilized for the treatment of a diverse array of disease states. He estimates that
seventy-four percent of these 120 plant-derived therapeutic agents were discovered based
on ethnomedical records and exceptional use profiles (/). Some examples include the
notorious mandrake, Mandragora officinarum, and henbane, Hyoscyamus niger which
yielded scopolamine; Coca leaf, cocaine; opium, Papaver somniferum, which afforded
morphine and codeine, South American curare, Chondodendrum tomentosum, from
which tubocurarine is derived; Calabar bean, Physostigma venenosum, used as an ordeal
poison, which gave physostigmine; digitalis, Digitalis lanata, yielding the digitalis
glycosides; cinchona, which yielded quinine; ergot, Claviceps purpurea, the fungus which
infests rye, which yielded the alkaloids ergotamine and ergonovine; and Rauvolfia
serpentina, which yielded reserpine and deserpidine (2). In spite of this apparent
importance, and the incredible untapped wealth of the world flora and fauna of the world,
in the United States the percentage of drugs derived from plants declined steadily during
the 1930s, 40s and 50s. Consequently, prescription product surveys during the 1970s
and 1980s indicate that only approximately 25% of prescriptions filled contain a plant-
derived natural product (3).

Elsewhere, particularly in developing countries, or those where limitations on
imports due to currency restrictions and high prices inhibit the acquisition of "western-
made" drugs (4), medicinal plants continue to represent the primary source of medication.

Indeed, the World Health Organization has estimated that this situation pertains for
approximately 88% of the population in the developing countries (/), or approximately
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3.4 billion people. In China, for example, which has about one-fifth of the worlds'
population, 7,295 plant species are utilized as medicinal agents. As we consider the
future development of medicinal and biological agents we need to consider whether these
daily experiences merit further investigation.

Tropical Rain Forests-A Potential Source of Medicinal and Biological Agents?

It is widely considered that both philosophically and pragmatically, a nation has three
forms of wealth: material, cultural and biological. The Earth began forming 4.5 billion
years ago and man developed on Earth approximately 3.5 million years ago, a time which
coincided with the greatest biological diversity ever. While much has been written on the
impact of reduced botanical diversity and increased deforestation on the environment and
the ozone layer, the presumed immense, mostly untapped, chemical and biological
potential of the biome (fauna and flora) has been largely ignored. But what is this
potential? Unfortunately, since the number of species in the biome is not known, in
statistical terms this becomes an impossible question. However, there are some
approximations, for example it is believed that there are about 350,000 species of
vascular plant, about 200,000 species of marine invertebrates, and about 1.5 million
species of terrestrial animal, insect, arthropod and other living organisms. It must be
emphasized that these are estimates, and that new species of organism are constantly
being discovered. For example, a new whale species was discovered in 1991, three new
plant families were found in Central America in the past ten years, less than 10% of the
insects in some groups have been categorized, of an estimated 1.5 million fungi, only
about 70,000 have been described, and the number of deep sea organisms is completely
unknown (5).

At the present the tropical rain forests are the richest concentration of biota, be
they plants or arthropods. For example, a one hectare plot in Kalimantan, Indonesia
yielded approx. 700 species of plants (6), and a single tree in Peru yielded 43 ant species
in 26 genera (7). Yet every year 42 million acres of tropical rain forest are permanently
lost, or approximately one football field every second. Every day we waste non-
renewable resources for very short term gains; eliminating species at an alarming rate
without having previously collected the germ plasm. This wanton destruction of the
tropical rain forests has been described as "one of the great tragedies of all history", and it
may well be that our children and their children will see this as an unforgivable,
devastating legacy. A legacy which has resulted in a biome whose diversity is at its
lowest point since the Mesozoic Period 65 million years ago. Species diversity is
probably our planet's most important and irreplaceable resource. Yet it is estimated that
one-fifth of all species may disappear in the next thirty years (8). Once exterminated,
species regeneration, if at all possible, will take 5 to 10 million years.

In addition to the disastrous loss of the rain forests there are other losses. For the
loss of, or encroachment on, habitat eliminates vertebrate and invertebrate species, fungal
and bacterial flora, and in some instances, the indigenous population, which over many
generations has evolved an accumulation of invaluable ethnomedical knowledge. While
some may say this is patronizing, the fact remains that if these tribes have not been
studied and the knowledge of the shamans catalogued, the information will be lost
forever. Such losses of the biome and the knowledge of the value of the local biome are
irreversible and permanent.
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Following the Earth Summit in Rio de Janeiro in 1992, now, more than ever
before, there is a heightened global awareness about the devastation of the tropical rain
forests, in Asia, in Africa and in Central and South America. This Convention on
Biological Diversity commits signatories to substantive action in many areas (9),
including: development of national plans, strategies or programs for the conservation and
sustainable use of biodiversity; inventory and monitoring of components of biodiversity
and of processes adversely impacting it, development and strengthening of mechanisms
for biodiversity conservation, restoration of degraded ecosystems; preservation and
maintenance of indigenous systems of biological resource management, and equitable
sharing of benefits with such communities; and integration of biodiversity concerns into
national decision-making.

Because of the structural and biological diversity of their constituents, and their
long history of indigenous medicinal use, it is widely considered that terrestrial plants
offer a unique and renewable resource for the discovery of potential new drugs and
biological entities. However, the vast, albeit rapidly shrinking, research base from which
to draw samples for biological evaluation poses an interesting challenge. For in the recent
past, numerous, increasingly sophisticated, systems for the biological detection of active
compounds (vide infra) have appeared, therefore, it is pertinent to ask "What is to be the
nature of the materials to be evaluated?" and "How do we responsibly use both the
renewable (i.e. the sustainable) and the non-renewable resources available to us as
effectively as possible?" and "How do we find the proverbial needle (active compound) in
the haystack (plant kingdom)?" Is there the potential for an intellectual step involved in
providing the samples for bioassay, or is the only approach random?

Stages in Natural Product Drug Development

The discovery of a lead candidate medicinal agent from a natural source involves several
discrete and unique steps, including: i) the selection, collection and unambiguous
identification of the organism, ii) the preparation and evaluation of an extract in an
appropriate array of automated in vitro test systems, iii) prioritization of the plants to be
further studied, iv) bioactivity-directed fractionation, and v) structure determination of the
active isolate(s). The remaining stages of additional biological, toxicological and
pharmacological testing are the same for synthetic or natural products (/0). These drug
development studies are presently estimated to cost over $230 million for a given drug to
reach the stage of approval for marketing. Much has been written about what costs are
included in estimating this figure, but in any event is an unacceptable number. It is
inappropriate for the richest developed nation, and is an absurdity for a developing nation,
whose country may well have been the original source of the lead compound which
eventually became the medicinal agent for therapeutic evaluation.

Before we explore that pathway though, let us examine some of the steps
involved in this preliminary drug discovery process in more detail, for they are frequently
given short shrift by those who have not experienced them. There are five systematic
approaches for the selection of plants that may contain new biological agents from plants:
the random, the taxonomic, the chemotaxonomic, the information managed and the
ethnomedical. In the random approach, all available species are collected, irrespective of
prior knowledge and experience. In the taxonomic approach, plants of predetermined
interesting taxa are sought from diverse locations. In the chemotaxonomic approach, a
particular compound class, e.g. coumarins, may be considered as having biological
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interest, and plants likely to produce related compounds are collected. In the information
managed approach, plants of proven biological activity which are unlikely to contain
known active agents are collected in the hopes of discovering novel chemical agents.
Finally, in the ethnomedical approach, credence is given to clinical, oral or written
information on the medicinal use of the plant, and, based on an evaluation of this
information, the plant is collected.

For any of these collection strategies, the most rational procedure is to test the
material in a range of bioassays. Following prioritization, the active leads are fractionated
through bioassay-directed fractionation for their active principle(s). Depending on the
circumstances and even at different stages in the same discovery and development
process, there are merits to each of these collection strategies. For example, it may be
necessary at some point if the lead compound for development is isolated from a natural
source, that a strategized search for alternative sourcing of the compound becomes
important. The history of the development of taxol as a clinical entity bears witness to
these changing strategies. A sixth "approach”, a non-systematic one, is serendipity,
where collection based on one bioactivity or ethnomedical use of the plant leads to the
discovery of another bioactivity of commercial significance. The bisindole alkaloids of
Catharanthus are an exquisite example in this sense, where the ethnomedical use of the
tea of C. roseus as an antidiabetic agent led to the discovery of its antileukemic properties
through opportunistic scientific observation and interpretation. For the purposes of the
discovery of new medicinal and biological agents from plants, I believe that a combination
of the ethnomedical and the information management approaches will be found to be the
most productive.

Targeted application of the ethnomedical approach to a discovery program
requires both the collection and prioritization of existing ethnomedical, chemical,
biological and clinical data. In this way, plant collection can focus on the acquisition of
plants which are most likely to yield biologically interesting new compounds for potential
development. Unfortunately, the requisite information needed for such decision-making
is very highly scattered. The only place in the world where this information is being
collected for analysis on a global basis is the NAPRALERT database at the University of
Illinois at Chicago (/7). Through this computerized system, a list of plants can be
weighted for their diverse ethnomedical, in vitro, in vivo, and clinical activities in order to
identify those plants which would be a high priority for collection in the initial phases of a
drug discovery program. Such a final list may be achieved for a given biological activity
by gathering data sets on plants which have been studied for their active principles,
ethnomedically reported plants with that or a related biological activity and plants for
which a biologically activity has been experimentally established, but for which no active
principle has been obtained. A comparison of these data sets affords a prioritized list of
plants which have, or which are reported ethnomedically to have, a relevant biological
activity, but from which no active metabolite has been obtained. A systematic collection
plan for the listed plants is then developed. The evolution of any kind of directed strategy
for plant collection is a relatively unappreciated, and sometimes poorly understood,
aspect of natural product drug development (/2).

Extraction and Biological Evaluation of Extracts

Two critical decisions are then necessary once the plants have been collected and
identified. How are the plants to be extracted and how are the extracts to be evaluated
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biologically? Although these decisions are reversible, the costs involved may well be
substantial, particularly in the event that substantial numbers of extracts are to be
screened in a random approach. Any such decisions are likely to be a compromise which
reflect a variety of local factors. Most groups opt to evaluate an organic and an aqueous
extract prepared following an alcohol-based extraction and partition of a dried plant
sample, although some groups prefer to extract fresh-frozen plant material. If receptor
and enzyme inhibition based assays are being used, it is essential that the extract(s) be
tannin-free, lest a large number of false positive leads be obtained. This usually is
accomplished through either the use of a resin or a complexation/precipitation technique
(13-15). The extraction of large numbers of random samples for biological evaluation is
regarded by some companies as a rate-limiting step and indeed there is substantial room
for improvement in the steps involved between a plant and the preparation of 96-well (or
384-well) plates containing the extracts. Some examples include supercritical fluid
extraction and the use of various resins and size exclusion materials, which might
concentrate materials in ways other than polarity and solubility.

It is critical that we use our increasingly scarce germplasm resources
expeditiously for drug discovery, and answer the question of what are the major national
and global diseases where drug discovery efforts are needed to yield new therapeutic
agents? These major diseases include cancer, heart disease, malaria, schistosomiasis and
other tropical diseases, herpes, AIDS and an array of other viral diseases, diabetes, senile
dementia and a variety of other neurological diseases. Numerous factors impinge on a
decision as to which therapeutic target areas are to be pursued by individual companies,
but in any event, a preliminary bioassay or series of bioassays is needed, and this aspect of
drug discovery has recently been totally transformed by a burgeoning technology (15, /6).

Two facets, an improved, though substantially incomplete, understanding of the
molecular basis of drug interactions, as well as substantial progress in the ethical and
judicious use of animals in research, have substantially altered the basic philosophies of
programs for the discovery of new medicinal agents. Formerly, the so-called Hippocratic
screening method was given credence for the evaluation of a wide variety of biological
activities of medicinal plants (/7). However, the method typically permits only gross
responses to be observed, requires large numbers of animals and for the purposes of
biodirected-fractionation, necessitates ecologically unreasonable large samples of
numerous plant extracts. It is now considered more appropriate to consider such animal
experimentation to be important to look for gross responses at a time when a lead
candidate structure has been identified.

The enhanced availability of receptors, enzymes and cell systems has permitted
these entities to be considered as viable means for the evaluation of very small amounts of
a sample on an automated basis. This, in turn, has led to another important change,
namely the rate at which new biologically active entities can be discovered. Whereas it
previously took weeks or months to test a few hundred samples, it now takes, for some
assays, only a matter of hours. Whole cell, enzyme-based, and receptor-based assays are
now quite routine in many therapeutic target areas, and the emphasis is shifting rapidly to
genetically-engineered assays which evaluate the ability of a compound to interfere with a
biological process in an exceptionally specific manner.

Irrespective of the in vitro assay, a number of criteria must be met. For example,
the assay should be relatively simple and straightforward, so that it can be run without
elaborate preparation or training of personnel. It should be accurate, i.e. capable of
meaningful quantitation with a reasonable margin for error. It should be reproducible,
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both on a day-to-day basis and on a lab-to-lab basis. It should be selective, i.e. that only
the individual biological event or process of interest is evaluated. It should be very
sensitive, probably down to about 0.0001% of an active compound in an extract, based
on the dried weight of the original organism. It should be fast and not require extensive
delays for results to be obtained. Finally, it should be economical in terms of preparation,
reagents, and labor costs, particularly if thousands of samples are to be evaluated. Finally,
an assay possessing these qualities would be limited value unless it was both at the
forefront of the biological category under study, and hopefully predictive of a therapeutic
activity. Once the discovery of a biologically active chemical entity has been made, the
question of protecting that invention arises.

Intellectual Property and Patent Issues

Through the international system of patent law, pharmaceutical companies, institutions
and individuals have been afforded the option of being able to protect and derive
exclusive reimbursement from an invention, even where it is discovered through the
approach of trial and error. There is indignant outrage when these inventions are
infringed upon, i.e. "stolen", by others without their knowledge and without due
compensation. It is now a matter of considerable discussion that these same moral and
ethical questions surrounding the application of similar standards to indigenous
biodiversity and ethnomedical knowledge. For it has been the case historically that even
when the "discovery" is based on hundreds, or perhaps thousands, of years of deliberate
trial and error by an indigenous society, "property" claims often are ignored.

This indigenous knowledge of the use of plants as medicinal and biological agents
is regarded now as an important tool in the discovery process, and also as evidence for
the sustainable development of the tropical rain forests. However, for sustainable
development and appropriate compensation to become a reality, a significant change in
heart must occur within the pharmaceutical community, so that the initial knowledge
which yields the lead and a portion of the profit that is acquired from the discovery of say
a novel anti-inflammatory agent from a traditionally used medicinal plant is adequately
compensated. Training programs for local scientists to assist them in initiating their own
discovery programs are also essential. A recent series of articles (/8-22) and books (23-
25) has brought sharp focus to these issues.

In their global collection program, the National Cancer Institute has made specific
commitments with respect to compensation in the event that a commercial discovery is
made, and in addition is offering to train local scientists in its intramural laboratories (26),
and the Merck Research Laboratories-INBio agreement in Costa Rica has led the way in
stimulating discussion regarding compensation and the development of indigenous
scientific infrastructure (27). Glaxo Research and Development has also published its
policies regarding the sourcing of materials for its drug discovery programs and Gore has
indicated (28) that for developed and developing countries "Access to native resources
and protection of intellectual property are complementary concerns”.

Of course the protection of indigenous rights and the avoidance of
uncompensated exploitation has also been an issue for many countries and groups
throughout the world. As a result a number of declarations of intent are available for
consideration, for example, those of Belem (29), Goteberg (30), Chiang Mai (3/),
Kunming (29), Bethesda (32), the Hipolite Unanue Agreement (29), and UNESCO has
published the Manila Declaration and the Bukhit Tinggi Declaration. These statements
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arose from conferences addressing the loss of species diversity or the ethical issues and
the codes of professional practice which should be followed. One hopes that all scientists
and institutions working in this area are concerned that less-developed countries are not
further exploited for their local resources without adequate current and future
compensation. To do otherwise would be to lose the ethical and moral basis of natural
product drug discovery, and would undoubtedly lead to exclusion from development
rights.

The issue of what can and cannot be patented bears directly on the
commercialization of discoveries made through the ethnomedical properties of a
particular plant. It has been argued that the "non-obvious" requirement for a patentable
invention would preclude patenting a compound derived from a traditionally used plant.
However, this is not the case, since there are patents on the use of insecticides from
Azadirachta indica, to give just one example. The argument being that while the use may
be obvious, the nature of the active ingredient, the scope of activity and the
pharmacophoric unit are not available through prior art.

It is generally acknowledged that a natural product cannot per se be granted a
patent solely as a new composition of matter. Although somewhat curiously, NIH is
trying to patent parts of the human genome as they are identified, even before their
biological significance has been recognized. Presumably, if these patents are awarded,
every new natural product would also be eligible for protection. Emerson's comment
regarding plants as weeds is also relevant at this point. However, protection for a process
for the isolation of the compound, and/or a new or unanticipated biological response for a
new chemical entity from a natural source can be afforded patent rights.

For reasons which are at a minimum arcane, a patent describing a new biological
response for a known compound has substantially less esteem than one which involves a
new chemical entity. Long term, this is very detrimental to the costs of drug development
and thus health care. It has become apparent that although protection for an investment
is certainly justified in terms of patent rights, with the rapid changes that have occurred in
biology in the past ten years, this protection should in the future be based more on
biology than chemistry. It can be predicted that as more highly selective agents are
disclosed, numerous known compounds will be discovered which have novel biological
actions of potential clinical utility. Yet without protection, these known readily available
and therefore cheap compounds will remain "on the shelf" in favor of a higher priced, less
available entity associated with novel chemistry. The ability to protect these discoveries
of biological effectiveness should not be compromised by a lack of chemical novelty, for
it has a direct bearing on the cost of bringing a clinical entity to the market place and thus
health care costs overall.

The 21st Century

Since it takes 10-20 years to bring a drug discovery from the bench to the pharmacy or
hospital setting, we are already engaged in drug discovery for the 21st century. Is there
then a future for the discovery of medicinal and biological agents from plants? In the
opinion of this author, while new, biologically important, therapeutically relevant, natural
products continue to be isolated and provide lead compounds for future development,
and while the search continues for natural, non-polluting insecticides and herbicides, the
future will remain increasingly bright. But in practice what does this mean? What are the
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future challenges in developing the origins, the chemistry and the biology of natural
products?

There are numerous additional facets of this broad topic which could be
considered in contemplating the future. Economically and socially perhaps the most
important is to evaluate the potential origins of the medicinal agents fifty years from now
(10,33). While the cost of the chemicals involved is relatively cheap, synthetic
modification to existing drug entities for the purposes of enhancing and/or reducing
activity remains an attractive focus of drug development. Eventually, however, as
competition between developed and developing countries for rapidly diminishing oil
resources increases, and as economic standards in developing countries rise, so the
pressure on the prices of fine chemicals will dramatically increase. This will have an
immediate effect on the price of all synthetic and semisynthetic drugs, and may result in
prohibitively expensive drugs. The ethical arguments that are just beginning to surface
with respect to the cost effectiveness of continuing treatment will become even more
cogent.

Back to Basics. The opportunities to develop new medicinal agents or other
economically useful compounds are extremely limited; indeed they are two, synthetic or
natural. A compound may be totally synthetic, partially synthetic (with a naturally-
derived core) or genetically engineered. In the latter category, terrestrial and marine
plants, animals and microorganisms are our only available sources. As a global society,
any of our actions which jeopardize these natural resources also diminish the potential
availability of new medicinal and biological agents, probably permanently. Hence the
fundamental need to ensure that ethnomedical information is both appropriately
catalogued and compensated before the thousands of years of passing on substantially
unwritten, precious remedies are also forever lost.

There is irrefutable statistical evidence that the tropical rain forests and the
indigenous cultures that have tended these environments, are a potentially immense
source of biologically active compounds. On the one hand, the ethical and moral precepts
briefly discusses above regarding the discovery of biologically active compounds from
indigenous sources are of extreme importance for the future of the global pharmaceutical
industry. But the very existence of these resources remains under dire threat (25).
Realizing this, many pharmaceutical companies are developing their own germplasm
banks and racing to collect as many samples of the worlds flora. New and important
drugs and biological tools will undoubtedly be found as a result of any systematic
investigation of these resources, as well as from the ethnomedical leads provided from the
existing literature and the local shamans. How such work is done at a particular
pharmaceutical company is probably more related to strategic choices.

The tools needed for such studies of our ethnomedical and biological inheritance
are available, there is an adequate supply of expertise, and some outstanding laboratories
in several countries, and there is no shortage of pharmaceutical companies to convert a
drug discovery to a finished product.

However, if we are to optimize the development of the existing biome, a quite
different approach is required, for this beautiful little corner of the cosmos has extremely
limited resources. Much has been said and written about the potential of the rain forests
to yield new crops and new biological and medicinal agents based on the established
biological diversity of species in a given area (23,34). But relatively little has actually
been done; thus the proof of such potential is lacking.
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Globally, what is needed is a multinational, interdisciplinary program in which a
multitude of plant, animal and insect species could be evaluated for their medicinal and
biological potential and their germplasm stored. Coordination by a major international
funding agency and sponsorship by governments, pharmaceutical and agrochemical
industry, and philanthropic foundations around the world would be needed. For the long
term health of mankind, I believe the question is not whether this will be done, but rather
when will it start.

What are some of the challenges then for the 21st century? I believe that they
include: preservation of the rain forests and the oceans; maintaining and systematizing the
biodiversity, cataloging the ethnobotanical information; automating the high throughput
screening; developing in-field bioassays, assuring intellectual property rights for
indigenous peoples and maintaining and enhancing germplasm banks. It is apparent that
we have a window of opportunity available while biodiversity is still substantial and not
completely outpaced by testing capacity. It is essential that we use this period in the
history of Man wisely.

As a unique community in the cosmos, we must carefully consider the
environmental, medical and economic options that we have available. In this regard, the
circumstance of pharmacognosy and the biome today are well described by the immortal
words of Charles Dickens from 4 Tale of Two Cities come to mind: "It was the best of
times, it was the worst of times, it was the age of wisdom, it was the age of foolishness, it
was the epoch of belief, it was the epoch of incredulity, it was the season of light, it was
the season of darkness, it was the spring of hope, it was the winter of despair."

In presenting and discussing the future of plant-derived drug discovery I have
chosen to see the best, the wisdom, the belief, the light and the hope. Not to do so would
truly be inhumanity to our future generations. Let me close, as I began, with a quote
from Ralph Waldo Emerson, "We did not inherit the earth from our forefathers; we are
borrowing it from our descendants".
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Chapter 3

Economic Plants of the Amazon
Their Industrial Development in Defense of the Forest

Benjamin Gilbert
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Campinas, 13081-970 Sao Paulo, SP, Brazil

In order to slow or halt rainforest destruction, high value non-
timber products from native species offer perhaps the only source of
income for local communities capable of competing with timber and
cattle-raising. Such products include special nutrients (especially -
carotene and vitamin E), perfumes and aromatherapy materials,
animal ration from wastes, toilet soap of rainforest origin, natural
insecticides, exudates and balsams for mainly topical medicinal use,
pharmaceutical products of natural origin.

If local populations are to benefit at an economic level which
induces them to prevent further degradation of their resources then
manufacture of finished products has to be conducted locally so that
an appreciable proportion of the final value remains in the region.

The role of sustainable industries in the preservation of the rainforest has long been

recognized but scarcely ever implemented on a scale sufficiently large to halt the

ongoing destruction of these vast natural air-conditioners. The causes of forest
destruction are many but the important ones in present-day Brazil can be
summarized under two heads:

o slash-and-burn agriculture practiced mainly by immigrants from the south of the
country,

o highly lucrative industrial operations which exploit some natural resource such
as wood for timber (Note 1) or for charcoal, these often practiced by large
companies whose headquarters are outside the region, or by their local
suppliers. One such lucrative operation, "garimpo" gold-mining, is individual
rather than company controlled but in this case too most of the financial gain
leaves the region.

1t is very difficult to halt either of these classes of activity because the first
is a plain necessity of existence for people who have come from outside the region

0097—-6156/95/0588—0019$12.00/0
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In Chemistry of the Amazon; Seidl, P., et al.;
ACS Symposium Series; American Chemical Society: Washington, DC, 1995.



Downloaded by STANFORD UNIV GREEN LIBR on October 16, 2012 | http://pubs.acs.org

Publication Date: March 31, 1995 | doi: 10.1021/bk-1995-0588.ch003

20

CHEMISTRY OF THE AMAZON

Note 1

Timber, if worked rationally, could be the most important sustainable forest
product. However in present practice all trees of economic trunk diameter, usually
greater than 50 cm measured above the broad, often buttressed base, are felled.
Some 55% of the forest, in terms of trunk sectional area, survives (Uhl, C; Vieira,
I.C.G. Ciéncia Hoje (Rio de Janeiro), special vol. "Amazdnia", Dec. 1991, 108-
115). to replace the felled timber. In Juruena municipality, Mato Grosso, a rich
source of high value woods, it has been estimated that commercial timbers will be
exhausted in 10-20 years at the present rate of exploitation (Van Leeuwen, J.;

Silva, Y.T. Pronatura-ICI, Juruena Project Report. "Agroforestry and other

research proposals for sustainable land use in Juruena, MT, 1992, p. 12), whereas
if hardwoods such as are being exploited grow at a rate of 0.5 cm/yr. trunk

diameter then at least a century will be needed to replace those cut even if
replanting is conscientiously undertaken. The present deficit in replacement of
timber stocks has been described by many authors (see Jansen, M.R.A.; Alencar, J.
da C. Bases Cientificas para Estratégias de Preservacio e Desenvolvimento
Amazdnia: Fatos e Perspectivas, vol. I, Inst. Nac. de Pesquisas da Amazdnia,
Manaus, 1991, 187-195).

Note 2

CACEX, Brazilian Government Overseas Trade Office, published data show that
copaiba oil was exported to the United States at $ 3.34/k fob (12.6 tons); to the
UK at $ 4.05/k fob (7 tons); to Germany at $ 5.06/k fob (4 tons) and to France at
$ 4.22/k fob (5 tons), in 1992 (Jan-Nov). The total export of 25 tons, in this period
had decreased from 51 tons in 1990. Most cosmetic and over-the-counter
pharmaceuticals sold in the UK in 1992 contained only very small amounts of
tropically derived balsams - the total terpenoid content of a typical ointment, of
which about 0.2% was collected natural exudate, costs about $ 800/k to the public.
On an average there seems to be a mark-up of about 200 times between Brazilian
exporter and the first world public, and there is an estimated mark-up of 10 times
from collecter to exporter through three to four intermediaries. Brazil nuts were
exported for 81 cents/k to $ 1.05/k in 1992, or when shelled and dried, for $1.49/k
to $1.98/k, with a total export of nearly 24,000 tons ($ 32 million). The price to
the collectors themselves for unshelled nuts was $ 0.07/k [Brooke, J. quoting Clay,
J. (Cultural Survival Enterprises). New York Times, April 30, 1990, p. D12] and
the author's estimate of the net cost to the American public of shelled nuts in
candies derived from the same source is around $ 250/k. Over 99% of the added
value is generated outside the country and a further 92% of the remaining 1% does
not reach the collector.

Note 3

The estimate of the world cosmetic market at retail level as $ 40 billion annually is
based on, for example, the Chem. Eng. News yearly Product Reports which give
the US cosmetic consumer market at around $16-18.5 billion in 1990-1993
consuming over $100 million of natural raw materials (see, for example, Chem.
Eng. News, April 20, 1992, 31-52 and April 26, 1993, 36,38). For the insecticide
and related agrochemical market at $7 billion see, for example, von Szczepanski,

Ch. v. in Crombie, L. editor Recent Advances in the Chemistry of Insect Control
II, Roy. Soc. Chem., Cambridge, UK, 1990, 1-16).
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and know virtually nothing of its resources, and the second is so profitable to those
engaged.

Thus in suggesting sustainable industries for the Amazon region these must
both satisfy the immigrants' necessities and provide a profit margin that is
competitive with the extractive operations that are already going on. Low priced
"commodities” such as natural rubber do not satisfy these criteria, nor do
extractive activities such as copaiba oil and Brazil nuts when conducted in their
traditional manner, which yields only a few cents per kilo to the collector for
products that are often retailed to the first world public by "natural product"
retailers at a price a thousand times higher (Note 2).

Natural products including those just mentioned, when elaborated and
packed in their final retail form do provide a sufficient margin to satisfy the criteria
formulated above so long as the operation is carried out locally as far as this is
feasible. If the world cosmetic market at retail level is $ 40 billion annually, and the
insecticide and related agrochemical market $ 7 billion (Note 3), then the capture
of 1% of these two markets with natural products from Amazonian producers
would provide $ 470 million, sufficient to stimulate a real on-going effort for
sustainable agroforestry in the region. The present article describes how this may
be done.

It will be appreciated that the Amazon basin is about as big as Europe,
excluding European Russia and the Ukraine, or about half as big as the United
States. Just as in Europe or the USA there are many habitats in the Amazon and
for each of these a distinct sustainable industrial project based on the products
native to that particular habitat must be elaborated. Some broad classifications
given below help one to design projects that are diversified and economically
viable.

Classes of Natural Products

The classification of commercializable or potentially commercializable natural
products can be made in three ways.

Classification L. Origin:
(i) Extractive products, that is, products whose exploitation requires neither
clearing nor plantation.
(i) Products of forest management, whose production requires some kind of
agroforestry operation when continuing supply is envisaged.
(iii) Products derived from the plantation of devastated or marginal areas.
This classification determines the nature of the primary operation.

Classification IL. Nature of the product:
(i) Vegetable oils and fats, usually obtained by expressing or extracting fruits or
seeds.
(i) Essentials oils, obtained by steam distillation, extraction or direct distillation
of plant material or by a combination of such processes.
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(iii) Non-glyceride, non-terpene oils or liquids, usually obtained by extraction

and concentration.

(iv) Waxes, resins and latexes.

(v) Gums.

(vi) Crude extracts, obtained by the extraction with water, ethanol or other

medium, of vegetable material followed by concentration to a paste or dry

powder.

(vii) Pure or semi-pure products, usually solid, normally obtained from the

extracts by physical procedures.

(viii) Powders obtained mechanically from the plant material or without

extraction.

The subdivisions (vi), (vii) and (viii) include the majority of the colours,

aromas, medicinals and pesticides which are classified below. Classification II
determines the nature of the industrial installation.

Classification ITL. Use:

() Food and Drink additives

. vegetable oils and fats;

. aromas and flavours;

. colours;

. antioxidants and conservative agents;

. theological agents (thickeners and gels);

. surfactants (emulsifiers and humectants);

. sweeteners or bitter principles;

. vitamins, provitamins,nutrients,non-nutrients;

. others.

(ii) Cosmetic and Perfume materials

. oils and fats;

. fragrances;

. pigments;

. theological agents;

. others.

(iii) Medicinals.

(iv) Insecticides or products for agricultural use or human and veterinary

disease control.

(v) Specialities for industrial use.

(vi) Starting materials for industrial chemical transformation.

(vii) Animal feed

. cellulose containing biomass;

. high nutrient wastes such as oil-cake;

. high protein native and cultivated plants;

This classification is directly associated with marketing and with recognized

local needs.
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Market is of course a basic factor that must be borne in mind when
designing a project for a particular region. For a product elaborated and brought to
retail condition in a Brazilian Amazonian locality (there is nothing unrealistic about
this; one needs only to visit the sophisticated Manaus industrial estate) there are
essentially three markets: the local one,the national one, that is, Brazil outside the
Amazon, and the export market comprising chiefly the first world. These markets
represent not only different types of demand, they have different regulatory laws
and this means that a product adequate for, say, the local and national markets may
not be exportable. This is particularly true of natural medicinals which are so often
presented as the economic salvation of the rainforest but which, at the moment,
cannot figure in any short term economically based development project because of
the very high cost of taking a medicinal plant's active component through the
regulatory requirements of a first world country. Natural medicinals however do
figure very importantly in the solution of local health needs, and, as a first step, the
identification of active components, efficacy, side-effects and practical application
in public health is a research priority.

Location must also be taken into account when a project is elaborated. For
example, it is quite feasible to produce a toilet soap based exclusively on
Amazonian materials in Serra do Navio, Amapa and put it in a container on board
ship at Santana for perhaps 15 cents a wrapped 90 g tablet, because there is a
railroad from the forest location to the port. The same bar of soap produced in
Juruena, Mato Grosso - a most important location since it is right on the frontier of
the advancing immigrant and lumbering communities - would have to travel 910
km by road - mostly unpaved and passable only with difficulty in the rainy season -
to reach Cuiab4, itself more than 1600 km from the port of Santos. For such a
location a higher priced speciality is needed. A number of concrete possibilities will
now be examined.

Vegetable Oils and Fats

There are a number of species whose fruits contain glyceride oils either in a pulpy
mesocarp or in a, usually, nut-like kernel. In many cases these oils or fats occur in
practical amounts and the plant source is sufficiently abundant naturally to make
plantation unnecessary (/-4). There are some species which have been improved by
selection, often by indigenous peoples, and have been adapted to plantation.
Among the first the buriti or miriti palm (Mauritia flexuosa) exists in stands that
may cover a 1000 km? at a time in the wet areas along the main river from Iquitos
in the west to Marajo island in the east. Astrocaryum species like tucumai are also
exceedingly abundant. Both these latter yield red pulp oils of the oleic type
containing from 1000 to 2000 ppm of B-carotene, about double the concentration
found in palm oil from Elaeis guineensis (5, Mambrim, M.C.T.; Barrera Arellano,
D. Oleagineux, in press.). Babagu (Orbygnya martiana) appears in even bigger
stands in south-eastern marginal areas of Amazonia. Here the oil, of the lauric type
(6), is in the kernel and is already an internationally sold commodity. A genetically
improved palm is pupunha or peach palm (Bactris gasipaes) which would probably
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be the best native species for propagation in areas which have been cleared and

sustain a rural population (Z,7). Over the years much research has been carried out

and published on the pulp and kernel oils of palms, particularly in Belém and

Manaus, and their industrial and commercial potentialities can be assessed from the

results of these studies (/-13).

Non-palm oil species include piquia (Caryocar villosum) which is quite
abundant in the "terra firme" primary forest and, like the related piqui (Caryocar
brasiliensis) which grows in the "cerrado” or poor soil areas found in various parts
of the Amazon, possesses a workable content of a "butter" containing, like buriti
oil, a high percentage of B-carotene (8,1/). A really hard fat, mostly trimyristin, is
obtained from the seeds of the abundant Virola surinamensis and V. sebifera, the
ucutiba trees (3) At the other end of the scale the Brazil nut tree (Bertholletia
excelsa), also adapted to relatively dense stands, yields a highly unsaturated nut oil
which, appropriately stabilized, provides a nutrient high in linoleic glycerides
9,10).

Some oils are not edible. An example is the bitter andiroba (Carapa
guianensis) seed oil which contains oxygenated triterpenoids suspended in an oleic
type triglyceride oil (12,14). The oil's analgesic or anti-inflammatory as well as
insect-repellent properties well known locally have attracted the attention of both
Brazilian and international cosmetic and over-the-counter pharmaceutical
manufacturers.

The more abundant species which provide oils or fats adaptable to the
needs of the food, special nutrient and cosmetic industries are listed in Table 1.
Production of these and many other oils was a regional home industry in the past
and still supplies communities that do not have access to commercial oils like soy
oil from the big plantations of the south. Revival of the industry depends on the
creation of specialist markets as commented above and can be made far more
efficient by the introduction of solar pulp drying, mechanical oil-pressing and
filtration, all of these simple technologies which widely available electrical power
makes possible at the rural community level. Specialist markets include:

e [B-carotene at its natural concentration or concentrated by, for example,
freezing out of the more saturated glyceride components of buriti, tucuma or
piquia oils;

e base components for cosmetics containing defined concentration ranges for
carotenes, tocoferols or tocatrienols and mono- and di-unsaturated fatty acids
as glycerides, taking advantage of the wide melting ranges available from the
hard ucuuba fat through the butter-like pequia pulp oil to the low melting
Brazil nut and Oenocarpus (pataué and bacaba) oils;

e analgesic or anti-inflammatory creams based on andiroba oil as OTC skin-care
products;

o salad oils of the triolein type based on pataua pulp-oil.
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Animal Feeds

Animal feedstuffs (Table 2) are a natural by-product of vegetable oil manufacture
because this latter results in a variety of residues such as palm fruit pulp fibre and
Brazil nut or other kernel oil-cake. Most cellulosic fibre wastes can be converted
by steam explosion (sudden release of steam pressure to separate lignin from
cellulose) to a cellulose digestible by ruminants. The oil-cakes often have high
protein and carbohydrate contents and can be used as a major component of non-
ruminant feeds.

Apart from vegetable-oil industry by-products high protein native plants
such as caraparu or aruma-rana (Thalia geniculata, Maranthaceae) occur in some
wet areas of Amazonia, such as the region around the mouth of the Jari river
across to the islands of Gurupd and Maraj6. The quantities available are
extraordinarily large and would provide a virtually inexhaustible supply of raw
material for animal feed.

The production of these feedstuffs must be tailored to the region. Cattle
raising has been in the past one of the chief causes of destruction of virgin forest.
The replacement of grasses planted often in soils unable to support cattle at an
economic density by feeds produced from natural biomass from plants adapted to
the habitat would seem a logical step. It must be borne in mind when planning
production that the demand for cattle ration may be very high during the dry
season (September to November in Marajé) and much smaller or non-existent
during the rains. However in regions where no cattle raising and no meat or dairy
product industry exists, ration for small animals, particularly pigs and poultry, may
find a better year-round market and would obviate the necessity to clear forest for
the cultivation of exotic plants to feed these animals.

Essential Oils

Although very many Amazonian plants contain essential oils that are marketed
locally as perfumes, aromatherapy agents or flavours, none of these seems to be
available on the scale that would be necessary to constitute an industry capable of
sustaining a sizeable population. An example from the past is rosewood, Aniba
rosaeodora (considered synonymous with 4. duckei). Exploitation of the wood of
this tree has caused almost complete eradication of the species and attempts to
plant on a large scale (monoculture) have not met with success. However there is
no question that plantation is the only solution for sustainable production of most
of the species listed in Table 3 and the methods for achieving this successfully
should be examined. Some, like Aniba will have to be replanted in a disperse
manner in the natural habitat of the species until such time as adequate mixed
plantation schedules are worked out that avoid attack and destruction by pests.
Others such as Hyptis and Lippia will probably be susceptible to monoculture on
degraded land judging by the frequent appearance of Lamiaceae and Verbenaceae
along roadsides where the top-soil has been disturbed. Yet others, such as
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TABLE L Some Vegetable Oils of Abundant Amazonian Species that Lend themselves
to Industrialization

Edible % Oil % Fatty acids in % Oil % Fatty acids in
QOil in dry pulp glycerides in kernel in glycerides

Sourcel }ulpb Oleic Palmitic Linoleic kernel® Lauric _Myristic _Oleic
Babagu 65 40-55 1127 18-20
Bacaba 25 57 23 14
Buriti 8-31 73-76  17-19 2-5
Murumuru 28 43-51 26-37 0-10
Pataud 18-31 78-81 9-11 4-7
Pupunha® 35 50-54 30-44 1-12 9 27-46 19-38  13-24
Tucumi 18 64-66  22-26 4 30 47-51  22-26 9-13
Ucuuba 60-68 11 61 6

oleic myristic lauric
Mucaji 26 20 22 44 41 49 16 17
oleic palmitic linoleic

Brazil nut 62-67 31-56 14-18  26-46

(2) The non-edible andiroba seed (kernel) oil contains 18% myristic, 59% oleic acid glycerides;
data for piquia were not found, both pulp and kernel produce butter-like fats.

(b) Pulp or kernel oils are omitted when the source is industrially impracticable.

(c) Peach palm.

TABLE IL Principal Biomass Sources for Animal Feeds

Source Raw Material Characteristics Use
Palm & other fruit pulp fibre Cellulose (after steam-explosion) Ruminants

Babagu & Brazil-nut oil-cake Oil, starch & protein All rations
Bacaba & pataua pulpl Oil, carbohydrate, high protein All rations
Palm nuts2 High mannose content Not determined
Babacu & pupunha mesocarp3  Starch, protein and oil All rations
Palm pith Starch All rations
Non-toxic wood residues? Cellulose (after steam explosion) Ruminants
Aruméas & herbaceous high Cellulose, protein Ruminants

protein plants, planted or wild

(1) Brazil-nut oil cake could be developed for human consumption. The same applies to
agai, bacaba and pataua fruit pulp juices which are widely consumed in the region. For a
typical analysis of pataué see Balick & Gershoff (13).

(2) Agai nuts are eaten by cattle after they germinate, the same might apply to buriti
kernels.

(3) For analyses of pupunha mesocarp see Clement (7) and Zapata (15).

(4) Amapa doce (Brosimum potabile), amapa amargo (Paraharncornia amapa), ucuiba
(Virola spp), marupé (Moronobea pulchra) saw dusts are reported edible by cattle, even
before steam explosion treatment
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Conobea spp which grow in the wetlands of Maraj6 Island may be available
naturally in sufficient quantities for direct exploitation.

The plants listed in the Table have been selected from a large number
studied at the Amazonian research institutes, INPA in Manaus and Museu Goeldi
in Belém. The criteria for choice were high content of essential oil based on leaf or
whole plant material (not wood) and the predominance (>75%) of a single
component which could be purified for sale as such. Essential oils are an attractive
item for local community production requiring no highly sophisticated equipment
and often commanding a good price especially if sold through distributors in the
retail market. Support from a central chemical laboratory with good analytical
equipment is necessary for quality control, a scheme that has worked out very
successfully in Cochabamba at Bolivia with Canadian IDRC participation.

Toilet Soap

The availability of vegetable and essential oils provides the two main components
necessary for the production of toilet soap. This simple industry needing a
minimum of equipment is not new to the region. A family business based on the
manufacture of glycerine soap using local vegetable oils and rosewood perfume
was very successful in Belém for many decades. The industry has a secure local
market to begin with and can gradually expand to the regional and eventually
international spheres. In the case of a larger scale production the availability of
both oleic and lauric oils (see Vegetable Oil section above) would be a factor in
defining the locality of the operation. The sale of a soap made exclusively from
Amazonian starting materials and produced in the region cannot fail to attract
buyers and calculations show that competitive prices can be maintained for
localities with easy access to a port (see comments on marketing above).

Insecticides and Related Pest Control Agents

Before the synthetic insecticides, herbicides and other agrochemicals began to
appear in the 1940's there existed a world market for natural agrochemicals. From
the Amazon and Central America came Derris, Quassia and Ryania, principally
derived in Brazil from the species Derris (or Lonchocarpus) urucu, Quassia
amara and Ryania speciosa. Derris root was often extracted with carbon
tetrachloride or other suitable solvent to produce a rotenone concentrate
containing not only rotenone, the main active component, but also other rotenoids
which contributed to the insecticidal activity. Although these products could not
compete on the multi-thousand ton scale which the synthetic insecticide industry
attained, they did not altogether disappear and in many countries are available to
the present day as horticultural insecticides. It is probable that this commerce could
be considerably increased especially for the market garden, fruit, wine and nut
industries where the modern public prefers products that have not been treated at
any stage with petrochemical derived pesticides. This market could reach several
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TABLE III. Some Non-Wood Sources of Essential Oils in Amazonia and
their Reported Constituents

Plant Source Part Maijor Constituents (% of total aroma) Ref.
Y%aroma _ 50-100%  23-50% 0-25%

Cumaru - Tonka seed coumarin 1

Bean

Dipteryx odorata up to 3.0

Erva de Maraj6 leaves carvacrol p-Cymene 16
Lippia grandis 22 linalool

Laranjinha leaves limonene perilladehyde pinenes 17,18
Calyptranthes 18 citral

spruceana

Pataqueira whole plant  thymol p-cymene 19
Conobea 0.6

scoparioides

Pau de erva doce leaves estragol 17

Calyptranthes sp. 2.2

Pau rosa-rosewood new leaves linalool 20
Aniba rosaeodora  twigs

Piper aduncum leaves dill-apiole 21

(var. cordulatum) 1.4-3.5

Piper hispidinervium leaves safrole myrcene 22
2.7

TABLE IV. Some Plants Used Against Insect Pests

Plant Source Main Active Compound Use (in parentheses, Ref.
potential use)

Derris urucu root rotenone and congeners horticultural, market garden and 23

bark, timb6 veterinary (disease vector control)

Derris urucu aereal DMDP or azafructo-furanoside  antifeedant still in experimental 24

parts stage, nematicide

Quassia amara, quassin, neoquassin aphid and other sucking insect 25

whole plant, quassia control, also medicinal

Pterodon pubescens not identified (diterpenoid furans  cattle hornfly and ectoparasites 26
fruits (seeds) present)

Carapa guianensis not identified (oxygenated mosquito and chigoe flea repellent,  27,28,29
fruits (seeds) triterpenoids present) also medicinal
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hundred million dollars and itself supply a major solution to the sustainable
industrial development of the Amazon.

The plants mentioned are, of course, not the only species containing viable
quantities of pest control chemicals. The existence of an abundant healthy and
diverse flora in the region contrasts with the frequently observed failure of
monocultures under devastating insect, fungal or other pest attack. It is quite
difficult to maintain some conventional crops close to the forest because of the
variety of predatory organisms that exist in that habitat. It is reasonable to suppose
that pest control agents in plants play a role in the mutual protection of diverse
species against predators. Some other possible species for pesticide production
have been added in Table 4.

Considering the insecticidal plants one by one, the first, the rotenone
containing leguminous plants which include Derris urucu have been thoroughly
surveyed by EMBRAPA, the Brazilian State agricultural research institution (23),
and three main facts emerge - firstly, Derris urucu, although not the highest
yielding plant individually, is the best adapted to economic production of rotenone
or of a crude powder containing it; secondly, plants of the genus are found all over
Amazonia although Derris urucu is more abundant in the very humid low-lying
ground along the north bank of the Eastern Amazon and similar habitats alongside
other large tributaries; thirdly, some of the observed occurrences are in fact old
plantations dormant 50 years but still capable of revival into industrial level
production. Parallel chemical investigations have shown that the rotenone is in the
root bark in D. urucu. Studies made in Britain (24) showed that practically all the
Derris and related group of leguminous genera contain the insect anti-feedant
DMDP, or aza-fructose, indicating that it might be advantageous not to extract the
rotenone if by doing so one were to leave the water-soluble DMDP behind in the
marc. In principle, therefore, the setting up of a Derris insecticide industry should
begin with the revival of the old industry at the sites of the original pre-1950
plantations, and should concentrate on the production of a whole root bark
powder, which is known to contain up to 25% of rotenone, finely ground and
diluted with an inert mineral such as kaolin (abundant locally in the Eastern
Amazon). One thus has a product entirely within the scope of locally installable
manufacturing facilities assuring a reasonable financial return to rural populations.

Quassia amara is being developed as a crop in Costa Rica but the author
has not yet located old plantations of this species although it is reasonably
abundant in the Derris growing regions of Eastern Amazonia and could be
undoubtedly co-cultivated with this crop. The internal use of this plant, both
aqueous leaf and wood extracts, by local populations for protozoarian infections
including malaria and even as a bitter principal, rather like quinine, in drinks, attest
to the low human toxicity of the crude product, an observation that has been
recently confirmed by pharmacological study. Quassin, the oxygenated modified
triterpene, which is probably the main but not the only active constituent, has been
reported to be allergenic when isolated (also true of rotenone), probably related to
the presence of two a, B-unsaturated carbonyl groups present. Again there seems
to be no reason to separate crystalline quassin or even to concentrate it but rather
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to aim at the crude aqueous extract as used popularly and which is remarkably
effective against Aphides in the author's experience. The extract is at present
undergoing clinical trial as an antimalarial agent. Quassia amara is not alone in its
class. Many other Simaroubaceac and Meliaceae species of the Guayanas and
North-eastern Brazil have been studied, particularly by the ORSTOM group (28),
and shown to contain substances active against human and animal parasites (25).

Although Ryania was available before the Second World War as an
insecticide and its active constituent, ryanodine was isolated and identified
structurally, the relatively high toxicity, which has been reported to have resulted in
fatal human intoxications, would justify exclusion of this product from the list of
exploitable insecticides.

Clitoria racemosa (recently rebaptized C. fauchediana) and at least one
other Clitoria spp have been shown to contain rotenoids and may well be viable
sources of natural insecticides. C. racemosa is well adapted in South-Central Brazil
growing well in impoverished and degraded habitats. The abundant legumes which
contain the principles require evaluation as insect control agents. The first species
would be an acceptable pioneer species in forest recovery due to the rapidity with
which it produces shade.

Pterodon pubescens, yet another leguminous tree, produces a large yearly
crop of oil-seeds. The oil has been known for some time as an inhibitor of
Schistosoma mansoni cercarial penetration through the skin, an activity related to
the presence of 15,16-epoxygeranylgeraniol (26). Recently the plant has been
shown to confer a long-lasting protection against the cattle horn fly which could be
a very useful addition to the already mentioned feedstuff production for local cattle
ranchers (Santos Filho, D.; Sarti, S. J., Universidade de S&o Paulo, Ribeirdo Preto,
personal communication, 1994). Pterodon pubescens does not grow in the forest
but rather on the cerrado a relatively open savanna which occurs in patches of
sometimes several hundred or even thousand square kilometers over much of
Amazonia. Many furanoid diterpenes have been isolated from the species and from
others of the genus. It remains to show whether any of these or of the
geranylgeraniol derivatives present in the seeds are responsible for the observed
activity.

Balsams, Resins and Exudates

When the bark of an Amazonian tree is cut or bored it is common to observe an
exudate which may be fluid, resinous, rubbery or gum-like. These exudates
probably have the function of protecting the underlying living tissue from infection
by micro-organisms, especially fungi, and invasion by larger parasites such as
insects. It is not surprising therefore to find antifungal or antibacterial activity in
the more fluid exudates and some of these such as copaiba oil are locally and
internationally used as microbicidal agents. At present.and in the past many of
these products have been an item of commerce but have brought little profit to
their collectors because of their very low international prices and the succession of
intermediary dealers that handle them between collection and final purchase by the
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end user (Note 2). The collector of copaiba oil will not receive much more than the
price of gasoline for his virtually finished product, although an average Copaifera
sp tree yields from 2.5 to 10 litres per tapping (some species yield more), occurs
perhaps no more than once per hectare and must be allowed to rest for several
months between one tapping and the next. It is not surprising that the forest
dweller prefers to sell his trees to the timber merchant who can sell the wood for
perhaps $100 a cubic metre, rather than seek so poor, if continuing, a return. As
with the essential oils the development of direct channels for the sale of such highly
effective over-the-counter pharmaceutical aids through distributors directly to the
public at the retail level is desirable. A bottle containing 20 ml of copaiba oil, even
locally in Belém, costs about $2 in the pharmacy which represents about $100/litre,
contrasting with the $4/litre export value fob Belém.

Examining examples (Table 5) of the various types of exudate one by one,
one may first consider copaiba oil as the most important representative of the
liquid terpenoid trunk exudates. The oil contains volatile neutral constituents such
as B-caryophyllene whose composition varies greatly from species to species.
Dissolved in these are sesquiterpene acids which appear to be responsible for part
of the antibiotic activity. Copaiba oil is locally used as a treatment for skin
infections and for some of these it is certainly effective. The oil also has anti-
inflammatory action (30) but the affirmation that it cures skin cancer is anecdotal.

TABLE V. Examples of Medicinally Used Trunk Balsams or Resins (11,28,21)

Plant Source & Product and Important Use Ref.
Process! Constituents

Copaifera reticulata and oil containing sesquiterpenes anti-inflammatory, wide 30
other species of copaiba and diterpene acids of eperuic range skin antiseptic,

by boring trunk and hardwickiic groups also used internally
Hymenaea courbaril and balsam or copal resin similar to the above 31

other species of jutai or containing diterpene acids
jatoba, collection around of eperuic group

base or by tapping

Symphonia globulifera, yellow liposoluble resin skin disease treatment 32
anani, bark extract or  containing prenylated and

exudate hydroxylated xanthones

Vismia cayennensis and red or orange resin containing  skin disease and 33
other species of pau C-methyl and C-prenyl wound treatment

lacre, bark, leaf or fruit hydroxylated anthraquinones and

extract ring A or ring C reduced analogs

(1) - The species cited are from two families - Caesalpinaceae and Clusiaceae. Both families
feature other trees of similar use, such as, for example, Eperua falcata (Caesalpinaceae)
whose resin is used in the preparation of a similar use, such as, for example, Eperua falcata
(Caesalpinaceae) whose resin is used in the preparation of a fixative in perfumery. Other
families with commercially important exudates are Burseraceae, especially the genus Protium;
Sapotaceae, especially the genera, Achras (chiclé) and Manilkara (balata), Apocynaceae,
especially the genus Couma (sorva), and Moraceae, notably the genus Brosimum (amapi
doce)
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A trunk resin that has similar local uses but must be applied in solution in
alcohol or other solvent, is the resin from Vismia species. Vismia cayennensis
resin, for example, is used in North-eastern Amazonia both against bacterial and
fungal skin infections and on wounds in general as a "healing" agent. It contains, as
do many other Vismia species, yellow to red hydroxylated and prenylated
anthraquinones as well as compounds of similar structure, known as vismiones or
ferruginins with one or other of the three rings aliphatic (33).

Conclusion

Of the groups listed under the heading Classification above, only a selection have
been described in some detail. Others, which include gums, rubbers, and
particularly medicines add to the list of opportunities for economic and social
development of Amazdnia, with simultaneous preservation or restoration of forest
cover. It is to be hoped that the present fragmentary efforts can be coordinated to
develop industries that benefit the region directly at a level which is competitive
with present predatory activities, before it is too late.
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Chapter 4

Agroforestry Strategies for Alleviating Soil
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The main soil chemical constraints on agricultural production
systems in the Amazon include soil acidity, phosphorus (P)
deficiency, and low effective cation exchange capacity (ECEC).
About 80% of the Amazon has acid soils with pH values of less
than 5.3 in the topsoil. Associated with soil acidity, is the problem
of aluminum toxicity and phosphorus deficiency.The low soil ECEC
of most Amazonian soils is also a major soil chemical constraint to
plant productivity since the leaching of mobile nutrients (such as
potassium) increases as ECEC decreases. Agroforestry systems
have the potential to control erosion, maintain soil organic matter
and soil physical properties, augment nitrogen fixation, and promote
efficient cycling of the scarce nutrients in Amazonian soils. The
rationale for supposing that agroforestry systems can alleviate the
soil chemical constraints to food and fibre production is that the
nutrient exports via the harvest of crop and animal products,
erosion, leaching, volatilization, and the deterioration in soil
physical properties due to cropping or grazing can be counteracted
by the tree component via: 1) nutrient uptake by deep rooted trees
allowing for capture and surface deposition via tree litter, of
nutrients beyond the reach of crop roots (more efficient nutrient
cycling), 2) increased amounts of organic (shoot and root) inputs to
the soil help to maintain soil organic matter and thus improve soil
structure and nutrient status, and 3) increased nutrient additions to
the soil via nitrogen fixation.
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Agroforestry refers to a range of land use systems in which trees are managed
together with crops and/or pastures. The trees may be present on a given land unit
at the same time as crops or pastures (zonal agroforestry) or may be rotated with
the herbaceous species (rotational agroforestry). Traditional agroforestry systems
have played a significant role in sustaining populations in a variety of tropical soil
and climate conditions (/). Apropriate agroforestry systems have the potential not
only to maintain the productivity of currently cropped lands, but also to rehabilitate
abandoned crop and pasture lands. As many forest products (fuel wood, fruits,
nuts, medicinal plants) commonly gathered by rural populations are now
increasingly in short supply due to deforestation, agroforestry systems could
substitute for these natural forest production systems. The objective is to establish
agroforestry systems on already deforested lands for the production of food, fruits,
and other forest products currently being extracted in an uncontrolled manner from
primary forests.

The chemical and physical properties of soils determine the species
composition, above and below ground biomass production capacity, and hence the
nutrient cycling and soil conservation potential of the vegetation. The focus of this
paper is to identify ways in which the inherent biological and structural diversity of
agroforestry systems can be harnessed for the sustained production of food and
fibre on already deforested land without the necessity to clear additional forest. As
the bulk of the deforested land in the Brazilian Amazon is currently poor quality or
abandoned pasture (2), we also envisage a major role for agroforestry systems in
the rehabilitation and conversion of abandoned pasture land to diversified tree-
crop-livestock (agrosilvopastoral) systems. The land use policy changes that will
be required for the socially just distribution of appropriate incentives and subsidies
to promote the conversion of abandoned pastures to productive agroforestry are
beyond the scope of this paper.

Soil Chemical Factors Constraining Amazonian Food and Fibre Production
Systems

Nearly 75 percent of the Amazon basin contains acid, infertile soils classed as
oxisols and ultisols. Upland ("terra firme") soils such as Oxisols, Ultisols, and some
Entisols and Inceptisols, are characterized by low nutrient reserves, low effective
cation exchange capacity (ECEC), high aluminum toxicity, and low phosphorus
availability (3). The "varzea" or river bank soils of the white water rivers are
generally more fertile due to the replenishment of nutrients via sediments deposited
by flooding. Dark water varzeas are generally infertile sands and not normally
used for agriculture. While Oxisols are likely to have very low levels of potassium,
calcium and magnesium, Ultisols may present greater problems of Al toxicity
because of higher exchangeable levels of Al. The high levels of exchangeable
aluminum in Ultisols, some Inceptisols, Oxisols, and Spodosols can severely
restrict root growth, nutrient uptake, and hence nutrient cycling (4). Phosphorus
fixation is usually high and hence P availability is low on Oxisols. Sandy soils are
especially low in nitrogen, although phosphorus, calcium and magnesium may also
be low.

Of the 482 million hectares in the Amazon Basin, 81% of the area had
native pH values in the topsoil less that 5.3 and 82% had native pH values less than
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5.3 in the subsoil. Associated with these low pH values is aluminum toxicity.
Cochrane and Sanchez (3) reported that 73% of the soils in the Amazonian basin
have an aluminum saturation of 60% or more in the top 50 cm. Ninety percent of
the soils in the Amazon have topsoil P levels less than 7 mg/kg (3). Assuming a
critical P level of 10 mg/kg, these soils will not support crops without additions of
P. Fortunately, only 16% of the soils are estimated to be strong P fixers, that is,
they have over 35% clay and a high percentage of iron oxides. The remaining soils
can be managed by prescribing small P applications on a crop by crop basis.

The low ECEC is considered to be a soil constraint (5). The susceptibility
of leaching of mobile nutrients increases as ECEC decreases. This is of major
importance in an environment where rainfall exceeds potential evapotranspiration
most of the year and where nutrients are in short supply to begin with. It is critical
that mobile nutrients added to the soil remain in the soil as long as possible giving
the plant adequate opportunity to utilize them. For example, potassium is
considered to be a constraint on 56% of the land area (3). It is important to note
that these critical values are for traditionally grown crops and some pasture
legumes. Almost nothing is known about the critical soil nutrient contents for the
highly adapted tree and shrub species that are components of agroforestry systems.

Slash and Burn Agriculture and Agroforestry in the Amazon

Traditionally, farmers in the tropics have temporarily overcome soil acidity and low
soil nutrient contents by slashing and burning the forest vegetation. Farmers
typically clear about a hectare of primary or secondary forest, burn it and then
plant crops for one or more years taking advantage of the nutrients released in the
ash. The quantities of nutrients accumulated in the forest biomass are typically in
the range 100-600 kg/N/ha, 10-40 kg/P/ha, 200-400 kg/K/ha, 150-1125 kg/Ca/ha,
and 30-170 kg/Mg/ha (6,7). Between 20% to 40% of the biomass burns to ash.
Data from measurements of the nutrient contents of ash at various sites in the
Amazon are presented in Table I. Large losses of nutrients occur during the burn
probably via the physical removal of ash via air currents generated during the burn.
Approximately 88-95% of N, 42-51% of P, 30-44% of K, 33-52% of Ca, and 31-
40% of Mg contained in the above-ground biomass was reported lost during
burning (8,9). After burning, further loss of nutrients from the site continues via
rainfall run-off and soil erosion, leaching, volatilization, and crop harvests. Once
yields decline as a result of decreasing soil fertility and/or increasing weed
pressure, the site is abandoned. The accumulation of nutrients and shading out of
weeds by the regenerating forest vegetation, and the action of roots and associated
microorganisms and fauna are the processes by which the potential soil
productivity of the abandoned site is gradually improved to a state approaching
that of a primary rainforest.

Due to increasing population pressure and new land use policies that
prohibit deforestation and burning of primary forests, regenerating forest fallows
are under increased pressure from farmers. The fallows are being slashed and
burned well before soil productivity has been recovered which results in rapid and
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sometimes permanent soil degradation. Farmers urgently require land use
alternatives that fit diverse socioeconomic and ecological conditions and
sustainably produce enough food and wood without degrading the soil resources
required for future production. We suggest that such potentially sustainable
systems must have as many of the following characteristics as possible:

o Biological and structural diversity to minimize biophysical (pests,
drought) and economic (volatile markets) risk and provide resilience so
that both the farmer and the system survive the occasional years of
severe drought or pest attack.

¢ A high degree of soil cover via plant canopies or plant residues left on
the soil surface.

o High value but low biomass of products to minimize nutrient exports.

o The return of crop residues (or the animal manure) to the cropped land
to maximize nutrient recycling.

o The application of adequate levels of organic and/or inorganic fertilizers
to balance nutrients removed in harvests.

o The use and optimum management of improved crop and animal species
or varieties.

Many of the above characteristics are commonly found in existing
agroforestry practices in the tropics (/0). These systems generally have low to
medium capital requirements and produce a range of food, wood and other
economically useful goods. In addition, agroforestry systems are characterized by a
variety of potential service roles such as soil conservation and the maintenance of
soil fertility (/7-13). The key difference between agroforestry and sole cropping
systems lies in the potential for farmers to incorporate tree species that are
considerably more tolerant to acid soil conditions than common annual crops. The
main functions of these adapted tree species is to protect the soil, conserve existing
soil nutrients, enhance the uptake and the recycling of added organic or inorganic
fertilizer nutrients. A discussion on the various tree-soil improvement hypotheses
using data from the tropics was undertaken by Fernandes et al., (2). A key issue
that requires further research is the search for appropriate tree species, their
improvement, and the development of suitable management strategies to optimize
the role of trees as soil improvers.

Tree Characteristics for Maintaining Soil Productivity Under Agroforestry

Fast-growing, leguminous tree species are major components of agroforestry
technologies (/4). Adaptability to soil chemical and physical conditions is an
obvious but vital requirement for any tree species to contribute to soil
improvement. Based on studies from the Amazon and other regions in the humid
tropics (2,4, 15), we suggest the following criteria for judging the suitability for soil
improvement of a tree species or provenance:

e Shoot biomass production: 8 to 10 Mg/ha/yr from one to four prunings a year

(Table II).
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Table IL Biomass Production by Tree Species in Alley Cropping on Fertile
and Infertile Soils in the Humid Tropics (Adapted from Ref. 16)

Tree Dry

Age  Prunings Matter
Species Trees/ha (mo) (No/yr) (Mg/ha/yr)
Yurimaguas, Peru; rainfall 2200 mm/yr; Ultisol, pH 4.2-4.6, P = 8 ppm (Olsen)
Inga edulis 8888 11 3 09.6 Hw
Gliricidia sepium 14/84 5000 11 3 08.1 Hw
Gliricidia sepium 34/85 5000 11 3 01.8 l+w

Onne, S.E. Nigeria, rainfall 2400 mm/yr; Ultisol, pH 4.0, P = 50 ppm (Bray-1)

Acioa barteri

Alchornea cordifolia

Cassia siamea
Gmelina arborea

2500 48 nd.
2500 48 nd.
2500 48 nd.
2500 48 nd.

13.8 Hw
14.9 Hw
122 +w
12.3 Hw

Sumatra, rainfall 2575 mm/yr; Oxisol, pH 4.1, P = 4.8-6.8 mg/kg (Melich I)

Paraserianthes falcataria 19900 09 4
21 4
Calliandra calothyrsus 19900 09 4
21 4
Gliricidia sepium 10000 09 4
21 4

Costa Rica, rainfall 2640 mm/yr; Inceptisol, pH 4.3-4.8, P = 8-15 ppm (Olsen)

Gliricidia sepium 6666 24 2
60 2
Erythrina poeppigiana 555 24 2
60 2

04.9 Hw
09.7 Hw
06.8 Hw
10.7 Hw
00.6 Hw
01.4 Hw

09.6 Hw
152 Hw
07.4 Hw
11.1 bw

Western Samoa, rainfall 3000 mm/yr; mod. fertile Inceptisol, no soil data

Calliandra calothyrsus 5000 48 3
3333 48 3
Gliricidia sepium 5000 48 3
3333 48 3

12.1 Hw
07.6 Hw
10.7 +w
06.5 Hw

1= leaves and green shoots, w = woody material.
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¢ Nitrogen fixation potential of 10 to 50 kg/N/ha/yr.

o Most of the tree fine roots (<2mm diameter) concentrated below the depth (15-
20 cm) at which the bulk of annual crop roots are found.

o Capacity to form effective mycorrhizal associations with native populations of
Vesicular-Arbuscular (VA) mycorrhizal fungi or ectomycorrhizal fungi in order
to enhance the utilization efficiency of low levels of native soil P and small
amounts of P added via fertilizers.

e Moderate to high nutrient concentrations in leafy biomass (e.g. 2.0-3.5% N,
0.2-0.3% P, 1-3% K and 0.5-1.5% Ca). Interpreting data for micronutrient
concentrations in tree and shrub biomass is still difficult. Leafy biomass derived
from vigorously growing trees of Inga edulis grown on an Ultisol were as
follows: Mn 112, Cu 13, Zn 35, and Fe 95 mg/kg (17).

o Rapid litter decay (1 to 3 weeks) where tree biomass is used to provide
nutrients to associated crops (e.g. Leucaena leucocephala, Sesbania sesban,
Gliricidia sepium) or slow decay (2 to 6 months) when tree biomass is used as
mulch for weed suppression and soil protection (e.g. Inga edulis and Flemingia
macrophylla).

e Absence of toxic substances in the foliage or root exudates. For example, in the
acid savannas (cerrado) of Brazil some species have been shown to accumulate
from 4,000 to 14,000 mg/kg of Al in the foliage (/8). Non-accumulator species
have Al concentrations < 200 mg/kg.

Several promising tree and shrub species have the potential to improve
soils. Most commonly preferred tree species tend to be nitrogen-fixing. For acid
soils in the Amazon, the following tree or shrub species appear to have good
potential: I edulis, Calliandra calothyrsus, Flemingia macrophylla, Gliricidia
sepium, Paraserianthes falcataria, and Senna reticulata (2).

Indigenous and Introduced Agroforestry Systems in the Amazon. Amerindian
peoples of the Amazon have long planted and managed trees for a variety of
products and services in close association with annual and perennial food crops
(19,20). The Kayap6 create "resource islands" of trees, shrubs, herbs, and root
crops at the forest margin and also in open grasslands. These species are generally
collected as seedlings in the forest and transplanted to clearings and campsites.
Over a hundred species have been encountered in these "agroforestry” islands
(21,22). A mosaic of different aged, multistoried plots established and managed by
the Arara Indians in the vicinity of the Transamazon Highway contained at least 19
varieties of plants belonging to 13 species. The crop and tree species included
squash (Cucurbita spp.), sweet potato ([pomoea batatas), banana (Musa spp.),
ginger (Renealmia occidentalis), pineapple (Ananas comosus), cotton (Gossypium
hirsutum), annato (Bixa orellana), and araticam (Anona nitida).

The great majority of these traditional systems involve managing the fallow
vegetation (for a variety of products and services) following cropping and
subsequent abandonment to permit regeneration of forest species. Most of the
Amazonian tree crops in use today were probably domesticated via these
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traditional systems. In addition to a high species diversity, indigenous agroforestry
systems are characterized by a variety of species associations of different age
classes spread over several sites. These system characteristics maximize labor
efficiency per unit area of land, minimize tree and crop failure due to drought or
severe pest attack, and guarantee the availability of food at relatively modest levels
of species productivity. Traditional agroforestry systems are generally for
subsistence and support low population densities.

Migrants to the Amazon and their descendants have introduced and
developed a great variety of agroforestry systems that attempt to combine the
domesticated species and structural diversity of Amerindian systems with new
species and rotations to meet the household food and cash needs. Most such
implanted systems also start off with annual and semi-perennial crops (rice,
cassava, banana) following slashing and burning of the forest vegetation. The next
phase generally involves the establishment of a variety of tree crops and
incorporation of livestock. By themselves, these tree crops do not constitute
agroforestry. The planting of tree crops, however, may follow annual crops
(rotational agroforestry) or the tree crops may be present at the same time as
annual crops and or livestock (mixed or zoned agroforestry). Given the ecological
and economic interactions between the first phase annual crops and the second
phase tree crops and/or livestock, however, most of these systems can be classified
as agrisilviculture, silvopasture or agrisilvopasture.

Tree-based homegardens are typical agrosilvopastoral practices involving a
variety of both native and exotic species for fruit, timber, shade, medicines, spices,
and forage (Table III). As many as 190 plant species at various stages of
domestication have been recorded in these agrosilvopastoral systems in the tropics
(J). The high species diversity and sustainability of homegardens make them ideal
for use in buffer zones around extractive reserves and protected forests and
improves the chances for gene flow from wild to semi-domesticated populations of
selected food and fruit species. In the Amazon, systems involving around 30
perennial and annual plant species has been reported from Para, Brasil (27) and
over 70 species from Peru (28). Multi species, tree-based homegardens have a high
degree of ecological and biological sustainability coupled with good social
acceptability. The factors that promote sustainability include diversified
production, reduced risk of crop failure, enhanced labor efficiency, continuous
production thereby minimizing post harvest losses, good nutrient cycling and
reduced erosion because of good ground cover. The species diversity is greatest
close to the house and declines as one moves further away. In most cases,
homegardens contain food producing species and other high value species where
the farmer can protect them more easily. In Africa, where deforestation is resulting
in significant loss of biodiversity, homegardens have been identified as important in
situ germplasm banks of semi-domesticated species (29). Amazonian homegardens
could also play a vital role in helping to preserve native, semi-domesticated species
in areas where the pressure of deforestation is high.
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Table IIL Tree and Crop Species Encountered in Surveys of Agroforestry Homegardens
in the States of Acre, Amazonas, Para, Rondonia and Roraima (Fernandes, E. C. M.,

Unpublished Data)

Common Name Scientific Name Uses
Abacate Persea americana fruit
Coco Cocos nucifera food, oil, cash crop
Guarana Paulinia cupana drink, cash crop
Tucumd Astrocaryum aculeatum fruit, fibre
Fruta péo Artocarpus altilis seeds
Jaca Artocarpus heterophyllus fruit, seeds
Goiaba Psidium guajava fruit
Limdo Citrus aurantifolia fruit, cash crop
Manga Mangifera indica fruit
Pupunha Bactris gassipaes fruit, palm heart
Caju Anacardium occidentale fruit, nut cash crop
Abacaxi Ananas comosus fruit
Cupuagu Theobroma grandiflorum fruit, cash crop
Annatto Bixa orellana seeds for dye
Acerola Malpigia glabra fruit
Pimenta do reino Piper nigrum spice, cash crop
Cacao eobroma cacao Seeds, cash crop
Banana Musa spp. fruit, cash crop
Café Coffea canephora drink, cash crop
Tapereba Spondias mombin fruit
Inga Inga edulis fruit, fuel wood
Biriba Rollinia mucosa fruit, cash crop
Graviola Anona muricata juice, ice cream
Agai Euterpe oleracea fruit, palmito
Araga boi Eugenia stipitata juice
Jambu Eugenia jambos fruit
Pitanga Eugenia uniflora fruit, juice
Mamio Carica papaya fruit
Caimito Pouteria caimito fruit
Sapotilla Manilkara zapota fruit, chewing gum
Bacuri Platonia insignis fruit
Genipapo Genipa americana fruit, wood
Araticum Anona montana fruit
Bacaba QOenocarpus bacaba wine, wood, leaf baskets
Mandioca Manihot esculenta tubers for starch
Maracuja do mato Passiflora nitida fruit
Maracujé caiano Passiflora macrocarpa fruit
Umari Poraqueiba sericea fruit
Seringa Hevea brasiliensis latex
Mapati Pourouma cecropiaefolia fruit
Cubiu Solanum sessili]ﬁrum fruit
Pitomba Talisia esculenta fruit
Carambola Averrhoa carambola fruit
Buriti Mauritia flexuosa fruit
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Agroforestry Practices with Potential for the Amazon

We envisage that agroforestry systems are more appropriate than monocropping
systems for already deforested land and not as alternatives to primary forest.
Several agroforestry practices, that are not common in the Amazon, have the
potential to significantly reduce deforestation while permitting food and wood
production without soil degradation. On already degraded sites and abandoned
pastures, these same systems can play a major role in the rehabilitation of site
productivity. The key factor for abandoned pastures will be providing a modest
input of chemical nutrients to prime the nutrient cycling pump of agroforestry
systems.

Managed Tree Fallows. Traditionally, after cropping a patch of cleared land for
two to four years, farmers abandon it to a natural forest fallow. We argue,
however, that promoting the establishment and managing fast-growing leguminous
and other tree species in fallows may significantly reduce the time taken for soil
productivity to recover to original forest levels (30). This is due to the rapid
growth rates and specialized nutrient accumulation strategies that enable these
species to take up and concentrate nutrients in biomass even at very low soil
concentration levels. Prinz (37) identified the following factors for successful
management of tree fallows: a soil that has not been completely depleted, good
regeneration of natural forest species and/or natural forest adjacent to the fallow
area, and a sufficiently long fallow period to permit complete regeneration of the
soil. Ideally, tree species for fallows should be capable of fast growth, high biomass
accumulation, possess extensive root systems, and high nutrient uptake capacity. In
addition, the rapid establishment of tree species in fallows could significantly
improve not only the seed dispersal of secondary fallow species due to increased
habitats for perching and foraging by birds and bats, but also create favorable
microhabitats for the germination of other fallow species. To make the concept of
tree fallows attractive to farmers, it is important that at least some of the fallow
species yield economically useful products.

Fallows with High Nutrient Accumulating Species. In a study in the
Peruvian Amazon, Szott (30), found that eight months after establishment,
managed fallows with leguminous species had higher nutrient stocks than the
natural forest fallow control. By 29 months, treatments with tree species had
significantly higher nutrient stocks than treatments with natural forest species or no
tree species. In another study on degraded pastures in the Brazilian Amazon, the
concentrations of N, P, and K in leaves of Laetia procera were double those found
in leaves of various species from primary forest vegetation on acid infertile soils
(9). For example, Cecropia spp. have been reported to accumulate Ca and P on
acid soils (32). Other tree species reported to colonize degraded and abandoned
pastures include Vismea spp., Goupia glabra, Bellucia grosulariodes, Dipteryx
odorata, and Zanthoxylum procerum (33). Based on these observations, it is
possible that by enriching natural forest fallows with these high nutrient
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accumulating species, the time to recover soil productivity could be significantly
reduced.

Fallows with Economically Valuable Species. The inclusion of species
with economically valuable products (flowers, fruits, homeopathic medicines,
essences, resins) provides an economic return to tide farmers over until the fallows
biological, ecological, and site rehabilitation potential has been realized. For
example, fruit species (Anona muricata, Bactris gassipaes, Eugenia stipitata,
Rollinia mucosa, Theobroma grandiflorum) and a variety of plant species with
medicinal compounds are likely to provide earlier and more substantial monetary
returns (relative to natural fallows). It is likely that several potentially valuable
species await discovery in the Amazon. The strategy with economically enriched
fallows is to use species that produce a low volume but high value product so as to
avoid excessive export of nutrients from the site. Mixing species that produce an
economically valuable product with nutrient accumulating species gives the farmers
a good incentive to maintain a forest fallow for the minimum time required to
recover soil productivity.

Alley Cropping. This system has potential to sustain crop productivity via
improved soil protection, nutrient cycling, and reduced weed pressure (34). The
system involves the growing of annual food crops in the alleys formed by
hedgerows of fast-growing, nitrogen-fixing trees. The hedgerows are pruned
periodically to provide green manure or mulch for the crops in the alleys and to
minimize shading and root competition by the hedgerows. While experimental
results from several studies on fertile soils (mainly Alfisols and Entisols) show that
alley cropping can sustain crop yields, maintain soil nutrient status and prevent soil
organic matter decline (34), unsatisfactory short to medium term crop yields have
been reported from alley cropping trials on acid infertile soils of the Amazon (35).
Low nutrient contents of Oxisols and Ultisols (the dominant soils in the Amazon)
result in high competition between hedgerows and annual crops. Nutrient cycling
by the hedgerows is often at the expense of the crop in the alley. The labor
required for the frequent pruning of hedgerows in order to reduce tree-annual crop
competition is prohibitive.

We suggest that alley cropping on acid soils in the Amazon should be used
for the production of perennial rather than annual crops. Perennial crop species
that could grown in such a system include Bactris gassipaes, Theobroma
grandiflorum, Bertholettia excelsa, and Eugenia stipitata. The chief function of
the hedgerows would be to minimize runoff and erosion and control weeds via the
provision of mulch. Suitable hedgerow species for acid soils include Inga edulis,
Gliricidia sepium, Cassia reticulata, Flemingia congesta, Calliandra calothyrsus,
and Paraserianthes falcataria (16). Since weed control is often a major factor
reducing successful establishment and yields of many perennial crops, selection of
commonly known species such as Inga edulis, a species with slowly decomposing
litter, could significantly reduce weed pressures (/5) and increase chances of the
system being adopted by farmers. The traditional model of alley cropping for
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annual crop production may only be justified on sloping land where the danger of
soil erosion and rainfall runoff is high.

Alley cropping could be used for the establishment of high value forest
species as well. Hedgerows could be established with annual crops in the alley and
after a year or so, forestry species planted in the alleys with the hedgerows serving
as shade ("nurse") trees for the next 5 to 10 years. Thereafter, periodic lopping of
the hedgerows would provide mulch to aid in weed control and recycle nutrients in
hedgerow biomass.

Tree-Pasture (Silvopastoral) Systems. Despite the beneficial effects of perennial
crop plantations on soil conservation and nutrient cycling (36), sustainable
production of tree crop plantations (mainly rubber and oil palm) in the Amazon has
rarely been possible due to a combination of pest problems and poor economic
returns. The addition of a cover crop and an animal component provides additional
flexibility with respect to markets, economic returns and the purchase of required
inputs. In addition to soil protection, leguminous cover crops (such as Centrosema
macrocarpum, Desmodium ovalifolium, Pueraria phaseoloides) can contribute to
improve tree root growth and soil N via nitrogen fixation (37). Even in the absence
of leguminous cover crops, the integration of sheep, poultry and bees in tree crop
plantations can be not only socially and economically attractive, but also result in a
significant reduction in the cost of weed control in the plantations.

Given the vast national and international market potential for timber, the
establishment of timber species in pastures would considerably improve the
long-term economic returns and justify incentives and subsidies in the short term to
help establish improved (grass-legume) pastures. An example of such a system in
Paragominas, involving Schizolobium amazonicum, Bagassa guianensis,
Eucalyptus tereticornis and various pasture grasses was reported by Veiga et al.,
(38). Other potentially useful tree species for pastures include Carapa guianensis,
Cedrelinga catenaeformis, Cordia goeldiana, Swietenia macrophylla and other
economically important tree species. Fast-growing, "nurse species" (e.g.
Schizolobium amazonicum, Sclerolobium paniculatum, Inga edulis) can be used
to yield economic returns in the short term while protecting the more valuable
timber species from wind and pest damage in the first six to ten years.

Live Fence Posts and Hedges. In all systems involving livestock, the use of
fencing for animal control requires a large number of fence posts. The continuous
removal of young trees from primary and secondary forests for establishing and
maintaining fences is a serious and largely unnoticed form of deforestation. An
agroforestry alternative involves the planting of large (1.5 - 2 m) woody cuttings
that have the capacity to take root and continue growing, thereby producing live
fence posts. Planting of such cuttings more densely can result in hedges. Species
that are commonly used for live fence posts and hedges include Gliricidia sepium,
Erythrina spp., Spondias spp., Pithecellobium dulce (39). Live fence posts and
hedges could have a significant impact against deforestation, help reduce soil
erosion from cropped fields, and help contain nutrient loss in rainfall runoff.
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Modified "Taungya". The system was developed as an agrisilvicultural
(involving crops, trees and livestock) practice for the recovery of deforested and
degraded land via plantings of timber trees and food crops (40). Shifting
cultivators are attracted to establish forest plantations by various incentives such as
housing, clinics, schools, and tenure over permanent agricultural plots. The farmers
are required to help establish and maintain forest plantations, in which they are
permitted to raise agricultural crops during the first three to four years of
establishment. In the Amazon, the modified "Taungya" scheme could be used to
reforest the large areas of degraded uplands while providing employment and
settlement for landless migrants. Brienza and Yared (41) reported satisfactory
establishment at reduced costs of Cordia goeldiana, Jacaranda copaia, and
Bagassa guianensis via intercropping the trees with cow pea (Vigna unguiculata).
Incentives and credit facilities to permit intensification of land use on the farmer's
permanent field plots would help towards self sufficiency in food production.

Fiscal incentives and capital costs for the modified "taungya" approach can
be justified on the grounds of social equity, the fact that shifting cultivators would
become agents of reforestation, the reduced need for timber harvests from primary
rain forests if forest plantations are successfully established. These forest
plantations would also play an active role in reducing atmospheric levels of the
greenhouse gas CO, since the carbon accumulation by growing forest plantations

is 20 to 100 times greater than that of degraded pastures (42). Plantations of
timber species have the potential for fixing atmospheric carbon over a significantly
longer period than plantations for fuel wood, biomass or pulp. The carbon stored
in soils is nearly three times that in above-ground biomass and approximately
double that in the atmosphere (43). Numerous studies have shown that forest
plantations on degraded soils can increase soil organic matter contents via
enhanced production of above-ground litter (44) and high turnover of fine roots

(45).

Management Strategies for Sustaining Soil Productivity Via Agroforestry
Systems

On acid, infertile soils (Oxisols, Ultisols, Dystropepts, Psamments, and Spodosols)
the potential of trees to sustain soil productivity lies in their role for maximizing
soil cover (via canopies and mulch) and minimizing the loss of scarce nutrients via
rainfall run off, soil erosion, and leaching (4). Due to reduced nutrient losses in
systems with trees, the nutrient use efficiency of relatively small amounts of
chemical fertilizers can be significantly improved.

We suggest the following strategies to enhance the potential of agroforestry
systems to sustain soil productivity on recently deforested acid, infertile soils in the
Amazon:

e Selection and use of acid-soil tolerant tree (wood, forage, medicines, resins,
dyes), food and cover crop germplasm and compatible rhizobia and vesicular
arbuscular (VA) mycorrhizal fungi.
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o Use of a variety of leguminous crop and tree species to harness the potential of
biological nitrogen fixation. Given the low levels of available P in most acid
soils, enhancement of available soil P status and the uptake of P by the plant will
be important since both nodulation and N, fixation require phosphorus.

Improving P availability and uptake can be achieved by ensuring effective

mycorrhizal associations and the addition of 20 to 50 kg of P ha™! since
mycorrhizal fungi do not manufacture P but only help in P uptake by the plant.

e If possible, establish rapid soil cover via a fast-growing, herbaceous leguminous
cover (e.g. Mucuna pruriens, Canavalia brasiliensis) crop immediately after
slashing and burning of the original vegetation. The function of the cover crop is
to protect the soil surface, take up the nutrients released in the ash, and control
weed growth. At the appropriate time during the planting season, the
herbaceous cover crop can be slashed and the agroforestry system established.

o Nutrients removed in grain, leaf, and wood biomass should be replaced via
organic and inorganic fertilizers otherwise the system ceases to be sustainable.
On recently deforested sites, additional nutrients may not be required for several
years before productivity declines set in. Abandoned pastures, however, show a
combination of soil chemical and physical constraints to crop production and
will require inputs to alleviate soil compaction and nutrient deficiencies
(principally phosphorus and calcium).

e On degraded and abandoned pastures, we hypothesize that a modest input of
chemical fertilizers (25 kg N, 50 kg P, 50 kg K, 25 kg Ca, and 25 kg of Mg per
hectare) will be essential to prime the nutrient cycling pump of agroforestry
systems. Ideally, these nutrients should be added to the first crop established.

Conclusions

The major advantage of agroforestry systems on acid, infertile soils of the Amazon
lies in the superior soil conservation characteristics relative to traditional slash and
burn or introduced sole cropping systems. The potential to use highly acid-soil
tolerant tree species for biomass and nutrient accumulation, nitrogen fixation, to
form physical barriers against soil erosion, and to produce a diverse range of
economically valuable products makes these systems naturally attractive to
farmers. Since the bulk of new land clearings for agriculture are projected for the
Amazon region with acid, infertile soils, work is urgently needed on optimizing the
sustainability and performance of agroforestry systems on these marginal soils.

Key research issues that need systematic and long term attention include: 1)
identifying potential social and economic barriers to the adoption by farmers of
improved and potentially sustainable agroforestry systems, 2) the selection and
improvement of tree, crop, and pasture germplasm both for tolerance to acid soils-
and for growth in mixed species associations, 3) the simultaneous selection of
effective symbiotic partners (rhizobia and/or mycorrhizal fungi) for these plant
species, 4) characterizing the role of management (spacing, rotation, pruning,
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mulching, and minimum chemical fertilizer applications) on the productivity,
nutrient cycling potential and sustainability of agroforestry systems.

Agroforestry systems that involve combinations of annual crops with a
variety of tree species and in some cases livestock are being evaluated in an on-
going project, for their potential to rehabilitate abandoned pastures. The joint
project between the Department of Soil Science and the Brazilian Enterprise for
Agricultural Research (EMBRAPA) is being funded by the Rockefeller
Foundation. Several agroforestry systems involving annual crops, perennial crops,
leguminous, herbaceous and tree species, and valuable timber trees are being
studied for their potential to rehabilitate soil productivity of abandoned pastures in
the western Amazon. Besides the biological productivity of these systems, the
economics of establishing and maintaining these systems and their impact on
greenhouse gas emissions are also being studied. Local farmers are also
contributing to the evaluation of similar system prototypes via on-farm trials. Data
from the first two years suggest that rotations and/or combinations of acid-soil-
tolerant crop, tree, and pasture germplasm is an important strategy to establish a
rapid and productive vegetative cover for the soil. Nitrogen-fixing species together
with modest P applications can significantly improve plant biomass production, and
nutrient recycling.

Large numbers of publications debating deforestation rates, greenhouse gas
emissions and highlighting the speculative nature of the process of deforestation
have done little to provide concrete solutions to countering the effects of
deforestation or more importantly improve the livelihood of the people currently
slashing and burning forests for their daily subsistence. It is worth noting that the
bulk of the deforestation for subsistence agriculture by small farmers has been
brought about by such "sophisticated" technological interventions as the machete,
the axe, and the matchbox! Pending major land policy reform, the deforestation
undertaken by small holder farmers in the Amazon will continue to increase for the
foreseeable future. Agroforestry systems are not the miraculous solution that will
halt all future deforestation by subsistence farmers. Rather, such systems offer the
very real possibility that farmers practicing them may need to use "the machete and
the matchbox" much less frequently because of better soil conservation, higher
nutrient recycling, diversified products and hence minimized risk of food and/or
cash crop failure. The cumulative effect on reducing deforestation and improving
the standard of living of the "farmers in the forests" will be significant pending the
results of endless ecological and political debates.
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The vast flora of Brazil is not only an invaluable source of
supply of secondary compounds but also provides an almost
limitless bank of genetic information concerning the formation,
transport and storage of these metabolites within the plant. The
recent expansion in demand for natural products will certainly
continue in the foreseeable future, but commercialisation of
these compounds from natural sources can easily lead to
detrimental effects on the environment. Whilst production
methods involving chemical synthesis are available for a number
of secondary compounds, many molecules are too complex to be
commercialised through this route. Plant biotechnology offers an
alternative strategy through in vitro accumulation of selected
products, although this may not be a widely applicable approach
nor, arguably, will it be one that is necessarily in the best
commercial and/or political interests of Brazil. Plant genetic
engineering has opened up wide possibilities to produce crop
plant variants that have desirable biochemical characteristics,
and these methods are equally applicable to the genetic
manipulation of plants that accumulate secondary compounds.
Examples of the application of plant biotechnology to both the
in vitro and the in planta approach to secondary compound
production are considered in this paper.

The extensive and diverse flora of Brazil is a natural asset of immense potential
value for the provision of secondary compounds. Such materials already receive
wide commercial application in the manufacture of, for example,
pharmaceuticals, food additives, cosmetics and agrochemicals. The world-wide
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production of secondary compounds will be an area of significantly increasing
industrial activity in the next decade as the demand for an even greater range of
"natural” products continues.

The possible application of the plant resource within Brazil may not have
been fully recognised by the competent authorities thus far. The exploitation of
secondary compounds has often been left to entrepreneurs from USA, Europe
and Japan with the profits accruing to these countries accordingly. With the
advent of the modern techniques of plant biotechnology there is a window of
opportunity for Brazil to take a major role in the development and application
of these new methodologies for the commercialisation of natural products in
Brazil.

Resource Factors

Extensive Flora. It is reported that at least 16% of the estimated 500,000
species of plants that exist in the world are to be found in the Amazonian basin
of Brazil alone. Further, less than 10% of all known plants have been studied
chemically and far fewer have been studied with respect to their biological
activities. And yet at least 3000 well characterised, biologically active natural
products are already known (/). These factors taken together mean that a vast
number of highly active compounds are waiting to be discovered and the
majority of them are to be found in the plants presently growing wild in Brazil
in areas such as the Cerrados, the Pantanal, Caatinga, the Atlantic Forest and, of
course, the Amazon itself. Unfortunately, however, this magnificent resource is
rapidly diminishing, not only because of land clearance and agricultural
practice, but also because of the interest of (commercial) research groups
outside of Brazil. Any strategy for plant biotechnology research must take into
account both the aspects of learning about the valuable plant materials that are
available to us and also of conserving those species which, whilst presently not
directly exploitable, may very well be of value in the years to come.

Agricultoral Base. Brazil has a large, fertile land mass much of which is still
available for agricultural exploitation. Naturally, the majority of Brazilian
agriculture is aimed at primary food-crop plants, but there are currently a
number of good examples of cash-crop farming for natural products (such as
stevioside production by Ing4 Stevia Industrial S.A., Maringd, Parand). As the
export markets for many primary crops (for example, sugar-cane) are becoming
more difficult, it will be increasingly important for Brazil to bring on stream a
more mixed farming with greater reliance on novel crop plants. It can be
reasonably argued that plants yielding high value natural products would be
excellent alternative crops in years to come but the preparation for this should
commence immediately.
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Labour Force and Capital Financing. Brazil has a large rural labour force
skilled at working on the land. It is axiomatic that any application of plant
biotechnology should enable the employment of an increased work force which
can be adequately remunerated and hence enhance support for the social fabric
of the rural areas. It is further recognised that many facets of fermentation
biotechnology are extremely expensive in terms of plant and equipment. Any
application of plant biotechnology should be able to be brought on stream with
a minimum of capital expenditure which must be well within the means of State
or Federal resources.

Taken together these two considerations mitigate against a strategy for plant
biotechnology research involving the ultimate aim of production of secondary
compounds in large scale bioreactors, particularly where a novel crop plant
would be a direct alternative, or where advanced chemical engineering
problems (such as the provision of specially designed bioreactors) would be
necessitated. There are, however, a number of cheap "alternative technologies”
which may very well enable in vitro technology to be operated on a commercial
scale in rural areas in Brazil and applications in this area will be considered
below.

Strategies for Commercialisation of Secondary Compounds

Determination of Plants with Appropriate Biological Activities. The
essential pre-requisite to any form of commercialisation, namely plant
screening, is dealt with in detail elsewhere in the present volume but, if Brazil is
to retain some degree of control over the use and ultimate exploitation of its
floral resource, it is important that this screening should be carried out as far as
possible within Brazilian Institutes.

Conservation of the Gene Source and Build-up of Biomass for Further
Exploration. Following the determination of a potentially valuable plant, it
will be necessary to obtain considerable biomass in order to carry out activity-
focused isolation and structure elucidation of the active components. The
traditional method would be to harvest large quantities of the plant material,
both fresh tissue and, preferably also, seed stock. It may be noted that collectors
typically aim to harvest in the region of 4 kg of seed material in order to
maintain a seed bank to conserve a specie. The effect of such collection could
easily result in irreparable damage to the survival of the specie and also to the
ecosystem which supported it. Plant biotechnology may readily assist in the
conservation and production of large amounts of plant material even for the
most sensitive of species through cryopreservation and micropropagation
techniques.

Until the present time, the germplasm banks that maintain tissue culture
collections do so in order to provide breeders and scientists with genetic
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material of agricultural and horticultural plants and their wild relatives. These
technologies may be applied also to plants which produce commercially
valuable secondary compounds in order: (i) to conserve and protect rare or
inaccessible plants which accumulate secondary compounds of known
biological activities; (ii) to retain genomic material of endangered plants whose
biological properties are presently either unknown or not exploited; and (iii) to
store transgenic plants, or their progenitor forms, that may be impaired with
respect to their ability to reproduce by the normal means. The relatively high
expense involved in this form of germplasm storage implies that its application
must initially be limited to the storage of material for which there is a defined
rather than a speculative use. The most obvious application is in the universally
difficult area of obtaining fresh material of an unusual plant for biochemical
and biomedical studies, and of retaining the original line for future experiments.
In this case, in vitro storage of the parent plant, coupled with in vitro clonal
propagation, could provide the continuity of material required. Interest in the
micropropagation of medicinal plants has recently emerged with studies
concerning the in vitro multiplication of, for example, Pilocarpus microphyllus,
Maytenus ilicifolia, Baccharis trimera and Artemisia annua currently underway
in a number of laboratories in Brazil.

Chemical Elucidation of Biologically Active Principles. Brazil has a world-
recognised history of excellence in classical phytochemistry and many Institutes
in Brazil are already adequately equipped and employ highly qualified
personnel to carry out basic structural elucidation. It is now of paramount
importance that research funding be available specifically to those groups
wishing to undertake phytochemical studies where the separation of compounds
is monitored by the increase in a target biological activity and not merely by
chemical class. Clearly such a radical alteration in primary objective of
phytochemical research requires that the mechanisms for obtaining a wide
range of biological tests should be set up immediately.

Technologies for the Large Scale Production of Natural Products. The
appropriate technology for the commercial scale production of a natural product
depends on the characteristics of the target compound and could involve full
chemical synthesis, biotechnological processes or a combination of both.
Ideally, a potential target should be a single molecule or a small group of
closely related molecules. For any other situation, chemical synthesis would be
inappropriate and plant biotechnology is not sufficiently advanced to enable the
manipulation of multi-pathways. At present it is not possible to enhance
productivity of complex flavour, aroma and cosmetic compounds by
biotechnological methods, and traditional cropping techniques would remain
the most suitable form of exploitation. However, the yield of the producing
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plant could still be significantly improved by protecting the plant from, for
example, microbial attack through genetic engineering as outlined below.

When an identified target molecule has a relatively simple chemical
structure, it may be possible to carry out a total synthesis and purification of the
compound on an economical basis. This is not usually the case, however: out of
50 purified products from plants, all of which can be chemically synthesised,
only 9 may be manufactured economically through total chemical synthesis (2).
A specific example of this is to be seen in the case of the anti-malarial
sesquiterpenoid artemisinin found in Artemisia annua which is now being
considered as a potential crop plant in Western Europe, India, USA and Brazil.
The active principle is effective against chloroquinine-resistant, chloroquinine-
sensitive and cerebral malarias (3); indeed, the B-ethyl ether of artemisinin has
been selected by the World Health Organisation for the treatment of severe and
complicated forms of Plasmodium falciparum malaria (4). A. annua also
produces several sesquiterpenoid endoperoxides which have potential as natural
herbicides (5), and a highly aromatic essential oil, the major component of
which is artemisia ketone (6), which may possess insect repellent and anti-
microbial activities. The various synthetic routes to artemisinin that have been
described (7 and papers quoted therein) are multi-step, complex and not
commercially plausible.

Where total chemical synthesis is not viable then the active principle must be
obtained either completely or partially from a natural source. Often, however,
active principles are present only in minute amounts in material from the source
plant. The classical example of this situation refers to the anti-leukaemic
dimeric alkaloids vincristine and vinblastine from Catharanthus roseus. These
compounds may be obtained from the leaves of periwinkle plants grown in the
field, but the yield of active principle is less than 0.001% (w/w) making these
amongst the most expensive of drugs. Similarly, the content of artemisinin in
A. annua has been shown to be rather low and variable within the range 0.003 -
0.21% wiw (8).

Even when an active compound is present in extractable quantities in the
plant, the natural source itself may still not be appropriate for large scale
production. Thus, whilst the anti-cancer diterpenoid taxol may be prepared from
the bark of the yew tree (Taxus brevifolia), harvesting source material destroys
the plant (12 trees are required per patient) and seedlings take 50 - 60 years to
reach maturity. Where the plant source is rare, endangered or essential for the
preservation of the natural ecosystem, then use of the natural source as such is

clearly inappropriate.
Application of Plant Biotechnology to Secondary Compound Production

Plant biotechnology offers two distinct strategies for the production of
secondary compounds on a commercial basis. When a product is required in a
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pure form, in small quantities (less than 5000 kg per year) and at a high price
(minimum $3000 per kg) then the possibility to use fermentation technology
becomes available. This may be through de novo synthesis in a culture system,
or by a two-step process involving both chemical synthesis and a biotrans-
formation stage. Alternatively, the yield of the compound(s) of interest may be
increased in planta by the manipulation of the intrinsic biosynthetic pathways
through genetic engineering. The latter technology offers many exciting
possibilities and would seem to be the most appropriate in the context of
resources available in Brazil. Indeed, this strategy is the only available route
when a product is required to act within the plant itself (ie transferring a
specific antimicrobial activity to a crop plant).

Fermentation Processes. Following two decades of intensive research, there
are currently only a handful of potentially, commercially viable processes for
the production of secondary products - including the well known examples of
shikonin and berberine (9, 10) - through de novo fermentation of unorganised
plant cells. Since the fermentation of cell cultures has produced little success in
the past, and has a relatively poor prognosis for the future, research effort in this
area would seem to be better directed towards the use of fully differentiated
organ cultures, the biosynthetic capacities of which are preserved in vitro. In
this context, transformed root organ cultures which can be grown in the dark,
have low aeration and nutrient requirements and show fast growth rates, present
very good possibilities for the development of a commercial process.
Transformed root organ cultures may often be formed readily by infection of
a sterile plant, explant or callus with the soil-borne bacterium Agrobacterium
rhizogenes, or by direct insertion, using a biolistic technique, of the rol genes
(which are responsible for rhizogenesis) isolated therefrom (/). The neoplastic
outgrowths which thus form typically within 2-3 weeks, can be removed and
cultured in either solid or liquid medium as axenic root organs. These
transformed roots (often referred to as "hairy-roots") commonly exhibit very
high growth rates (sometimes 10 times higher than those of their non-
transformed counterparts) when cultured in very low strength medium and in
the absence of growth regulators, the presence of which may be detrimental to
secondary compound accumulation in vitro. The cultures are genetically and
biochemically very stable and usually possess the same biosynthetic capacities
as the roots of the intact plant. Table I provides examples of the accumulative
capacities of some transformed root cultures. In view of their rapid growth rate,
their minimal bioreactor requirements, and the relative ease with which
products may be isolated from these cultures, it is anticipated that transformed
root cultures will be amenable to commercial exploitation for the production of
high value fine chemicals. Low technology, low cost bioreactors of the roller-
bed type are already available for the production of high quantities of biomass
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Table I Examples of Production of Secondary Compounds in
Agrobacterium rhizogenes-transformed Root Cultures

Plant Species Compounds Productivity cf.
Accumulated Normal Root*
Atropa belladonna scopolamine, hyoscyamine 6.6 fold increase
Calystegia sepium scopolamine, hyoscyamine 26 fold increase
Centranthus spp.
Fedia spp. valepotriates up to 25 fold increase
Valerianella spp.
Hyoscyamus spp. scopolamine, hyoscyamine 8.2 fold increase
Lippia dulcis hernandulcin, no hernandulcin
monoterpenes produced by non-
transformed roots
Nicotiana tabacum nicotine 10 fold increase
Panax ginseng ginsenosides 13 fold increase

* The amount of secondary compound produced (per litre of culture per day) by the
transformed culture compared with its non-transformed counterpart.

from transformed roots, and such systems could be attractive for natural
compound production in Brazil.

Two-step Synthesis. = Whilst unorganised cultures may not accumulate
secondary compounds in significant amounts, they typically maintain the
capacity to catalyse individual steps in the biosynthetic pathways elaborated by
the parent plant. Cell-free systems or partially purified enzyme preparations
derived from tissue cultured cells are often able to transform both natural
precursors and foreign substrates, the latter yielding novel natural products
which should be suitable for pharmaceutical screening (/2). It is anticipated that
a mixture of technologies (ie chemical synthesis coupled with in vitro
techniques) might be utilised either by the initial, facile (ie cheap) chemical
synthesis of an intermediate followed by biotransformation to the end product,
or by the formation of a complex compound through in vitro culture which can
be extracted and submitted to minimal chemical transformation to yield a
biologically active derivative.

The work that perhaps demonstrates most significantly the potential
application of this area of plant biotechnology for the synthesis of medicinal
compounds is that of Kutney and his co-workers in Vancouver, Canada (/3)
concerning the synthesis of etoposide. This lignan, originally isolated from
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Podophyllum peltatum, has been shown to be efficacious in the treatment of
myelocytic leukaemia, testicular, bladder and small-cell lung cancers. As is the
case for many complex natural products, total synthesis of the active principle
is not commercially feasible: the most attractive process developed so far
involves the relatively facile modification of the pre-formed skeleton of
podophyllotoxin which must also be obtained from P. peltatum. However,
dependence on a plant source for a major feed-stock may be disadvantageous in
terms of quality, quantity and continuity of supply. A synthesis of etoposide has
been developed (13) that uses both traditional chemical reactions involving
readily available starting materials, together with further elaboration of the
complex structure using an enzyme system derived from plant cell cultures.
Starting with a readily available aldehyde, a precursor of podophyllotoxin could
be obtained by a short reaction sequence which afforded very high overall
yields of product. Peroxidases present in cell free extracts from cultures of
Catharanthus roseus are, apparently, not only capable of bringing about C-C
bond linkages in indole alkaloids normally present in the parent plant, but can
also accept foreign substrates. Such a cell free system was able to cyclize the
podophyllotoxin precursor in excellent yields and the product could be readily
converted into podophyllotoxin for further elaboration to etoposide.

Similar studies are underway in a number of laboratories and it is to be
expected that many more "hybrid" synthetic routes will be developed as the
potential of in vitro systems becomes more apparent.

Genetic Engineering. A key and exciting avenue of plant biotechnology
which is currently receiving extensive research interest is the improvement of
higher plants through gene transfer. With such technology it is possible:

(i) to increase the protein content (and hence activity) of a regulatory enzyme in
a pathway already extant in a plant and thus to up-regulate the accumulation of
compound(s) on the target pathway - clearly application of this procedure
should result in plants with increased yields of biologically active principles;
(ii) to introduce a novel biosynthetic pathway into a plant - an example
application might be to transfer chemical defence mechanisms between plants
or even between micro-organisms and plants;

(iii) to suppress partially or completely the production of unwanted compounds
by inhibiting the formation of the enzyme(s) responsible for that portion of the
pathway - an alternative application of this strategy could be to block a
particular branch of a pathway hence diverting carbon flux (precursors) along
desirable branches of the pathway.

The introduction and stable incorporation of a foreign DNA sequence into
the chromosome of a commercially important plant has, until recently, been
commonly brought about using Agrobacterium-based vector systems. However,
such systems have one major disadvantage namely the limited host-range of
infection. For example, in the case of Glycine max (soybean) infection
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with Agrobacterium tumefaciens is restricted to one variety only and this,
unfortunately, has no commercial value. The latest technology for the delivery
of foreign genes into plant material employs direct gene transfer using biolistic
devices. This method involves bombardment of cells or tissues with high
velocity metal particles coated with DNA, and it has been used in numerous
laboratories for genetic transformation of diverse plant species (/4). The
advantages of the biolistic system are that it permits transformations
independent of genotype and allows a large number of transformants to be
recovered in order to assess the levels of gene expression. Whether foreign
DNA is introduced into unorganised cells by a biolistic technique or by using
disarmed Agrobacterium vectors, an efficient regeneration protocol must be
established in order to obtain an intact, transgenic plant.

Details of examples of transfer of specific genes encoding for key enzymes
in biosynthetic pathways to secondary compounds are now becoming available
(Table II). Hamill and co-workers (15) used an A. rhizogenes vector system to
introduce copies (3 to 7 inserts per genome) of a yeast cDNA sequence coding
for ornithine decarboxylase into roots of Nicotiana rustica. The transformed
roots showed a 3-fold increase in activity of this enzyme compared to control
cultures and were also enhanced in their capacity to accumulate putrescine (the
product of ornithine decarboxylation) and nicotine (which derives from
putrescine), the latter being increased by 2-fold. The authors point out that,
although the increase in enzymatic activity in transgenic roots was lower than
had been anticipated, it was "demonstrated that flux through a pathway to a
plant secondary product can be elevated by means of genetic manipulation”. On
the other hand, Berlin and co-workers (76) obtained a 10-fold increase in
tryptophan decarboxylase (TDC) in roots of Peganum harmala which had been
transformed with A. rhizogenes containing a DNA sequence from C. roseus
coding for the decarboxylase. In this case, although non-transformed roots
showed undetectable levels of seratonin (a product of tryptophan
decarboxylation), the transgenic roots accumulated 15 - 20 mg per gram dry
weight of this proto-alkaloid. A similar large increase in TDC (more than 40-
fold) was obtained following insertion of a cDNA encoding for this enzyme
into regenerated plants of N. tabacum (17), and in this case tryptamine levels
were stimulated by up to 260-fold compared with control plants.

A further successful report of the up-regulation of an existing pathway
concerns the enhanced formation of the anticholinergic drug scopolamine from
the less active hyoscyamine in Atropa belladonna (18). A cDNA sequence from
Hyoscyamus niger coding for hyoscyamine 6-8-hydroxylase (an enzyme which
catalyses both hydroxylation and epoxide formation in hyoscyamine), placed
under the control of the CaMV 35S promoter, was transferred using a disarmed
Agrobacterium tumefaciens vector to yield transgenic plants of Afropa
belladonna. Selfed progenies from one transgenic line yielded up to 1.25%
scopolamine (on a dry weight basis) in leaf tissue compared with the
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wild-type plant which accumulated only 0.29% alkaloid, and of this
approximately 96% was hyoscyamine.

Assuming that the correct substrate is available for a pathway not presently
operating within a specific plant, it should be possible to introduce a novel gene
the expression of which would lead to a novel product. A modified cDNA
sequence coding for strictosidine synthase, a key enzyme in the pathway to
vinblastine and vincristine in C. roseus, has been transferred to N. tabacum
(19). The construct was efficiently expressed in the transgenic plants with the
enzyme being correctly targeted to the vacuole: interestingly, tobacco produced
two separate isoenzymic forms of the synthase whereas C. roseus possesses just
one form. No strictosidine was produced in the transgenic tissue since tobacco
lacks the appropriate substrate. Herminghaus and co-workers (20) transformed
N. tabacum using a disarmed binary vector harbouring a plasmid containing the
lysine decarboxylase coding sequence from the bacterium Hafnia alvei fused to
DNA encoding a chloroplast-targeting peptide. Transformants showed higher
chloroplast decarboxylase activity and also accumulated cadaverine at 0.3 -
1.0% dry weight in leaf tissue: non-transformed plants and those transformed
with a non-targeted sequence contained barely detectable levels of cadaverine.

Some workers have succeeded in transferring genes associated with the
formation of secondary compounds which may have important roles in plant-
microorganism or plant-insect defence systems. In one case, a genomic
sequence from Arachis hypogaea coding for stilbene synthase has been
introduced into tobacco protoplasts (27). This synthase is responsible for the
formation of the phytoalexin resveratrol (3,4',5-trihydroxystilbene) which is
induced following attack by, for example, Botrytis cinerea on Vitis vinifera,
Picea sitchensis or A. hypogaea. Stilbene synthase activity could be induced, by
UV light or fungal elicitor, in all parts of the transgenic plants regenerated from
protoplasts, and up to 50 ng of resveratrol per gram fresh tissue was
accumulated within 24 hours of induction. In an extension to these studies (22),
two full length genes from V. vinifera for stilbene synthase were introduced into
tobacco through direct protoplast uptake, and the transgenic plants regenerated
from them were able to produce up to 400 pg resveratrol per gram fresh weight
following infection with B. cinerea. These plants showed a significantly higher
resistance to the fungal infection than did non-transgenic controls. This work is
of considerable importance since it is the first to show that the introduction of a
foreign phytoalexin gene under the control of its own inducible promoter can
confer a degree of disease resistance in the recipient plant.

In another example, a gene, isolated from the fungus Fusarium
sporotrichioides, which encodes for trichodiene synthase (the enzyme
responsible for the production of the toxic sesquiterpenoid trichodiene) has
been introduced into tobacco (23) and trichodiene was accumulated at low
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concentrations (5 to 10 ng per gram fresh weight of tissue) in the transgenic
plants. The constitutive synthesis of this fungal toxin may very well bring about
an alteration in insect feeding habit.

Introduction of a specific cDNA sequence in an inverse orientation ("anti-
sense") can often lead to inhibition of expression of the endogenous gene. For
example, a chalcone synthase gene was introduced into Petunia hybrida in an
anti-sense orientation causing a reduction in chalcone synthase mRNA and
resulting in plants with a reduced flower pigmentation (24). Transgenic
tomatoes that stably expressed RNA anti-sense for polygalacturonase showed a
significant reduction in the activity of this enzyme and, consequently, a
remarkable delay in the onset of ripening of the tomato fruit (25). Similarly,
when a cDNA sequence coding for 3-hydroxymethylglutaryl coenzyme A
reductase (HMGR: a key enzyme in the regulation of the early isoprenoid
pathway) was introduced in the anti-sense mode into roots of Fedia
cornucopiae, HMGR activity was reduced by 11-fold (26).

A further example of the use of anti-sense technology is the constitutive
expression in the anti-sense mode of a caffeic acid 3-O-methyltransferase gene
from Medicago sativa in transgenic tobacco leading to a reduction (of
approximately 50%) in lignin content (27). The down-regulation of lignin
production would be highly advantageous to the paper pulp industry and could
also be employed to improve the digestibility of forage crops.

Genetic manipulations involving both the up-regulation of key enzymatic
activities through gene-dosage and the inhibition of competing or unwanted
pathways by anti-sense RNA should provide a successful strategy by which
secondary compound yield in biologically active plants might be improved. An
example of a strategy involving both sense and anti-sense technologies in order
to regulate pathway genes is provided in our current studies involving the
enhancement of accumulation of artemisinin in Artemisia annua in which we
are attempting to up-regulate HMGR, farnesylpyrophosphate synthase and
germacranadiene cyclase in order to enhance carbon flux towards
sesquiterpenoid synthesis, and partially to down-regulate squalene synthase in
order to reduce synthesis of steroids. It is of interest to note that this is the very
strategy employed by tobacco cells when the synthesis of 5-epi-aristolochene (a
sesquiterpenoid phytoalexin) is induced following treatment with cellulase: the
mechanism of induction involves an increase in sesquiterpenoid cyclase activity
(correlated with the synthesis of mRNA coding for this enzyme) and a decrease
in squalene synthase activity (28).

Conclusion
As can be seen from the examples provided above, Brazil could readily employ

these new methodologies in plant biotechnology for the exploitation of
bioactive compounds to be found in the diverse floral resource of the Country.
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Clearly the technology is now in place through which both primary and
secondary metabolism may be perturbed by manipulation of the plant genome.
Whilst our knowledge of the natural control of secondary metabolism is still
insufficient to enable us fully to predict the magnitude of the effect of foreign
gene insertion, it has been shown already that it is possible to regulate segments
of pathways. The control of entire metabolic pathways may be available to us in
the future, possibly through the manipulation of genes which control
developmental processes. Even with our present state of knowledge, however,
the prospects for designing transgenic root organs and regenerated plants with
higher yields of specific secondary compounds are extremely promising. On the
other hand, our ability to produce plants in which unwanted side-products are
eliminated is virtually definite.
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Chapter 6

The Promise of Plant-Derived Natural
Products for the Development of New
Pharmaceuticals and Agrochemicals

James D. McChesney

Research Institute of Pharmaceutical Sciences, University of Mississippi,
University, MS 38677

Plant-derived natural products hold great promise for discovery and
development of new pharmaceuticals and agrochemicals. Careful
consideration of the process of discovery and development - a
“systems” approach - will be required to bring this great potential to
realization. A “systems” analysis is outlined and ilustrated in this
paper.

This article covers the approach at the University of Mississippi, Research Institute
of Pharmaceutical Sciences on the process of discovery and development of new
pharmaceuticals and agrochemicals starting with natural product preparations.
Pharmaceuticals will be emphasized since those are often more easily understood in
a general context. It must be pointed out, however, that all the things that are said
about pharmaceuticals similarly apply to agrochemicals. The key issue is the
particular and specific biological question that is being addressed: Does the
substance being investigated have utility to treat disease in the human thus making
the agent a pharmaceutical or, alternatively, does the substance have biological
activity to control an agricultural parameter such as inhibit the growth of weeds,
control insect damage or provide medical treatment for domestic animals. Those
would all represent agrochemical applications. To summarize, pharmaceutical
development will be utilized as the example here but it should be emphasized that
development of pharmaceuticals and agrochemicals utilize very similar processes.

Drug Development

Initially, the pipeline concept of drug development should be discussed. This is
shown in Figure 1. There are very distinct periods during the time of development
of new pharmaceuticals; a period of discovery and once certain criteria are met,
those discoveries become development candidates and in turn, once safety and
efficacy have been demonstrated, approval to market the substance as a
pharmaceutical can be gained from various regulatory agencies (/). The usual
periods that are associated with the development of new pharmaceuticals are shown
in Figure 1. There is a period of conceptualization where it is decided that new lead
compounds with specific desirable biological activity will be sought; a decision is
made about how to seek those compounds, whether from synthetic, organic
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chemistry libraries or from natural product sources. The next and most important
step is the development of a specific and appropriate biological assay procedure and
then with that biological assay, various chemical substances are evaluated and
ultimately chemical leads are discovered. Those leads represent specific
compounds which have promise to bring about the particular biological response
that is being sought. As lead compounds are identified, then effort is made to
expand upon those through standard medicinal chemistry approaches including
molecular modeling. From medicinal chemistry effort will flow a suite of
compounds, so-called chemical cousins, and the evaluation of their biological
activity gives an idea about structure activity relationships to elicit this biological
activity. Ultimately from that family of compounds, certain specific "candidates"
are identified based upon their potency and other desirable properties. Of particular
importance at this stage, is initial evaluation of the breadth of pharmacological
activity, i.e. how specific is the substance in eliciting the particular biological
response and what are the parameters that might be associated with toxicity of the
compound. Once candidates have been chosen and various additional tests
evaluated, then a program of development is defined. An investigational new drug
development plan is formulated and the substance evaluated such that it may
ultimately enter human clinical evaluation or trial. When sufficient information is in
hand, an investigational new drug (IND) application can be filed with the regulatory
agency. That investigational new drug application, when approved, provides the
authorization to enter the substances under study into human clinical evaluation.
Those evaluations in the clinic are divided ordinarily into three or more phases.
Initially evaluation of safety is made; how toxic or how well tolerated is the agent in
healthy volunteers? (Phase I). For compounds which pass this early phase, then
they are evaluated in patients wherein efficacy to treat the particular disease is
initially evaluated. (Phase II). Finally with sufficient safety and efficacy
demonstrated in phases I and II, then a broad Phase III clinical evaluation
involving large numbers of patients can be initiated. As clinical trials progress,
information is being developed in support of a new drug application (NDA) which
will be submitted to the regulatory agency seeking approval to market the substance
for treatment of a particular disease or disorder. That approval process, when
finished, which allows the pharmaceutical company to enter a marketing phase, also
requires that the company monitor for any unexpected toxicities which might show
up once the agent is being used broadly in a diverse population of patients.

How long does all this take? The usual range of time required to accomplish
the development processt ranges from 4 years at the very shortest to as much as
nearly 20 years. On average more than one decade is required. To validate the
numbers in this statement, it should be pointed out that in 1992 the Food and Drug
Administration of the United States approved between 25 and 30 new chemical
entities as pharmaceuticals. The average time in development for those new drugs
was 12.6 years. The costs associated with the various stages of this process total
between to 30-35 million dollars. This amount seems to be a very low compared to
what one sees quoted in newspapers and hears reported in television news shows
dealing with drug development. Those quoted numbers of 300 million dollars seem
to be quite large compared to what is reported here (2). However, I would
emphasize that the lower numbers relate just to the specifics of development of a
single successful agent. They do not account for all of the failures that occur during
the process nor they account in any way for the "lost opportunity” that one would
have simply by taking money and investing it in government bonds, for example,
rather than risking the money by investing it in research and development for which
there is no certainty of outcome. So the 30-35 million dollars is an estimate of the
costs associated with the successful agent. It does not in any way account for the
costs associated with all of the trial and error leading to the discovery of that first
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successful candidate and its subsequent development and the many cases where
agents have failed because of toxicity or other unexpected problems.

Discovery/Development of New Pharmaceuticals

If it takes so long and costs so much, how is it that new pharmaceuticals are found
at all? Well, there are various ways that new pharmaceuticals are discovered and
developed. One of the most direct is the observation that drugs that have been in
utilization for a period of time show up in the clinic as having potential for other
uses. A particular example is the agent levamasol which has been utilized for a very
long time as a veterinary product and more recently has been shown to possess
selective and specific immune stimulatory activity and so is now incorporated into
cancer chemotherapy regimens to enhance the body's own resistance to cancer and
thereby enhance chances of remission following surgery or radiation therapy. So
old drugs are observed in clinical use to have potential new uses. A second way in
which substances are shown to have drug utility is through the evaluation of
normal or usual physiological substances. In fact, this approach is the basis upon
which much of the biotechnology era of discovery and development of
pharmaceuticals is based. Hormones or regulatory agents, enzymes, etc. have been
identified, their role in the physiology of man defined, and as a consequence,
control of their concentration and thereby their physiological effects provides
pharmaceutical benefit. This is the basis for the development of many
biotechnology companies. A third approach that might be utilized is the synthesis
of new chemical substances. One may look at lead compounds or compounds
known to have some desirable biological activity and use those as models or
templates - the so-called "designed" chemical synthesis approach. As was
mentioned, for example, in the initial discussion of the discovery and development
of pharmaceuticals, once a lead substance has been identified, then chemical
cousins are prepared and evaluated. That's a type of design chemical synthesis that
is utilized extensively for the discovery and development of pharmaceuticals. An
alternative is to go into the laboratory as an organic chemist and have fun just
making new compounds - compounds that have never been made before. It's a
little bit like the mountain climber who climbs the mountain "just because it's there"
and no one else has already climbed it. Since a chemist visualizes this particular
molecule, it's not one which has been made and so the challenge is to make it and
then once it has been made it, to evaluate it for potential utility. Numerous
examples might be quoted in this area; perhaps the most significant being the
discovery of the benzodiazepene class of minor tranquilizers. That discovery arose
from just such an approach; preparation of an interesting chemical structure in the
laboratory and the subsequent submission of that chemical substance for
pharmacological evaluation. Finally, new pharmaceuticals can be discovered and
developed through evaluation of natural product preparations. Those natural
product preparations may derive from animals, for example, marine animals; they
may derive from micro-organisms, and here antibiotics can be used as an example
of a particularly significant group of pharmaceuticals that have been discovered and
developed from micro-organism fermentation broths. And finally, plants might
serve as a source for new substances that can be evaluated for pharmaceutical
application. And, in fact, historically, plants have been a very significant source of
new pharmaceuticals, perhaps the most important source.
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Role of Natural Products in Discovery of New Pharmaceuticals

So natural products have a role in discovery. This role derives from the
observation that all organisms interact among themselves and with their
environment by chemical means. Organisms protect themselves, communicate with
others of their own kind, etc. by means of chemical substances (3). Those
interactions of organisms are very specific and effective. One may wonder how it
is that certain insects are ever able to identify their opposite sex and thereby
propagate their kind. That communication takes place largely by chemical means
through various specific substances which attract either the male or female to the
opposite gender. Many organisms protect themselves by secreting chemical
defense substances (3). The function of these chemicals is to enhance the
competitiveness of the organisms in their environment, making them more
successful, in turn creating the opportunity for them to propagate offspring.
Because there are literally millions of different organisms, all communicating
among and between themselves with chemical means, that means that there are
literally millions of chemical structure types to select from for evaluation for
pharmaceutical or agrochemical application.

This has not gone unnoted historically since natural product preparations
have been the major source of pharmaceutical agents. Indeed, more than 90% of
current therapeutic classes derive from a natural product prototype and interestingly,
even today, roughly two-thirds to three-quarters of the world's population rely
upon medicinal plants for their primary pharmaceutical care. Those medicinal
plants represent natural product substances or preparations which have utility as
pharmaceutical agents.

There have been some perceptions which have limited interest within the
pharmaceutical industry for plant derived natural products. Some years ago there
were significant problems sourcing authenticated plant materials. It was easy to
collect plants and demonstrate that they had interesting biological potential but then
when researchers went back to recollect and confirm those potentials and ultimately
to carry out the development and commercialization process; then failure often
resulted because their original plant collections had not been adequately identified
and were consequently lost. Another area that has created problems has been the
ability to measure desirable biological activity. Natural product preparations
ordinarily are very complex mixtures of materials and to measure a desirable
biological activity utilizing a mixture of materials creates some serious problems.
Interactions of the components of the mixture, either antagonism by one material of
another's activity or addition or even synergy of activities, can give very misleading
results. So in many cases this has created significant problems. A third perception
has been that one could not quickly and cost effectively purify and identify active
principals from complex natural product mixtures. Those mixtures containing
dozens to hundreds of different chemical substances, often of quite similar chemical
and physical properties, historically have created great challenges for the separation
and purification of the active principles. The time required, as well as the effort
involved, has been quite significant and that has contributed to the perception that
this is a serious limitation, particularly with regard to plant derived natural products.

Another important consideration is that natural products often are poor
pharmaceuticals: their chemical stability may be marginal; they may have poor
solubility characteristics or poor bioavailability characteristics; they may not
formulate well, etc. All of these pose serious limitations but as will be shown, they
can be overcome. A very important consideration, which in my judgment has
perhaps limited interest most in plant derived natural products for pharmaceutical
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discovery and development, has been concern over the availability of quantities of
pure plant derived chemical substances. These quantities are required for
development, i.e., the generation of the various kinds of information needed to
understand and assess the real potential of the substance for pharmaceutical
application. Ultimately, perhaps the most limiting is how to deal with the quantities
required to meet market demand should a pharmaceutical become a successful drug
in the market place. That market demand can reach the hundreds to thousands of
kilograms per annum scale.

A number of changes in capability are fostering a renaissance in natural
products research. Foremost among these are the advances which have been made
in bioassay technology over the last several years. We now have highly automated,
very specific and selective bioassays in which complex mixtures of materials can be
rapidly and cost effectively evaluated. Indeed, advances in bioassay technology
have been so great that the availability of materials to evaluate has become more
limiting than the ability to carry out those evaluations. Once biological activity has
been demonstrated in an appropriate bioassay or primary screen we now have
available, based upon advances in separations and structure elucidation technology,
the capability to isolate, purify and determine the chemical structure of the active
principle in a few weeks, or, at most, a few months. Those separation advances
are particularly associated with high performance chromatography methodologies
including high performance liquid chromatography, high performance supercritical
fluid chromatography and capillary electrophoresis. Most recently, improved
methodologies in counter current partition chromatography have further expanded
the capabilities for separations. Structure elucidation technology has evolved
particularly with the development of high field NMR spectrometry as well as high
resolution technologies in mass spectrometry. Most important are the two
dimensional NMR techniques that have been developed which allow very rapid and
straightforward assignment of structure to complex natural products. Additionally,
the technologies of coupled liquid chromatography-mass spectrometry and similar
techniques provide very potent or powerful methodologies for separation and
structure elucidation. Further as an increased understanding of biological and
physiological pathways in all organisms is reached, much more specific and
selective questions with regard to potential drug application can be formulated, that
is, for example, the investigation of substances which interact only with a very
specific receptor rather than with a family of receptors and with the advances that
have been made in biotechnology those receptors can be cloned and "constructs”
prepared in which cloned receptors become a component of a created cell line which
then ultimately forms the basis of a high throughput very selective and specific
bioassay. In this way, the advances in several areas can be put together to focus
upon the discovery of new substances as lead compounds for pharmaceutical
development. Natural products represent the most important source of unique
chemical substances for evaluation with these new assaying strategies for potential
pharmaceutical utility.

Another issue that is fostering a renewance of interest in natural products
research is the recognition that the biological diversity of the earth is diminishing
rapidly. Indeed, one cannot pick up a newspaper or news journal without
encountering some article dealing with the rate, consequences, cause, etc. of loss of
biological diversity. However, it must be emphasized that it is the loss of chemical
diversity represented by those organisms that represents the true loss, the possible
utilization of those chemicals for the benefit of humankind will be lost. Even the
foodstuffs, the building materials, the fibers that are utilized to make clothing, etc.
are chemicals derived from nature and it is, indeed, the complex and unique natural
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product chemicals in the various kinds of organisms that create the chemical
diversity that are to be evaluated for pharmaceutical or agrochemical discovery and
development. The loss of those organisms and, in turn, the loss of the chemical
diversity represented by those organisms, is a very important issue stimulating
natural products research.

Another important consideration is that an era of worldwide economic
competition is beginning. Indeed, in the U.S. at the moment the pharmaceutical
industry still represents one of the important areas of industrial leadership and the
recognition that the discovery and development of new pharmaceuticals and
agrochemicals maintains the competitive position of that industry leads to interest in
natural products research to increase the efficiency of discovery and development.
So worldwide competition does motivate a certain portion of the new interest in
natural products research that can be observed. And finally, the historical success
of the approach of evaluating natural product preparations for pharmaceutical and
agrochemical discovery and development must not be overlooked. Indeed, one can
demonstrate that nearly all pharmaceutical classes were derived from natural product
prototypes. Relatively few exceptions exist to that general statement. So the
historical success of evaluating natural products for pharmaceutical discovery and
development and increased capabilities that have been reviewed, contribute greatly
to a renaissance in this area for new discovery and development activities.

Now let me turn for a moment to our general utilization of plants and then
more specifically to the utilization of plants for the discovery of pharmaceuticals. It
is estimated that approximately 300,000 species of higher plants exist in nature. In
some cases this number reported to be 250,000. In other cases it may be as high as
500,000. The differences in those numbers reflect partly a difference in philosophy
among systematic botanists, but also I would emphasize that as we begin to explore
more aggressively unusual environments, or particularly diverse environments, .
such as the tropical rainforests new species of higher plants are in fact being
encountered continually. Of the 300,000 or so species of higher plants, about one
percent, or roughly 3,000, have been utilized for food and of those 3,000 or so
about 150 had been commercially cultivated. In today's marketplaces throughout
the world unusual fruits and vegetables are beginning to appear because there is an
increasing desire on the part of the world's populations for more "exotic"
foodstuffs. However, the vast majority of caloric intake derives from about 20
species of plants. These 20 represent the basis upon which the world's population
is fed. This represents a very narrow foundation upon which to support the human
populations of the world.

Turning to plants as sources of medicine, it is verified that approximately
10,000 of them have a documented and recorded utilization for medicine -
considerably more than the 3,000 or so that have been utilized for food materials.
Looking specifically at the utilization of plant derived materials in western medicine,
the U.S., Western Europe, etc., it is found that roughly 150 to 200 of such agents
are incorporated. This is still a very small percentage of all higher plants and thus
there are many more important discoveries in the plant kingdom which may be
exploited for pharmaceutical or agrochemical application.

How does the process of discovering a natural product with potential for
pharmaceutical/agrochemical application and carrying that natural product through
the process of assessment and development so that it ultimately becomes a
successful pharmaceutical or agrochemical occur?. At the University of Mississippi
Research Institute of Pharmaceutical Sciences, we have a general approach outlined
in Figure 2. This general approach specifies the various steps or stages of the
discovery and development process. The specific steps of that process are outlined
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Figure 2. General Program Approach.
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in the following paragraphs. Samples are acquired for evaluation in the discovery
program. Those samples are acquired from collections of higher plants, from
micro-organism fermentation broths, and more recently in the Mississippi program,
from marine organism collections. When the opportunity is presented, synthetic
substances are evaluated for potential utility. All of those sources represent
samples to be evaluated.

In the case of natural product materials, a suitable extract must be prepared.
Ordinarily that means to grind or homogenize the biomass and then to carry out a
series of selective solvent extractions to remove from the biomass the small
molecule natural products which will be subsequently evaluated for their potential
application as pharmaceuticals or agrochemicals.

Evaluation takes place initially in a primary in vitro qualitative assay or
bioassay. Two different approaches are utilized in the Mississippi program. One is
based upon an in vitro cell or whole organism assay. This is easily described in the
context of anti-infective agents where extracts would be evaluated for their
antimicrobial activity utilizing growing cultures of select micro-organisms as
indicator or assay organisms against which specific or selective antimicrobial
activity is being sought. A number of cell based assays are utilized in the primary
in vitro qualitative assay strategy. In addition mechanism based assays are being
utilized; looking at receptor binding, enzyme inhibition, and other mechanism of
action based assays. In the latter case, plant preparations, and plant extracts
particularly, contain a number of non-specific inhibitors or toxins, that cause a
general inhibition of protein based assays. This creates a real challenge to assay or
bioassay these materials and identify within the extracts substances with selective
and specific biological activity in mechanism of action based assays against the
background of these non-specific agents; the tannins, the phenols, etc. Some
strategies to overcome this limitation for the evaluation of plant extracts in
mechanism of action based assays at Ole Miss, have evolved.

Once the primary in vitro qualitative assays have been carried out and active
extracts have been identified then a strategy of bioassay-directed isolation is
undertaken which leads to the isolation of active constituents from the preparation.
This strategy is vigorously adhered to since it is not cost effective to fractionate
extracts and isolate inactive substances no matter how scientifically interesting or
challenging that process may be. Rather it is the biological activity which justifies
the investment of time and effort to identify novel substances from these plant
extracts. Methodology utilized draws extensively upon modern techniques of
chromatography and solvent partitioning, etc. Ultimately, a pure active product will
be isolated and its homogeneity demonstrated by various qualitative and quantitative
assay technologies.

Once the active product is in hand, a series of secondary assays are then
carried out to quantitate the biological activity of the substance; i.e. determine its
potency, begin developing some specific information about mode and mechanism
of action, evaluate breadth of activity or specificity or selectivity of activity, and
importantly, if these agents are to be carried into further development, a view of
their pharmacological effects is desirable. Thus some preliminary evaluations are
made .at the whole organism level, particularly for toxicity and general
pharmacological evaluation. This allows one ultimately to identify substances
which show selective enough activity to become candidates for in vivo evaluation.

While the secondary assays are being carried out, the pure active product is
also undergoing structure elucidation. The application of high field NMR
technology is particularly important. As the structure elucidation progresses and
one is able to identify the specific chemical structure, then some preliminary
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structure modification work will be initiated to gain some information about the
importance of various functional groups and their spacial relationships for
biological activity. Ultimately from this, then there will evolve a small list of
candidate molecules which will be evaluated in a tertiary in vivo assay, one which
begins to measure specifically the efficacy and the toxicity of the compound. This
tertiary assay is ordinarily a murine model of disseminated disease. In the case of
anti-effectives, it is easy to understand that a mouse model of the infectious
condition would be available and infected mice would be treated with candidate
drugs and either the suppression of the infection, or alternatively, the cure of the
infection would be observed.

In the case of plant derived natural products, one of the perceptions that was
mentioned earlier which has limited interest has been the availability of the quantity
of chemical required to carry out all of these studies. To identify the biological
activity and to isolate the active product and determine its chemical structure
requires only about a total of 50 mg of the chemical substance. In order to obtain
sufficient chemical substance and to carry out this entire process, an understanding
of the quantity of plant material required for the preparation of the necessary
quantities of chemical substance is needed. To isolate and carry out full chemical
characterization requires approximately 50 mg and therefore about 5 kg of dry plant
material would be required if it is assumed that the active product were present at
the concentration of only 0.001% of the dry weight of the biomass. This may be
considered a "worst case” scenario. Itis clear that the technologies are capable of
identifying potential utility in the bioassay and isolating and characterizing the
natural product which occurs in plant biomass at this low concentration. Once the
chemical substance is isolated and characterized and its biological properties
determined, a decision point is reached: Is the chemical structure novel? Does this
substance represent a potential new prototype? The circumstance where the answer
to these questions is "yes"; i.e. we have a substance, a natural product, that we
wish to carry forward into development is first evaluated. What is the quantity of
material required? The next step is to assess the real potential of the substance.
Some confirmatory bioassays to make sure that the suspected biological activity is
actually present must be carried out. Some secondary biological assays are
undertaken to gain a full understanding of the breadth and selectivity of the
biological activity. Some preliminary toxicology of the substance be determined,
i.e. if it cures a particular infection but kills the host then it is not really likely to be a
drug substance. Once all of that information is available, some initial in vivo
evaluation must be carried out to determine that the agent has real promise both in
terms of its efficacy and toxicity in a "real world" situation. To carry out those
assessments in the program at the Research Institute, about a half gram, 400-500
mg, of pure active product is needed. That represents a ten-fold increase in the
plant material required, so as much as 100 kilograms of dry weight of biomass will
need to be processed to gain this additional information. This is not particularly
daunting and it is very probable that one would carry forward to this stage.
Success at this stage then would suggest that one would wish to go into preclinical
evaluation of the agent. The quantity of pure chemical substance required for full
preclinical development and a subsequent clinical trial is roughly two kilograms of
pure active product. In a "worst case" scenario of active product concentration of
only 0.001%, 200,000 kilograms of dry plant biomass would be required to
produce the approximately two kilograms of pure active product. This aready
begins to look like a very daunting quantity of dry biomass to process. What is the
quantity of material that would be required to meet market need should one have
carried through the development and shown that the agent was truly of value as a
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pharmaceutical? Assuming that the agent would be utilized to treat an acute
condition and that a relatively small patient population of only about 10,000 patients
per year existed and that approximately two grams of the agent were required for a
course of therapy then 20 kilograms per year of bulk active drug would be required
to meet that market need. At a "worst case" scenario of 0.001% of active product
present in the biomass this would then lead to a requirement of two million
kilograms of dry biomass per year. That seems like a truly daunting or impossible
quantity of material to collect and process. However, if we put it in the context of
a plant based commodity; something that is more easily understood, this represents
roughly 2200 tons of biomass which is the equivalent of about 75,000 bushels of
wheat or corn or soybeans or any other commodity. Indeed an average American
farmer produces roughly this 75,000 bushel quantity each year. Consequently, in
that context one is not talking about the necessity to chop down and process entire
tropical rainforests to obtain the two million kilograms per year of dry plant
biomass. Now let us turn to an alternative scenario where the agent would be used
to treat a chronic condition and assuming the patient population is considerably
larger - 100,000 patients per year, the agent would have reasonable potency so that
only 50 mg or so per patient per day would be required to treat the condition.
Under those conditions, 2,000 kilograms of bulk active drug would be required to
meet the market need. For our worst case scenario of 0.001% concentration of
active product in the biomass, 200,000,000 kilograms of dry weight of biomass
would be required for processing to produce the 2,000 kilograms per year of bulk
active substance. This number of 200,000,000 kilograms appears to be very large
and it is but when placed in the context of a plant-based commodity such as wheat
or corn or soybeans, it is again obvious that this represents a modest production
level. Indeed many agricultural counties of the United States produce as much or
more than the 7,500,000 bushels of a commodity the 200,000,000 kilograms
represent. In this context it is clear this quantity of biomass is readily obtainable.
Two examples that were picked deliberately to emphasize this point may now be
analized. In 1990, information on the worldwide production of marijuana and
cocaine led to the following observations: at least 30,000 tons of marijuana were
produced worldwide with 5,000 tons of that being US production (4). At a price
per less than $2,000 per pound and considering all of the criminal penalties that
would be paid if one were convicted of producing marijuana, it is clear that if there
is market for a plant biomass there will be an entrepreneurial effort to meet that
market. Indeed, considering the billions of dollars spent each year to suppress drug
plant production then it is easily appreciated that giving producers an alternative,
profitable and ethical crop to produce will lead readily to the production of the
necessary quantities of biomass for drug production to meet pharmaceutical
application. Cocaine is utilized as a nearly pure chemical entity and indeed a
thousand tons, roughly one million kilograms, were produced worldwide in 1990,
greatly in excess of the examples required to meet an ethical pharmaceutical market.
Clearly, capability is there if there is a stable and bona fide market for the plant-
derived chemical substance.

If plant derived natural products are to be produced for utilization in the
pharmaceutical or agrochemical industry, then there will be certain criteria that a
system of production must meet. It clearly must be economic. After all, if the drug
costs hundreds or thousands of dollars per dose, then there is no viable product. It
must be sustainable and reliable. Patients will need the drug this year, next year
and perhaps a decade from now and a source of that agent must be available to meet
those medical needs. Clearly in today's society, production of plant derived natural
products must be environmentally safe, non-environmentally impacting. One
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cannot propose to cut down the rainforests or denude the earth of a particular
species for the production of a plant derived natural product.

In order to meet these criteria and establish a viable production system, one
must systematically evaluate all the steps of production of a plant derived natural
product. The first order of business is to identify a superior source of that
substance. A strain or variety of the species must be discovered which has a high
and consistent concentration of the natural product or a precursor of the natural
product that can be converted economically to the final bulk active product.

Once that superior source has been identified then one must secure an
uninterruptible and stable supply of that material. That ordinarily means that one
must develop an agronomic system for biomass production, i.e. one must bring the
source into cultivation. This allows then full expression of the genetic capability of
the cultivar. One endeavors to match climate and soil types to the requirements of
the plant, understand the impact of fertilization, irrigation and the like on the
production of the biomass and its chemical constituents and learn generally how to
grow and cultivate the material economically. In the future one may well be able to
develop control over production of secondary substances and plants through the use
of growth regulators of one sort or another.

After one have learned to produce the biomass, one must learn to harvest
that biomass appropriately. When during its growing season does the drug
concentration reach its highest concentration? How does one handle the freshly
harvested biomass to retain drug content? And finally, in order to maintain an
economic system of production, one must consider mechanization of the harvest
process.

Once the biomass is harvested in order to build an economic processing
facility, one wishes to level processing of the biomass for isolation of the active
product over an entire calendar year. One does not wish to build or be required to
build a processing facility which would process all of the biomass immediately after
its harvesting. So technology must be developed to stabilize the biomass so that it
retains drug content during storage prior to its ultimate processing. This usually
involves developing an appropriate drying process.

Once processing of the biomass is initiated that extraction/purification
system must be economic; it must be efficient in its recovery of the natural product
from the biomass. It must be safe in its operation and the generation of waste
products must be minimized so that there is no deleterious environmental impact
from the processing of the biomass material. If one carries out a systematic
evaluation of a production strategy for plant derived natural products, there is
evidence that the quantity of material should not become a limitation either in
development or ultimate commercialization of pharmaceuticals or agrochemicals
derived from plant derived natural products.

This point may be illustrated with the example of taxol - a recently
introduced anticancer agent of plant origin. Taxol was initially discovered through
the National Cancer Institute program for evaluation of plant preparations for
anticancer activity (5). In 1962, USDA botanist Arthur Barkley collected Taxus
brevifolia and submitted that biomass to the cancer institute anticancer evaluation
effort. In 1964 an extract of the bark was shown to be highly cytotoxic in vitro to
cancer cells. This material then was recollected and the biological activity was
confirmed in certain animal models of cancer. By 1967 3,000 pounds of bark
were collected and processed, leading in 1971 to the structure elucidation of taxol
by Wall and coworkers. Efforts by Susan Horowitz in the early 1970s showed that
taxol had a unique mechanism of action in its suppression of the growth of cancer
cells. This led in 1977 to its evaluation in animal models of cancer where it showed
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high activity which led to its designation for development. In 1983 taxol entered
human clinical trials. By 1988 initial clinical results in ovarian cancer were very
encouraging and a major effort was initiated. The development of a system for the
economic production of taxol and its final development and approval for utilization
in the treatment of cancer followed. In 1992 taxol was approved for the treatment
of refractory ovarian cancer. In 1993 it is estimated that Bristol-Myers Squibb
Company will have sales or did have sales of more than 150 million dollars of
taxol. Thus one can see that this very complex natural product of plant origin has
great utility in the treatment of human cancer and because of its complex chemical
structure, it will not likely be economically prepared by synthesis and so one must
rely on isolation of the agent from a natural source. And indeed Bristol-Myers
Squibb has evolved a system of production based upon isolation of a precursor of
taxol from the leaves or needles of Taxus baccata or Taxus wallichiana and the
conversion of that precursor by chemical synthesis into taxol. In this way, the
hundreds of kilograms of taxol required per year for the treatment of cancer patients
will be made available in the future.

In summary, plant derived natural products hold great promise for discovery
and development of new pharmaceuticals and agrochemicals. Careful consideration
of the entire process of discovery and development - a "systems" approach - will be
required to realize this great promise effectively. Such an analysis was outlined and
illustrated in this paper

Literature Cited.

1. Basara, L. R.; Montagne, M. The Food and Drug Administration and Drug
;\gplrggal; Chapter 4, Pharmaceutical Products Press: New York, 1994; pp

2. Drug Prices and Profits, 1993; Pharmaceutical Manufacturers Association,
Washington, DC, 1994.

3. Waterman, P. G. Secondary Metabolites: Their Function and Evolution; In
gibazl-"oundation Symposium 171, Wiley, Chichester England, 1992; pp

55-275.

4. The Supply of Illicit Drugs to the United States; The National Narcotics
Intelligence Consumers Committee Report, Drug Enforcement
Administration, Office if Intelligence, Washington, DC, 1990.

5. Kingston, D. G. L; Molinero, A. A.; Rimoldi, J. M. Progress in the
Chemistry of Organic Natural Products; vol. 61, New York, 1993.

RECEIVED December 15, 1994

In Chemistry of the Amazon; Seidl, P., et al.;
ACS Symposium Series; American Chemical Society: Washington, DC, 1995.

CHEMISTRY OF THE AMAZON



Publication Date: March 31, 1995 | doi: 10.1021/bk-1995-0588.ch007

Downloaded by NORTH CAROLINA STATE UNIV on October 16, 2012 | http://pubs.acs.org

Chapter 7

Poisons and Anti-poisons
from the Amazon Forest

Walter B. Mors

Nicleo de Pesquisas de Produtos Naturais, Universidade Federal do Rio
de Janeiro, 21941-590 Rio de Janeiro, R]J, Brazil

Having been used as insecticides in the past, the rotenoids seem
destined for a comeback. Easy degradability and consequent lack of
persistence on the treated objects are playing in favor of these
materials due to our current environmental concerns. Thus, new
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