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GUIDELINE FOR THE CONDUCT OF FOOD SAFETY ASSESSMENT OF FOODS
PRODUCED USING RECOMBINANT-DNA MICROORGANISMS

CAC/GL 46-2003

SECTION 1 - SCOPE

1. This Guideline supports the Principles for the Risk Analysis of Foods Derived from Modern Biotechnology and
addresses safety and nutritional aspects of foods produced through the actions of recombinant-DNA microorganisms.*
The recombinant-DNA microorganisms that are used to produce these foods are typically derived using the techniques
of modern biotechnology from strains that have a history of safe, purposeful use in food production. However, in
instances where the recipient strains do not have a history of safe use their safety will have to be established.? Such food
and food ingredients may contain viable or non-viable recombinant-DNA microorganisms or may be produced by
fermentation using recombinant-DNA microorganisms from which the recombinant-DNA microorganisms may have
been removed.

2. Recognizing that the following issues may have to be addressed by other bodies or other instruments, this
document does not address:

o safety of microorganisms used in agriculture (for plant protection, biofertilizers, in animal feed or food
derived from animals fed the feed etc.);

o risks related to environmental releases of recombinant-DNA microorganisms used in food production;

o safety of substances produced by microorganisms that are used as additives or processing aids, including
enzymes for use in food production?,

o specific purported health benefits or probiotic effects that may be attributed to the use of microorganisms in
food; or

o issues relating to the safety of food production workers handling recombinant-DNA microorganisms.

3. A variety of microorganisms used in food production have a long history of safe use that predates scientific
assessment. Few microorganisms have been assessed scientifically in a manner that would fully characterize all
potential risks associated with the food they are used to produce, including, in some instances, the consumption of
viable microorganisms. Furthermore, the Codex principles of risk analysis, particularly those for risk assessment, are
primarily intended to apply to discrete chemical entities such as food additives and pesticide residues, or specific
chemical or microbial contaminants that have identifiable hazards and risks; they were not originally intended to apply
to intentional uses of microorganisms in food processing or in the foods transformed by microbial fermentations. The
safety assessments that have been conducted have focused primarily on the absence of properties associated with
pathogenicity in these microorganisms and the absence of reports of adverse events attributed to ingestion of these
microorganisms, rather than evaluating the results of prescribed studies. Further, many foods contain substances that
would be considered harmful if subjected to conventional approaches to safety testing. Thus, a more focused approach
is required where the safety of a whole food is being considered.

4. Information considered in developing this approach includes:
A) uses of living microorganisms in food production;
B) consideration of the types of genetic modifications likely to have been made in these organisms;
C) the types of methodologies available for performing a safety assessment; and

D) issues specific to the use of the recombinant-DNA microorganism in food production, including its genetic
stability, potential for gene transfer, colonization of the gastrointestinal tract and persistence” therein,

The microorganisms included in these applications are bacteria, yeasts, and filamentous fungi. (Such uses could include, but are
not limited to, production of yogurt, cheese, fermented sausages, natto, kimchi, bread, beer, and wine.)

The criterion for establishing the safety of microorganisms used in the production of foods where there is no history of safe
use is beyond the scope of the current document.

The Joint FAO/WHO Expert Committee on Food Additives (JECFA) is revising guidelines for General Specifications and
Considerations for Enzyme Preparations used in food processing. These guidelines have been used to evaluate enzyme
preparations derived from genetically modified microorganisms.

Persistence connotes survival of microorganisms in the gastrointestinal tract longer than two intestinal transit times
(International Life Science Institute, The safety assessment of viable genetically modified microorganisms used as food, 1999,
Brussels; the Joint FAO/WHO Expert Consultation on Foods Derived from Biotechnology- Safety assessment of foods
derived from genetically modified microorganisms, 24-28 September, 2001, Geneva, Switzerland).
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interactions that the recombinant-DNA microorganism may have with the gastrointestinal flora or the
mammalian host, and any impact of the recombinant-DNA microorganism on the immune system.

5. This approach is based on the principle that the safety of foods produced using recombinant-DNA microorganisms
is assessed relative to the conventional counterparts that have a history of safe use, not only for the food produced using
a recombinant-DNA microorganism, but also for the microorganism itself. This approach takes both intended and
unintended effects into account. Rather than trying to identify every hazard associated with a particular food or the
microorganism, the intention is to identify new or altered hazards relative to the conventional counterpart.

6. This safety assessment approach falls within the risk assessment framework as discussed in Section 3 of the
Principles for the Risk Analysis of Foods Derived from Modern Biotechnology. If a new or altered hazard, nutritional
or other food safety concern is identified by the safety assessment, the risk associated with it would first be assessed to
determine its relevance to human health. Following the safety assessment and, if necessary, further risk assessment, the
food or component of food, such as a microorganism used in production, would be subjected to risk management
considerations in accordance with the Principles for the Risk Analysis of Foods Derived from Modern Biotechnology
before it is considered for commercial distribution.

7. Risk management measures such as post-market monitoring of consumer health effects may assist the risk
assessment process. These are discussed in paragraph 20 of the Principles for the Risk Analysis of Foods derived from
Modern Biotechnology.

8. The Guideline describes approaches recommended for making safety assessments of foods produced using
recombinant-DNA microorganisms, using comparison to a conventional counterpart. The safety assessment will focus
on the safety of the recombinant-DNA microorganisms used in food production, and, where appropriate, on metabolites
produced by the action of recombinant-DNA microorganisms on food. The Guideline identifies the data and
information that are generally applicable to making such assessments. When conducting a comparison of a
recombinant-DNA microorganism or a food produced using recombinant-DNA microorganism with their respective
conventional counterparts, any identified differences should be taken into account, whether they are the result of
intended or unintended effects. Due consideration should be given to the interactions of the recombinant-DNA
microorganism with the food matrix or the microflora and to the safety of any newly-expressed protein(s) and
secondary metabolic products. While this Guideline is designed for foods produced using recombinant-DNA
microorganisms or their components, the approach described could, in general, be applied to foods produced using
microorganisms that have been altered by other techniques.

SECTION 2 - DEFINITIONS
9. The definitions below apply to this Guideline:

“Recombinant-DNA Microorganism” - means bacteria, yeasts or filamentous fungi in which the genetic material
has been changed through in vitro nucleic acid techniques including recombinant deoxyribonucleic acid (DNA) and
direct injection of nucleic acid into cells or organelles.
“Conventional Counterpart™ — means:
e amicroorganism/strain with a known history of safe use in producing and/or processing the food and related
to the recombinant-DNA strain. The microorganism may be viable in the food or may be removed in
processing or rendered non-viable during processing; or

o food produced using the traditional food production microorganisms for which there is experience of
establishing safety based on common use in food production.

SECTION 3 - INTRODUCTION TO FOOD SAFETY ASSESSMENT

10. Most foods produced as a result of the purposeful growth of microorganisms have their origins in antiquity, and
have been deemed safe long before the emergence of scientific methods for assessing safety. Microorganisms possess
properties, such as fast growth rates, that enable genetic modifications, whether employing conventional techniques or
modern biotechnology, to be implemented in short time frames. Microorganisms used in food production derived using
conventional genetic techniques have not customarily been systematically subjected to extensive chemical,
toxicological, epidemiological, or medical evaluations prior to marketing. Instead microbiologists, mycologists, and
food technologists have evaluated new strains of bacteria, yeasts and filamentous fungi for phenotypic characteristics
that are useful in relation to food production.

11. Safety assessments of recombinant-DNA microorganisms should document the use of related microorganisms in
foods, the absence of properties known to be characteristic of pathogens in the recombinant-DNA microorganisms or

It is recognized that for the foreseeable future, microorganisms derived from modern biotechnology will not be used as
conventional counterparts.



the recipient strains used for constructing the recombinant-DNA microorganisms, and known adverse events involving
the recipient or related organisms. In addition, when a recombinant DNA microorganism directly affects or remains in
the food, any effects on the safety of the food should be examined.

12. The use of animal models for assessing toxicological effects is a major element in the risk assessment of many
compounds, such as pesticides. In most cases, however, the substance to be tested is well characterized, of known purity,
of no particular nutritional value, and human exposure to it is generally low. It is therefore relatively straightforward to
feed such compounds to animals at a range of doses some several orders of magnitude greater than the expected human
exposure levels, in order to identify any potential adverse health effects of importance to humans. In this way, it is
possible, in most cases, to estimate levels of exposure at which adverse effects are not observed and to set safe intake
levels by the application of appropriate safety factors.

13. Animal studies cannot readily be applied to testing the risks associated with whole foods, which are complex
mixtures of compounds, and often characterized by a wide variation in composition and nutritional value. Due to their
bulk and effect on satiety, they can usually only be fed to animals at low multiples of the amounts that might be present
in the human diet. In addition, a key factor to consider in conducting animal studies on foods is the nutritional value and
balance of the diets used, in order to avoid the induction of adverse effects that are not related directly to the material
itself. Detecting any potential adverse effects and relating these conclusively to an individual characteristic of the food
can therefore be extremely difficult. If the characterization of the food indicates that the available data are insufficient
for a thorough safety assessment, properly designed animal studies could be requested on the whole food. Another
consideration in deciding the need for animal studies is whether it is appropriate to subject experimental animals to such
a study if it is unlikely to give rise to meaningful information.

14. Animal studies typically employed in toxicological evaluations also cannot be readily applied to testing potential
risks associated with ingestion of microorganisms used for food production. Microorganisms are living entities,
containing complex structures composed of many biochemicals, and therefore are not comparable to pure compounds.
In some processed foods, they can survive processing and ingestion and can compete and, in some cases, be retained in
the intestinal environment for significant periods of time. Appropriate animal studies should be used to evaluate the
safety of recombinant-DNA microorganisms where the donor, or the gene or gene product do not have a history of safe
use in food, taking into account available information regarding the donor and the characterization of the modified
genetic material and the gene product. Further, appropriately designed studies in animals may be used to assess the
nutritional value of the food or the bioavailability of the newly expressed substance in the food.

15. Due to the difficulties of applying traditional toxicological testing and risk assessment procedures to whole foods, a
more focused approach is required for the safety assessment of foods produced using recombinant-DNA
microorganisms. This has been addressed by the development of a multidisciplinary approach for assessing safety that
takes into account the intended effect, the nature of the modification and detectable unintended changes that may occur
in the microorganism or in its action on the food, using the concept of substantial equivalence®.

16. While the focus of a safety assessment will be on the recombinant-DNA microorganism, additional information on
its interaction with the food matrix should be taken into consideration when applying the concept of substantial
equivalence, which is a key step in the safety assessment process. However, the concept of substantial equivalence is
not a safety assessment in itself. Rather it represents the starting point that is used to structure the safety assessment of
both a recombinant-DNA microorganism relative to its conventional counterpart and the food produced using
recombinant-DNA microorganism relative to its conventional counterpart. This concept is used to identify for
evaluation similarities and differences between a recombinant-DNA microorganisms used in food processing as well as
the food produced using the recombinant-DNA microorganisms and their respective conventional counterparts as
defined in paragraph 9. It aids in the identification of potential safety and nutritional issues and is considered the most
appropriate strategy to date for safety assessment of foods produced using recombinant-DNA microorganisms. The
safety assessment carried out in this way does not imply absolute safety of the new product; rather, it focuses on
assessing the safety of any identified differences so that the safety of the recombinant-DNA microorganism and the
food produced using recombinant-DNA microorganism can be considered relative to their respective conventional
counterparts.

UNINTENDED EFFECTS

17. In achieving the objective of conferring a specific target trait (intended effect) to a microorganism by the addition,
substitution, removal, or rearrangement of defined DNA sequences, including those used for the purpose of DNA
transfer or maintenance in the recipient organism, additional traits could, in some cases, be acquired or existing traits
could be lost or modified. The potential for occurrence of unintended effects is not restricted to the use of in vitro

The concept of substantial equivalence as described in the Joint FAO/WHO Expert Consultation on Foods Derived from
Biotechnology- Safety aspects of genetically modified plants, 29 May — 2 June, 2000, Geneva, Switzerland, and Section 4.3
of the Joint FAO/WHO Expert Consultation of Foods Derived from Biotechnology, - Safety assessment of foods derived
from genetically modified microorganisms, 24-28 September, 2001, Geneva, Switzerland.
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nucleic acid techniques. Rather, it is an inherent and general phenomenon that can also occur in the development of
strains using traditional genetic techniques and procedures, or from exposure of microorganisms to intentional or
unintended selective pressures. Unintended effects may be deleterious, beneficial, or neutral with respect to competition
with other microorganisms, ecological fitness of the microorganism, the microorganism’s effects on humans after
ingestion, or the safety of foods produced using the microorganism. Unintended effects in recombinant-DNA
microorganisms may also arise through intentional modification of DNA sequences or they may arise through
recombination or other natural events in the recombinant-DNA microorganism. Safety assessment should include data
and information to reduce the possibility that a food derived from a recombinant-DNA microorganism would have an
unexpected, adverse effect on human health.

18. Unintended effects can result from the insertion of DNA sequences new to a microorganism into the microbial
genome; they may be compared with those observed following the activity of naturally occurring transposable genetic
elements. Insertion of DNA may lead to changes in expression of genes in the genome of the recipient. The insertion of
DNA from heterologous sources into a gene may also result in the synthesis of a chimeric protein, also referred to as a
fusion protein. In addition genetic instability and its consequences need to be considered.

19. Unintended effects may also result in the formation of new or changed patterns of metabolites. For example, the
expression of enzymes at high levels or the expression of an enzyme new to the organism may give rise to secondary
biochemical effects, changes in the regulation of metabolic pathways, or altered levels of metabolites.

20. Unintended effects due to genetic modification may be subdivided into two groups: those that could be predicted
and those that are “unexpected.” Many unintended effects are largely predictable based on knowledge of the added trait,
its metabolic consequences or of the site of insertion. Due to the expanding knowledge of microbial genomes and
physiology, and the increased specificity in function of genetic materials introduced through recombinant-DNA
techniques compared with other forms of genetic manipulation, it may become easier to predict unintended effects of a
particular modification. Molecular biological and biochemical techniques can also be used to analyse changes that occur
at the level of transcription and translation that could lead to unintended effects.

21. The safety assessment of foods produced using recombinant-DNA microorganisms involves methods to identify
and detect such unintended effects and procedures to evaluate their biological relevance and potential impact on food
safety. A variety of data and information is necessary to assess unintended effects, because no individual test can detect
all possible unintended effects or identify, with certainty, those relevant to human health. These data and information,
when considered in total, should provide assurance that the food is unlikely to have an adverse effect on human health.
The assessment of unintended effects takes into account the biochemical, and physiological characteristics of the
microorganism that are typically selected for improving strains for commercial food or beverage uses. These
determinations provide a first screen for microorganisms that exhibit unintended traits. Recombinant-DNA
microorganisms that pass this screen are subjected to safety assessment as described in Section 4.

FRAMEWORK OF FOOD SAFETY ASSESSMENT

22. The safety assessment of a food produced using a recombinant-DNA microorganism is based on determining the
safety of using the microorganism, which follows a stepwise process of addressing relevant factors that include:

A) Description of the recombinant-DNA microorganism;
B) Description of the recipient microorganism and its use in food production;
C) Description of the donor organism(s);
D) Description of the genetic modification(s) including vector and construct;
E) Characterization of the genetic modification(s);
F) Safety assessment:
a) expressed substances: assessment of potential toxicity and other traits related to pathogenicity;
b) compositional analyses of key components;
¢) evaluation of metabolites;
d) effects of food processing;
e) assessment of immunological effects;
f) assessment of viability and residence of microorganisms in the human gastrointestinal tract;
g) antibiotic resistance and gene transfer; and

h) nutritional modification.



23. In certain cases, the characteristics of the microorganisms and/or the foods produced/processed using these
microorganisms may necessitate generation of additional data and information to address issues that are unique to the
microorganisms and/or food products under review.

24. Experiments intended to develop data for safety assessments should be designed and conducted in accordance with
sound scientific concepts and principles, as well as, where appropriate, Good Laboratory Practice. Primary data should
be made available to regulatory authorities upon request. Data should be obtained using sound scientific methods and
analysed using appropriate statistical techniques. The sensitivity of all analytical methods should be documented.

25. The goal of each safety assessment is to provide assurance, in the light of the best available scientific knowledge,
that the food will not cause harm when prepared or consumed according to its intended use, nor should the organism
itself cause harm when viable organisms remain in the food. Safety assessments should address the health aspects for
the whole population, including immuno-compromised individuals, infants, and the elderly. The expected endpoint of
such an assessment will be a conclusion regarding whether the new food and/or microorganisms are as safe as the
conventional counterparts taking into account dietary impact of any changes in nutritional content or value. Where the
microorganism is likely to be viable upon ingestion, its safety should be compared to a conventional counterpart taking
into account residence of the recombinant-DNA microorganism in the gastrointestinal tract, and where appropriate,
interactions between it and the gastrointestinal flora of mammals (especially humans) and impacts of the recombinant-
DNA microorganism on the immune system. In essence, the outcome of the safety assessment process is to define the
product under consideration in such a way as to enable risk managers to determine whether any measures are needed to
protect the health of consumers and if so to make well-informed and appropriate decisions in this regard.

SECTION 4- GENERAL CONSIDERATIONS

DESCRIPTION OF THE RECOMBINANT-DNA MICROORGANISM

26. A description of the bacterial, yeast, or fungal strain and the food being presented for safety assessment should be
provided. This description should be sufficient to aid in understanding the nature of the organism or food produced
using the organism being submitted for safety assessment. Recombinant-DNA microorganisms used in food production
or contained in food should be conserved as stock cultures with appropriate identification using molecular methods, and
preferably, in established culture collections. This may facilitate the review of the original safety assessment. Such
stock cultures should be made available to regulatory authorities upon request.

DESCRIPTION OF THE RECIPIENT MICROORGANISM AND ITS USE IN FOOD PRODUCTION

27. A comprehensive description of the recipient microorganism or microorganism subjected to the modification
should be provided. Recipient microorganisms should have a history of safe use in food production or safe consumption
in foods. Organisms that produce toxins, antibiotics or other substances that should not be present in food, or that bear
genetic elements that could lead to genetic instability, antibiotic resistance or that are likely to contain genes conferring
functions associated with pathogenicity (i.e., also known as pathogenicity islands or virulence factors) should not be
considered for use as recipients. The necessary data and information should include, but need not be restricted to:

A) identity: scientific name, common name or other name(s) used to reference the microorganism, strain
designation, information about the strain and its source, or accession numbers or other information from a
recognized culture repository from which the organism or its antecedents may be obtained, if applicable,
information supporting its taxonomical assignment;

B) history of use and cultivation, known information about strain development (including isolation of mutations
or antecedent strains used in strain construction); in particular, identifying traits that may adversely impact
human health;

C) information on the recipient microorganism’s genotype and phenotype relevant to its safety, including any
known toxins, antibiotics, antibiotic resistance factors or other factors related to pathogenicity, or
immunological impact, and information about the genetic stability of the microorganism;

D) history of safe use in food production or safe consumption in food; and
E) information on the relevant production parameters used to culture the recipient microorganism.

28. Relevant phenotypic and genotypic information should be provided not only for the recipient microorganism, but
also for related species and for any extra-chromosomal genetic elements that contribute to the functions of the recipient
strain, particularly if the related species are used in foods or involved in pathogenic effects in humans or other animals.
Information on the genetic stability of the recipient microorganism should be considered including, as appropriate, the
presence of mobile DNA elements, i.e. insertion sequences, transposons, plasmids, and prophages.

29. The history of use may include information on how the recipient microorganism is typically grown, transported and
stored, quality assurance measures typically employed, including those to verify strain identity and production



specifications for microorganisms and foods, and whether these organisms remain viable in the processed food or are
removed or rendered non-viable as a consequence of processing.

DESCRIPTION OF THE DONOR ORGANISM(S)

30. Information should be provided on the donor organism(s) and any intermediate organisms, when applicable, and,
when relevant, related organisms. It is particularly important to determine if the donor or intermediate organism(s) or
other closely related species naturally exhibit characteristics of pathogenicity or toxin production, or have other traits
that affect human health. The description of the donor or intermediate organism(s) should include:

A) identity: scientific name, common name or other name(s) used to reference the organism, strain designation,
information about the strain and its source, or accession numbers or other information from a recognized
culture repository from which the organism or its antecedents may be obtained, if applicable, and information
supporting its taxonomic assignment;

B) information about the organism or related organisms that concerns food safety;

C) information on the organism’s genotype and phenotype relevant to its safety including any known toxins,
antibiotics, antibiotic resistance factors or other factors related to pathogenicity, or immunological impact; and

D) information on the past and present use, if any, in the food supply and exposure route(s) other than intended
food use (e.g., possible presence as contaminants).

DESCRIPTION OF THE GENETIC MODIFICATION(S) INCLUDING VECTOR AND CONSTRUCT

31. Sufficient information should be provided on the genetic modification(s) to allow for the identification of all
genetic material potentially delivered to or modified in the recipient microorganism and to provide the necessary
information for the analysis of the data supporting the characterization of the DNA added to, inserted into, modified in,
or deleted from the microbial genome.

32. The description of the strain construction process should include:
A) information on the specific method(s) used for genetic modification;

B) information on the DNA used to modify the microorganism, including the source (e.g., plant, microbial, viral,
synthetic), identity and expected function in the recombinant-DNA microorganism, and copy number for
plasmids; and

C) intermediate recipient organisms including the organisms (e.g., other bacteria or fungi) used to produce or
process DNA prior to introduction into the final recipient organism.

33. Information should be provided on the DNA added, inserted, deleted, or modified, including:

A) the characterization of all genetic components including marker genes, vector genes, regulatory and other
elements affecting the function of the DNA,;

B) the size and identity;
C) the location and orientation of the sequence in the final vector/construct; and
D) the function.

CHARACTERIZATION OF THE GENETIC MODIFICATION(S)

34. In order to provide clear understanding of the impact of the genetic modification on the composition and safety of
foods produced using recombinant-DNA microorganisms, a comprehensive molecular and biochemical characterization
of the genetic modification should be carried out. To facilitate the safety assessment, the DNA to be inserted should be
preferably limited to the sequences necessary to perform the intended functions.

35. Information should be provided on the DNA maodifications in the recombinant DNA microorganism; this should
include:

A) the characterization and description of the added, inserted, deleted, or otherwise modified genetic materials,
including plasmids or other carrier DNA used to transfer desired genetic sequences. This should include an
analysis of the potential for mobilization of any plasmids or other genetic elements used, the locations of the
added, inserted, deleted, or otherwise modified genetic materials (site on a chromosomal or extra-chromosomal
location); if located on a multi-copy plasmid, the copy number of the plasmid;

B) the number of insertion sites;

C) the organisation of the modified genetic material at each insertion site including the copy number and sequence
data of the inserted, modified, or deleted material, plasmids or carrier DNA used to transfer the desired genetic



D)

E)

sequences, and the surrounding sequences. This will enable the identification of any substances expressed as a
consequence of the inserted, modified or deleted material;

identification of any open reading frames within inserted DNA, or created by the modifications to contiguous
DNA in the chromosome or in a plasmid, including those that could result in fusion proteins; and

particular reference to any sequences known to encode, or to influence the expression of, potentially harmful
functions.

36. Information should be provided on any expressed substances in the recombinant-DNA microorganism; this should

include:

37.

A)

B)
©)
D)

E)

F

the gene product(s) (e.g., a protein or an untranslated RNA) or other information such as analysis of transcripts
or expression products to identify any new substances that may be present in the food;

the gene product’s function;
the phenotypic description of the new trait(s);

the level and site of expression (intracellular, periplasmic - for Gram-negative bacteria, organellar - in
eukaryotic microorganisms, secreted) in the microorganism of the expressed gene product(s), and, when
applicable, the levels of its metabolites in the organism;

the amount of the inserted gene product(s) if the function of the expressed sequence(s)/gene(s) is to alter the
level of a specific endogenous mRNA or protein; and

the absence of a gene product, or alterations in metabolites related to gene products, if applicable to the
intended function(s) of the genetic modification(s).

In addition, information should be provided:

A)

B)

©

D)

E)

F

to demonstrate whether the arrangement of the modified genetic material has been conserved’ or whether
significant rearrangements have occurred after introduction to the cell and propagation of the recombinant
strain to the extent needed for its use(s) in food production, including those that may occur during its storage
according to current techniques;

to demonstrate whether deliberate modifications made to the amino acid sequence of the expressed protein
result in changes in its post-translational modification or affect sites critical for its structure or function;

to demonstrate whether the intended effect of the modification has been achieved and that all expressed traits
are expressed and inherited in a manner that is stable for the extent of propagation needed for its use(s) in food
production and is consistent with laws of inheritance. It may be necessary to examine the inheritance of the
inserted or modified DNA or the expression of the corresponding RNA if the phenotypic characteristics cannot
be measured directly®;

to demonstrate whether the newly expressed trait(s) is expressed as expected and targeted to the appropriate
cellular location or is secreted in a manner and at levels that is consistent with the associated regulatory
sequences driving the expression of the corresponding gene;

to indicate whether there is any evidence to suggest that one or more genes in the recipient microorganism has
been affected by the modifications or the genetic exchange process; and

to confirm the identity and expression pattern of any new fusion proteins.

SAFETY ASSESSMENT

38. The safety assessment of the modified microorganism should be performed on a case by case basis depending on
the nature and extent of the introduced changes. Conventional toxicology studies may not be considered necessary
where the substance or a closely related substance has, taking into account its function and exposure, been consumed
safely in food. In other cases, the use of appropriate conventional toxicology or other studies on the new substance may
be necessary. Effects of the recombinant-DNA microorganism on the food matrix should be considered as well. If the
characterisation of the food indicates that the available data are insufficient for a thorough safety assessment, properly
designed animal or in vitro studies with the recombinant-DNA microorganism and/or the food produced using it could
be considered necessary.

Microbial genomes are more fluid than those of higher eukaryotes; that is, the organisms grow faster, adapt of changing

environments, and are more prone to change. Chromosomal rearrangements are common. The general genetic plasticity of
microorganisms may affect recombinant DNA in microorganisms and must be considered in evaluating the stability of
recombinant DNA microorganisms.

Modified strains should be maintained in a manner to enable verification of the genetic stability.
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Expressed Substances: Assessment of Potential Toxicity and Other Traits Related to Pathogenicity

39. When a substance is new to foods or food processing, the use of conventional toxicology studies or other applicable
studies on the new substance will be necessary. This may require the isolation of the new substance from the
recombinant-DNA microorganism, the food product if the substance is secreted, or, if necessary, the synthesis or
production of the substance from an alternative source, in which case the material should be shown to be structurally,
functionally, and biochemically equivalent to that produced in the recombinant-DNA microorganism. Information on
the anticipated exposure of consumers to the substance, the potential intake and dietary impact of the substance should
be provided.

40. The safety assessment of the expressed substance should take into account its function and concentration in the
food. The number of viable microorganisms remaining in the food should be also determined and compared to a
conventional counterpart. All quantitative measurements should be analysed using appropriate statistical techniques.
Current dietary exposure and possible effects on population sub-groups should also be considered.

¢ In the case of proteins, the assessment of potential toxicity should take into account the structure and function of
the protein and should focus on amino acid sequence similarity between the protein and known protein toxins and
anti-nutrients (e.g., protease inhibitors, siderophores) as well as stability to heat or processing and to degradation in
appropriate representative gastric and intestinal model systems. Appropriate oral toxicity studies® may be carried out
in cases where the protein is present in the food, but is not closely similar to proteins that have been safely
consumed in food, and has not previously been consumed safely in food, and taking into account its biological
function in microorganisms where known.

e Potential toxicity of non-protein substances that have not been safely consumed in food should be assessed in a
case-by-case basis depending on the identity, concentration, and biological function of the substance and dietary
exposure. The type of studies to be performed may include evaluations of metabolism, toxicokinetics, chronic
toxicity/ carcinogenicity, impact on reproductive function, and teratogenicity.

41. The newly expressed or altered properties should be shown to be unrelated to any characteristics of donor
organisms that could be harmful to human health. Information should be provided to ensure that genes coding for
known toxins or anti-nutrients present in the donor organisms are not transferred to recombinant-DNA microorganisms
that do not normally express those toxic or anti-nutritious characteristics.

e Additional in vivo or in vitro studies may be needed on a case-by-case basis to assess the toxicity of expressed
substances, taking into account the potential accumulation of any substances, toxic metabolites or antibiotics that
might result from the genetic modification.

Compositional Analyses of Key Components

42. Analyses of concentrations of key components™ of foods produced by recombinant-DNA microorganisms should
be compared with an equivalent analysis of a conventional counterpart produced under the same conditions. The
statistical significance of any observed differences should be assessed in the context of the range of natural variations
for that parameter to determine its biological significance. Ideally, the comparator(s) used in this assessment should be
food produced using the near isogenic parent strain. The purpose of this comparison, in conjunction with an exposure
assessment as necessary, is to establish that substances that can affect the safety of the food have not been altered in a
manner that would have an adverse impact on human health.

Evaluation of Metabolites

43. Some recombinant-DNA microorganisms may be modified in a manner that could result in new or altered levels of
various metabolites in foods produced using these organisms. Where altered metabolite levels are identified in foods,
consideration should be given to the potential impacts on human health using conventional procedures for establishing
the safety of such metabolites (e.g., procedures for assessing the human safety of chemicals in foods).

44. New or altered levels of metabolites produced by a recombinant-DNA microorganism may change the population
of microorganisms in mixed culture, potentially increasing the risk for growth of harmful organisms or accumulation of
harmful substances. Possible effects of genetic modification of a microorganism on other microorganisms should be

Guidelines for oral toxicity studies have been developed in international fora, for example the OECD Guidelines for the
Testing of Chemicals.

10 Key nutrients or key anti-nutrients are those components in a particular food that may have a substantial impact in the overall

diet. They may be major nutritional constituents (fats, proteins, carbohydrates), enzyme inhibitors as anti-nutrients, or minor
compounds (minerals, vitamins). Key toxicants are those toxicologically significant compounds known to be produced by the
microorganism, such as those compounds whose toxic potency and level may be significant to health. Microorganisms
traditionally used in food processing are not usually known to produce such compounds under production conditions.
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assessed when a mixed culture of microorganisms is used for food processing, such as for production of natural cheese,
miso, soy sauce, etc.

Effects of Food Processing

45. The potential effects of food processing, including home preparation, on foods produced using recombinant-DNA
microorganisms should also be considered. For example, alterations could occur in the heat stability of an endogenous
toxicant or the bioavailability of an important nutrient after processing. Information should therefore be provided
describing the processing conditions used in the production of a food. For example, in the case of yoghurt, information
should be provided on the growth of the organism and culture conditions.

Assessment of Immunological Effects

46. When the protein(s) resulting from an inserted gene is present in the food, it should be assessed for its potential to
cause allergy. The likelihood that individuals may already be sensitive to the protein and whether a protein new to the
food supply will induce allergic reactions should be considered. A detailed presentation of issues to be considered is
presented in the Annex to this guideline.

47. Genes derived from known allergenic sources should be assumed to encode an allergen and be avoided unless
scientific evidence demonstrates otherwise. The transfer of genes from organisms known to elicit gluten-sensitive
enteropathy in sensitive individuals should be avoided unless it is documented that the transferred gene does not code
for an allergen or for a protein involved in gluten-sensitive enteropathy.

48. Recombinant-DNA microorganisms that remain viable in foods may interact with the immune system in the
gastrointestinal tract. Closer examination of these interactions will depend on the types of differences between the
recombinant-DNA microorganism and its conventional counterpart.

Assessment of Viability and Residence of Microorganisms in the Human Gastrointestinal Tract

49. In some foods produced using recombinant-DNA microorganisms, ingestion of these microorganisms and their
residence™ may have an impact on the human intestinal tract. The need for further testing of such microorganisms
should be based on the presence of their conventional counterpart in foods, and the nature of the intended and
unintended effects of genetic modifications. If processing of the final food product eliminates viable microorganisms
(by heat treatment in baking bread, for example), or if accumulations of end-products toxic to the microorganism (such
as alcohol or acids) eliminate viability, then viability and residence of microorganisms in the alimentary system need no
examination.

50. For applications in which recombinant-DNA microorganisms used in production remain viable in the final food
product, (for example, organisms in some dairy products), it may be desirable to demonstrate the viability (or
residence time) of the microorganism alone and within the respective food matrix in the digestive tract and the impact
on the intestinal microflora in appropriate systems. The nature of intended and unintended effects of genetic
modification and the degree of differences from the conventional counterpart will determine the extent of such testing.

ANTIBIOTIC RESISTANCE AND GENE TRANSFER

51. In general, traditional strains of microorganisms developed for food processing uses have not been assessed for
antibiotic resistance. Many microorganisms used in food production possess intrinsic resistance to specific antibiotics.
Such properties need not exclude such strains from consideration as recipients in constructing recombinant-DNA
microorganisms. However, strains in which antibiotic resistance is encoded by transmissible genetic elements should
not be used where such strains or these genetic elements are present in the final food. Any indication of the presence of
plasmids, transposons, and integrons containing such resistance genes should be specifically addressed.

52. Alternative technologies, demonstrated to be safe, that do not rely on antibiotic resistance marker genes in viable
microorganisms present in foods should be used for selection purposes in recombinant-DNA microorganisms. In
general, use of antibiotic resistance markers for constructing intermediate strains should pose no significant hazards that
would exclude the use of the ultimate strains in food production, provided that the antibiotic resistance marker genes
have been removed from the final construct.

53. Transfer of plasmids and genes between the resident intestinal microflora and ingested recombinant-DNA
microorganisms may occur. The possibility and consequences of gene transfer from recombinant-DNA microorganisms
and food products produced by recombinant-DNA microorganisms to gut microorganisms or human cells should also

1 Permanent life-long colonization by ingested microorganisms is rare. Some orally administered microorganisms have been

recovered in faeces or in the colonic mucosa weeks after feeding ceased. Whether the genetically modified microorganism is
established in the gastrointestinal tract or not, the possibility remains that it might influence the microflora or the mammalian
host (Joint FAO/WHO Expert Consultation on Foods Derived from Biotechnology — Safety assessment of foods derived from
genetically modified microorganism, 24-28 September, 2001, Geneva, Switzerland).

9



be considered. Transferred DNA would be unlikely to be maintained in the absence of selective pressure. Nevertheless,
the possibility of such events cannot be completely discounted.

54. In order to minimize the possibility of gene transfer, the following steps should be considered:
A) chromosomal integration of the inserted genetic material may be preferable to localization on a plasmid;

B) where the recombinant-DNA microorganism will remain viable in the gastrointestinal tract, genes should be
avoided in the genetic construct that could provide a selective advantage to recipient organisms to which the
genetic material is unintentionally transferred; and

C) sequences that mediate integration into other genomes should be avoided in constructing the introduced
genetic material.

NUTRITIONAL MODIFICATION

55. The assessment of possible compositional changes to key nutrients, which should be conducted for all foods
produced using recombinant-DNA microorganisms, has already been addressed under ‘Compositional analyses of key
components.” If such nutritional modifications have been implemented, the food should be subjected to additional
testing to assess the consequences of the changes and whether the nutrient intakes are likely to be altered by the
introduction of such foods into the food supply.

56. Information about the known patterns of use and consumption of a food and its derivatives should be used to
estimate the likely intake of the food produced using the recombinant-DNA microorganism. The expected intake of the
food should be used to assess the nutritional implications of the altered nutrient profile both at customary and maximal
levels of consumption. Basing the estimate on the highest likely consumption provides assurance that the potential for
any undesirable nutritional effects will be detected. Attention should be paid to the particular physiological
characteristics and metabolic requirements of specific population groups such as infants, children, pregnant and
lactating women, the elderly and those with chronic diseases or compromised immune systems. Based on the analysis of
nutritional impacts and the dietary needs of specific population subgroups, additional nutritional assessments may be
necessary. It is also important to ascertain to what extent the modified nutrient is bioavailable and remains stable with
time, processing, and storage.

57. The use of modern biotechnology to change nutrient levels in foods produced using microorganisms could result in
broad changes to the nutrient profile. The intended modification in the microorganism could alter the overall nutrient
profile of the product, which, in turn, could affect the nutritional status of individuals consuming the food. The impact
of changes that could affect the overall nutrient profile should be determined.

58. When the modification results in a food product with a composition that is significantly different from its
conventional counterpart, it may be appropriate to use additional conventional foods or food components (i.e., foods
whose nutritional composition is closer to that of the food produced using the recombinant-DNA microorganism) as
appropriate comparators to assess the nutritional impact of the food.

59. Some foods may require additional testing. For example, animal-feeding studies may be warranted for foods
produced using recombinant-DNA microorganisms if changes in the bioavailability of nutrients are expected or if the
composition is not comparable to conventional foods. Also, foods designed for health benefits, may require an
assessment beyond the scope of these guidelines such as specific nutritional, toxicological or other appropriate studies.
If the characterization of the food indicates that the available data are insufficient for a thorough safety assessment,
properly designed animal studies could be requested on the whole food.

REVIEW OF SAFETY ASSESSMENTS

60. The goal of the safety assessment is a conclusion as to whether the food produced using a recombinant-DNA
microorganism is as safe as the conventional counterpart taking into account dietary impact of any changes in
nutritional content or value. Nevertheless, the safety assessment should be reviewed in the light of new scientific
information that calls into question the conclusions of the original safety assessment.
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ANNEX: ASSESSMENT OF POSSIBLE ALLERGENICITY

SECTION 1-INTRODUCTION

1. All newly expressed proteins™ produced by recombinant-DNA microorganisms that could be present in the final
food should be assessed for their potential to cause allergic reactions. This should include consideration of whether a
newly expressed protein is one to which certain individuals may already be sensitive as well as whether a protein new to
the food supply is likely to induce allergic reactions in some individuals.

2. At present, there is no definitive test that can be relied upon to predict allergic response in humans to a newly
expressed protein, therefore, it is recommended that an integrated, stepwise, case by case approach, as described below,
be used in the assessment of possible allergenicity of newly expressed proteins. This approach takes into account the
evidence derived from several types of information and data since no single criterion is sufficiently predictive.

3. The endpoint of the assessment is a conclusion as to the likelihood of the protein being a food allergen.

SECTION 2 - ASSESSMENT STRATEGY

4. The initial steps in assessing possible allergenicity of any newly expressed proteins are the determination of: the
source of the introduced protein; any significant similarity between the amino acid sequence of the protein and that of
known allergens; and its structural properties, including but not limited to, its susceptibility to enzymatic degradation,
heat stability and/or, acid and enzymatic treatment.

5. As there is no single test that can predict the likely human IgE response to oral exposure, the first step to
characterize newly expressed proteins should be the comparison of the amino acid sequence and certain
physicochemical characteristics of the newly expressed protein with those of established allergens in a weight of
evidence approach. This will require the isolation of any newly expressed proteins produced by recombinant-DNA
microorganisms, or the synthesis or production of the substance from an alternative source, in which case the material
should be shown to be structurally, functionally and biochemically equivalent to that produced by recombinant-DNA
microorganisms. Particular attention should be given to the choice of the expression host, since post-translational
modifications allowed by different hosts (i.e.: eukaryotic vs. prokaryotic systems) may have an impact on the allergenic
potential of the protein.

6. It is important to establish whether the source is known to cause allergic reactions. Genes derived from known
allergenic sources should be assumed to encode an allergen unless scientific evidence demonstrates otherwise.

SECTION 3 - INITIAL ASSESSMENT

SECTION 3.1 - SOURCE OF THE PROTEIN

7. As part of the data supporting the safety of foods produced using recombinant-DNA microorganisms, information
should describe any reports of allergenicity associated with the donor organism. Allergenic sources of genes would be
defined as those organisms for which reasonable evidence of IgE mediated oral, respiratory or contact allergy is
available. Knowledge of the source of the introduced protein allows the identification of tools and relevant data to be
considered in the allergenicity assessment. These include: the availability of sera for screening purposes; documented
type, severity and frequency of allergic reactions; structural characteristics and amino acid sequence; physicochemical
and immunological properties (when available) of known allergenic proteins from that source.

SECTION 3.2 — AMINO ACID SEQUENCE HOMOLOGY

8. The purpose of a sequence homology comparison is to assess the extent to which a newly expressed protein is
similar in structure to a known allergen. This information may suggest whether that protein has an allergenic potential.
Sequence homology searches comparing the structure of all newly expressed proteins with all known allergens should
be done. Searches should be conducted using various algorithms such as FASTA or BLASTP to predict overall
structural similarities. Strategies such as stepwise contiguous identical amino acid segment searches may also be
performed for identifying sequences that may represent linear epitopes. The size of the contiguous amino acid search
should be based on a scientifically justified rationale in order to minimize the potential for false negative or false

12 This assessment strategy is not applicable for assessing whether newly expressed proteins are capable of inducing gluten-

sensitive or other enteropathies. The issue of enteropathies is already addressed in Assessment of immunological effects,
paragraph 47 of the Guideline for the Conduct of Food Safety Assessment of Foods Produced using Recombinant-DNA
Microorganisms. In addition, the strategy is not applicable to the evaluation of foods where gene products are down regulated
for hypoallergenic purposes.
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positive results®®. Validated search and evaluation procedures should be used in order to produce biologically
meaningful results.

9. IgE cross-reactivity between the newly expressed protein and a known allergen should be considered a possibility
when there is more than 35% identity in a segment of 80 or more amino acids (FAO/WHO 2001) or other scientifically
justified criteria. All the information resulting from the sequence homology comparison between the newly expressed
protein and known allergens should be reported to allow a case-by-case scientifically based evaluation.

10. Sequence homology searches have certain limitations. In particular, comparisons are limited to the sequences of
known allergens in publicly available databases and the scientific literature. There are also limitations in the ability of
such comparisons to detect non-contiguous epitopes capable of binding themselves specifically with IgE antibodies.

11. A negative sequence homology result indicates that a newly expressed protein is not a known allergen and is
unlikely to be cross-reactive to known allergens. A result indicating absence of significant sequence homology should
be considered along with the other data outlined under this strategy in assessing the allergenic potential of newly
expressed proteins. Further studies should be conducted as appropriate (see also sections 4 and 5). A positive sequence
homology result indicates that the newly expressed protein is likely to be allergenic. If the product is to be considered
further, it should be assessed using serum from individuals sensitized to the identified allergenic source.

SECTION 3.3 — PEPSIN RESISTANCE

12. Resistance to pepsin digestion has been observed in several food allergens; thus a correlation exists between
resistance to digestion by pepsin and allergenic potential™*. Therefore, the resistance of a protein to degradation in the
presence of pepsin under appropriate conditions indicates that further analysis should be conducted to determine the
likelihood of the newly expressed protein being allergenic. The establishment of a consistent and well-validated pepsin
degradation protocol may enhance the utility of this method. However, it should be taken into account that a lack of
resistance to pepsin does not exclude that the newly expressed protein can be a relevant allergen.

13. Although the pepsin resistance protocol is strongly recommended, it is recognized that other enzyme susceptibility
protocols exist. Alternative protocols may be used where adequate justification is provided™.

SECTION 4 - SPECIFIC SERUM SCREENING

14. For those proteins that originate from a source known to be allergenic, or have sequence homology with a known
allergen, testing in immunological assays should be performed where sera are available. Sera from individuals with a
clinically validated allergy to the source of the protein can be used to test the specific binding to IgE class antibodies of
the protein in in vitro assays. A critical issue for testing will be the availability of human sera from sufficient numbers
of individuals™. In addition, the quality of the sera and the assay procedure need to be standardized to produce a valid
test result. For proteins from sources not known to be allergenic, and which do not exhibit sequence homology to a
known allergen, targeted serum screening may be considered where such tests are available as described in paragraph
17.

15. In the case of a newly expressed protein derived from a known allergenic source, a negative result in in vitro
immunoassays may not be considered sufficient, but should prompt additional testing, such as the possible use of skin
test and ex vivo protocols'’. A positive result in such tests would indicate to a potential allergen.

SECTION 5- OTHER CONSIDERATIONS

16. The absolute exposure to the newly expressed protein and the effects of relevant food processing will contribute
toward an overall conclusion about the potential for human health risk. In this regard, the nature of the food product
intended for consumption should be taken into consideration in determining the types of processing which would be
applied and its effects on the presence of the protein in the final food product.

3 It is recognized that the 2001 FAO/WHO consultation suggested moving from 8 to 6 identical amino acid segment searches.

The smaller the peptide sequence used in the stepwise comparison, the greater the likelihood of identifying false positives,
inversely, the larger the peptide sequence used, the greater the likelihood of false negatives, thereby reducing the utility of the
comparison.

The method outlined in the U.S. Pharmacopoeia (1995) was used in the establishment of the correlation (Astwood et al.,
1996).

Reference to Joint FAO/WHO Expert Consultation (2001).

According to the Report of the Joint FAO/WHO Expert Consultation on Allergenicity of Foods Derived from Biotechnology
(22-25 January 2001, Rome, Italy) a minimum of 8 relevant sera is required to achieve a 99% certainty that the new protein is
not an allergen in the case of a major allergen. Similarly, a minimum of 24 relevant sera is required to achieve the same level
of certainty in the case of a minor allergen. It is recognized that these quantities of sera may not be available for testing
purposes.

Reference to Joint FAO/WHO Expert Consultation (2001) on description of ex vivo.

14
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17. As scientific knowledge and technology evolves, other methods and tools may be considered in assessing the
allergenicity potential of newly expressed proteins as part of the assessment strategy. These methods should be
scientifically sound and may include targeted serum screening (i.e. the assessment of binding to IgE in sera of
individuals with clinically validated allergic responses to broadly-related categories of foods); the development of

international serum banks; use of animal models; and examination of newly expressed proteins for T-cell epitopes and
structural motifs associated with allergens.
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TH D FEMNRI SO &% AT B3 AT & O EER B 2 Hi 2 i iE#
HERETNETHD, LinL, FENFESEHEOBSITLEMENZ Db D TIXARN,
e LA BEAFORIEMNTIG U740 2 DNA #8429 & BEATF ORISR C 72 A4 2 DNA %
FIH L CHRIE L7z BRSO OBV 2 T 272D SN HER TH S,
ZOBERIE. BRI TIZBWTHEH S 71580 H#8 2 DNA AR 2 DNA fA=4) % 1
RALTHES NI/ L, T 7T 7 9ITER SNl 4 OBEF ORI 5 3F
fifi EORERLS R L OMESEZHA L NS T H DI HVWSEN D, ZHIUTIBEN L2t
RRBFWN R BEOMGBIZRB W TINT L 70D E7-MB X DNA #AM & (5 L CiliE
ENTRMOLREMFMIZB N T, BUED L ZAREOHETHD LRI TVD,

6 BEMFREMEOHEIZOWTIL, A AT 7 o P—SHEMICET AFAOWHO HMREHE —Ein T
Mz M OR M (2000 455 A29 H~6 A2 H, AL A, YVax—7) &, A FT7 /7 ay—5H
BAIZET 2FAO/WHO A R ZE & — B s T X B ok & S O 22T (2000 4F9 A 24
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17.

18.

19.

20.

Z OFIETEM LIz R ERHEIL, B LB O a2 BT 5 b O TIE R
<. e L AR ZDNA A & AR 2 DNA BAEm 2 L ClbE Sz Bl Ot 5
BEMEZBE ORI & DHBIZHBWTEE TE D X012, AEINTHERDLE
PEEFHlT 5 Z EICEHEAEZEWN TV D,

=il

&EW&%K%H@WAEé%ﬁ%@k@r%wé%@%é@fﬁﬁéhth%ﬂ
OB - EHE - BRE - RSN L o THMAEMICREORENFE (BEXEE) 28 A
T OB, ROBIBERGELNTZY %f@”“#%bht@%%éhé%ﬁﬂ%é
#ﬁlm RN D AREMEIL, A B F r OBEMNOMBERICRE S S B O T
0, T LA, EROBEBTHITCTIEZ HWEROBRBICB T, E3MEY
DEX - FEBR 2RI ENICREEIND Z LI Lo TRE 2D H 2 AKE
TN BR THh 5, BN EIL, thoMED L 0BG, MEMDAREFEN
HIE, BEREOMAEN O v Mt 2B E L IIMED Z W TG LR D%
EHEOBRT, AETHLIGE. AR THLIGE. FLIXELLTHLRWEERH D,
FHHR Z DNA PRAMIC R T D IEE XAV T, DNA BLFI OB KR 2 Ic L > TEL D
a%%b\ﬁ@zik JHHHL R DNA TAEMICB T 2 Z DO BARFERIZ L > Tl &
Gabd b, ZEVERMEIZIX, M ZDNA A BERELA e b O/EFIC L TT
%@mﬁ*@@%%t%ﬁﬂ%@%&ﬁ#étw®7—&-%ﬁ%aﬁmﬁf%@

BT, HOMEMIT L > THT7eDNA Bl ZAEN 7 7 DA T 5 2 &
IZE-oT, ALDAREMEDR DD, TN OITHEARFUTIFET DB O BRI ER DTS
PRITROON DB T HZ LN TE S, DNA OIFFAICK > T, /KOS
A®Lh¥%ﬁ’¢k#£%5ﬁ%ﬁﬁ%é FEAHFRMEAS IR ODNA % B s ITH AT
HZ Ll MEZ N BEMEINDFATZ NI ENEGRINLD GG H D,
S %é:gfxﬁ"ﬂ? EMEB LT ORBLRATTETH D,

B BN S H - IS E SN EONRBEY RIS NI Z bbb,
Bl AT, iR EE T ORER DO FEBLRL YL AEMIT & - THHOBEE OFBL “ ki 7e A1k
FHREZ KT L, FIAREREORBICERHEZ Rk L0 B L IXMEED O =
DE LT T 5D,

B TR R KD IEEXRZENT, 2 BEICHTE 5, [PHllree) gl ¥
W HETHD, Z< OFBERZZETMASNIIPE, £ORBHE, *

~28 H, ZAA A, Vax—7) Oktr I ar43 2B,
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21.

Bk

22.

ANEALA 3 7T, KEBD S TRIRTRE TH D, WEW T 7 A0EBIAIZ B 2 ik
#%kbfbé & ETBInFEAEOMOIERE & Fl U THEA R DNA HIR12 k- T
BASNTBIE OBBEDOR RN E E > TWNDH 2 EIZRY, FEDEAMIC L HIE
B R BOTNNES R D RN O D, 77 FEW I L OVE Lk 2RI
LT, HEMZEZR GBNDH HIGERR OBV TR & 281k &2 f#r 4
HZEbTED,

FAHL 2 DNA M 2 IO TR L= & i 02 2MERHECIE, 29 LEENmm %
FE LT 2 HIESR, 2 OEYZHBIHC R T O SIS T 5 I ER 8 % JEf
THFENGEND, ERIORERT, BV 5 5FBERNEEL L TR LEZITE
NOREFRIZKTT 52N O OB A EEICFEET 2 Z LIXTERW D, FERAEE
DFHBIZIZ S ke T — 2 LIERPLETH D, RENZRRHORE, 29 LTy —%
RIEFHIC L YA e D ORFEICH L CHERPELZ KT T RN N2 &R
REESNDRETH D, FERIEZBEOMIZ VT, mlkEZEM U7 - o8
T OEEDOUE D T2 D2 —ANTERIR S A AEM O AL/ - AP RSN B
EEND, 29 LHEIL, EBRNIEE ZRBLT 2MEDIZOWTDORIDO AT
—= Tl D, ZOARZ Y —= 7 Zil LT X DNA AEMITE 7 > a AR
TEEMEHMENRE 5D,

A VERFAM O Fski 2

FHHR X DNA AR & dh DL VERHRI ., YA O I preesy Rzl
(CHEASE, LT 2 a B N 25 O B BEHIm R IZAE o,

A) FEHLZDNA BEAEM OFER

B) SR & BMRIEIZR T 5 ORI HOFER

0) fERDFEER

D) N7 & — LHERURZ G T B s R 2 DLl

E) &R 2 ORI

F) 224

HEWE © IBTERIENMES X OYR R B 5 2 Ot O T E O R
F By DL AT

REBIED DFEA

BN TR

ﬁ&%%w@®ﬂﬁ

f. b FOBEBEICRIT AWME DA REME R X OVEE BT 5 R
g.ﬁé%%ﬁé&@%%hL

ISR

S

®
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h. SRERIER

23. BFEDOHEITIE, EMB L OWEM 2RI LTRSS 7213 L L2 &M oIz Xk
> TIE, Bt OMAEY L L ORGICEAE OREZHR S 2012, 7—% - FHhE3 5
NI 5 2 E DB 2 DA 0NH 5,

24. BEMFHED IO DT — 2 Ol 2 ARy & 3 55ERIT, BERNICEERTE 2M& LR
ANCHE 5 L2, MBS COLP IZHE - THEM « FEfid ~x Th D, —RT —ZId,
FEENHIVUTHEI Y RBFHTE L LT RETH D, T X IR ENICEETE
55k MO TAT L, @RMEA2H 2 IO T3 <& T 5, HIHIET
FETRELRTRETH D,

25. AN DR BIERIE, A TE 2RBORFHMBRICIS LT, oMM EN
L7 BHICHE > TR E 2 IIHBE SNTBRICEE LR DWW & AFAEER
VP EISHPICETT DBCLAEDZE O L ONEFEL LRI EE2RGET 52 &
ThbH, BEMFM T, AEREELZROMA. AR, BIOERE 25 DL
BRORBEREZ RO RETHDH, 29 LMl O T S faix, Rk
NEBRLREBMOEPBEFICRITTEELZEICANT LT, F &L L OAE
WDBEAEDOSIE) & RS ICZETH LN E I hOfSHEBL L Th b, MEWN
B CEFOFRREDN & 5561, BIBEICIIT 24H 2 DNA A D EER,
VB U, MAEY & ZHE (FRICAN) OBBAT v—F & OF AAE RO/ 2 DNATK
W) DGIE TR~ DR A B REIZ AT, WA ORI E BT OXHEY & g~ &
Thbd, BARNC, REMFMEBREOFME BRI, U A7 EFEEN NOREREZL B
& LT B NDOIENPLENE D DZHMT 5 2 LN TE, EENNLERGE
TR EHOANTRATRET, Z ORI LEURIREE T2 LN TE D HIET,
Bath oG 2T 52 L TH D,

v a4 - —RETEE
ML ZD N ABEY OFR

26. ZRMFMOXNRE R HME., 4 — A M ELIFHEBEOEK L BMIZ OV THER TR &
Thd, ZOFRIEL, AMEITLEVTHMOXI G & 222 YA A L TiiiEs
NEENMDOARE 2 BRT DRSO b D THDH T ENEE LV, ARSI S
MDD ETITRELPICE EN DB ZDNA AEMIL, 7R EE W CEEICFE
ERITWVREERLL LT, TENITHLSNIZER L7 v a VTIRETRETH
5, ZHUE, YPOREMEFHEE RETEICRS O TH A D, 9 LIRERERET,
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WS D HITHH SRR TE 5 L5 o & Th 5,

AR L OB BEIZ ST D 2 O oLk

27.

28.

29.

ZREPEY) £ T2 TR 2 55 & 72 DI OV TTEFEICRLIR T RETH D, %
BRBAEYT, BRMEICR T 2 ZERMEAEITRMT COREREEDEL 2 A
TLHRETHD, HHR, PUEVE., 320, BRICFETXETIERVDEE
T 5. BB TE & 72 2 IUEWETEICE 2RO H D F 72 I3IREMEC
B DRE A niE T DiEln 1 ORJFEMEE (pathogenicity island) & 72 1395 JFUME K
(virulence factor) & L THIBND) ZBTerlREMEN & LB EREZFTH, L0
STEMIZONTIE, ZRERE LTOMHZmETT & Tldhv, BERT—% L1
WIZITUL T O b DEEZLen, FAIUTRE S L7220,

A) KRIEWHER - 4. — b, BAEME T T EOMOLTR, BROLFR, L2 DORIFRIC
B9 1. LW OIS YE O AT AlRE 72 ARG R R E E O S E 50
ZOMOIEHR, MBS U CTHBEICEA LD

B) FIH - BEEIE, EIROHBICET 2BEMOE R (SERE RO HEE 72 1 XK O RS
AW e L) | BrCe NOREICHEREELY KE TR0 H 2 BE O
[FE BT S 1

C) BEmomEHR, JUEWE. FUEMEMMEZR E 721308 FEMEICBE T 2o ZER S L <X
WP B2 & I TRV D 5 2 BRI OB 7R & KRBT 5 1F
W, B LOMEDOBBZENEICET 55

D) AMEGEICBWTREICHWONENEZITRML T TREICHE SN,

E) SZAREADORERICH GBI BT 2 BETERIZ DWW COE#H

B 2 KRB - BIsFROFRIZ, FrICBEEENRERICHNONRD . b R
2 BT DRI D 556813, XBRHMAEMIZ OV TR LT, BEiEE
KR OB OMRE IS8 % KT T Y BARAN DB ERIC OV T H IR & TH
B MEIZEUL, ALY - T AR Y « TTAI R - T a7y —U7k @t
DNA BELRDIFEZ B, KB RAED ORI ZEWICET 2 FREEZEET & ThH
Do

RIS, SZRRMAED D — KA & D K 5 IZHFE - s - (RE S D D0, Bk
DAELIEAW - B ORIEAAR A MR T 2720 DT ER E— R STV D
anERAEE, 7220 LIZAEWNINTR G EMTPICEFTE 2008 50, INTORR
BRE S0 EAFDRRARRIZR DN E 92, RETHET LHERDEGEND,
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i GARDFLE

30. fikGRds X OVE T rIREZR b T A, HEIS CBEAEMICET HIF R e r T~ &

Th D, HGARETITPRAEY. TOMEBERIZBEE T DM B ARITWRMEE 213557
ERDFH R A R T IE0,  FORRIZES DT OMOIE %ﬁféﬂfﬁ%&m
T LT, FCEETH S, HERIZITHAEYMORRITIZU T Z2ELETH
50

A) AIRRERR « 240, A EMETRT T OMDLTR, FROLFR, KL DOREJRIZE
T oI, BEEWL ORI WE O ANF N ATRE R NGB R R E O PUSE 5%
DOOTEHR, HEITS T TR R

B) Rk D LMD 5 AN E T IBEA I BT S 1

O BEmomEd, JUEWHE. PUEWEIMMEZERN - JRIFEVEICBE O D MO ZK | F 7213
PG, LMD 2 OB s & RIVRUTEET 5 1§ W

D) WHEZR b & MR L OB L7 & R DR R IR (GYE & L COMFIE
DFREMER E) ICBT 5, ER XTOBHEDE BT 2 H#

N7 Z =1 LUMERUIA & & Eeitfn ML A4 2 DFLib

32.

33.

BT T 2 R EEasiRMt L, ZRRMEDICGESNEZIZZOH
THIZ BN FTREME O & 5 BIWE OFRIE % FIREIZT 5 L LT, MAEM T/ AR
AL, FASN, ZOFR THRRZ G EITZE 20 HERE ZNTDNA OREAHT 25
HF 57— % ORNT O - DI E R ER AR T RETH D,

ROREELRE DO FEBIIILA T2 G _R& TH D,

A) BB TR X WD REE O FIEICBE T 5 1EH

B) HtfalE (HE#y., MAM. UA VA B E) | HBLZDNA BAEMIZISIT D IRE &
S AR, 77 23 RICOWTO 2 B —¥7e PRk 2 \IZ -V ADNA 12
B9 2 1

C) A RAEM~DEAFNIIDNA 285 - LT 5704 (OMESCHE
W7 L) EETeh SR IRAEY

UTZ&dT, imnsh, fASL, HlkSh, E72i3#z 5 7-DNA (2B 2 1F
Wzt~ Th D,

A ~—H—ELEf, X7 X —EIaT. DNA OERICHEZ KT+ L ONZF oo
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PSR % 5 BRI A 5y DT~ TS D RS T
B) ¥4 XLIFEE
C) FA&RT B — « HERARIZ 1T B BECHIDONLE & J7 1)
D) H&re

BRI 2 DR DO IR

34.

35.

36.

FHHZDNA A 2 R L CHRGE L7z B il O L MRS X 2 BT 2 D
HICBE L., PfERBMICET 570, BB IOV TOURENZR 78 - A1k
FHVRHEAT T 2 FE i~ & TH D, Kattiiiz b T 5720, AT 5N (3TE
FLLSITEM LHRE DR BUCMEREINZIRE T X TH D,

FEHL X DNA TRAEIZ 31T HDNA FHHL X ICBHT A 1E#ZRr T R&ETh 5D, ZHUTIELL
TaE&EH_RETHD,

A FITAIFRHEEL T BB FERINOEEICHNOND EDOMOF ¥ Y ¥ —DNA
R BN R - HIBR SN E IR O OERE B T I B E O R
T EiEd, Zhucit, BFHENET T 2 I RT3 EOMBEEHNESZ OB
DOFREMEIZ BT 2T, IR0 - A - BIBR SV E 72132 OB 2 2T 722 bodiz
BEWE (A E TR RN O OfiE, Z2Ea b —77 2 NICAE
THERIEIEDTTAI ROat—KErEL_&ThD,

B) AL DEL,

C) BARANFNLIZ IS DM 2 BB ORI L OVEPAEY], Zhicid, A - fii
Z - HIBRESNI-WE., 77 AR, FHREEEL T 8B RS ERET D01
FEAINSF v U Y—DNA O —$B L OESIT—% 25T, iU, A -
Bz - HIBRS NI E ORER L U CRBL LT 72 2 E OFRIE % b FEEICT 5 T
HAHI,

D) FEH R BEEELDLOEED, FHIASNIZDNA WOA—F ) —F 1 77
V= A E 3k - 77 23 FNOMEEGDNA (T8 D212 K> THER S
F =TV —=F 4 T L—LDREE,

E) EENAERIESY 27— MU L E7I3AEREORIUCEET 2 Z L6 T
WD EASINZ BE T 2 R,

HLHAZ DNA A OB E T 2 HRE AT RETHD, B T25E
Le_EThHD,

A BIFEEW (F /37 ERHRRRNA 72 L) FITRMITIAET 2 AIRetEDH 58
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37.

BWE % RIET 5 7o OWRG £ T2 I3 BUED D i 72 £ A2 3T Z DO IR,

B) BixfPEY DFRE

C) FrIEEDORBIIZEET %R

D) FBULBETEEMOMAEMIZE T 2RBLO B LA HIlaN., 77 ABEMEHEOEE
R TT AL, EEMAEYN T/ NERE (organellar) | FEERSM~23U4)
BIO, AlRERGAIED T ONRBED ORSE

E) FEBIRLAIRC s DOHERE DN R E DNIKIMEMRNARS & o X 7 B DR E 2 B S5 ]
RN ® 556, ARG TEDDO&E

F) a2 OFEXT S8R ICHEF FTRE RS A1, BB TEMRRWE, Fiidl
B EEMIZ B D Rt D2 4L

ShiZ, UTZHME LTHERERMSET S TH D,

A) HERE A~ B AL AR 2 AR E DEHIREF STV D00 E ) D B 7ol 5]
DN E TWDENE I NERT, FRMECBSTAHEMHICLELE SHRE
JEFE THBAEPBIE L T D00 E 9 Dard, ZHUdid, BUTOHEIFIZHE - 7287
ORI ZY 552 L E2ET,

B) FEBLY LR EOT X BN A BERPNAENT 5 Z L2 L - T, BER%OEMIC
ZAERAETTZ D | H8IE - BEERIC R AT RIS EE 52 2008 9 vE R T,

C) EMOBRT DMENER I NI E I D, FTRB LIZBEOT TR S
BT DM AIICKLE L SNDREDEREFICB W TEETH Y HhoBsOERNCH -
e HETHB I IZITHBIL T DN E I D ErT, REMORENEREG T
RN, FRAE LI ZDNA OB E TS T HRNA OB AR~ 2 &
DB L TIR D55 H 5 Ds,

D) HF/-ICHRBELUI-EN PHEINZE Y ISEY) AN ONLE 2= & L CRBLL
TWDENE I D, FIERIET 58 7 OB e+ 2 BE RS I — %9 5
Fik - RETHWMINTWDENE I DERT,

E) ZREMAMICBIT 51 DEIXZENL EOBE T AMEM F 72 X BR A B R
DRBEZTTNDZ L ZRTIRILN S 5028 2 nErTd,

F) BiBloOE % o R0 BORKEFBAZ — 0 iR T D,

TEW S MTER L D REER RV, DFE D MEMOREN R BEOZGITIES LT T
T ZERIZI, RAEETBRINII MR TH D, MENO—IZHERF T BEYIZ I 1T 2 ik
ADNA [ZEHETHZ L b H DD T, M ZDNA A DL EMETIICB W TEE L RITIER 50,
s FAHLZ BRI, BB REMEL EIET 2 Z LN TE D HIETRETRETH D,
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SR

38, AHHAZ AW DL ENERHEIT. A SN2 LOARELREITS U, ERNZ E 9~
ETHD, UHWEELIIERICHEET SWEIT, TOKESBELEE L TLEI
P THE S TV L5813, IEROBHEFRRELEL LR2WGERH D, £ Ofth
DEFEE. FREIZE LB O Lo N & B2 O oRBROM 2 L2725
BN 5, [FERICHEZDNA AN ORGEE ST LB BEETETHLH, &
i DFFEAT T OFER, R FTREZR T — & CII G A7 2 MR 0 i 12 13+ C
b LGl AL, MEAZDNA MAEMB IO/ 232 L TiRES
o dhZ AV, EENZEHE S BB A B F e B NETH DL EER D
NDGENRD %,

FEBIWE - ETERIFENETS K OYRRIMEIC B 2 2 OO T E I BT 2 FH

39. WER. BRI TERITAEMINTICEWTHR TH 25813, 1EROFMEFRER
RZ OM A FZHHRY B E A TR R RO TR NI L 72D, O LIE, Yzl
WE A AL X DNA AE DD b LYEWE R SN LG EITEmN D, ST 5
TERREERDGE LD, FWEEROMBENSAR LS LIFET S 2
EMWBELERDGEND D, WTILOHRE S, MEHER - HRERY - AL PRI
BLZDNA AR CAER SN LD LRETH DL Z L ZHT & TH D, HEEZD
ZOWEITHT HAE SN D RE, UEME OBTER IR FIC KT TR L
HHziErRT & Th D,

40. FEIME O EMEFHI TR, BB T DL REZBE TS TH D, Binllk
4 EFMAEYEREZHE L, BEFEOMIEY LRI X&ETHD, ETOERET,
WU R A FEE AT R Th 5, BUED RFHROEE S L ORE
HONT N =TT o EOAREE LB E T~ Th D,

- ZURTBEORE, BERNREMEICET 2RI TIX. Uik S N B omiER LT
WREZ BB T RETH D, LU F I E LMD Y XGRS ESR (7
077 —BHERT, T 7xT77ed) 2857 I BRESIFEEINE & ONZE -
INTZEMES LoD N ERKRIRIECERRE T /TS D0t 2 & EMEICIER
TRETHD, UixZ o7 EITEMPIHET 20, ZRETRMHICBNTEAIC
HWEINTERZ AN IELMODTHEHUL TS DO TIE R, FLINETRMIC
BOWTLEICHE SNIZZ L0 EE, BRICH LN E > T OMEM DAY FH)
BREZ B L C, WU Aafk A mttie 25T 25605 5,

C INFETERMCBWTLERICHE SN2 LN 0IEY VX7 W OETEN 72 T3k
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X URWE ORI, RE. EWFRIREER L ORISR OBRER 2L E MEHNZEH
TRETH D, FEhd 2uBROMBICIT, F, BEERE, RvmEt et AgH
FEREIT 9 % 52 ds K OMEmy TEMEIC B D RT3 & 41 %,

41, BB L 0SB SR BT, b FOREICHEETH 5 TREM D & Lk GkE
W ORHEICEBR CTHD Z L BRI RETH D, HHEHREMITHFET DBEMOERES
PURBEREOKT 52— RERET 2BE TS, BFIXZ ) LB BER O
3Bl L 22O FRH X DNA A AR S D 2 E NN D E 2R T 5701z, 1§
WafEftT & Th 5.

s B AR ZIC K> TAEC 280D H 572 208 A ED £ 7213 /4EY
HIZOWTHERMO ML SFE L T, BEWEOBEMEHMEO -0 » ER £
A > € b o O RRBRPMERICLEIC R 558 b5 D,

FHEHIR ORI

42. FAHLZDNA PRAEMIC Lo THRUE SN - & O EEEH o ORELSITIEL, FIUERMETT
IE SNTZBEAF O D T2 O DIRIED 31T & i R & Th 5, BEE ST FER
OFEFFARMEL, EWFENAREEZHMT 2720122 D/8T A =2 IZBT 5 B
OEBOFPE TN & Th D, HAEMIZIE, ZOFHMBIZHV B D BT SE,
EIER—EERREEZ N THIESNERLTHLIRETH D, ZOHEO L,
MBS U TR & O, RO REMICTEL 52 5O H 2WENE b
DIEFEIC A F B e 52 2NN 5 5 FIETIIEML L TWRWZ L2 6 MNICT 5
ZEThHD,

B PER) O R TAh

o B AFMERRBRICET 2 A FI 4 i3, ERFETREINTEY, flxid, {LFWEORBRICET 2
OECD WA RT7A N5,

0 PERBRFAELIITEIURER T, BFERIIRS QPR L G D RIEO D DRERMOIRT TH D,
TNOIFEERARFE (IR - 2 2 78 - RAKIEY))  BUREFR & L COREMER T JETRERESR
(EEE, t¥3Y) Thd, FEFERITHEL ENERICERRPEEL 5 2 2 ATREED H 2 LaW 72
ELBAEMZ L > TRIES D Z W00 > T L EEFICHERMEAW TH D, il TITARHEH)
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43.

44,

W OO ZDNA FAEIZ SOV TR, RIS, ZTOEW 2 AV TG Lo/
IZBW TSR NEED N F AT, FRETOEZEIIE28/NNH 5 FHIET
KA AN Z DR H 5, REIFEY O ED BN EIMIZB W THL NI > 725
By 20 LIEREEM OREVEEHENTT 5 120 DR O I iEE VT kORI
THWEN B EEBETRETHDL (BRAMFPOTFHEO MK 5RO
Tk E)

FEHA R DNA PRAEN K o TR T2 I ARG PEEM DY E R S IV E T2 3G PEM &AL 3% 2
EIC X o T, REFEHITIFT DM EW R 210 S ERERNICAH EEM ORRECH E
WEOERIZET 2V A7 BmED 2 enEZXA6ND, TFa2TINVF—X, ZE, L
X OWORIER L BEBEM O DRAGEME RN TICHENT 25613, &
D I8 DA R 2 DM DB EZ RIF ST IHER B 2 I R & Th D,

BN TR

45.

HHAE ZDNA A 2] L TRUE SN2 RIS OV T, FETOMEZED, =i
IMIR NS DEMIIIETIBEN LR EE TS TH D, HlAX, NEMERESR
DL FEMER HE IR HR DI TR D ERFIARICZENEE B8NP 5D, 16> T,
BSOS TR M2 R T IERABETH L, BIAIE, T =70 F DA,
LAY ORE & ERAFICET OIHRBBLETH D,

FoIE RIS O R

46.

47.

ARG FICHERT 52 RV EREGPIEET 258, TUVAX—%2FRT L
BEMEZ R R & TH D, HADBBEICZEDH R 7 BTSN & 5 ATREMEIC DV T
FERMEIBICH LW R ERMZ ONTZGE, TR T VAR —KEEHERT
5ﬂk9ﬂ_owfﬁﬁﬁmﬁf%5oﬁﬁ?méﬁﬂ X OHA RTA4 D
&R R LT,

BEHOT LAX—ENLEONE BT ET VA v Ea— et a0 AL,
ISR FEHRRILD R SN2V RV ER AT 2 R&ETH D, BEZEOHHEACT IV
T MBI RZ B S 23 2 L BB O B 15 6 LB s ORI, {ﬁ‘
SNTZBIBFRT LT R0 NVT NG R B G T 5 2 X 7 BTk L+
BELRNWZ EMFRESNRWRD BT HXETH D,

WCHWHI TV DEMITET L, BERFTTI ) LIdbEME AR T D 2 LiTmb TR,

29



48. BT CALE ListlT DAL 2 DNA BAEMIL. B O%RER S BEAER 2S840
b5, 29 LI-MHAEERICET 23EM 3BT, L2 DNA A & BEfFE ORIz
Bl DMHESOEEICL > TR S,

b MO LEEIZRBT DMEW O AEAFRES) & EAE (2B 5 A

49. FH#LZDNA WA ZFIH L TRIET 28O, 5 LA OBERLCES 1
Ne hOBEICEEEZG 250D 5, 29 LTEWMEME I LIV ERH D
DAL, BT OBEF OIS OTFAER L O G B 2 OB - RN PE
DAZIZIES N THIWT 5, IEEHOINMITIZ L > TEFMAEYRRE SN DA (L
INUREONIEVLER 72 &) | FIEIBEWICK L CEMEO B D R N ER (T a
—ILREIRE) B LT Lo TEFEANER SN HA. HkasRIicBIT 284
WOELFREIIB L OEB IOV IR D LB TR,

50. SEIZ I D AHH 2 DNA AR 3 o i T CARAE Lt 25 aid (— ozl
DEWRE) | BAEWEMO F - EEICRBIT A Ex oRBEENTOEFRES (F
ToIXEARH) BEOBAN 7 v —Z x4 28I L, @R EBRROH TRRT
RETH D, BIEFHABZOERP) - FEXNBEEORE S L OB FEORIGY & DO
EOREIZEY, 29 LIEHBROFMAEZRET 2 Z L1272 5,

PUEME RS & B s TniE

51. —xmic, BEMTIZ B E U TR S IVZAEMOIERKIZ, vk ChEwE it
PEIZOWTEHli S 7z 2 L2 ey, BBEICHW LN 52 < DAL, FEHT
VBT DIEDRNIET D, 9 LicktEa a3 256, L2 DNA BAEY O
FICBI 2%/ E LTI ) LIEREBEI ORI DRIV 246813720, LinL,
PUEMEMHE MO BRI ERIZE > Ta— FMEEN TV DRI, 20X 5 etk
RBEERERP RSN PIHAET 2561, EHTXE TRy, 29 LamtE
IFaEte 7T AIR, hTUVRARY VAT 70 DIFERERENDBE.
BN LT RETH 5.

52. WAEMMEIESNTEY . B PICHET 2 EFMEM OTUEM BN~ — 7 —8is
FATHE D 72O EARTIE, A ZDNA A OERZ BN S LT ~E TH 5,

u B LU BAEMIC L KA an =—JERRITENTH D, & EDIRED O TITITHR G4 T 5 6 H0E M
RICESLHEBHE TN SN2 b Db H 5, Bin FHMRA AN BIHERNICAER L TOD 0G0
DHT, ENBHANT B — T XTSRS BB E 2 D ATRRMENE D,
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53.

54.

—IRANS . PUEWEINE~ — 0 — B F DR AR DERAF STV, kR
DREFEDIZOI\ZHUEWEM M~ — I — 2925 2 & T, RMIEICREO TRERO
Rz PR L 9 2AEREELLZOT I LTk,

EETHHNT 0 —F LIRS N-MEZDNA AEYORI T, 7723 FE LI
T OIRENE Z D ATREMENN & D, #AHA Z DNA P/AEME X OSHIA 2 DNA I L - T
g IR OELEMAEM £ 7213 Mg ~DBIR - DEEDA[RENMER L OV%F
DEBELREFTRNETH D, GBESIVZDNA ITRIRGIE S22 T ISR % T het:
IRV, UL, 29 LEHEROAREEZ E2ICERT 5 2 L3 TEin,

B nEO MRz R/MET 572012, UTFOERBEEZBETTXETh 5,

- FHABBYWENEOERIHIAEND Z ENT T AI RIZRTET D LV EE LWGAER

%,

A ZE D BIBE THEF LT 25613, EERICEEYEMIESNDZE

IRAEII R LRIRIOBERE M 2 b 72 3 FTREMEA & B8R 713, R TRRSRIC 51 T
B 5~ E T B,

c DT BAOEFIZ AT D ESNE, EABCYE ORIV TITRET 5N & T

%,

HF L T A

55.

56.

FHERRAITEZ Y 5 DMAROZAIBIT ST, A DNA #E 2 FH LTl
ELEEMOETIZOWTEMTNE THLN, Ziu iE% (2 TEBER oy DAL T ]
TH-TWD, 29 LIEMiMTRbh o EaiE, Y%EmcE L, ZboRE b
IZZ ) L B 8EA SN D Z EI2 L » T, REERUCE L E 7277
BB D E D N+ 272012, S HICHRBRE Efii T <& Th D,

BB L OZOIREDOER L HEIZOWTORBER O/ — BT 2 HH A AV,

FHHLZ DNA P & VTGS L OEBREZ IR T ~&Ths, 295 LK
O TRHEREZ W T, @ OHEE LR RIHEROWITIZOWTHE SR
BRMEOREFERZ M T NETH D, HEDOATREMD Kb Wb O OBHEE %
BEMELTLHZLI2ED, BELSRWERFEREBROEEZHET DI LB TE 5,
LU « /NI - hERES - AL - Sl - BMERESCRESRIRB AT D AR SR ER:
LB 2 FrE O AR RS KORERMMICER T~ TH D, REMT O
FE/NEM O RE LRGBS RFIN T D LBEIEOMITICEE S E | REFARHMEA & 5
CRELRDEELH D, EMiSNIRERDT, EOREE TEARNMERD D | K
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57.

58.

59.

Al « N« RAFICH LREMEEZMFFT 202l T2 2 L bHEETH D,

WAEmZMH L TRIE LIZRMORBL SN EEZDIDIZEL N FT 7 /ay
—ZfEHT 5 <E\ REFECRES BN EC L RN H 5, MEWE BEXICE
iy o2 L2k, WEOBERIREBRENZ(LL, BAZHET DMHEADRERE

%ﬁ*’iﬁ%’@zé EbHVGD, ERIRBRIEICHE 2 MET RN & 5 21 ki
Lo THELDIHEEZFTNLETH D,

BRI X > CTBEAF O L ITHRA R E S BRLBEDPEL D56, BIMOKET

MR % ST 5 7= o O Ul 2 it Ge & LT, @ ORI E- iﬁuuﬁk CR#E

AR AS KRR X DNA S92 R L Tl L2 B dnlZo VW dh) ZBMLTHWS Z
LITEGITHA D,

B L o> TULBEINRBR AL ERIGE L H D, mzf KA R OEY FHIF D2
LN TR E T2 0 | KRS AL & (TR e 285601%, M2 DNA #AM &R L <
@%Lkﬁ%_owf@%ﬁﬁﬁﬁwéﬁﬁgkﬁéfﬁééoik@%ﬁﬁ%ﬁ%
ETDREITONTIL, FEDRETH - B TRV E 7213 O ) 7230 72 &
O LEHA RIA v OMARKHEE B A LE R GAEN S D, RO
OFEFR, FIFAFTREZR T — & TIXR AR 2 ORI I A+ Th D 2 L AVUR
BINTHEE, W EOoRMERNRET D, WUNIEHE SN ZERBR S LB L 72
DEEND D,

VR O fIE L

o REMRHEO BEEL, REESKBMOLIPBFICMTTZELEBEICANT LT,

#HHR X DNA B 2 R LGS Lf:ﬁﬁ':ﬁﬂ)ff@iﬂi\% LRBEIZZETHLINE
IMOREwREFDH ZE Th D, L LEZEMFHEE, HYoLeVaH il ofkhm 2 £4h
L 9% X0 20l e B ao s s %E%Lt BlE. RETRETH D,
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AR
7 LIV — BRI BT R

a1 —IZCDIT

1. 422 DNA AW Ko TER SN FTICRBBL Lo ¥ R 7 H Th o T, mid i
ICEET AR DD b DITVFR L, 7 LAF—F BRI OV TIMET & Th 5,
ZORE B ICRBL LT & X7 BITRE O AR E U s U COEZ R H 5 Al
REMERH S D THLNE H ), ETeBRMEESICBWTEHROZ X7 ik D5 N x1Txt
LCT VAR GEF &R TR H 20 E 9 hEBETRETH D,

CBUE, BITICRBLLIZ X VO MIBT AT VAKX KIS PRI W TEE T
E DMERRRIL RN, TR T X 0 2B ER T2 BERER 7285 O 154 A
T, FTCRB LT Z R EDOT LAXF =BT 28BS S Tnd, H—
ORI TII 7 TRA TE RN, ZOFETIIEREEOE® - 77— X ICHXK
TORPWEBEL TV D,

FEAMAEAR (X, HRE S NI ENRMT VLT TH D RN B D0 E D IO A i
H5ZLTHD,

Y7 a 2 b

4, Fi-\ZBB LT Z R EOT VAKX —F RN I 551 BEIL, AKX R
BOMAEIR, Y2 X BEERMOT VLA DT X BRI I DA =B
BILOBENFEEZRET 22 L THDH, ZHUTITER ORI T DR, BV e,

W - BERILBZR ENEENDD, ZHUTRE SR,

5. H— OB CIIRE NREIC T2 b FMgE RISOEEMNZ THRITE W=D, Fiics
B2 o B S EZAONCTHD0H1 BPEL, Si-lc B L2 g

1 ORISR, FICRB L XTI NVT UM E IR OO NGIR B OB REEN B D h
EIDEFHET 27 DIEAT 2 2 L TE AR, BREEORBEIIEEIC, [H#L X DNA BAEYFIHA
DOLEWFHH O LT A TA RTA4 ) ORT 7T 747 TR EBOTM] THo T\ 5,

ELZOHET ART VLR —§ERN 2 BRY & LIS EEM D] S T 2 56 138 O RN 3#

THTEIETER,
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EBEICHENL SN T WD T LT AZEIT 57 2 7 BEELSE K O E OB b7 tEE
IZHOWT, BIAEEHE L THET S22 L ThbH, 20D, iz DNA MAEM%E
HWTAER SN BB L2 o 7 EE5BEL, E213B 0GR O 2D X
VT EEARK - BETOMERH D, EHLLDOGEAEIZBNTYH, EOWE DX
DNA AW THEMR I D b O LIS - BERER - A LFRICRFE TH D 2 L 2RT
EThHL, EEPELRDZE (BRI LUFEER) IZXEVEZD 95 2 HFREEH
BRI BEOT LVR—FRIEICEEE 5 2 D ATREE B D720 RBUE R OBRIRIC
ITRFICEBEEZL O RETH D,

6. XU\ EHOBEIRIZE L T VAR —FISEFHERT D2 ENHBN TN LN E 9
ERONCT D2 ENEETH D, MO T LT —af MBIk 286 11X
ﬂ%%ﬁ%m%dﬁ%5f&w§ﬁ£ﬂéh&w@@\7vw&y%z—Fm¢é%@
LAGET RETH D,

v v a 3 —Y D

v a03.1—% T EOMEETR

7. ## 2 DNA WAMFIAR S OLENZ BT 57 =20 —# e LT, #E5HRIZET 2
TUAF—FRMEICET O METETHERE LTURTRETH D, ZHUTE D, BT
DT LT —FRIEMARTIT. IgE BRSO E 7 IR - ST L L — 05
RS AF TE LG L LTERSINDI THA O, HAZ 7 HORARIRIZ O
TOFEPFHFLNIUL, T L AF—FRBMUGHHIC BN TEE T RE FEHET — 2 2
HONIR D, Zhilid, A7V —=v72 B L3 5MEOMMATRENE, 7 L —
FOSOREAR « FREE - B ORI, MENREB L0 I 7 midy), £/ (TERL) €
DEFGIRIC RS DBERI DT LV X —3F 51k & 7 H O EMLEERY » 5o SR ReE 23
BEND,

3.2 —7 X/ BEECHFAIR]

8. BECHIFHRIELER D HIE, F- TR L& v R0 B OREEN EOREREMD T LV
EHPIL TV D0 EFMT2 2 ThDH, ZOEHIE. Yikd I ENT LLX—F
YRR T LMEIDERBETH LA D, BB L2 TOX LRI BEOE

ERTOBEAMOT LG v L 2 2 LI X DB IFERI OFR A 2 Fhi§ 5 2N &
%, FASTA F7213BLASTP 72 Effixip 7 aY Xa (BBEOTE) 2H0VTHREZIT
VORISR ELE R TRITRETH D, ERTE N—T ZRT RO H HE
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2B BT D702, EfT D2FE—07 I BEHOBRBHRFEC L 2mE R E %
FEhid 2EEbH D, T DT X MOREDOBEIL, Bt E 73RBS IR R
U % AIRENE 2 FARIRICHN 2 D T2 DR AR IE S PEICEE DS NE TH D2 EFHITE
D DHFEREFD IO, BREFHOHRA - FHEFEEZHNDXETH D,

9. 80 LA LT I FEEHT3BULL EDE—ME (2001 FEFA0/WHO) 23FRD BV D h, E72iE
Z OMOFFRNTIEY 2R HER & 25813, i IlCRE LIy 7 B BT L
7 DRIODIgE RAGD ARettE 2 BT & Th b, EBIORFIFAMNZ FTREIC T 5
T2, BTCRB L& o 7B LMD T LV v ORI ORISR E e S5 67z
BFMRITT R TRETRETH D,

10. FECFIFHIEIBFICICIZ S HDFEDORA N H 5, FriZ, HRIZBWTE—RICFIH T 57—
B _R— 2 L BRI T AR O T LV L ORFNCIRE S5, 1gE ik & R
WA TREZR IR = B b — 7 ORHICB W T H Z DO ESRE N IBA 1 H 5,

1. BAARERAE T~ A T ADRERN D & Bzl BL L Z X7 HIFEEF O T 1L
T oTiER K BEROT LAVS AR D A8 EOGHEDMENZ E DD, A ERELAIHE
AR 7202 & 2R TR RGO N A . B L2 "V EDT LV X —6%
PRI B W CZOFHETEEDEZOMOT —F L EbETEETRETH D, HEIC
ST, ERHMEEERTNETHD (B7 a4 BLUS 2R) , EAFHREKRE TS
T ADFERNTTGA, FiTlCRB LT X T EIXT VLR —F3METH D aleerEd &
WZ LAY, ZORLE S LIZRENT AUNERD HHAE, FE ST LLX—FR
PEEEFATRIC T L CRIE S N MB A 0 Il 2 AWV TR+~ & TH 5,

7 a3.3 X7 UME

12. WS DODRDEMT LILT AAZEBNT, X7V HRICHT DERRO b TR Y |
ARV AR D & 7 L L X —FF R IIAABIBIR Y B D, o T wE ARG
T CRTVUPEET D GBI E X B ORI DR b hHaid, S
ST EAT OIS TE L= 2 VXV BN T VLR —FRIETH 5 iRt 2 i~ 5 LENH
Do BAMENR DV +ITHEESNTeA"T L T v b 3 — VgL SR, T D J5E
DENEREEDATRRMENR D D, LinL, X7V UMER W GE b BTTICRBL Lo & v

22001 4FFAO/WHO £IIMAE CTHAT IR —7 3 /BEEEE8 756 ST L2 R Lz L3ish
TW5, EMEMNEETHW AT T REESIRD 721 UE D 72 T ERARGHE & 70 B aTREMED BV, 612,
HWBXRTF REHIDRZ T IULZIE EBEEORTEEEN < 720 . I OFIEN TR 5,
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NIENRREET VLT o ThH D RN R PR 5 Z L ITIF RGN I EEBETNETH
60

13. RXT VUMMM v b a— 3 HRI DD, oOBREZE e ha—Lnd b
ZELEEEINTWA, B4R ENNE, BloT e Fa— &2 AT Ky,

v I a4 FHEMEAT )V —=7

14, TUAF—FRMETH L Z EPWALNRMERRICHERT 20 E 3B Mmoo T vrsr
EEHIFREINE 2G5 & R G2 oW T, MIESFIH T& 23581308 F0MRE
IZBIT 2R EFEMT RETHD, Yk VT EOMBIRICKTT 57 L —23E
IRENZHGES N TEADMEZHNT, A1 B hr 7 v EAIZBNTH /X7 EHDIgE
7T AHEE OREBFESEZRARD Z LN TE D, ZORBRICE W CHEE BRI,
F o3 e B DE NI S MIERFHENDHE D N TH D5, SHIZ, AR s
eIz, MIFOE ET v FIREEELT 20ERH D, HEROT LV X —a6%5%
PEN AR TH Y . BEHOT LS AT HBEAIMEMEZ R S 220 & R 7 BFIZO0
T, AT 7 I 71T IR L &9 BRI T 2581%, ENEA 7 V) —=>
ThEBETDHENTED,

15. BEAIOT LA —FRMEMETRICH R T D87 IC BB LI ¥ RV DS, A8
kv DR RREICE T DA RS T T TRV EEBE X LN, FET A R
T AEART B b a— L7 ERRRBR AT RE Th De, 29 LIZRBRIZI T D50
FEEILT VLA L OFREME A R,

Y7 a5 —FOMoOREEE

16. HF7oIZRBBL LT X7 BTkt T HHxtigiz s L ORET 285N ToRE3, & b

s FHEABIER DHENLIT ISV TOREER 7 (1995 42) IR 2 s & - (Astwood fil, 1996 4F)
4FAO/WHO ATRHMFSFHMET (2001 ) .

s S FT 7 ) uP—EHAELOT LV X—FEREMEICE T HSFAOMWHO ARl%# (2001 4F1 HA22~25 H.
AZVT - mo—=) OWEEZ LN, FET VLTV ORE, By LI ERT VLS VT
W2 L & 99%fEFEIT T D T DITITRARS SDOBHMMENLETH D, FEKIC, HEFEET LT ATHO0
TIA U EMZ W 72012324 OEMERLETH L, ZNETOEOIMIGITRBRO 72 DIZITF|
HATERNZ ERRFH STV D,

§ =7 AEROMIEIZEIT HFAO/WHO A A1 5P 5 437 (2001) & 2 &,
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17.

3

DEFIZKTT 2D U A7 OR[EEMICET 2R AR e 525 L b, %
DR, HWH SN DM TORESCENNRER LR OX R EOGFEIRIET B
T 5 T, BB MOREEEETRXThH D,

BRI G & BAR ORI, FHMEFIEO—BRE L COHTICRBL L4 V08
DT LIILF—FFHEMEMIC BN TEOMOHERLFELEZR L THAE LR, Z
I LI HIEFRENICEHETE L L0 THHRETHD, ZHUdix, ENIMEA 2 U
—=7 (REICBET 5 B SEICHT 5 7 LV — OIS D BRI AERE ST
LN DMIFIZIS T D 1eE HEE OFHM)  EEIMIE /N 7 OBHJE. BT 7 L O],
T Mfld=t b =77 LT D D HIENE T — 72OV T ORI LT ¥
VR BICET A EINE END,
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