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Microarray analysis has become a widely used tool for the generation of gene expression data on a
genomic scale. Although many significant results have been derived from microarray studies, one lim-
itation has been the lack of standards for presenting and exchanging such data. Here we present a
proposal, the Minimum Information About a Microarray Experiment (MIAME), that describes the min-
imum information required to ensure that microarray data can be easily interpreted and that results
derived from its analysis can be independently verified. The ultimate goal of this work is to establish a
standard for recording and reporting microarray-based gene expression data, which will in turn facil-
itate the establishment of databases and public repositories and enable the development of data analy-
sis tools. With respect to MIAME, we concentrate on defining the content and structure of the necessary
information rather than the technical format for capturing it.

Introduction

After genome sequencing, DNA microarray analysis! has become
the most widely used source of genome-scale data in the life sci-
ences. Microarray expression studies are producing massive
quantities of gene expression and other functional genomics
data, which promise to provide key insights into gene function
and interactions within and across metabolic pathways>.
Unlike genome sequence data, however, which have standard
formats for presentation and widely used tools and databases,
much of the microarray data generated so far remain inaccessible
to the broader research community.

Several factors contribute to the barrier to widespread access to
microarray data. The field is young and has only recently
approached the maturity needed to identify important aspects of
the data. In addition, gene expression data are more complex than
sequence data in that they are meaningful only in the context of a
detailed description of the conditions under which they were gen-
erated, including the particular state of the living system under
study and the perturbations to which it has been subjected. In con-
trast to an organism’s genome, there are as many transcriptomes as
there are cell types multiplied by environmental conditions. More-
over, comparing gene expression data is considerably more diffi-

cult, because at present, microarrays do not measure gene expres-
sion levels in any objective units. In fact, most measurements report
only relative changes in gene expression, using a reference which is
rarely standardized. Finally, different microarray platforms and
experimental designs produce data in various formats and units
and are normalized in different ways, all of which makes compari-
son and integration of these data an error-prone exercise>®.

Although the largest microarray laboratories have established
their own databases’, microarray data accompanying publica-
tions are typically reported on authors’ web sites using a variety
of formats, if they are accessible at all. Exactly what annotation
should be provided for microarray data is open to debate, but it is
clear that most of the publicly available data are currently not
annotated in sufficient detail for use by independent parties (in
fact, they are often not annotated at all). The reported data are
often completely ‘stripped” of all the evidence about the quality,
reliability and possible error levels of particular data points. For
instance, for two-channel microarray data, it is common to
report only the background subtracted signal ratios without
indicating anything about the absolute signal and background
levels. Yet these are important for assessing the reliability of the
measured expression for each arrayed gene.
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It is widely acknowledged that there is a need for public repos-
itories for microarray data®®, whose functions would include
providing access to supporting data for publications based on
microarray experiments. Such repositories are under develop-
ment by the National Center for Biotechnology Information
(which has developed the Gene Expression Omnibus), the DNA
Database of Japan, and the European Bioinformatics Institute
(which has developed ArrayExpress); however, it is less clear
exactly what information should be stored in such databases.
Should databases store raw microarray scans (images), or is one
final summary scalar per array element (such as one green/red
ratio per spot for two channel platforms) sufficient? Or should
some intermediate data, such as the complete output from a par-
ticular image analysis software package, be used instead? And
should this be reported as ‘raw’ data or should it be normalized?
What information about the experimental set-up should be
required? And how should the array elements (printed spots or
features) be annotated to facilitate an understanding of the
experimental results?

The precise nature of the information to be stored will be dic-
tated by the function of the particular database or repository. If
the unique goal of the database is to archive supporting data for
published experiments, it can be assumed that the publications
themselves will provide information explaining the database
entries. It may be argued that it can be left to peer review to
ensure that a particular publication together with the respective
database entry contains the information that is necessary to ver-
ify and reproduce the experimental results. It is unlikely, how-
ever, that such a system could be effective or scalable. Moreover,
the value and usefulness of such a nonstandardized database
would be considerably limited. For instance, it would be difficult
to use the database for high-throughput automated data analysis
or mining. The experience of the sequence databases over the
past decade unequivocally demonstrates the strategic impor-
tance of structured, consistent annotation applied early in the
process of data generation.

We believe that it is necessary to define the minimum informa-
tion that must be reported, in order to ensure the interpretability
of the experimental results generated using microarrays as well as
their potential independent verification. Here we propose a doc-
ument called MIAME, the Minimum Information About a
Microarray Experiment, as a starting point for a broader com-
munity discussion. To make the task more manageable, we focus
on microarray-based gene expression data, which arguably cov-
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Fig. 1 Conceptual view of gene expression data. The model has three parts: (i)
gene annotation, which may be given as links to gene sequence databases, (ii)
sample annotation, for which there currently are no public external databases
(except the species taxonomy) and (iii) the gene expression matrix, in which
each position contains information characterizing the expression of a particu-
lar gene in a particular sample.

ers the most popular applications of microarray technology. We
believe that the adoption of such a standard will facilitate the
establishment and usefulness of microarray databases. MIAME
should also prompt microarray manufacturers and software pro-
ducers to develop adequate microarray laboratory information
management systems (LIMS), enabling the production and cap-
ture of MIAME-compatible primary data at the bench.

The idea of having a defined minimum standard for information
associated with experiments is not new to life sciences. A similar
mode of operation has been adopted by the macromolecular struc-
ture community (see, for example, http://msd.ebi.ac.uk/), where
most journals require submission of a well-defined minimum of
raw data associated with publications. Not unlike crystallography
data, those generated by microarray experiments are usually of a
size and complexity that are meaningless to the general research
community unless a minimum defined standard states what data
are sufficient to support and verify conclusions.

Over and above representation of expression measurements,
MIAME addresses the need for the comprehensive annotation
necessary to interpret the results of microarray data. It is plat-
form-independent but includes essential evidence about how the
gene expression level measurements have been obtained. The
first version of a MIAME document (MIAME 1.0) was recently
completed and is used here as the basis for this discussion (Web
Note A). A glossary of terms (Web Note B) and an example of a
MIAME-compliant description of an experiment (Web Note C)
were prepared to facilitate discussion of the proposed standard.
MIAME is being developed by the Microarray Gene Expression
Database group (MGED; http://www.mged.org/), a grass-roots
movement to develop standards for microarray data®>. MIAME
1.0 was approved in the MGED 3 meeting in Stanford University
on 28-31 May 2001. It should be noted that MIAME does not
specify the format in which the information should be provided,
but only its content. A technical data format to capture microar-
ray information in a form that includes MIAME requirements is
being developed in a collaborative initiative coordinated by the
Life Sciences Research Task Force of the Object Management
Group (OMG) and, in fact, is well under way.

Gene expression—a conceptual view

A collection of gene expression data can be viewed abstractly as a
table with rows representing genes, columns representing vari-
ous samples and each position in the table describing the mea-
surement for a particular gene in a particular sample (Fig. 1). We
call this table a gene expression matrix. In addition to the matrix,
a description of a microarray experiment should also contain
information about the genes whose expression has been mea-
sured and the experimental conditions under which the samples
were taken. The information required to describe a microarray
experiment can be divided conceptually into three logical parts:
gene annotation, sample annotation and a gene expression
matrix (Fig. 1).

Ideally, we would like to measure amounts of gene expression in
natural units, such as mRNA copies per cell!, and to have an error
estimate or reliability indicator such as the standard deviation (s.d.)
associated with each value. There are a number of experimental
challenges, however, that make direct measurement of gene expres-
sion difficult. Raw data from microarray experiments are images
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Fig. 2 Three levels of microarray gene
expression data processing. The raw
data from microarray experiments are
images. These images have to be
quantified by image analysis soft-
ware, which identifies spots related
to each element on the array and
measures the fluorescence intensity
of each spot in each channel,
together with the background inten-
sity and a number of other quantifica-
tions, depending on the particular
software (microarray quantification
matrices). To obtain the final gene
expression matrix, all the quantities
related to each gene (either on the
same array or on replicate arrays)
have to be combined and the entire
matrix has to be normalized to make
different arrays comparable.

raw data

array scans

from hybridized microarray

scans that have to be analyzed to

identify and quantify each fea-

ture (spot) in the image. A DNA

sequence may be spotted on a

microarray several times; in addition, several distinct DNA
sequences may be spotted that map to the same gene. To yield a sin-
gle value for these, the corresponding measurements have to be
combined. Moreover, the same biological condition can be mea-
sured in several (replicate) hybridizations, and the information
from all replicates has to be summarized to derive a single gene
expression data matrix. Finally, to compare microarray data from
several samples, the data must be appropriately normalized.

There are at least three levels of data relevant to a microarray
experiment: (i) the scanned images (raw data); (ii) the quantita-
tive outputs from the image analysis procedure (microarray
quantitation matrices); and (iii) the derived measurements (gene
expression data matrices; Fig. 2). There is an important series of
transformations leading from raw data to the gene expression
matrix, and the steps involved are far from being standardized.

As there are no widely used standard controls for microarray
assays, microarray data from different sources use different mea-
surement units whose conversion factors are typically unknown
and may even vary depending on expression level. This indicates
the necessity to record not only the final gene expression matrix,
but also a detailed description of how the expression values were
obtained, if verification of the data is to be ensured. Conse-
quently, the nature of the data that must be recorded necessarily
becomes more complex.

Because microarray data have meaning only in the context of
the particular biological sample and the exact conditions under
which the samples were taken, a major element of the standard
that we propose addresses sample annotation. For instance, if we
are interested in finding out how different cell types react to
treatments with various chemical compounds, we must record
unambiguous information about the cell types and compounds
used in the experiments. This information should be contained
in sample annotation.

Although gene annotation can to a certain extent be expressed
by links to sequence databases, the possibly complicated many-
to-many relationships between genes in the gene expression
matrix and elements on the array make it necessary to provide a
full and detailed description of each element on the array.

General principles of MIAME design

As a starting point, we propose that for the data and annotations
from microarray experiments to have the most value, they should
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satisfy the following requirements: (i) the recorded information
about each experiment should be sufficient to interpret the experi-
ment and should be detailed enough to enable comparisons to sim-
ilar experiments and permit replication of experiments and (ii) the
information should be structured in a way that enables useful
querying as well as automated data analysis and mining.

The first requirement implies that a detailed annotation of the
sample and other experimental conditions should be recorded and
that some reliability estimates of particular data points should be
given. For example, red/green ratios alone for two-channel plat-
forms cannot normally be regarded as sufficient[] currently there is
no widely accepted method for indicating the confidence in a mea-
surement, and much intensity-specific and expression-level infor-
mation is lost. The necessary level of detail and whether the raw
image data should be included are less obvious and are still widely
discussed in the microarray community.

The second requirement implies the need for controlled vocabu-
laries and ontologies to represent data as well as the need to limit
free-format text only to cases where more structured representa-
tions are not feasible. This includes the use of a standardized
nomenclature for the description of biological samples and condi-
tions. The nomenclature may be as simple as a controlled vocabu-
lary or as fully developed as an ontology. Usage of the same
taxonomic classification  (http://www.ncbi.nlm.nih.gov/Taxon-
omy/) is an example of an ontology that allows researchers to
unambiguously determine the phylogenetic relationship between
organisms. Unfortunately, such resources are not available for
many other types of sample annotation, particularly those specific
for individual species, such as ‘developmental stage’ (see the MGED
Ontology Working Group home page for reference). A practical
approach may be to initially use free-text descriptions for some
sample annotations, despite the difficulty of incorporating them in
automated queries. The use of free text may be sufficient, for exam-
ple, in describing details of a laboratory protocol. A reference to a
publication describing the experiment is an alternative; however,
there are obvious drawbacks to not having information in hand for
either queries or browsing.

Although the goal of MIAME is to specify only the content of
the information and not the technical format, MIAME includes
recommendations for which parts of the information should be
provided as controlled vocabularies. The distinction between
free-text format and controlled vocabularies influences the
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Fig. 3 A schematic representation of six components of a microarray experiment.
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all the necessary information
to understand how conclusions
were reached. Note that we
assume that data will be pro-
duced by different experimen-
tal platforms and laboratories,
which means that few default
assumptions can be made and
most of the information
should be reported explicitly by
each laboratory.

In developing MIAME, we
have sought to find a compro-
mise between placing a burden
on data producers to annotate

gene

information content: a defined term taken from a given con-
trolled vocabulary is more precise in its meaning than the same
term used in a free-text field and can provide more advanced
data query and analysis options. As the majority of the necessary
controlled vocabularies do not exist, the MIAME definition
includes lists of ‘qualifier, value, source’ triplets, which authors
can use to define their own qualifiers and provide the appropri-
ate values. For instance:

qualifier: cell type

value: epithelial

source: Gray’s anatomy (38th ed.)

or

qualifier: treatment

value: 15" heat shock

source: Smith and Jones, Nature Genet. (1992)

Given sufficient detail by the author, these triplets can fully
describe a particular aspect of an experiment. The idea stems
from the information sciences, where a ‘qualifier’ defines a con-
cept and a ‘value’ contains the appropriate instance of the con-
cept. ‘Source’ is either user-defined or a reference to an externally
defined ontology or controlled vocabulary, such as the species
taxonomy database. The judgment regarding the necessary level
of detail is left to the data providers. In the future, these qualifier
lists may be gradually supplemented with predefined fields as the
respective ontologies are developed.

The aim of establishing microarray databases should be kept in
mind, although the MIAME document is conceptually indepen-
dent from it. An important principle in MIAME is that its parts
can be provided as references or links to pre-existing and identifi-
able descriptions. For instance, for commercial or other standard
arrays, required information needs to be provided only once by
the array supplier and referenced thereafter by the users. Stan-
dard protocols also need to be provided only once after they are
established, whereas specific deviations and parameters may be
provided with each experiment (note that this would allow users
to create a library of standard protocols). It is necessary that
either a valid reference or the information itself be provided for
every experimental data set.

There is one important additional principle underpinning
MIAME: as microarray technology is developing rapidly, it
would be counterproductive and unrealistic to impose on users
any particular platform, software or methods of data analysis.
Instead the standards should simply require the description of
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experiments in elaborate detail
and ensuring that data are
annotated in enough detail to be useful to the general research
community. Too much detail may be too taxing for data produc-
ers and may complicate data recording and database submission,
whereas too little detail may limit the usefulness of the data.
MIAME is an informal specification, the goal of which is to guide
cooperative data providers. It is not designed to close all possible
loopholes in data submission requirements. MIAME is not
designed as a ‘questionnaire’ that can be filled in, but only as an
informal specification on which microarray experiment—annota-
tion tools may be based.

The six parts of MIAME
We define a microarray experiment as a set of one or more
hybridizations, each of which relates one or more samples to one
or more arrays. The hybridized array is then scanned and the
resulting image analyzed, relating each element on the array with
a set of measurements (Fig. 3). The data are normalized and
combined with data from replicate hybridizations.

The minimum information about a published microarray-
based gene expression experiment includes a description of the
following six sections:

1. Experimental design: the set of hybridization experiments
as a whole

2. Array design: each array used and each element (spot,

feature) on the array

Samples: samples used, extract preparation and labeling

Hybridizations: procedures and parameters

Measurements: images, quantification and specifications

Normalization controls: types, values and specifications

oW

Each of these sections contains information that can be provided
using controlled vocabularies, as well as fields that use free-text for-
mat. Here we discuss only the general information required in each
of these sections; for a full description, see the MIAME document
(Web Note A), which includes a sample experiment described
according to MIAME requirements. We do not discuss why we
regard each of the MIAME elements as necessary, but we hope that
this follows from the principles discussed in the previous sections.

In constructing the MIAME standard, we were careful to include
as much relevant information as possible to aid in the interpreta-
tion of the results of each microarray experiment. Some have sug-
gested that this is excessive as, for example, sample preparation and
labeling protocols typically appear in the Methods sections of pub-
lications associated with microarray experiments. Although these
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assertions are merited, we believe that the comprehensive nature of
MIAME confers distinct advantages without imposing an excessive
burden on submitters of microarray data. There are a number of
reasons for this. First, stand-alone entries make the use of a data-
base inherently more efficient. Second, a collection of protocols in a
relatively standard format (including controlled vocabularies)
would facilitate comparison and usage of the protocols by third
parties. Third, not all journals publish experimental protocols in
sufficient detail (often due to length considerations) for others to
reproduce them. Fourth, once this information has been prepared
for a journal publication, providing it for a database submission
should not constitute significant additional effort. Moreover, jour-
nals are increasingly relying on electronic release of both protocols
and the data supporting published reports, and the MIAME stan-
dard would allow for a uniform presentation of such information.

Part 1: Experimental design. This section describes the exper-
iment as a whole, which may consist of one or more hybridiza-
tions. Normally an ‘experiment’ should include a set of
hybridizations that are inter-related and address a common bio-
logical question, such as all hybridizations relating to research
published in a single paper. Each experiment should have an
author (submitter) as well as contact information, links (URL),
citations and a single-sentence experiment title. The section also
includes a free-text format description of the experiment or a
link to an electronically available publication.

The minimal information required in this section includes the
type of the experiment (such as normal-versus-diseased compar-
ison, time course, dose response, and so on) and the experimen-
tal variables, including parameters or conditions tested (such as
time, dose, genetic variation or response to a treatment or com-
pound). This section also provides general quality-related indi-
cators such as usage and types of replicates and quality-control
steps (such as dealing with low-complexity sequence-induced
nonspecific hybridization). Provided in a format of controlled
vocabularies, these will enable accurate queries and more formal
data analysis than free-text descriptions.

Finally, this section specifies the experimental relationships
between the array and sample entitiesU] that is, which samples
and which arrays were used in each hybridization assay. Each of
these will be assigned unique identifiers that are cross-referenced
with the information provided in the following sections. This
information will allow the user to reconstruct unambiguously
the experimental design and to relate together information from
further MIAME sections.

Part 2: Array design. The aim of this section is to provide a
systematic definition of all arrays used in the experiment, includ-
ing the genes represented and their physical layout on the array.
There are two parts to this section. The first is a list of the physical
arrays; each member of the list is a simple description that gives a
unique ID to each array used in the experiment and a reference to
a particular array design. These designs are described in the sec-
ond part of the section.

In the context of a database, array types should be defined and
submitted only once by the array provider and referred to thereafter
by users of the arrays. The array-type definition includes informa-
tion common to all arrays of a particular type (such as glass-slide
spotted with PCR-amplified cDNA clones) as well as precise
descriptions of the physical content of each element (spot or fea-
ture). This section consists of three parts: (i) a description of the
array as a whole (such as platform type, provider and surface type);
(ii) a description of each type of element or spot used (properties
that are typically common to many elements, such as ‘synthesized
oligo-nucleotides’ or ‘PCR products from cDNA clones’); and (iii)
a description of the specific properties of each element, such as the
DNA sequence and, possibly, quality-control indicators.
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The challenge for element definition is to achieve a unique and
unambiguous description of the element. Because references to
an external gene index may not be stable, it is essential to physi-
cally identify each element’s composition. Disclosing the nature
of the relationship between an array element and its cognate
gene’s transcript allows informed assessment of an element’s
potential for nonspecific cross-hybridization or its capacity to
distinguish alternative splice variants. Thus, where elements are
based on ¢cDNA clones, PCR amplicons or composite oligonu-
cleotides, it is necessary that clone IDs, primer pair sequences or
oligonucleotide sequence sets, respectively, are specified. In the
case of commercial arrays where such details may be proprietary,
MIAME allows for a compromise: instead of the actual probe
sequence, the reference sequence from which the probe was
derived may be specified. Although we do not consider this to be
ideal, as the probe sequence may affect the results and interpreta-
tion of hybridization, it does allow commercial organizations to
protect their intellectual investment in developing their array
reagents while providing the minimum information necessary to
uniquely identify the array elements.

Part 3: Samples. This section describes the second partner in
the hybridization reaction: the labeled nucleic acids that repre-
sent the transcripts in the sample. The MIAME ‘sample’ concept
represents the biological material (or biomaterial) for which the
gene expression profile is being established. This section is
divided into three parts which describe the source of the original
sample (such as organism taxonomy and cell type) and any bio-
logical in vivo or in vitro treatments applied, the technical extrac-
tion of the nucleic acids, and their subsequent labeling.

As the characteristics necessary to accurately define a biologi-
cal sample vary greatly from organism to organism, most of the
biological sample definition is provided as an adaptable list of
‘qualifier, value, source’ triplets (such as ‘strain ‘129P1-Lama24”
or ICSGNM’). Currently, the single common feature of all sam-
ples is the organism’s taxonomic definition. A list of qualifiers
initially left at a submitter’s discretion may progressively be made
standard when applicable ontologies are made public.

As for laboratory protocols for sample treatments, sample
extraction and labeling, these will need to be specified initially as
free-format text. Again, it is anticipated that popular protocols
will be provided once and referred to thereafter by submitters
pointing out the exact parameters and deviations from the stan-
dard protocol. Knowledge of these protocols may be important
for interpreting the data.

Part 4: Hybridizations. This section defines the laboratory
conditions under which the hybridizations were carried out.
Other than a free-text description of the hybridization protocol,
MIAME requires that a number of critical hybridization parame-
ters are explicitly specified: choice of hybridization solution
(such as salt and detergent concentrations), nature of the block-
ing agent, wash procedure, quantity of labeled target used,
hybridization time, volume, temperature and descriptions of the
hybridization instruments.

Part 5: Measurements. The actual experimental results are
defined in this section. It consists of the three parts discussed
in Section 2, progressing from raw to processed data: (a) the
original scans of the array (images), (b) the microarray quan-
tification matrices based on image analysis, and (c) the final
gene expression matrix after normalization and consolidation
from possible replicates.

Image data should be provided as raw scanner image files (such
as TIFF), accompanied by scanning information that includes rel-
evant scan parameters and laboratory protocols. MIAME does
not require a particular image format, only that submitters pro-
vide the original scans upon which data quantification was based
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in a format readable by generally available software. Storing the
primary image files would require a significant quantity of disk
space, and there is no community consensus as to whether this
would be cost-effective or whether this should be the task of pub-
lic repositories or the primary authors. Nevertheless, as images
represent the primary data from a microarray assay and the algo-
rithms used for analysis can affect the conclusions that are
reached, the current MIAME standard includes a specification for
image deposition. As scanning protocols and image analysis
methods mature, this mandatory requirement on image files may
be revisited.

For each experimental image, a microarray quantification
matrix contains the complete image analysis output as directly
generated by the image analysis software (normally provided as
separate spreadsheet-type files). Note that for a given image this
is a 2D matrix, where array elements (spots or features) consti-
tute one dimension and quantification types (such as mean and
median intensity, mean or median background intensity) are the
second dimension. We also provide in this section the co-lateral
information needed to understand how image analysis was car-
ried out, in particular the software used, the underlying method-
ology (such as algorithms and statistics), all relevant parameters
and the definitions of the quantifications used (such as mean or
median intensity). Note that if authors use their own custom-
made (or customized) image-analysis software, the specification
of its output is not formally dictated by MIAME. Nevertheless, in
the spirit of MIAME, the output should include the information
that permits the nature and quality of individual spot measure-
ments to be assessed.

Finally, the gene expression matrix (summarized information)
consists of sets of gene expression levels for each sample. If
microarray quantification matrices can be considered
spot/image centric, then the gene expression matrix is gene/sam-
ple centric. At this point, the expression values may have been
normalized, consolidated and transformed in any number of
ways by the submitter in order to present the data in a form
amenable to scientific analysis. Rather than attempting to impose
a standard for gene expression values, MIAME indicates pre-
ferred detailed specifications of all numerical calculations
applied to unprocessed quantifications in (b) that have led to the
data in (c). Experimenters are encouraged, though not required,
to provide reliability indicators (such as s.d.) for each data point.

Part 6: Normalization controls. A typical microarray experi-
ment involves a number of hybridization assays in which the data
from multiple samples are analyzed to identify relative changes in
expression levels, identify differentially expressed genes and, in
many cases, discover classes of genes or samples having similar
patterns of expression. A typical experiment follows a ‘reference
design’ (more sophisticated loop designs have been proposed!!,
although these have not yet been widely adopted) in which many
samples are compared to a common reference sample so as to
facilitate inferences about relative expression changes between
samples. For these comparisons, the reported hybridization
intensities derived from image processing must first be normal-
ized. Normalization adjusts for a number of technical variations
between and within single hybridizations, namely quantity of
starting RNA and labeling and detection efficiencies for each
sample. There are a variety of normalization schemes in use,
including total-intensity, ratio-based and both linear and nonlin-
ear regression techniques. In addition, these analyses may be
based on either the complete data set, a user-defined subset of
genes (often a set of ‘housekeeping genes’ thought not to change
their level of expression under the conditions used) or exogenous
genes for which RNA is ‘spiked” into the initial samples of inter-
est. Whether used for normalization or not, the use of exogenous
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controls is becoming increasingly common both for quality con-
trol within single arrays and for array-hybridization compar-
isons within and between platforms.

Section 6 of the MIAME standard provides an opportunity for
the specification of parameters relevant to normalization and
control elements. Our proposed standard includes (i) the nor-
malization strategy (spiking, housekeeping genes, total array,
other approach) (ii) the normalization and quality control algo-
rithms used, (iii) the identities and location of the array elements
serving as controls, as well as their type (spiking, normalization,
negative or positive hybridization controls, landing lights’ to
assist spotfinding), and (iv) hybridization extract preparation,
detailing how the control samples are included in sample targets
prior to hybridization.

Discussion

Our goal is to develop a standard that can serve both research sci-
entists and software developers. To that end, we hope that this
description will stimulate discussion of the proposed MIAME
standards and we encourage the microarray community, as well
as the general research community, to provide us with their views
on how this standard can be improved. For this purpose an e-
mail discussion group has been set up by MGED consortium (to
join, see http://www.mged.org).

At first glance, the extent of the information requested in the
MIAME specification may seem daunting. It should be noted, how-
ever, that for most laboratories the majority of the information will
be similar for many experiments, and once that information is
specified, it should not have to be specified again. For example,
most laboratories will use a single design for tens or hundreds of
microarray experiments. The same is true of labeling protocols and
normalization strategies. Describing these and other specifications
has several goals: to help scientists conducting and designing exper-
iments to record appropriate data, to assist those scientists inter-
preting or analyzing those data and to facilitate the design of
databases and software that enable the data to be archived, queried
and retrieved in an intuitive and biologically relevant manner.

We pose several questions to the research community. Is the
current MIAME draft sufficiently detailed to capture the infor-
mation needed to analyze and evaluate microarray data? If not,
what is missing? Or is MIAME already too extensive, requiring
specific details that are unlikely to ever be exploited; if so, what is
superfluous? Are there objections to having a defined minimum
information standard in principle and, if so, what are the alterna-
tives? The goal of our proposal is not to impose specific solutions
upon the community but instead to establish a community-wide
understanding of the optimal infrastructure for the sharing of
microarray data. It is possible that parts of MIAME may be bur-
densome whereas other sections do not offer sufficient detail.
One important consideration is the queries that one would like
to make of a MIAME-supportive gene expression database. Our
development of MIAME was guided primarily by a desire to pro-
vide the information necessary to make such queries.

The MIAME document represents an overall consensus of the
MGED working group on microarray data annotations' in all
parts except section 5(a) concerning ‘hybridization-scan raw
data’ A majority of the working group supports the view that
providing raw image data is an essential part of MIAME. There is
also a considerable minority, however, who do not adhere to this
view. If the consensus emerges that the primary image data are
important, what is the preferred mechanism for ensuring access
to images? Should they be stored in public repositories, or should
the availability of the images be the responsibility of the experi-
menter? We anticipate that the answer to this (and other ques-
tions posed here) may evolve over time.

nature genetics ¢ volume 29 » december 2001



-

i} © 2001 Nature Publishing Group http://genetics.nature.com

Iii © 2001 Nature Publishing Group http://genetics.ngt&rﬁa%entary

A more fundamental question for discussion is whether nat-
ural units for gene expression measurements exist. If so, what
might they be, and can they be calculated from microarray mea-
surements? In the absence of natural units of gene expression,
how should gene expression data be organized, in particular to
facilitate cross-experiment and cross-platform transcriptome
comparisons? Is it possible and helpful to introduce standard
controls and protocols for microarray experiments themselves,
to facilitate comparison of the data?

Once MIAME has stabilized and a general consensus is
reached, we can turn to practical applications. An initial techni-
cal application is to develop a data model that is able to record
MIAME. Such a data model is already being developed within
the OMG with the participation of the MGED consortium
(http://www.geml.org/omg.htm). Founded on this data model is
a standard data-exchange format (an XML description called
MAGE-ML: Microarray Gene Expression Markup Language),
which will allow communication of MIAME supportive data
between local laboratory databases, central archives and stand-
alone analysis packages. The final version of the MAGE-ML stan-
dard has been submitted to OMG, and participating
organizations are already concentrating on the development of
the supporting software.

The next important step is the development of gene expression
databases able to record MIAME information and, equally impor-
tant, of data submission tools. Such tools may include web-based
questionnaires allowing users to enter MIAME information
directly into a database or to export captured data in the standard
format discussed above. In many cases, it is envisaged that most of
the MIAME information will be recorded through local LIMS soft-
ware before being uploaded into central archiving databases using a
standard data-exchange format. As such, the development of such
MIAME-friendly LIMS software will be an important task. We
hope that by adopting and publicizing MIAME, we will encourage
software developers to adapt their tools to this standard.

It is important that the effort to define minimum information
requirements and data-exchange formats is endorsed by many
major commercial genomics and bioinformatics companies. The
availability of minimum data requirements will help in develop-
ing databases that can exchange information with public or other
private databases. MIAME addresses the problem faced by most
commercial gene expression companies of integrating gene
expression data from multiple sources and multiple platforms.

Eventually, when MIAME—supportive public repositories are
established, the general research community must consider
whether full data disclosure should be required for publication.
Journals and funding agencies will also have to consider whether,
in the tradition of DNA sequence and macromolecular structure
data, release of microarray data at a MIAME compliant level
should be required.

In its present form, MIAME 1.0 is the first version of a docu-
ment describing the minimal information required to report an
array based gene expression experiment. Although some of the
current specifications may become redundant or irrelevant as the
technology evolves, extra information may need to be added at a
later date. We therefore plan to couple future versions with
progress in technology and analysis as well as experience gained
within the microarray community. In addition, microarrays can

nature genetics * volume 29 ¢« december 2001

be used for many types of experiment other than monitoring
gene expression (comparative genome hybridization, genome
mismatch scanning, chromatin IP experiments, and so on), and
future versions of MIAME will attempt to accommodate these
other types of data.

During this era of genomic-scale experiments, establishing
expectations for format and content, sharing data and analysis
tools and establishing databases and other resources has
become a widespread problem throughout the life sciences.
For instance, the neuroimaging community seems to be con-
fronted with very similar problems (how to compare data
across different laboratories, a lack of standards for data nor-
malization, a need for standard annotations) and is following a
similar strategy for developing a solution'?. Our hope is that
such an approach becomes the norm by which data presenta-
tion and publication standards are developed in the future. As
such, we look forward to hearing comments and suggestions
from the general research community.

Note: Supplementary information is available on the Nature Genetics
web site (http://genetics.nature.com/supplementary_info/).
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Web Note A

Minimum Information About a Microarray Experiment —
MIAME

Verson 1.0

MGED working group on Microarray Data Annotations (for more information and
joining the group see www.mged.org)
Approved at MGED 3 meseting, Stanford University, March 28, 2001

The god of the MIAME is to specify the minimum information that must be reported
about an aray based gene expresson monitoring experiment in order to ensure the
interpretability of the results, as wel as potentid verification by third parties. This is
to facilitate establishing repositories and a data exchange format for array based gene
expresson data The MGED group will encourag the scientific journds and funding
agencies to adopt policies requiring data submissons to repostories, once MIAME
compliant repositories and annotation tools are established.

Introduction:

The definition of the minimum information is amed a cooperdive data providers,
and isnot intended to close possible loopholesin not providing the informetion.

Among the concepts in the definition is a lig of ‘qudifier, vaue, source triplets, by
means of which we would like to encourage the authors to define their own qudifiers
and provide the appropriate vaues o0 that the list as the whole gives sufficent
information to fully describe the paticular pat of the experiment. The idea sems
from the information sciences where ‘qudifie’ defines a concept, and ‘vaue
contains the appropriate instance of the concept .*Source’ is either user defined, or a
reference to an externdly defined ontology or controlled vocabulary, such as the
gpecies taxonomy database. The judgement regarding the necessary leve of detail is
left to the data providers. In the future these ‘voluntary’ qudifier ligs may be
gradualy substituted by predefined fields, as the respective ontologies are devel oped.

Pats of the MIAME can be provided as references or links to pre-exiding and
identifiable descriptions.  For ingance for commercia or other standard arrays, dl the
required information should normaly be provided only once by the array provider and
referenced theregfter by the users.  Standard protocols should aso normaly be
provided only once. It is necessary that either a vdid reference or the information
itsdlf is provided for every experiment st.



Definition:

The minimum information &bout a published microaray based gene expresson
experiment should include a description of the:

1. Experimenta design: the set of hybridisation experiments asawhole
Array desgn: each array used and each element (spot) on the array
Samples: samples used, extract preparation and labeling
Hybridisations. procedures and parameters

Measurements. images, quantitation, specifications

o o~ WD

Normdisation controls: types, values, specifications

An additiond section deding with the data qudity assurance will be added in the next
MIAME release.

The following details should be provided for each aray, sample, hybridisation and
measurement in the experiment set:

1. Experimental design: the set of hybridisation experiments as a whole

This section describes the experiment, which may consist of one or more
hybridisations, asawhole. Normaly ‘experiment’ should include a set of
hybridisations which are inter-related and address a common question. For instance,
it may bedl the hybridisations related to research published in a Single paper.

a) author (submitter), laboratory, contact information, links (URL), citations
b) type of the experiment - maximum one line, for instance:
normal vs. diseased comparison
treated vs. untreated comparison
time course
dose response
effect of gene knock-out
effect of gene knock-in (transgenics)
shock
(multiple types possible)

C) expeimenta variables, i.e. parameters or conditions tested (e.g., time, dose,
genetic variation, response to a trestment or compound)
d) gngle or multiple hybridisations.
For multiple hybridisations.

serid (yes'ho)

o type(eg., timecourse, dose response)
grouping (yesno)

o0 type(eg., normd vs. diseased, multiple tissue comparison)
Rdationships between dl the samples, arrays and hybridisations in the experiment.
Each sample, each array, and each hybridisation should be given a unique ID, and dl
the relaionships should be listed (with gppropriate comments where necessary). For
instance:
Samples. S1, S2, S3



Extracts: elS], e1S2, e1S3
Labded extracts; 11e1S1, 12e1S1, 11e132, [1e1S3

Array types.  T1,T2
Arrays. alTl, a2T1, a3T2

Hybridisations H1isl1e1S1+11e1S2 on alT1
H2is11e1S2+11e1S3 on a2T1
H3is12e1S1+1e1S2 on a3T2
Note that detailed descriptions of each sample, aray and hybridisation are provided
in further sections. In the general case each sample may produce more than one
extract, and each extract, more than one labeled extract.
€) qudity rdated indicators
quaity control steps taken:
biologica replicates?
technica replicates (replicate spots or hybs)?
polyA tals
low complexity regions
unspecific binding
other
f) optiona user defined "qudifier, vaue, source’ list (see Introduction)
g afreetext description of the experiment set or alink to a publication

2. Array design: each array used and each element (spot) on the array.

This section describes details of each array used in the experiment. There are two
parts of this section: 2.1 describes the list of physcad arays themsdves, each of
these referring to specific array design types described in 2.2. We expect that the
aray desgn type decriptions will be given by the array providers and manufactures,
in which case the users will smply need to reference them.

2.1 Array copy (physical instance)

unique ID asused in part 1
aray desgn name (eg., "Stanford Human 10K set")

2.2 Array design

The section consgs of three pats &) description of the aray as the whole, b)
description of each type of dements (spot) used (properties that are typicaly common
to many dements (eg., ‘syntheszed oligo-nucleotides or ‘PCR products from
cDNA clones), and ¢) description of the specific properties of each dement, such as
the DNA sequence. In practice, the last part will be provided as a spread-sheet or tab-
deimited file.

a) aray rdated information

aray desgn name (e.g., "Stanford Human 10K set") asgivenin 2.1

platform type: in situ synthesized, spotted or other

array provider (source)

surface type: glass, membrane, other
surface type name



physical dimensions of array support (e.g. of dide)

number of dements on the array

a reference system dlowing to locate each eement (spot) on the array (in the smplest
case the number of columns and rows is sufficient)

production date

production protocol (obligatory if custom produced)

optiond "qudifier, vaue, source’ list (see Introduction)

b) properties of each type of elements (spots) on the array; eements may be smple,
i.e, containing only identicd molecules, or compodte, i.e, containing different
oligo-nuclectides obtained from the same reference molecule;

element type unique ID

smple or composite

eement type: synthetic oligo-nucleotides, PCR products, plasmids, colonies, other

sgngle or double stranded

element (spot) dimensions

eement generation protocol that includes sufficient information to reproduce the

dement

attachment (cova ent/ionic/other)

optiond "qudifier, vaue, source’ list (see Introduction)

c) specific properties of each element (spot) on the array:
element type ID from 2.2b
position on the array dlowing to identify the spot in the image (see 5. a) below)
clone information, obligatory for eements obtained from clones:

o clonelD, clone provider, date, availability
sequence or PCR primer information:

0 sequence accesson number in DDBJEMBL/GenBank if known

0 sequenceitsdf (if databases do not contain it)

0 primer par information, if relevant
for composite oligonucleotide e ements:

o0 oligonucleotide sequences, if given

0 number of oligonucleotides and the reference sequence (or accession

number), otherwise

one of the above should unambiguoudy identify the element
gpproximate lengths if exact sequence not known
gene name and links to appropriate databases (e.g., SWISS-PROT, or organism
gpecific databases), if known and relevant
Normdly this information will be provided in one or more Spread-sheets or tab-
delimited files.

3. Samples: samplesused, extract preparation and labeling

By a ‘sample we undersand the biologicd materid, from which the RNA gene
products (or DNA) have been extracted for subsequent labeling, hybridisation and
measuring.  This section describes the source of the sample (eg., organism, cdl type
or line), its treatment, as wel as preparation of the extract and its labding, i.e, dl
deps that precedes the contact with an aray (i.e, hybridisation). This section is



separate of each sample used in the experiment. In practice, if the trestments are
gmilar, differing only dightly, the descriptions can be given together, clearly pointing
out the differences.

a) sample source and treatment (this section describes the biologica trestment which
happens before the extract preparation and labelling, i.e., biological samplein
which we intend to measure the gene expression; for each sample only some of
the quaifiers given below may be rlevant):

ID asused in section 1

organism (NCBI taxonomy)

additiona "qudifier, vadue, source' lig; each qudifier in the lig is obligaory if

goplicable; the ligt includes:

0 cdl source and type (if derived from primary sources(S))

sex

age

growth conditions

development stage

organism part (tissue)

animd/plant grain or line

genetic variation (e.g., gene knockout, transgenic variation)

individud

individua genetic characterigtics (e.g., disease dleles, polymorphisms)

disesse tate or normal

target cdl type

cdl line and source (if goplicable)

in vivo trestments (organism or individud trestments)

in vitro treetments (cell culture conditions)

treastment type (e.g., sSmal molecule, heat shock, cold shock, food

deprivation)

compound

isadditiond dinica information available (link)

0 separation technique (e.g., none, trimming, microdissection, FACS)
laboratory protocol for sample treatment

b) hybridisation extract preparation

ID asgiven in section 1

laboratory protocol for extract preparation, including:

0 extraction method
0 whether total RNA, mRNA, or genomic DNA is extracted
o amplification (RNA polymerases, PCR)
optiona "qudifier, value, source" list (see Introduction)
c) labding
ID asgivenin section 1
laboratory protocol for labelling, including:
0 amount of nucleic acids labeled
0 labe used (e.g., A-Cy3, G-Cy5, 33P, ....)
0 labd incorporation method

optiona "qudifier, value, source" list (see Introduction)

OO0 0000000000 O0OO0OO0

o o



4. Hybridisations: procedures and parameters

This section describes details of each hybridisation in the experiment.  Each
hybridisstion has a separate section 4, though if they ae gmilar they may be
described together.

ID asgivenin section 1

laboratory protocol for hybridisation, induding:

the solution (e.g., concentration of solutes)

blocking agent

wash procedure

quantity of labelled target used

time, concentration, volume, temperature
0 description of the hybridisation ingruments

optiona "qudifier, value, source” ligt (see Introduction)

O OO0 OO0

5. M easurements. images, quantitation, specifications:

This section describes the data obtained from each scan and their combinations

a) hybridisation scan raw data:
al) the scaner image file (eg., TIFF, DAT) from the hybridised microaray
scanning
a2)  scaning informetion:
- input: hybridisation ID asin Section 1
image unique ID
scan parameters, including laser power, spatia resolution, pixel space,
PMT voltage;
laboratory protocol for scanning, including:
scanning hardware
scanning software
b) image andyssand quantitation
bl) the complete image analyss output (of the particular image andyss software)
for each dement (or composte dement - see 2.2.b), for each channd — normaly
given as a spread-sheet or other externd file
b2)  imageandyds information:
input: image ID
quantitation unique 1D
image anays's oftware specification and verson, availability, and the
description or identification of the agorithm
al parameters
¢) summarized information from possible replicates
cl) deived measurement vdue summaizing rdaed dements as used by the
author (this may condtitute replicates of the dement on the same or different arrays or
hybridisations, as well as different el ements related to the same entity e.g., gene)
c2) rdiability indicator for the value of cl) as used by the author (eg., standard
deviaion); may be "unknown"
c3)  specification how ¢l and c2 are calculated
input: one or more quantitation ID’s
the specification should be based on vaues provided in bl



6. Normalisation controls, values, specifications

This section will be further detailed in the next MIAME verson

a) Normdisation Strategy

spiking

“housekeeping” genes

totd array

optiond user defined “qudity value’

b) Normdisation dgorithm

linear regression

log-linear regresson

ratio satigtics

log(ratio) mean/median centering
nonlinesr regresson

optiond user defined “qudity value’

c) Control array dements

position (the abstract coordinate on the array)
control type (piking, normaization, negetive, postive)
control qudifier (endogenous, exogenous)
optiona user defined “ qudity vaue’

d) Hybridisation extract preparation
spike type

spike qudifier

target dement

optiond user defined “qudity value’

Section 7 on qudity control will be added to the next MIAME version.

This document represents overal consensus of MGED working group on microarray
data annotations in dl pats except section 5 @ ‘hybridisation scan raw daa. A
condgderable mgority of the working group supports the view that providing raw
image data is an essertid pat of MIAME. However, there is dso a notable minority
that does not agree to this view. It is possble, that this requirement may be platform
gpecific. We would like to encourage the microarray community to give us ther views

on the question, as well ason MIAME verson 1.0 in generd.



Minimum information about a microarray experiment - MIAME

Draft March 21, 2001 (based on November 17, 2000) updated 30
July 2001.

MIAME compliant example experiment

1. Experinental design: the set of the hybridisation experinents as a whole

This section gives informati on describing the experinment, which may consi st of one or
nore hybridi sations, as a whole. Normally 'experinment' should include a set of
hybri di sations which are inter-related and performed in a limted period of time. For
instance, it may be all the hybridisations related to research published in a single
paper .

author (subnmitter), laboratory, contact information, links (URL) -

a) author (subnitter), laboratory, contact information, links (URL), citation

Prei ss

Wabek

Ri chter

Zi mrer nann

Wagner

Schwager

W Hentze

Ansor ge

MBL, Meyerhofstr.1, D 69117 Hei del berg, Germany

=0~ >»md

m

b) type of the experiment - maxi numone |ine

treated vs. untreated conparison

c) experinmental variables, i.e. parameters or conditions tested (e.g., tine, dose
genetic variation, response to a treatnent or compound)

response to a conpound - rapanycin
d) single or multiple hybridisations
For mul tiple hybridisations:
* serial (yes/no)
no
* groupi ng(yes/ no)
no

for multiple hybridisations:

* serial (yes/no)
no
* type (e.g., tine course, dose response)

dose response



groupi ng (yes/ no)
no
* type (e.g., normal vs. diseased, multiple tissue conparison)
pre and post conpound addition
Rel ati onshi ps between all the sanples, arrays and hybridisations in the experiment: each

sanpl e, each array, and each hybridi sati on should be given a unique ID or nunber, and al
the rel ati onshi ps should be |isted, possibly with appropriate coments.

Sanpl es: treated, untreated
Arrays: 20, 27, 28, 29, nn
Hybri di sati ons: Hl: Array 20, treated Cy5 vers. untreated Cy3

H2: Array 27, treated Cy5 vers. untreated Cy3
H3: Array 28, treated Cy5 vers. untreated Cy3
HA: Array 29, treated Cy5 vers. untreated Cy3
H5: Array nn, treated Cy5 vers. untreated Cy3

H1L and H3 are replicates
Al are replicates to each other
sane RNA prep was used for all hybridisations
cDNA | abel I'ing was done individually for each experinent
e) quality related indicators quality control steps taken
* biol ogical replicates
* technical replicates (replicate spots or hybs)
5
* polyAtails
* | ow conpl exity regions
* unspeci fic binding

* ot her

Enpty wells, labeled priners, spiked in controls from Arabi dopsis and bacterial genes,
postive as well as negative control sequences

f) optional user defined "qualifier, value, source" I|ist

g) a free text description of the experinment set or a link to a publication

The di pl oi d yeast (Saccharonyces cerevisiae) strain FY1679 (Mata/? ura3-52/ura3-52
trpl?63/ +l eu2?/ +hi s3?200/ +) was grown at 30 °C in YPD nedi um

At an OD(600 nn) of 0.6 rapanycin was added to a final concentration of 0.2 pug/m and
i ncubation was continued for 90 mn

A control culture was treated in parallel with an equal anount of DMBO vehicle.
Cells were harvested at an OD(600nn) of 0.9 (+rapanycin) and 1.1 (control).

Unpubl i shed dat a
There are three published papers describing the transcriptional programme of yeast in
response to rapanycin.

It should be possible to conpare our datasets with those described in these
papers:

Curr. Biol. 2000 10:1574-1581
PNAS USA 1999 96: 14866- 14870;
CGenes Dev. 1999 13:3271-3279
2. Array design: each array used and each el enent (spot) on the array

There are two parts of this section



2.1 describes the list of physical arrays thenselves, each

of these referring to specific array design types described in 2.2. W expect that the
array design type

descriptions will be given by the array providers and nmanufactures, in which case the
users will sinply

need to reference them

2.2 Array design This section consists of three parts

a) description of the array as the whole

b) description of each type of elenments (spot) used (properties that are typically conmon
to nmany el enents

(e.g., 'synthesized oligo-nucleotides' or 'PCR products from cDNA clones'),

c) description of the specific properties of each el enent, such as the DNA sequence

(I'n practice, the last part will be provided as a spread-sheet or tab-delinmted file)

2.1 Array copy: each array used and each el enent (spot) on the array.
* unique id as used in part 1
20, 27, 28, 29

* array design nane (e.g Stanford human 10K set)
(for commercial or standard arrays a unique ID given by the provider may be used)

EMBL Yeast 12K ver.1

2.2

a) array related information

* array design nanme (e.g., "Stanford Human 10K set")
EMBL Yeast 12KVer. 1

* platformtype: in situ synthesized or spotted
spotted

* array provider (source)
i n-house (EMBL)

* surface type: glass, nmenbrane, other
gl ass

* surface type nane
i n-house coated EMBL slides

* physi cal dinensions of array support (e.g. slide)
75 x 25 mm

* nunber of elenents on the array
14 000 (approxi mately)

* a reference systemallowing to | ocate each el enent (spot) on the array
(in the sinplest case the nunber of colums and rows is sufficient)

by coordinate, referencing to an external data table,

32 subgrids

ordered 4 x8

counted left right, top down, 21 rows, 20 columms per subgrid
counted left right, top down for array EMBL Yeast 12KVer. 1

* production date



* production protocol (obligatory if applicable)
Yeast cDNA microarrays were spotted using pcr products obtained with
the Research Genetics CGenePair primer set.
Spotters: GeneMachine Omigrid, Telechemsplit pins SMP3
Doubl e stranded, preferentially only the forward strand is attached
via a 5 anminolink noiety.
(The slide chenistry will preferentially bind this strand but
it will also retain the other).
* optional "qualifier, value, source" |ist (see Introduction)
b) properties of each group of elenments (spots) on the array;
elements nmay be sinple, i.e., containing only identical nolecules, or conposite, i.e.
containing different oligonucleotides obtained fromthe sanme reference nol ecul e
* element type id
* sinple or conposite
sinple
* el ement type: synthesized oligo-nucl eotides, PCR products, plasmds, colonies, other
PCR products

* single or double stranded
doubl e

* el ement (spot) dinensions (approximate di aneter)
90- 120pm

* el ement generation protocol that includes sufficient information to reproduce the
el emrent

using the ResGen primer set and genom c DNA
(some PCR products enconpass intron sequences)

* attachment (coval ent/ionic/other)
coval ent
* optional "qualifier, value, source" list (see Introduction)
c) specific properties of each spot on the array:
* element type ID from2.2b

PCR products
* position on the array allow ng spot identification in the i mage (see 5a bel ow)

spreadsheet attached

* clone information, obligatory for el enents obtained from clones:
(clone ID clone provider,date,availability )

* sequence or PCR priner information
(sequence accessi on nunber in DDBJ/ EMBL/ GenBank if known, sequence itself (if databases
do not contain it, primer pair information, if relevant)

The PCR priners that are used for the generating the elenents are
identified by MPS ORF nanes given in attached spreadsheet

* for conposite oligonucl eotide el enents



(oligonucl eoti de sequences if given, given nunber of oligonucleotides and the reference
sequence (or accession nunber), otherw se, one of the above shoul d unanbi guously identify
the el ement.

* approximate lengths if exact sequence not known
* gene nanme and |links to appropriate databases
e.g., SWSS- PROT, or organi smspecific databases), if known and rel evant

(Normally this information will be provided in one or nmore spread-sheets or tab-delimted
files. )

3. Sanpl es: sanples used, extract preparation and | abeling

By a 'sanple' we understand the biological material, fromwhich the RNA gene products (or
DNA) have been extracted for subsequent |abeling, hybridisation and neasuring. This
section describes the source of the sanple (e.g., organism cell type or line), its

treatment, as well as preparing the extract and its labeling, i.e., all steps that
precedes the contact with an array (i.e., hybridisation). Each sanple used in the
experinent has a separate section 3. |In practice, if the treatnents are simlar

differing only slightly, the descriptions can be given together, clearly pointing out the
di fferences.
sanpl e source and treatnent (this section describes the biological treatnent which
happens before the extract preparation and |labelling, i.e., biological sanple in which we
intend to nmeasure the gene expression; for each sanple only some of the qualifiers given
bel ow nay be rel evant):
* |IDas used in section 1

treated, untreated

* organi sm (NCBI taxonony)

Saccharonyces cerevisi ae

additional "qualifier, value, source" list; each qualifier inthe list is obligatory if
applicable; the list includes:

* cell source and type (if derived fromprinary sources (s))

strain FY1679

* devel opnent stage

diploid

* genetic variation (e.g., gene knockout, transgenic variation)

Mat a/ ? ura3-52/ura3-52 trpl?63/+l eu2?/ +hi s37200/ +

* in vivo treatnents (organismor individual treatnents)

* invitro treatnments (cell culture conditions)
cells were grown at 30°C in YPD nedi um

* treatnment type (e.g., small nol ecul e, heat shock, cold shock, food deprivation)
smal | nol ecul e

* conpound
rapanycin, drug vehicle

* separation technique (e.g., none, trinmmng, mcrodissection, FACS)

none



* | aboratory protocol for sanple treatment

At an OD(600 nn) of 0.6 rapamycin (20ul of a 1 pg/ul solution in DVBO

was added to a final concentration of 0.2 pg/m and incubation was continued

for 90 min. A control culture was treated in parallel wth 20u of DVBO
vehicle. Cells were harvested at an OD(600nn) of 0.9 (+rapanycin) and 1.1 (control).

b) hybridisation extract preparation |aboratory protocol for extract preparation,
i ncl udi ng:

protocol description
* Description:
Total RNA preparation fromyeast cultures

G ow 100m suspension culture in YPD to an OD @00nm of approx 1
Harvest cells by centrifugation for 10" @000rpn 4°C in the SS34 rotor
Resuspend cells in breaking buffer and transfer to 2 x 2m eppies

per culture
Pellet cells 2° @top speed in a cool ed m crofuge

Freeze pellet in liquid nitrogen or proceed directly to cell lysis
To cell pellet add 400ul phenol /chl orof orm

400ul breaking buffer, 5ul 20% SDS, and approx 400ul gl ass beads
Agitate 2x for 45'' in a carbon di oxi de-cool ed bead m ||

(GeneExPrograme) taking care not to freeze the m xture
Spin 10" @top speed in a cool ed nicrofuge
Renmove SN to a new eppie
Perform 2x regul ar phenol / chl orof orm extracti ons
Precipitate with ethanol/ sodi um acetate as usual

Materi al s:

Breaki ng buffer:

20mM Tris/d pH7.4, 100nM KA, 2nM Mgd 2, 2nM DTT
gl ass beads Signa # G 8772

* extraction nethod

bead beating lysis

*

whet her total RNA, nRNA, or genomic DNA is extracted
total RNA
* anplification (RNA pol ynmerases, PCR)
none
* optional "qualifier, value, source" |list (see Introduction)

c)l abelling: laboratory protocol for Iabelling, including:

* protocol
G ontech Atlas d ass Fluorescent |abeling kit was used
(with sonme nodifications).
cDNA synthesis was primed with oligo(dT)20 priner.
* amount of nucl eic acids | abel ed
20 (g total RNA) 2?2?77
* | abel used (e.g., Cy3, Cy5, 33P)
Cy3 (untreated), Cy5 (treated)

* optional "qualifier, value, source" list (see |Introduction)



4. Hybridisations: procedures and paraneters

This section describes details of each hybridisation in the experinent.
Each hybridi sati on has a separate section 4, though if they are simlar they may be
descri bed toget her.
* IDas given in section 1
HL, H2, H3, H4, H5
* | aboratory protocol for hybridisation, including:

* the solution (e.g., concentration of sol utes)

Hybri di sati on buffer:
50% f or mam de, 6x SSC, 0.5% SDS, 5x Denhardt's sol ution.

* bl ocki ng agent

6x SSC, 0.5% SDS, 1% BSA. Prehybridisation for 45 min at 42°C
* Slide bl ocking:

6x SSC, 0.5% SDS, 1% BSA. Prehybridisation for 45 mn at 42°C

* Probe bl ocking:

0.1 ug/ul sal non sperm DNA, 0.5 ug/ul pol ydA during hybridization.

* wash procedure

1x 10 nmin wash with 0.1x SSC, 0.1% SDS, 2x 5 min in 0.1x SSC
* quantity of |abelled target used
all naterial generated from20 pg total RNA
* time, concentration, volume, tenperature
overnight (16h), 40 ul, at 42°C
* description of the hybridisation instrunents
Gene Machi ne Hybri di sati on chanber
* optional "qualifier, value, source" list (see |Introduction)

5. Measurenents: images, quantitation, specifications:
Thi s section describes the data obtai ned fromeach scan and their conbinations
hybri di sati on scan raw dat a:

al) the scanner inage file (e.g., TIFF) fromthe hybridised mcroarray scanning

attached files

AXON 27 _Treated_Cy5.tif
AXON 27 _Untreated_Cy3.tif
AXON 28 Treated_Cy5.tif
AXON 28 Untreated_Cy3.tif
AXON 29 Treated Cy5.tif
AXON 29 Untreated_Cy3.tif

GVB 27 Treated Cy5.tif
GVB 27 Untreated Cy3.tif
GVE_20_Treated_Cy5.tif
GVB_20_Untreated_Cy3.tif
GVE 29 Treated Cy5.tif
GVE 29 Untreated Cy3.tif



GSl _27 _Treated_Cy5.tif
GSlI _27 Untreated Cy3.tif
GSI _20_Treated_Cy5.tif
GSI_20_Untreated_Cy3.tif
GSl _nn_Treated_Cy5.tif
GSl _nn_Untreated _Cy3.tif

Gid Files:

AXON 27 _*** grid
AXON 28 *** . grid
AXON 29 *** grid
GVB 20 _***.grid
Qvs 27 _*** grid
GvB_28 ***. grid
GSl _20_***.grid
GSl _27 _***.grid
GSl _nn_***_grid
ii.a2) scanning information:

* parsed header of the TIFF file, including | aser power,
PMT vol t age;

see attached files
* |aboratory protocol for scanning, including:
* hybridisation ID as in Section 1

H1, H2, H3, H4, H5

* inmage unique id

spati al

resol ution, pixel space,

* scanni ng parameters (including | aser power,spatial resolution,pixel space PMI voltage)

* |lab protocol for scanning (including scanning hardware and software)

* scanni ng hardware

Cenetic Mcrosystens GVB 418 (HL, H2, H4)
Axon CGenePi x4000A (H2, H3, H4)

GSl Lunonics ScanArray 5000 (HL, H2, H5)

* scanni ng software

b) image analysis and quantitation

bi) the conplete inmage anal ysis output (of the particular inmage anal ysis software) for

each element (or conposite elenment - see 2.b)),
for each channel -

see attached files:

Tabl e Data Fil es:

AXON_27. t xt
AXON _28. t xt
AXON_29. t xt

QVB_20. t xt
QVB_27. txt
GVB_28. t xt

GSl_20. txt
GSl _27.txt



GSI _nn. t xt

bii) image analysis information
* input image id

* quantitation unique id

* image anal ysis software specification and version, availability, and the description of
the al gorithm

Chi pSki pper EMBL Christian Schwager (schwager @nbl - hei del ber g. de)
* all parameters

Expect ed spot dianmeter: 100 Mcroneter (11pixel)
Area reject = 10

C) summarized informati on from possible replicates

ci) derived neasurenment val ue summarizing related el ements as used by the author (this
may constitute replicates of the elenent on the sanme or different arrays or
hybri di sations, as well as different elenents related to the sane entity e.g. gene)

attached files

Average Files (Scanner specific averages)

AXON_Aver age. t xt
AXON_Aver age. x| s

GVB_Aver age. t xt
GVB_Aver age. x| s

GSl _Aver age. t xt
GSl _Average. xl s

cii) reliability indicator for the value of cl) as used by the author (e.g. standard
devi ation); may be "unknown"

see files above

ciii) specification how cl and c2 are cal cul ated; the specification should be bases on bl
see files above

6. Nornmalisation controls, values, specifications for hybridisations

a) Nornalization strategy (spiking, housekeepi ng genes, total array)
spi ki ng

b) Nornalisation algorithm(linear regression, log-linear regression, ratio statistics,
| og(ratio) mean nedi an centering)

l'i near regression
c) Control array el ements
* position (the abstract coordinate on the array)
attached spreadsheet
* control type (spiking, normalization, negative, positive)

spi ki ng



* control qualifier (endogenous, exogenous)

exogenous
d) Hybridisation extract preparation
* spi ke type

pol yadenyl at ed spi ki ng nRNA added prior to reverse transcription
* target el enent

* optional user defined quality val ue
(to be added as section 7 in the next M AME versi on)

List of the control elenents used on the EMBL yeast chi ps:

Al fragments have been anplified by PCR using Research genetics
style primers, i.e. they all have the sane short invariant regions
added by the priner as the yeast orfs.
The sequences shown bel ow show only the "gene"-specific part.
The specific part of the primers that were used to anplify these
fragnents are the 20 or so nucleotides at the extrenes of the |isted sequences.

The foll owi ng sequences were enpl oyed as spi king controls:
PA50, FAD6, 6i 18, 15b8, 8h10, CAT, LUC
Al other control spots were assuned to be negative controls.

Li near regression to conpensate between the two channel s was done
using all control spots (negative and positive).

The chi ps al so contai ned repeated spots of fluorescently |abelled oligonucleotides naned
"Oy3" or "Qy5".

These spots were not included in any data evaluation but are also listed in the data
tabl es.



Glossary of terms in Sample additional "qualifier, value,
source" list.

Cell source:

The resource (eg., company, hospita, geographica location) used to obtain or
purchase the biomaterid. The malling address can be used for resources that can be
contacted. For resources that cannot be contacted such as geographical aress,
recommendations for information to be provided are longitude and latitude or map
locations and the identity of the map.

Cell type:
The procurement type of the biomaterid. This concept is a candidate for a MGED
ontology/controlled vocabulary. It would include terms such as tumour biopsy,
paraffin section, and stool sample that should be defined and relationships between
terms specified.

Sex:

The gender of the organism or the reproductive organs present on the organism (prior
to any modification) that the biomaterid is derived from. This concept is a candidate
for a MGED ontology/controlled vocabulary. Sex is organism dependent. A first draft
is provided for organisms with reproductive organs. The draft does not cover
unicdlular organisms.

Term Definition

mde The organism contains only the reproductive organ that produces
male gametes (§permatozoa).

femde The organism contains only the reproductive organs that produces
fema e gametes (oocytes).

both The organism contains both male and femae reproductive organs.

none The organism does not have reproductive organs.

unknown The reproductive organs of the organism are unknown.

Age:

The time period dapsed snce an identifigble point early in the life of an organiam.
Examples of the identifiable point include conception, birth, or planting. This concept
is a candidate for a MGED ontology/controlled vocabulary. The vaue for age has
three parts. a red number, a unit of time, and the time point from which measurement
dats. A firs draft is provided for terms that can be used for the point in time from
which measurement starts.

Initid time point Definition

birth Thetime point a the end of parturition.

fertilistion The time point a which gametes are joined. May dso be usad
for post-coital messurements.

hatching The time point a which the organism leaves the egg.

planting The time point at which aseed is planted.




Growth conditions:

The parameters criticadl to reproduction of the experiment reating to nutrients
provided to the organism as wel as the environmenta conditions the organism was
exposed to. Thismay aso be regarded as a"treatment” (see below).

Developmental stage:

The devdopmenta sage of the organiam's life cycde during which the biomaterid
was extracted.

Organism part:
The part of the organism's anatomy from which the biomaterid was derived.

Strain or line:

Animds or plants that have a single ancestral breeding par or parent as a result of
brother x siter or parent x offgpring matings.

Genetic Variation:

The genetic modification introduced into the organism from which the biomaterid
was derived. Examples of genetic varigtion include specification of a transgene or the
gene knocked-out.

Individual:
|dentifier or name of the individua organism from which the biomaterial was derived.

Individual genetic characteristics:

The genotype of the individud organism from which the biomaterid was derived.
Individudl genetic characteristics include polymorphisms, dissese dldes and

haplotypes.

Disease state:

The name of the pathology diagnosed in the organism from which the biomateriad was
derived. The disease state is normd if no disease has been diagnosed.

Targeted cell type:

The target cdl type is the cdl of primary interes. The biomaterid may be derived
from amixed population of cdls athough only one cdl typeis of interest.

Cell line:
Theidentifier for theimmortaised cdl line if one was used to derive the biomaterid.

Treatment:

Action taken on sample, order in which it was taken, and object (if any) added to (or
taken away) from sample. The object may be a compound (see below). The treatment
is conddered "in vivo' if it occurs within the (living) organism. The treatment is
consdered "in vitro" if gpplied to a part of the organism that has been removed.



Compound:

The (bio)chemicd object added to the sample during treatment. The compound may
be a drug, metabolite, or toxin.

Clinical Information:

Clinica records avalable in a separate file that can be accessed to obtain details of a
patient's history.

Separation technique:

The protocol used to isolate (enrich for) the targeted cdl type of the organism.
Separation is considered a treatment (see above).
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