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Summary

Mammalian preimplantation development involves several
crucial events, such as compaction and blastocyst
formation, but little is known about essential genes that
regulate this developmental process. Here, we have focused
on MAP kinase signaling pathways as potential regulatory
pathways for the process. Our results show that inhibition
of the JNK pathway or of the p38 MAP kinase pathway,
but not of the ERK pathway, results in inhibition of cavity
formation, and that JNK and p38 are active during mouse
preimplantation development. Our subsequent microarray
analyses show that, of about 39,000 transcripts analyzed,
the number of those genes whose expression level is
sensitive to the inhibition of the JNK or the p38 pathway,
but insensitive to the inhibition of the ERK pathway, is only

156. Moreover, of the 156 genes, expression of 10 genes (two
genes upregulated and eight genes downregulated) is
sensitive to either inhibition of the JNK or p38 pathways.
These 10 genes include several genes known for their
function in axis and pattern formation. Downregulation of
some of the 10 genes simultaneously using siRNA leads to
abnormality in cavity formation. Thus, this study has
successfully narrowed down candidate genes of interest,
detailed analysis of which will probably lead to elucidation
of the molecular mechanism of preimplantation
development.
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Introduction

Preimplantation development is a mammalian-specific event,
and is vital for successful implantation and pregnancy. This
process involves many crucial events with cavity formation
occurring during morula to blastocyst stages being one of the
most important. Recently, several reports focusing on
preimplantation development, especially cavity formation,
have appeared (Fleming et al., 2001; Barcroft et al., 2003;
Salas-Vidal and Lomeli, 2004). However, neither the detailed
molecular mechanisms nor the crucial genes that regulate
preimplantation developmental processes have been clarified.
To address these issues, we have focused on intracellular signal
transduction pathways that might regulate gene expression
during cavity formation.

The mitogen-activated protein kinase (MAPK) cascades
have central roles in diverse cellular functions (Sturgill and
Wu, 1991; Ahn et al., 1992; Nishida and Gotoh, 1993; Davis,
2000; Ono and Han, 2000; Chang and Karin, 2001; Kyriakis
and Avruch, 2001; Pearson et al., 2001). The MAPK pathways
include the extracellular signal-regulated protein kinase (ERK)
pathway, the Jun N-terminal kinase (JNK) pathway and the p38
pathway. Each member of MAPK is activated in response to
various extracellular stimuli, and controls, mainly through
regulating gene expression, various biological processes such

as cell proliferation, cell differentiation, cell cycle arrest,
apoptosis, etc. As previous genetic and biochemical studies
have revealed the crucial involvement of the MAP kinase
family molecules in early embryonic development, it has been
expected that they might act also in preimplantation
development. However, difficulties in  manipulating
preimplantation embryos have delayed progression in this
field.

Recent development of specific inhibitors of each MAPK
pathway, however, enabled us to test our hypothesis that several
of the MAPK family molecules may be involved in processes
during preimplantation development. In this study, the use of
the specific inhibitors has firstly shown that inhibition of the
p38 pathway or the JNK pathway, but not the ERK pathway,
leads to abnormality in mouse preimplantation development,
especially in cavity formation. Immunostaining with anti-
phospho-specific antibodies has then shown the existence of
activated forms of p38 and JNK from four-cell to blastocyst
stages. These results strongly suggest the involvement of JNK
and p38 in mouse preimplantation development. As for p38,
Natale et al. (Natale et al., 2004) reported, just after completion
of this work, that p38 MAPK activity is required to support
successful murine preimplantation development, in agreement
with our results. Our experiments with actinomycin D then
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show that gene expression is essential for compaction and
cavitation, in accordance with previous reports with another
inhibitor (Khidir et al., 1995; Kidder and McLachlin, 1985).
Moreover, recent microarray analyses during mouse
preimplantation development revealed global gene expression
changes, which could be associated with various signaling
pathways (Hamatani et al., 2004; Wang et al., 2004). These
observations prompted us to examine expression profiles of
genes that are regulated by the JNK or the p38 pathway, but
not by the ERK pathway. Our microarray analyses with
Affymetrix GeneChips then show that of over 39,000
transcripts (45,000 probe sets) analyzed, there are only 156
transcripts (161 probe sets) whose expression is enhanced or
decreased significantly (by at least twofold) by the inhibition
of the JNK or the p38 pathway but is insensitive to the
inhibition of the ERK pathway. Of the 156 genes, 10 genes are
regulated by both the JNK and p38 pathways. These genes
include several genes known for their function in axis and
pattern formation. Targeting some of these 10 simultaneously
by RNAI results in abnormality in cavity formation. Thus, our
study reveals involvement of the MAPK pathways in mouse
preimplantation development and identifies a limited number
of genes that could be crucial for this developmental process.

Materials and methods

Embryo collection and culture

One-cell stage embryos were released from swollen ampullae of ICR
mice (Japan SLC), and follicle cells were removed with hyaluronidase
(Sigma). Eggs were incubated in M2 medium (Sigma) plus
hyaluronidase (about 300 pg/ml) at room temperature for several
minutes until the cumulus cells fell off, and transferred to fresh M2
to rinse off the hyaluronidase. Two- to eight-cell stage embryos were
flushed from oviducts using M2 medium. Embryos were cultured in
M16 medium (Sigma) at 37°C in 5% CO,. PD98059, SB203580 and
SP600125 were purchased from Calbiochem. U0126 was from
Promega and actinomycin D was from Sigma. In some experiments,
the zona pellucida was removed by the method using acid tyrode.
Embryos were transferred in acid tyrode (Sigma) at room temperature,
and observed continuously under the stereomicroscope. As soon as
the zona was dissolved, embryos were collected and transferred back
to M16 medium.

Immunofluorescence confocal microscopy

Prior to fixation, the zona pellucida was removed by treatment with
acid tyrode, and then embryos were washed twice in M16 medium.
Then, the embryos were fixed overnight in 4% paraformaldehyde in
PBS at 4°C and washed in 2% BSA in PBS. The fixed embryos were
permeabilized and blocked by incubation for 1 hour in 2% BSA in
PBS plus 0.01% Triton X-100 at room temperature. The embryos
were then washed in 2% BSA in PBS and incubated with anti-
phospho-p38 antibody (Promega) (1:250), anti-phospho-Jun (Ser 73)
antibody (Cell Signaling) (1:500), anti-phospho-MAPKAPK-2 (Thr
334) antibody (Cell Signaling) (1:50), anti-phospho-HSP27 (Ser 82)
antibody (Cell Signaling) (1:50), anti-Dkk-1 (H-120) antibody (Santa
Cruz) (1:250), or anti-CDX1 antibody (Bai et al., 2002) (1:250) in 2%
BSA in PBS for 16 hours at 4°C. Embryos were washed three times
with 2% BSA in PBS, and incubated with anti-rabbit IgG secondary
antibody in 2% BSA in PBS for 2 hours at room temperature. After
three washes with 2% BSA in PBS, fluorescence was viewed with a
BioRad confocal microscope (Radiance 2000).

Generation of microarray data
We used Affymetrix GeneChip for microarray analysis. Three
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independent experiments were carried out: one using GeneChip
Mouse Expression Set 430 (MOE 430) and two using GeneChip
Mouse Genome 430 2.0 Array (Mouse 430 2.0) (Affymetrix). For
each microarray experiment, we collected two sets of 40 embryos
from four kinds of pools: wild-type embryos, SB203580-treated
embryos, SP600125-treated embryos and U0126-treated embryos.
Eight-cell stage embryos were treated with these drugs, and blastocyst
stage embryos were collected and stored at —80°C for RNA extraction.
Total RNA was isolated by following the manufacturer’s instructions
(Isogen, Nippon Gene). Eighty embryos were used for one array. All
amplifications started with 100 ng whole-embryo total RNA. Two
rounds of amplifications were performed for each replicate following
the protocol “Two-Cycle Target Labeling Assays’ by Affymetrix. For
each replicate, 10 Lg cRNA was fragmented and hybridized following
Affymetrix instructions. The microarrays were then washed and
stained using the GeneChip fluidics station, according to the
manufacturer’s instructions.

Microarray data analysis

Hybridized arrays were scanned using an Affymetrix GeneChip
Scanner. We used the GeneChip Operating Software 1.0 (Affymetrix)
to analyze the data. For clustering, the first variation was the detection
call with the statistical algorithms (Affymetrix software). The
detection call indicates whether a transcript is reliably detected
(present) or not detected (absent). Genes deemed absent in all four
conditions in any one experiment were excluded from further analysis.
Second, to generate change significance and change quantity metrics
for every probe set, we used a comparison analysis (Affymetrix
software). Those genes that are increased or decreased by at least
twofold over baseline (control, wild-type embryos) with a statistical
significance are judged as increased or decreased, respectively. The
data generated from the above process were imported into GeneSpring
6.1 (Silicon Genetics, Redwood City, CA) for making a gene list. For
hierarchical clustering, the cosine similarity method was used and the
distance metric (1—correlation) was calculated (Fig. 3B). The array
data have been deposited into the Gene Expression Omnibus (GEO)
database  (http://www.ncbi.nlm.nih.gov/geo/) (series Accession
Number GSE2229; sample Accession Numbers GSM40799,
GSM40801, GSM40802, GSM40803, GSM40865, GSM40866,
GSM40867, GSM40868, GSM40869, GSM40870, GSM40871,
GSM40872, GSM40873, GSM40874, GSM40875 and GSM40876).

RT-PCR

Embryos were obtained at the appropriate stages and stored in
ISOGEN at —80°C. Total RNA was isolated by following the manual
of ISOGEN (Nippon Gene). Forty embryos were used in isolation of
RNA and reverse-transcription reaction with SuperScript II reverse
transcriptase (Invitrogen) in a 40 pl reaction. Prepared cDNA was
purified and subjected to quantitative PCR analysis by using Light
Cycler (Roche Diagnostics) with SYBR Green PCR Kit (Qiagen). The
sequences of the PCR primer pairs (5" to 3) that were used are as
follows: G3PDH, CATCCACTGGTGCTGCCAAGGCTGT and
ACAACCTGGTCCTCAGTGTAGCCCA; CD24a antigen, CTCC-
TACCCACGCAGATTTA and TGGTGGTAGCGTTACTTGGA;
Map2k6, GCAAACCATACATGGCTCCT and GCGTTCCCCAA-
GAATCATAA; Testvl, GATGCAGTCCATTCCCAGTT and TGCC-
TAAACAAAGTGCCTCA; Cdxl, CACTACAGCCGGTACATCAC
and AGAAGGCCAGCATTAGTAGG; Gliprl, GGTTGTTTGGGCA-
GACAGTT and TGGGTAATTTCCTGCTGGTC; and Aqgp8, TTGC-
TACCTTGGGGAACATC and CCAAATAGCTGGGAGATCCA.
These primers, except for Tcstv1, were designed to contain intron. For
Testv1, our result (no-RT negative control) verified that there was no
contamination of genome (data not shown).

siRNA

Chemically synthesized 21 nucleotide siRNAs were commercially
obtained (Japan Bio-service). These RNAs were designed to form 19
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bp dsRNA with 2 nucleotide deoxynucleotide overhangs at both 3’
ends. The targeting sequences of the siRNA are as follows: siJNK1-1,
GAAGCUCAGCCGGCCAUUUTT; siJNK1-2, GCGAGCCUACC-
GAGAACUATT; siJNK2-1, GUCGUCCUUUUCAGAACCATT;
siINK2-2, CGCACGCAAAGAGAGCCUATT; siCdx1-1,
CUACUAAUGCUGGCCUUCUTT; = siCdx1-2, CAACGCCUA-
GAGCUGGAAATT; siDkk1-1, CCAACGCGAUCAAGAACCUTT,;
siDkk1-2, GAACCACACUGACUUCAAATT; siFoxql-1, GCAAG-
GACAACUACUGGAUTT,; siFoxql-2, AGAUCAACGAGUACCU-
CAUTT; siSox7-1, AAGCCGAGCUGUCGGAUGGTT; siSox7-2,
ACCUUCUUCUCGUCCUCAUTT. siRNA duplexes were generated
by mixing 20 uM sense and antisense ssRNA oligomers in the
annealing buffer that has been previously described (Elbashir et al.,
2001).

Microinjection

Microinjection was performed under inverted microscope using a
mechanical micromanipulator (Narishige). We injected about 10 pl of
20 uM siRNA duplexes into the cytoplasm of one-cell stage embryo.
The injected embryos were cultured in M16 medium.

Results and discussion

To see possible involvement of the MAPK signaling pathways
in mouse preimplantation development, we examined the effect
of the specific inhibitors of the four major MAPK pathways,
the ERK1/2 pathway, the JNK pathway, the p38 pathway and
the ERKS pathway, on the development. The inhibitors were
added at the eight-cell stage, and developmental processes
were examined. MEK specific inhibitors U0126 and PD98059
(Davies et al., 2000; Dudley et al., 1995; Alessi et al., 1995;
Favata et al., 1998; Kamakura et al., 1999; Mody et al., 2001),
which inhibit the activation of ERK1/2 and ERKS, had no
apparent effect on the preimplantation development at even
higher concentrations, up to 50 uM. Apparent morphology
of the inhibitor-treated embryos under a conventional
stereomicroscope was indistinguishable from that of control
embryos at the compaction stage, the morula stage and the
blastocyst stage (data not shown). The indirect immunostaining
pattern for junctional proteins, E-cadherin (adherens junction),
Z0-1 (tight junction), Connexin-43 (gap junction) or occludin
(tight junction) was essentially normal in the inhibitor-treated
embryos (data not shown). Even when the fresh inhibitors
were repeatedly added at every 7 hours, the embryos were
indistinguishable from control embryos (data not shown).
These results indicate that neither the ERK1/2 pathway nor
the ERKS pathway plays an essential role in mouse
preimplantation development.

In contrast to the treatment with the ERK pathway-specific
inhibitors, treatment with SB203580, a specific inhibitor of
p38a. and B MAPKs (Cuenda et al., 1995), caused a severe
defect in blastocyst formation. The embryos treated with
SB203580 at 20 uM were not distinguishable morphologically
from control embryos until the cavitation started (Fig. 1C).
They had undergone compaction normally. The indirect
immunostaining pattern for E-cadherin, connexin-43, ZO-1 or
occludin was also apparently normal (data not shown).
However, the embryos treated with SB203580 did not form a
cavity, or formed a much smaller cavity than did control
embryos (Fig. 1C). The cavity formation was inhibited
markedly even when SB203580 was added at the pre-cavitation
stage (late morula) or after initiation of cavitation (Fig. 1C),
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and the cavity was not formed or remained small. There are
four isoforms in the p38 MAPK family, p38a, B, Y and & (Ono
and Han, 2000; Pearson et al., 2001). p38a. and [ are thought
to play redundant roles. y or § is different from o and  in their
upstream activating kinases, downstream targets and
inactivating MAPK-specific dual specificity phosphatases
(Ono and Han, 2000; Pearson et al., 2001). Thus, functions of
p38y and O appear to be different from those of p38a and P.
SB203580 specifically inhibits p38c. and [3, but not p385 or .
Therefore, our results here suggest that p38a and [ are

crucially involved in cavitation during preimplantation
development. Possible roles of p38y and & in the
preimplantation development, however, remain to be

elucidated in the future studies.

Treatment with SP600125, an inhibitor of JNK1, 2 and 3
(Han et al., 2001; Bennett et al., 2001), also caused severe
defects in the cavity formation. The inhibitor was added at the
eight-cell stage. The overall morphology of embryos treated
with the inhibitor was normal until cavitation started (Fig. 1C).
However, the cavitation was severely impaired. Like the
treatment with SB203580, defects in cavity formation were
caused even when SP600125 was added at the pre-cavitation
stage (32 cells) or after initiation of cavitation (Fig. 1C).

To eliminate the possibility that the sensitivity of the
preimplantation stages to these drugs is merely a reflection that
the cultured embryos are stressed, we performed uterine
transfer experiments. Eight-cell stage embryos were treated
with or without the MEK-specific inhibitor U0126, that has no
effect on preimplantation development in culture (see Fig. 1),
and then the blastocyst stage embryos were transferred back to
2.5-day p.c. pseudopregnant recipients. Both control embryos
and UQ126-treated embryos implanted and developed to term
(data not shown), suggesting that our drug treatment in culture
per se is not severely toxic.

Apparent phenotypes of the embryos treated with SP600125
are similar to, but not completely the same as, those treated
with SB203580. Differences were seen in observations of time-
dependent morphological changes of a single embryo under a
stereomicroscope. Each embryo was cultured in separate dish,
and was examined for its apparent phenotypic changes from
the eight-cell stage when the inhibitor was added (Fig. 1D).
The phenotypes of embryos treated with SB203580 can be
categorized into two types: no cavity formation or a small
cavity. When SB was added at eight-cell, morula or blastocyst,
no cavity formation was found in about 90%, 60% or 20% of
the embryos, respectively. The phenotypes of embryos treated
with SP600125 can be roughly categorized into three types (see
Fig. 1B): a small cavity (the first type), apparent multiple small
cavities in an embryo instead of a single cavity (the second
type) or a normal size cavity with abnormality in the inner-cell
mass (the third type). In the third type, cells were partially
detached from the inner-cell mass. As these three phenotypes
are overlapping one another, exact classification was difficult.
In the case of the SB203580 treatment, a much severer defect
in cavitation was observed when the drug was added at the
eight-cell stage. By contrast, in the case of the SP600125
treatment, marked defects in blastocyst were found even
when the drug was added after initiation of cavitation. These
results suggest that p38 and JNK are simultaneously, but
slightly differently, involved in blastocyst formation during
preimplantation development.
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We then examined whether p38 and JNK are activated
during mouse preimplantation development. Activation of
p38a can be assessed by using anti-phospho-specific p38a.
antibody. Indirect immunofluorescence showed that p38o
began to be activated from the four-cell stage and remained
active during morula and blastocyst stages (Fig. 2A). The
phosphorylated form of p38a was detected in dots or patches
near the plasma membrane (Fig. 2A). The activation of p38a
showed no apparent asymmetry within the cells. As
confirmation of the activation of p38, we investigated whether
SB203580 inhibition of the kinase activity of p38 abolished the
staining of phospho-MAPKAPK-2 and phospho-HSP27.
MAPKAPK-2, MAP kinase-activated protein kinase 2, is a
direct target of p38 MAPK (Rouse et al., 1994), and HSP27 is
a substrate of MAPKAP kinase 2 (Landry et al., 1992; Rouse
et al., 1994). Treatment with SB203580 markedly decreased
the staining intensity of phospho-MAPKAPK-2 and phospho-
HSP27 (Fig. 2B), confirming that p38 MAPK is activated
during mouse preimplantation development. The activation of
JNK can be assessed by using anti-phospho-specific antibody
for Jun transcription factor. Jun is a well-known substrate of
JNK. Indirect immunofluorescent staining showed that nuclear
existence of phosphorylated Jun was detected from the four-
cell stage to the blastocyst stage (Fig. 2C). Furthermore, to
verify that the staining of phospho-Jun was caused by the
activation of JNK, we examined whether treatment with
SP600125, a JNK inhibitor, abolished this staining. The result,
shown in Fig. 2D, demonstrated that the SP600125 treatment
inhibited almost completely the phosphorylation of Jun,
indicating that JNK is activated during the four-cell to the
blastocyst stages. These results taken together show that both
p38a and JNK are activated in mouse preimplantation
development.

As SP600125 was recently reported not to be totally specific
(Bain et al., 2003), we used the RNAi approach to inhibit the
JNK pathway. We chemically synthesized four sets of
complementary 21 nucleotide RNA oligonucleotides, each
producing a 19 nucleotide RNA duplex. siJNK1-1 and siJNK1-
2 are two RNA duplexes for mouse JNKI. siJNK2-1 and
siJNK2-2 are for mouse JNK2. These RNA duplexes were
injected into one-cell zygotes and the embryos were cultured

Fig. 1. SB203580 and SP600125 inhibit normal blastocoel
formation. (A) Schedule of inhibitor treatment and analysis of
preimplantation embryos. The program of developmental processes
is shown at the top. Arrowheads indicate timing of compaction and
that of cavitation. Bars in scheme 1, 2, 3 and 4 indicate the duration
of the inhibitor treatment. At the end of the bars (indicated by
arrowheads), embryos were observed and the typical images are
shown in B. The zona pellucida was removed before the inhibitor
was added to M16 medium. The inhibitor was added at the early
eight-cell stage, and embryos were examined before the cavitation in
scheme 1. In scheme 2, the inhibitor was added at the early eight-cell
stage, and embryos were examined at the blastocyst stage. In scheme
3, the inhibitor was added at the pre-cavitation stage. In scheme 4,
the inhibitor was added after initiation of cavitation. (B) Schematic
representation of the phenotypes of embryos treated with each
inhibitor. (C) Embryos treated with 20 uM SB203580 (+SB) or 25
uM SP600125 (+SP) were compared with control embryos (Cont.).
1, 2, 3 and 4 correspond to those in A. (D) Time-dependent
observations of control, SB203580-treated or SP600125-treated
embryos were performed. The inhibitor (SB or SP) was added at the
eight-cell stage.
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in vitro for three days. Embryos that were not injected or
injected with distilled deionized water (DDW) developed
normally (Fig. 2E). Likewise, siJNKI1-1 and siJNK2-1 had no
effect on preimplantation development. By contrast, embryos
injected with siJNK1-2 and siJNK2-2 showed abnormality in
cavity formation: apparent multiple cavities in an embryo
instead of one cavity, a normal size cavity with abnormality in
the inner-cell mass or a small cavity (Fig. 2E). These
phenotypes are similar to those of SP600125-treated embryos.
Importantly, the siJNK1-2 and siJNK2-2-injected embryos
were not stained by anti-phospho-Jun (Ser 73) antibody, while
uninjected or DDW-injected embryos were stained (data not
shown). This suggests that the two siRNAs, siJNKI1-2 and
siJNK2-2, specifically inhibit the expression of JNKI and
JNK2. Taken together, these results clearly indicate that JNK
plays an essential role in preimplantation development.

Phenotypes of mice carrying a single or doubly targeted
deletion of the molecules comprising the MAPK cascades have
previously been reported (Pearson et al., 2001). A defect in
cavitation during preimplantation development, however, has
not been observed in any of these mice. This may be due to
redundancy of the function of multiple isoforms of the family
members. Moreover, when deletion of one gene leads to
embryonic lethality, preimplantation developmental processes
may not be examined. Thus, possible roles of members of the
MAPK family in mammalian preimplantation development
have not been addressed. Our present results have revealed
crucial involvement of two subfamily members of the MAPK
family, p38 and JNK, in mouse preimplantation development.
After completion of this work, a paper by Natale et al. (Natale
et al., 2004) appeared, reporting requirement of p38 activity for
mouse preimplantation development. Although there are subtle
differences between our experiments and theirs, such as the
period of the inhibitor treatment and the focused events in
preimplantation development, the obtained conclusions are
essentially the same.

As the MAPK signaling pathways are known to regulate
gene expression in the nucleus, we next asked whether gene
transcription is required for preimplantation development.
Previous experiments with o-amanitin showed that gene
expression is necessary for preimplantation development
(Khidir et al., 1995; Kidder and McLachlin, 1985). To confirm
this, we examined the influence of transcription inhibitor,
actinomycin D, on preimplantation development. Treatment of
eight-cell stage embryos with actinomycin D (0.05 pg/ml or
0.5 ug/ml) completely inhibited compaction, and embryos
were unable to develop into morula (Fig. 3A, left). When
we added actinomycin D to morula stage embryos, dose-
dependent effects were observed (Fig. 3A, right). At 0.05
1g/ml actinomycin D, the cavity formation was completely
blocked in about 60% of embryos. In about 40% of embryos,
the smaller cavity was formed. At 0.5 pg/ml actinomycin D,
the complete inhibition of cavitation was observed in about
85% of embryos, and the remaining embryos showed a much
smaller cavity. These results, together with the previous studies
(Khidir et al., 1995; Kidder and McLachlin, 1985), suggest that
both compaction and cavity formation require de novo
synthesis of mRNAs. It is likely that the p38 and JNK signaling
pathways are involved in these processes during
preimplantation development through regulation of gene
expression.
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Based on the above observations, we examined expression
profiles of genes that could be regulated by the MAPK
pathways during preimplantation development. We used
Affymetrix GeneChips for microarray analysis. Three
independent experiments were carried out. For each
experiment, we collected eighty embryos from four kinds of
pools: wild-type embryos, SB203580-treated embryos,
SP600125-treated embryos and U0126-treated embryos. Eight-
cell stage embryos were treated with these drugs, and
blastocyst stage embryos were collected for RNA extraction,
labeling and hybridization. The used array comprised over
39,000 transcripts (45,000 probe sets) and about 60% (about

A
Fig. 2. p38 and INK are active

during mouse preimplantation
development. (A) The activated

form of p38 was detected by

using anti-phospho-specific

p38a. MAP kinase antibody.

Embryos at the four-cell, eight-

cell, morula or blastocyst stage

were stained with anti-phospho-
specific p38a. MAP kinase

antibody. Fluorescence was

viewed with a confocal

microscope. (B) Phosphorylation

of MAPKAPK-2 or HSP27 with

or without SB203580. The eight-

cell stage embryos were treated

with SB203580 for 1.5 hours,

and then the embryos were fixed

and stained with anti-phospho-

specific MAPKAPK-2 (Thr 334)
antibody or anti-phospho-

specific HSP27 (Ser 82)

antibody. (C) Activation of JINK C
was assessed by using anti-
phospho-specific Jun (Ser 73)
antibody. Embryos at the four-
cell, eight-cell, morula and
blastocyst stage were stained
with anti-phospho-specific Jun
(Ser 73) antibody. Fluorescence
was viewed with a confocal
microscope. (D) Phosphorylation
of Jun was examined with or
without SP600125. SP600125
was added at the eight-cell stage.
After 2 hours of incubation, the
embryo was fixed and stained
with anti-phospho-specific Jun

p-p38

2-cell

p-MAPKAPK-2

p-HSP27

p-cJun

2-cell

E +SP
. . .
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24,000 transcripts) were judged to be expressed in the wild-
type sample by the GeneChip Operating Software 1.0
determination. In any of the SB203580-treated, SP600125-
treated and UOQ126-treated samples, the percentages of
transcripts that were judged to be expressed were about 60%.
Rather surprisingly, the expression level of most of the
transcripts was not changed by the drug treatment. Only ~1-
4% of transcripts showed the sensitivity to the inhibition of
MAPK pathways; the expression level of these genes was
increased or decreased by either of SB203580, SP600125 or
U0126 at least by twofold compared with baseline (wild type).
Hierarchical clustering was performed with those transcripts

4-cell 8-cell morula blastocyst

+SB

+SB

4-cell 8-cell morula blastocyst
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development. One-cell stage normal 24 45 23 26 35
embryos were not injected or abnormal 0 0 0 10 11

injected with DDW or dsRNA
oligonucleotides as indicated,
and cultured for 3 days. The
numbers of morphologically
normal or abnormal embryos
were counted. Bright-field
microscopic photographs are
shown.
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A actinomycin D (8-cell-morula)

actinomycin D (morula-blastocyst)
0 pg/ml

0.05 pg/ml
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B WT
U
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3rd experiment 50 237 342 62 274 289
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Fig. 3. Gene transcription is essential for preimplantation development. (A) Eight-cell stage
embryos were treated with actinomycin D (0.05 pg/ml or 0.5 pg/ml), and compared with
control embryos (0 g/ml) at morula stage (upper panel). In addition, morula stage embryos
were treated with actinomycin D, and observed at blastocyst stage (lower panel). Low and
high magnifications are shown. (B) Hierarchical clustering analysis. The transcripts used in
this analysis were increased or decreased by SB203580, SP600125 or U0126 at least by
twofold over baseline (wild type). (C) The transcripts were classified into six groups based
on the sensitivity to the drugs as shown. The numbers of transcripts in each group in each
experiment are shown (upper). The numbers of the transcripts that were classified into each
group in at least two out of the three independent experiments are shown (lower).
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that were sensitive to these drugs by
GeneSpring 6.1. The result shows that the
effect of SB203580 is most similar to that
of SP600125, and the effect of U0126 is
not so similar to that of SB203580 or
SP600125 (Fig. 3B), as was the case
for the effect of these drugs on
preimplantation development (see Fig. 1).
Thus, we extracted 156 transcripts (161
probe sets) whose changes in mRNA
levels were more than twofold in at least
two out of the three independent
experiments; 74 transcripts (groups 1, 2
and 3) showed an increased level of
expression while the remaining 82
transcripts (groups 4, 5 and 6) showed
a decreased level of expression by
SB203580 or SP600125 treatment but not
by UO0126 treatment (Fig. 3C). We
classified these 156 transcripts into six
groups based on the sensitivity to the drugs
(Fig. 3C, Fig. 4). In Fig. 4 (left), the
average expression levels of genes in each
group were shown. Expression levels of
genes in group 1, 2, or 3 were increased by
the inhibition of the p38 or the JNK
pathway, but rather insensitive to the
inhibition of the ERK pathway. By
contrast, expression levels of genes in
group 4, 5, or 6 were decreased by
SB203580 or SP600125, but insensitive to
uU0126.

Group 1 includes two transcripts, whose
expression levels are increased at least
twofold when compared with baseline by
either of the SB203580 and SP600125
treatments. Group 2 (11 transcripts) shows
at least a twofold increase only by
SB203580. The effect of SP600125 was
minimal in this group. Group 3 comprises
61 transcripts (62 probe sets). Transcripts
in this population are increased at least
twofold by SP600125 treatment, but
insensitive to SB203580 treatment. Group
4 is interesting, as expression of genes
in this group is decreased by either
SB203580 or SP600125 treatment but is
insensitive to U0126. Thus, it is likely that
the function of the genes in this group is
required for successful preimplantation
development. This group contains eight
transcripts (10 probe sets). Cdx1, caudal
type homeobox 1, has been described as
an intestine-specific transcription factor.
Because many homeobox family genes
play key roles in determining cell fate,
Cdxl may also have a role in
preimplantation  development. Foxql,
forkhead box QI, is a member of the
evolutionarily conserved winged helix
(WH)/forkhead transcription factor gene
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family, and has been shown to have a unique and distinct
function in differentiation and development of the hair shaft
(Hong et al., 2001). Foxql is expressed throughout embryonic
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development (Hong et al., 2001), but its role during
embryogenesis remains unclear. Dkkl, Dickkopf-1, is a
secreted protein that specifically inhibits Wnt/B-catenin
signaling (Mao et al, 2001; Zorn, 2001), and Wnt-
antagonizing function of Dkkl is conserved in vertebrates
(Shinya et al., 2000; Marvin et al., 2001). It was originally
identified as a strong head inducer in Xenopus (Glinka et al.,
1998). A recent report has shown that the expression of Dkk1
is regulated by Jun and that Dkk1 has a potential function in
the process of vertebrate limb development (Grotewold and
Ruther, 2002). It is possible that Dkk1 plays an important role
in cavitation. Sox proteins, SRY box-containing transcription
factors, are key players in the regulation of embryonic
development and in the determination of different cell fates
(Wegner, 1999; Soullier et al., 1999). Sox7 has been shown
to be expressed rather ubiquitously during embryonic
development, and has been suggested to function in several
differentiation processes (Takash et al., 2001). In addition,
SOX7 protein has the ability to significantly reduce Wnt/B-
catenin-stimulated transcription (Takash et al., 2001). As the
recent report has suggested that Wnt signaling may operate
during mouse preimplantation development (Wang et al.,
2004), it is notable that two genes known for Wnt-antagonizing
activity, Dkk1 and Sox7, are identified as a member of the
group 4 in our present study. Other genes in group 4 are Cyp51,
Pdgfrb, Serpinb6b and one unknown gene. Group 5 contains
46 transcripts. Expression of transcripts in this group is halved
at least by SB203580 treatment but insensitive to SP600125
treatment. Expression of transcripts in the last group (group 6),

including 28 transcripts (30 probe sets), is halved at

A - +SB
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g -
o
=
o
% _B DDW |siDkkl-1, |siCdx1-1, | siFoxgl-1,| siSox7-1, siCdx 1-1,5iCdx -2,
Q siDkk1-2 | 5siCdx1-2 | siFoxgl-2| siSox7-2 siDkkl-1,51Dkk1-2,
]
siFoxgl-1siFoxql-2,
siSox7-1,5i80x7-2
normal 48 46 40 39 40 43
abnormal 0 4 1 2 4 8
siRNA siRNA
siRNA siRNA
Dkk1

Fig. 5. Functional analysis of several genes in group 4. (A) Eight-cell stage
embryos were treated with or without SB203580 or SP600125 for 1 hour, and
stained with anti-CDX1 antibody or anti-Dkk1 antibody. Fluorescence was
viewed with a confocal microscope. (B) Effect of siRNA-based inhibition of

genes in group 4. One-cell stage embryos were injected with dsSRNA
oligonucleotides as indicated, and cultured for 3 days. The numbers of
morphologically normal or abnormal embryos were counted, and embryos
were stained with anti-Dkk1 antibody. Bright-field (upper) and fluorescence
(lower) micrographs of DDW-injected (left) and
siCdx1/siDkk1/siFoxql/siSox7-injected (middle and right) embryos are shown.

least specifically by SP600125 treatment. The most
notable transcript in group 6 should be Hoxal,
homeobox Al, which is a transcription factor and
known to function in patterning of the segments in
the developing hindbrain. Because Hox genes, in
general, play a role in the processes that control the
AP identity of the embryo, Hoxal may have a role
in preimplantation developmental processes.
Representative transcripts in each group (CD24a
in group 1, Map2k6 in group 2, Testvl in group 3,
Cdx1 in group 4, Gliprl in group 5 and Aqgp8 in
group 6) were examined for their sensitivity to each
drug by RT-PCR to confirm the microarray data (data
not shown). The obtained results completely
conform to the classification (see Fig. 3C, Fig. 4).
Recently, two reports performing microarray
analysis revealed that there are two major phases
of stage-specific gene activity, which precede
blastocoel formation (Hamatani et al., 2004; Wang
et al., 2004). In addition Hamatani et al. (Hamatani
et al., 2004) have classified genes in terms of their
expression pattern (clusters 1 to 9). Our rough
analysis has suggested that there exists little or no
specific correlation between their clustering and our
grouping (1 to 6); for example, any of the genes in
our group 4 could not be classified into any of nine
clusters. Thus, at present we are unable to
characterize stage-specific expression patterns of our
156 transcripts identified. Further studies should
identify transcriptional regulation mechanisms of
these genes. In this context, it has been shown that
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the expression of Dkkl is dependent on the Ap-1 family
member Jun (Grotewold and Ruther, 2002). We were able to
find ten possible Ap-1 sites in 1 kb upstream from the ORF of
Dkk1 (data not shown). Other members of group 4 also have
5-19 possible Ap-1 sites. Moreover, several members of group
4 may have other transcription factor binding sites, e.g. MEF
and CRE. Because Ap-1, MEF and CRE are known to be
regulated by the p38 and JNK pathways, it is possible that the
expression of genes in group 4 could be regulated directly by
the p38 and JNK pathways.

Last, we performed two types of experiments to assess the
possible function of several genes in group 4. First, we carried
out immunofluorescent examination for Cdxl and Dkkl in
eight-cell embryos. Both proteins were clearly detected at this
stage, and their expression level was decreased by SB203580
or SP600125 treatment (Fig. SA). This result is consistent with
the p38- and JNK-dependent increase of the mRNA level of
both genes. Next, siRNA experiments were performed to
examine the function of Cdx1, Dkk1, Foxql and Sox7. siCdx1-
1 and siCdx1-2 are two RNA duplexes for mouse Cdxl.
siDkk1-1 and siDkk1-2 are for mouse Dkkl. siFoxql-1 and
siFoxq1-2 are for mouse Foxql. siSox7-1 and siSox7-2 are for
mouse Sox7. These RNA duplexes were injected into one-cell
zygotes and 3 days later, the embryos were examined. Embryos
injected with DDW developed normally and were stained by
anti-Dkk1 antibody (Fig. 5B). At this stage, Dkkl1 protein
appeared to localize at or near plasma membrane. siRNA of
individual genes had little effect on preimplantation
development. However, when all these siRNAs for the four
genes were injected together, about one fifth of the injected
embryos showed abnormality in cavity formation (Fig. 5B).
These results suggest that at least several of the group 4
genes in combination may play a role in preimplantation
development.

In summary, our microarray analyses, based on the finding
of differential involvement of various MAPK signaling
pathways in preimplantation development, have identified a
small number of genes, the function of which could be
important for developmental processes. This is a crucial step
for our understanding of the molecular mechanisms of
preimplantation development in mammals. Detailed functional
analysis of these genes will be the next challenge.
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Supplemental Table S1. Array datafor 156 transcripts (161 probe sets)

All probe sets on the arrays were scaled to atarget intensity of 500 (GeneChip Operating Software 1.0).

group 1

Probe Set Common name wt 1 wt 2 wt 3 SB 1 SB2 SB 3 SP1 SP2 SP3 Uil U2 U3
1437502_x_at Cd24a 74.4 123.7 158.3 125.2 437.8 698.2 58.9 426.7 410.2 789 140.3 185.1
1442362_at 1025 149.7 204.2 2293 670 683.4 3138 310.1 4515 1132 280.9 155.1
group 2

Probe Set Common name wt 1 wt 2 wt 3 SB 1 SB2 SB 3 SP1 SP 2 SP3 ul U2 U3
1429169 _at 2600016C11Rik 746.2 263.3 389.5 1991 8135 282.5 1339 663.7 281.3 837.1 625.7 208.6
1425658 _at 9930012E15Rik 6.9 49 69.8 79.3 97.3 153.1 12.1 62.6 85.5 224 344 59.1
1459701_x_at 46.7 19.4 28.4 447 86.8 70.9 24.4 27.7 24.8 384 331 89
1439165 _at 139.7 170.5 99.5 124.8 336.9 207.8 1028 173.9 1715 213.6 711 66.4
1441482 _at Map2k6 327.8 343 222.3 558.2 675 466.4 2736 367.8 279.3 206.6 249.9 155.8
1451557 at Tat 169.3 155.1 159 392 436.4 367.1 435.6 195.5 264.4 176 158.1 229.6
1420539 a at 1810022C01Rik 105.1 15 154 1135 55.8 82.6 120 59.3 65.5 132.8 56.5 102
1458089_at 161.4 75 29.4 222 59.4 88.1 108 345 9| 256.9 50 40.6
1445952 _at 415 53 226 1255 117.3 105.7 2145 51.7 99.1 3755 51 53.7
1441370 _at 3632431MO1Rik 539.5 3.6 7.8 262 96.3 78 | 319.9 53.9 20.6 2355 46 10.1
1444038_at 874.1 205.3 1414 2045 562 290.6 9739 170.7 250.9 575.2 250.9 307.1
group 3

Probe Set Common name wt 1 wt 2 wt 3 SB1 SB2 SB 3 SP1 SP2 SP3 Ul U2 U3
1427170 _at 2410072D24Rik 15.1 49.7 102 17.6 37.2 121.1 66.7 133.7 56.8 354 474 79.2
1428896_at Pdgfrl 142.7 975 172.9 354.1 155.1 94.9 786.7 228.4 276.6 320.8 5 61.5
1444529 at Eifla 1785 140.7 434 2477 53| 179.3 510.4 7755 1079 128 106 251
1447227 at 104.1 66.9 39.3 80 100.5 33 260 191.2 195.6 141.7 103.5 141
1429378 x_at Defcr-rsl 935 182.4 297.6 1414 306 263.2 1488 526.3 408.6 1051 318.8 2794
1439670_at Naalad2 430.8 200.5 358.3 345.1 122.6 199.5 1022 421 384.5 2437 137.4 230.1
1451474 _a at D13Ertd275e 8.6 98.5 180.8 34.3 80.9 119.1 84.4 220.1 266 26.3 102 24.6
1451297 at 5730581M22 235 3779 512.9 540 477.1 497.7 531.6 826.3 707.8 146.3 3233 274.4
1457048 _at Gpr103 186.1 45 63.9 246.7 4.4 721 398.5 85.4 452 239.3 36.2 12
1427479 at Eifla 247.4 478 133.6 164.1 466.7 616.4 1073 5263 7781 237.3 476.2 245.7
1443600_at AA414992 202 325 19 90.6 4.8 56.6 512.4 92 176.2 97.9 433 70.7
1456495 s at A1596402 81.8 156.4 133.6 63.3 163.4 118.2 182.8 2737 364.1 89.6 108.5 1775
1453369 _a at 1500005J14Rik 307.2 503.3 351.2 303.5 547.4 386.6 505 945.4 1808 2574 384 421.7
1436905 _x_at Laptm5 118.3 696.9 660.5 61.2 211.8 384.1 3704 1605 1576 98.5 467.2 742.9
1448573 a at Ceacam10 328.1 1027 607.6 5735 905.9 693.7 780.7 1799 1565 500.6 1482 909.7
1452218 at AU018638 84.4 360.5 292.9 138.3 418.6 340.8 193.6 587.4 692.8 1735 252.8 259.5
1438840 _x_at Apoal 166.6 518.5 190 132.3 20.5 75.1 824.9 1413 825.3 118.9 409 90.5
1417884 _at Slc16a6 774 210.6 258.6 145.6 373.6 331.3 189.5 339.6 558.5 165.5 376.5 133.2
1425947 _at Ifng 236 235 6.6 52.7 28 13 101 98.5 522.4 29.2 394 10.1
1459089_at 302.5 12.8 56 100.9 13.7 438 1516 96.1 581.8 110.9 20.2 18
1423390_at Siahla 87.1 254.7 185.8 141.7 238.6 73.7 199.4 186.5 623.1 107.3 2255 201.6
1445849 at A430089119 2144 146.1 331 90.2 327 245 3853 1015 2612 208.9 105.9 130.9
1425880 _x_at Zfp352 80.8 84.3 49.3 30.8 98.4 9.1 198.5 336.5 592.4 16.8 39.9 233
1444496 _at 258.9 64.4 35 24.3 108.3 59.1 509.4 233.6 356 70.9 40.3 62.6
1435660_at 2795 227.7 2205 324.2 137.4 3194 464.8 716.5 673.8 244.7 258.1 123.6
1425458 a at Grb10 513.3 560.2 932.1 490.8 7733 742 1256 1642 2105 476.1 771.1 699.7
1425879 at Zfp352 1124 62.8 784 65.7 81.4 16.1 320.8 4454 649.8 76.3 67.1 47.6
1429413 at 5730456K 23Rik 1382 231.7 198.6 1203 397.6 396.1 2379 471.6 584.1 993.2 172.8 1734
1438026_at 2310030G09Rik 2004 453.8 369.9 2354 419.9 467.7 2931 1060 1204 1168 4495 2479
1448272 _at Btg2 580.9 344.4 262.6 613.7 378.9 510.3 944.4 805.9 841.6 377.1 285.7 2234
1450826_a at Saa3 1299 2331 1507 455.9 1247 1093 1156 4895 4231 968 2225 2541
1459923 at 217 48.9 6.4 421 42.2 585 338 159.7 115.3 221 64.3 79
1451751 _at 1700037B15Rik 165.8 184.4 146 181.8 220.7 234.9 447 607.6 1172 179.2 128.9 132.8
1456493 _at 5830484A20Rik 384 239.1 312 336.1 391.1 517.6 464.9 661.5 1105 261.7 3239 313
1447963 _at 29.3 325 2 14.6 18 337 37 125.3 245.2 257 26 31
1449540 at Psx2 236 151.5 98.6 12.2 82.1 179.1 19 268 351.4 454 435 105.7
1449253 at Smcll2 6.7 17.9 51.7 7.1 211 55 21 137.7 208.8 6.6 10.7 33
1416776_at Crym 72.8 82.3 102.6 18.2 76.9 64.7 104.9 355.4 202.1 132.1 189.7 134.1
1425160_at 86.6 109.9 135.8 54 65.9 105.7 182.1 4355 541.3 41.6 112.1 136.3
1452405 x_at A430107P09Rik 121.4 745 72.1 21.8 148.8 166.6 187 255.6 356 76.3 106.3 98.2
1423672 _at 2510042P03Rik 68.7 103.8 114.4 63.6 166.8 110.9 64.4 308.3 607.2 71.6 102.3 141.2
1450869_at Fofl 130.7 26.9 66.9 99.8 54.6 97 1774 165.8 2114 1111 38 36.3
1435906 _x_at Gbp2 30.3 30.7 8.3 216 24.3 19.1 44.9 98.3 71.7 28 53.6 15
1427005_at Snk 89.4 74.2 74 67.7 75.8 158.8 347.7 484.1 570.9 38.6 64.4 20.7
1427115 at Myh3 8 40.2 411 16.3 66.4 412 47 67.4 195.2 258 48.6 71.3
1450653_at Spz1-pending 85 71.8 32.8 22.7 79.5 8.1 774 196.4 238.3 145 36.2 32
1435642_at 9630019K 15Rik 776 60.4 9.2 461 749 85.5 494.8 163.5 2239 76.9 55.3 75.4




1424530_a vasle 3uz.( 8.8 8.2 158 ouU.1 121.2 2105 159.5 238.0 194.8 00.Y 113.3
1420729 _at Testv1-pending 19.1 50.9 15.6 28.6 74.7 534 102.1 2425 374.7 232 22 6.8
1457033 _at 266.2 184.8 60.3 226.7 27 96 8788 1395 3205 331.2 144.6 84.4
1416847 s at Oasld 18 37 69.4 88.7 64.6 136.3 70 198.7 1774 29.6 76.8 9.8
1425220 x_at 15.7 148.2 85 137 139.7 118 653.7 1137 2431 8.3 180.7 83
1453331_at 1700013H16Rik 290.7 152.9 98.8 255.1 727 97.1 749.7 288.5 436.2 289.1 166.5 201.2
1439771 s at 202 49.7 713 137.9 1139 115.2 692.2 665.8 683.4 107.7 57.6 116
1458564 _at 2435 96.9 713 309.5 85.6 93.3 2097 777.4 986 168.6 311 1131
1455088_at 279.7 72.9 131.3 386 75.4 234 1174 279.1 740.3 105.2 112.9 71
1457407 _at 73.3 62.9 37.2 144.4 67.3 175 881.5 190.9 451.7 267.8 44.8 76.2
1418550 x_at Defcr-rsl 102.2 218.8 297.8 2114 298.8 367 352.3 849.2 585.9 2154 259.5 332.8
1451852 _at LOC236219 7.4 32 145 20.9 20.6 2.6 127.3 130.9 3417 14.4 41.8 34
1444142 at 127.2 41.8 89| 5088 70.9 84.2 1550 270.2 874.9 143.8 135.2 46.9
1425427 _at 39 150.7 35 31 82.6 41 102.7 544.8 938.9 2.8 7.9 107.6
1442334 at 333.7 105.1 374 3231 19.3 67.6 5331 721.2 2099 344.9 132.6 61.3
group 4

Probe Set Common name wt 1 wt 2 wt 3 SB 1 SB 2 SB 3 SP1 SP 2 SP3 ul U2 U3
1436970 a at Pdgfrb 58.4 1335 104.6 17 20.1 66.3 114 35.3 20.7 335 1119 2.8
1438558 x_at Foxgl 948.3 1035 1114 260.5 286.9 545.1 150.3 306.1 264.4 526.3 608.6 907.6
1422804 _at Spil2 507.1 798.7 1059 1715 216.2 514.8 234.9 321.4 4785 384.3 1028 434.9
1422735 _at Foxql 764.3 301.8 198.7 270.7 123.7 169.9 211.6 136.6 154.9 465.7 264.9 222
1429338 _a at 4632412124Rik 387.2 149.7 2734 98.9 186 110.5 158.3 189.9 129 194.7 47.8 267.8
1420360_at Dkk1 855.3 1482 1371 3325 592.8 662 359.3 571.4 553.2 391 356.5 1117
1416564 _at Sox7 329.3 401.3 602.1 100.9 252 258 98.7 210.1 188.4 162.8 275.6 451.1
1450646_at Cyp51 634.4 1896 2425 294.1 913.4 917.6 356.4 973.9 1025 804.4 1882 1555
1458232 _at Dkk1 1643 475.7 564.6 3817 120.8 170.9 251.6 122 184.5 498.8 229.4 336.9
1449582 _at Cdx1 261.9 518.3 305 414 113.2 79.7 47.2 146.5 80.2 355.6 334.9 317.6
group 5

Probe Set Common name wt 1 wt 2 wt 3 SB 1 SB 2 SB 3 SP1 SP 2 SP3 ul U2 U3
1437893 at MGC40917 861.8 181.8 280.2 871.6 65.7 126.1 1352 215.7 156 812.3 103.5 1775
1430051_at 4930486L 24Rik 3395 1105 1056 1311 474.2 504.5 1977 737.9 594.2 2151 1178 1317
1416488_at Ccng2 3834 1253 1218 244.9 446 422.3 579.7 2317 1936 344.1 855.5 1216
1422293 a at 4933402K 10Rik 257.8 349.2 442.9 189 192 183.4 172.2 192.4 368.7 299.6 474 463.9
1430781_at 4930502N02Rik 6325 2163 1921 4271 415.7 349.4 8594 2402 2219 6083 1424 1979
1435992 at 362.7 154.4 172.6 388 58.2 484 601.8 114.9 85.4 573.8 76.8 97.2
1433768_at 2410003B16Rik 1533 544.8 749.4 817.7 259.2 110.1 1223 407.5 496.5 990.6 599.7 467.8
1442040 _at 635.5 269.8 239 182.9 112.8 74.6 364.2 1335 137.6 322.7 225.4 1226
1447655 x_at Sox6 1137 398.4 450.9 487.4 173.8 193.1 874.9 376.3 2234 742.8 493.7 329.1
1448606_at Edg2 739.5 852.8 861.5 280.7 536.8 476.1 485 707 655.7 507.8 729.5 1201
1438322 x_at Fdftl 1922 8217 8923 896.1 3943 4312 1042 4805 5503 2001 6570 6909
1417597 _at Cd28 68.6 162.2 156.3 415 40.9 39.1 58.4 75.6 105.9 63.5 174.4 186.4
1437434 a at 5031439A09Rik 586 793.4 773.8 288.4 196.9 3014 402.6 646.8 659.3 603.4 635.9 665
1428663 _at 5133401H06Rik 529 427.6 337.6 178.3 107.9 74.7 3231 374.7 499.5 259.6 127.3 390.1
1451760 s at AI1317395 2439 2255 200.8 170.5 56.4 54.4 199.6 190.6 218.2 121.8 141.9 234.7
1457377 _at 307 141.3 171.8 331 19.3 38.2 291.4 143.3 68.4 75.5 56.3 72.7
1434436_at 5630401M 14Rik 82.8 136.5 197.5 63.2 67.8 383 80.6 106.4 144.8 30 63.6 77.6
1419554 at B430305P08Rik 125.6 395.5 400.6 100.3 186.8 209.2 875 163.8 353.6 162.7 314.2 1935
1434369 _a at Cryab 826.3 2917 3122 286.3 997.7 1200 481.9 1795 1821 341 1597 2523
1416895 _at Efnal 1455 267.2 266.9 53.2 82.4 93.9 116.1 283.7 167.9 227.6 376.7 377.6
1423824 at 5031439A09Rik 231.2 763.7 656.5 131.6 3284 297.9 204.1 571.2 828.2 336.7 605.3 496.4
1438704_at 1535 68.3 70.6 26.7 16.6 59 175 56.8 32.6 37.6 25 47.4
1452387 _a at Amotl2 1045 1668 1599 348.3 705.2 966.1 783 1144 1085 601.3 861.5 1613
1442918 at 1187 377.3 262.5 414.1 142 135 508.5 235.2 230.1 854 204.2 206.3
1436931_at Rfx4 2330 710.4 989.9 4252 2458 311.2 2465 966.4 810.9 988.6 4445 4275
1456144 _at 2125 7824 597 1148 2749 376.4 1777 476.4 4449 1651 457 653.1
1435831 _at Upk1b 1069 323.1 519.7 360.3 123 89.4 653.7 226.5 158.2 431.6 186.7 162.9
1434815 a at 4506 899.3 567.2 1400 233.3 280.4 3861 1127 902.3 2946 348.4 457.3
1419775 _at 219.8 295.1 3974 76.5 278.4 116.2 159.2 339.1 202.2 209 89.4 197.7
1460330_at Anxa3 886.7 899.9 896.7 386.3 563.8 363.7 484.8 503.7 523 508.6 717.2 528.7
1418365 _at Ctsh 435.7 756.1 702.8 149.2 398.4 324.3 259.9 376.3 304.5 200.5 526.2 644.8
1445160 _at 4732483H20Rik 202.8 80.1 85.3 46.7 4.4 48.2 166 436 1133 84.7 51.2 358
1434917 _at cobl 1233 153.9 1514 294.7 87.3 35.7 734.3 1117 116 2019 304 141.3
1433595 _at C330011J09 393.1 327.3 406.5 136.1 184.8 154.8 310.2 402.1 268.2 202.5 308 314.9
1429691_at 5430405N12Rik 2431 510.3 224.6 160.5 120.8 49.9 273.2 228.3 207.4 208.8 156.5 182.7
1441667_s at 4632404M 21Rik 1079 217 362.2 264.3 94 92.1 551.8 271.9 271 895.2 398.6 337.3
1455299 at 2335 8785 995.3 1032 422.1 478.4 1953 774.9 1019 1832 924.3 1335
1436619 _at 3560 988.2 1545 1809 462.8 526.7 4233 1392 894.6 3000 540.2 702.3
1443163 _at F730005G13 8733 2254 2722 2648 745 677.6 7551 2736 3575 5569 4000 4315
1449365_at Edg8 2243 800 3784 63| 2165 127.1 171 494.2 671.4 241 624.6 591.7
1449385 _at Hsd17b9 751.1 2209 2166 370.4 950.3 590.7 726.9 1901 1391 934.5 1915 2039
1439478 at Mtel-pending 3103 1454 1341 1331 553 543.7 3092 1187 1226 2248 1425 1721
1454862 _at C820004H04Rik 426.6 1287 1128 1239 471.9 458.3 315.9 952.3 857.6 279.6 726.4 550.1
1419418 a at Morc 385.4 1181 821 155 494.7 2754 244 743.8 785.4 590.5 1288 1284
1423825 at 5031439A09Rik 250.8 435.2 355.7 1245 127.9 95.7 1737 248.7 550.4 1734 328.1 320.8
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| 1424941 _A | Glipri 1590 S1u4 145 314.0 ouL.4 Y4£0.5 12450 £51VU 139 1045 £0Ud 941
group 6

Probe Set Common name wt 1 wt 2 wt 3 SB 1 SB2 SB 3 SP1 SP 2 SP3 ul U2 U3
1452381_at C530025K 05Rik 211.6 420.7 454.9 2345 355.9 516.4 144.1 127.6 160.8 302.2 2125 326.8
1453102 _at 5530600M07Rik 2557 909.7 982.1 1105 671.8 732.6 595 424.2 430.1 1209 555.6 909.6
1454855 _at Acvrinpl 4132 166 187 480.6 144.7 223.7 280.9 783 78.6 507.6 197 137.3
1429310 _at 5530600M07Rik 1153 721.9 735 844.8 468.7 629.9 473.2 142.2 264.3 730.8 298.1 451.6
1418215 at Meplb 749.8 1129 922.7 813.1 828.6 1010 617 588.2 380.8 1166 1160 1325
1417079 s at Lgals2 3824 185.2 355 111.8 100.6 162.8 178.8 58.9 142 1245 208.5 180.2
1418153 at Lamal 1928 2501 3224 785.4 1567 2116 428 904.7 1259 1212 1536 2041
1421113 at Pepf-pending 279.4 379 503.1 139 251.1 214.6 152.1 99.2 105 2313 521.9 369.8
1419665 _a at Nuprl 222.3 950.8 935 114.9 739.1 675.6 84.3 304.4 326 283.5 1479 1465
1420565_at Hoxal 183.2 387.7 322.3 107.2 168.9 188.7 86.6 119 51.5 1104 160.5 335.9
1441061_at 699 1734 1721 778.2 113.2 229.9 615.6 44.2 64.1 741.1 158.1 201.7
1430977_at A930021C24Rik 768.8 485 417.8 1345 381 5115 956.6 269.6 222.2 755.5 365.2 263.9
1450843 a at Serpinhl 538.1 1006 1065 258.9 733 645.6 119 350.8 392.9 485 601.1 491.3
1448477 _at C4st2-pending 1335 170 1285 106 186.8 102.4 17 489 27.2 100.2 18.2 94.3
1416589 _at Sparc 3504 3421 3305 1629 2325 2620 1143 1681 1490 2219 1807 2272
1451382 _at 1810008K 03Rik 487.8 597.3 622.9 238.4 414.8 398.3 190.9 193.8 198.2 219.2 283.5 590.7
1455019 x_at 5630400A09Rik 3067 1954 1800 1891 1002 1518 816.8 874.7 596.8 2115 1112 1447
1437132 _x_at Nedd9 74.9 217.1 342.9 215 71.9 254.8 21 37.9 65.6 75.1 100.8 3313
1448949 at Card 550.3 787.8 1299 276.6 1172 1733 187.6 389.6 494 541 1402 1467
1438787_at 7912 752.2 550.1 6028 630.5 613.4 3607 681.2 339 6652 770.5 604.9
1438737_at Zic3 807 496.2 736.5 342.7 290.8 389.6 1204 238.2 323.2 608.1 240.3 326.6
1421917 _at Pdgfra 683.6 2548 2461 1030 2501 2924 323.7 1198 999.8 613.9 1609 2018
1429177 _x_at Sox17 1388 3571 3341 983.4 1543 2960 503.3 1445 1235 761.1 1480 2367
1415822 at Scd2 3796 10174 13527 2721 9950 12664 1898 5758 6294 5251 11407 10981
1415856 _at Emb 402.1 413.9 511.7 218 485.9 586.6 155.4 239.9 3111 256.9 250.3 326.5
1452035_at Col4al 2496 3880 3283 1535 2284 3062 897.6 1539 1425 1446 2201 3300
1456733 x_at Serpinhl 948.4 1838 1479 803.7 947.1 929.9 551.7 362.1 560.4 757.8 663.1 897.2
1424051_at Col4a2 1107 1110 982.7 630.2 662 691.2 386.9 350 396.1 746.4 671.9 894.8
1417828 at Aqp8 1092 1977 2052 730.9 1754 1811 300.4 755.6 914.6 887.1 2113 2012
1418094 s at Card 975.1 832.5 1085 556.8 1022 1403 192.1 419.2 3294 1124 1363 1433




