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ABSTRACT

In mammals, the study of gene expression in the preimplan-
tation embryo has been difficult because the standard proce-
dures used to quantify mRNA generally require large amounts
of starting material. The development of protocols using differ-
ent quantitative strategies generally involving the polymerase
chain reaction (PCR) has provided new tools for exploration of
gene expression in preimplantation embryos. However, the use
of an internal standard, often referred as a housekeeping gene,
is essential to normalize the mRNA levels. RNA levels of eight
housekeeping genes were quantified using real time PCR
throughout the preimplantation period of the bovine embryo to
find the most suitable gene to be used as standard. Histone H2a
was the best internal standard because the transcript levels were
constant across the preimplantation period. Linear amplification
of antisense RNA using the T7 promotor for in vitro transcription
of the entire RNA pool was evaluated as a suitable way to
preamplify the starting material prior to quantification and was
effective in providing accurate RNA abundance profiles through-
out the preimplantation period. However, the amplification ap-
pears to be template dependent because the amplification fac-
tors were higher for some genes.

developmental biology, early development, embryo, oocyte de-
velopment, ovum

INTRODUCTION

Quantitative measurements of mRNA levels can be
achieved using several approaches; however, some of
these approaches are not suitable when working with
mammalian oocytes or preimplantation embryos because
of the difficulty in gathering the large amount of starting
material needed to obtain enough RNA to perform these
techniques. The Northern blot analysis has not been
widely used to study gene expression during preimplan-
tation development because about 300 oocytes or 54
blastocysts are needed to analyze the expression of asin-
gle gene[1, 2]. The RNase protection assay approach has
been reported to be sensitive enough to detect specific
messengers in only 0.1 blastocyst equivalent per reaction
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[3], but the technique is tedious and requires much sam-
ple manipulation, rendering it more prone to technical
errors. The use of the polymerase chain reaction (PCR)
has overcome the problems associated with tissue scar-
city and has enabled efficient detection of specific tran-
scripts. However, the amplification plateau phase renders
the approach more qualitative than quantitative. To date,
the numerous studies using qualitative PCR to detect the
presence of gene transcripts throughout the preimplan-
tation period generally involved 5-15 oocytes or embry-
os per reaction [4-10]. Nested PCR approaches, which
involve a second round of PCR amplification, have also
been used to detect specific gene transcripts in bovine
oocytes and human embryos [11, 12]. However, the need
for more quantitative measurements has prompted the de-
velopment of semiquantitative methods involving the
amplification of an endogenous standard, often referred
as a housekeeping gene, for which the mRNA level is
considered to be constant [13] and/or the amplification
of an exogenously added mRNA (rabbit globin) to ac-
count for technical imprecision due to the manipulation
of the samples [14-19]. Other methods involving the
blotting of the PCR products and hybridization with a
specific radiolabeled probe allowing quantification simi-
lar to that with the Southern blot technique have also
been proposed [20—22]. The plateau phase of the PCR
amplification, which generally occurs in the later cycles,
keeps the PCR method from being truly quantitative.
However, a simple way to prevent overamplification isto
restrict the number of PCR cycles by previously evalu-
ating the optimal number of cycles during the optimiza-
tion steps [23]. The competitive PCR procedure is atruly
quantitative method that uses serial dilutions of a known
amount of an exogenous cDNA template (which is gen-
erally similar to the targeted genes but of slightly differ-
ent size) in combination with a serial dilution of the sam-
ple. The added quantified cDNA template will compete
with the endogenous sequence for the primers and the
nucleotides during the PCR, and according to normal
probabilities, the more abundant template will produce
more amplified product. By comparing the relative inten-
sities of the bands for the two amplified products after
gel electrophoresis, it is possible to precisely measure the
amount of mMRNA in the sample. This technique has been
successfully used to measure gene expression in preim-
plantation embryos [24-27]. However, the procedure is
time consuming because of the need to design the stan-
dardized cDNA template and often requires optimization
before a systematic measurement of the mMRNA levelscan
be performed in several samples. The development of
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TABLE 1. Information on the primers used for amplification.

GenBank Product  Temperature of
accession size fluorescence
Gene number Species Sequence Location (bp) acquisition (°C)
B-Actin BC008633 Mouse 5'- CGTGACATTAAGGAGAAGCTGTGC- 3 609-632 374 87
5'- CTCAGGAGGAGCAATGATCTTGAT- 3’ 960-983
GAPDH U85042 Cow 5'- GAAGACTGTGGATGGECCCCTCC- 37 519-540 357 89
5’- GTTGAGGGCAATGCCAGCCCC- 3’ 856-876
Ubiquitin 718245 Cow 5'- TTTTCGTGAAGACCCTGACCG- 3’ 780-798 284 86
5'- TAAATGCCTAGAGT GCAGAAGG 3/ 1043-1064
Lamin B XM_003777 Human 5'- ACTGACCTCATCTGGAAGAACC- 3/ 1173-1194 393 84
5'- CAAAACTTTCAGTGTCAAAAAGG 3’ 1544-1566
Tubulin BC008659 Human 5'- CTCTGCTGAGAAAGCCTACCA- 3’ 898-918 400 87
5'- CCACGTACCAGTGAACAAAGG 3’ 1278-1298
Histone H2a U62674 Mouse 5'- GTCGTGGCAAGCAAGGAG 3’ 1014-1031 182 88
5'- GATCTCGGCCGT TAGGTACTC- 3’ 1178-1195
U2snRNA U57614 Human 5'- CTCGGCCTTTTGGCTAAGAT- 3’ 4889-4908 172 83
5'- CGTTCCTGGAGGTACTGCAA- 3’ 5042-5061
18S rRNA AF176811 Cow 5'- GAGAAACGGCTACCACATCC- 3’ 55-74 337 87
5’- GGACACTCAGCTAAGAGCATCG- 3’ 371-392

PCR modules capable of reading fluorescence during the
PCR (real time PCR) has overcome most of these prob-
lems and allows precise and efficient measurement of the
mMRNA level before the reaction reaches the plateau
phase (for review, see [28]). The successful use of such
a system has been reported for quantifying mitochondrial
DNA, B-actin, and hypoxanthine phosphoribosyltransfer-
ase in very small samples such as single oocytes, polar
bodies, and subcellular components [29-31].

The study of gene expression during the preimplantation
period also requires an endogenous standard to normalize
the RNA levels to justify the variations observed. With tis-
sue samples or somatic cell cultures, it is common to stan-
dardize the measured mRNA levels to housekeeping genes
such as B-actin, glyceraldehyde 3-phosphate dehydrogenase
(GAPDH), and 18S rRNA. To date, most of the preimplan-
tation work has involved these common housekeeping
genes for normalization. However, the expression profiles
of these genes during the preimplantation period have not
been evaluated. The amount of MRNA present throughout
the preimplantation period probably is not constant for most
genes because most mMRNAS are degraded after fertilization.
This variability introduces considerable bias when the val-
ues of the candidate gene are corrected to the values of an
inconsistent housekeeping gene. Thus, the objective of the
present study was to use real-time PCR to measure the
MRNA levels of several so-called housekeeping genesin a
developmental series covering the bovine preimplantation
period to identify the genes that are most suitable to be
used as endogenous standards in gene expression studies.

MATERIALS AND METHODS
Oocyte and Embryo Collection

Bovine ovaries were collected at a slaughterhouse. The cumulus-
oocyte complexes (COCs) from follicles 3-5 mm in diameter were
collected by aspiration, and the follicles <2 mm in diameter were dis-
sected with the aid of a stereomicroscope. The COCs where morpho-
logically classified according to Blondin and Sirard [32]. Each devel-
opmental set was composed of germinal vesicule (GV) and mature
oocytes, two-cell and eight-cell embryos, and blastocysts. Oocytes
were in vitro matured in synthetic oviductal fluid (SOF) medium [33]
with 1 pg/ml estradiol-178, 0.5 pg/ml FSH, and 5 p.g/ml LH for 22—
24 h. Oocytes were fertilized and cultured in SOF medium supple-
mented with 0.6 mM of cystein at 38.5°C under an atmosphere of 5%
CO,, 20% O, up to the eight-cell stage. For further development, the

embryos were transferred at the same temperature under an atmosphere
of 7% O, until they reached the blastocyst stage. The efficiency rates
of the in vitro production SOF system were as described previously
[34]. The GV and matured oocytes were mechanically separated from
the cumulus cells by vortexing, washed three times in PBS buffer, and
stored at —80°C until RNA extraction. Three replicates of 20 oocytes
or embryos were used for each developmental stage.

Total RNA Extraction

Total RNA was extracted and DNase | treatment was performed si-
multaneously using StrataPrep columns (Stratagene, La Jolla, CA). The
RNA was coprecipitated using 1 g of glycogen (Roche Molecular Bio-
chemicals, Laval, PQ, Canada) as carrier by the addition of 0.1 volume of
3 M sodium acetate (pH 5.2) and 1 volume of isopropanol (Sigma, St.
Louis, MO). The RNA was pelleted by centrifugation and washed using
400 pl of 70% ethanol. The RNA/glycogen pellet was dried quickly at
65°C using a thermal cycler (MJ Research, Watertown, MA) and then
resuspended in 10 pl of nuclease-free water.

Reverse Transcription and Linear Antisense
RNA Amplification

Of the three replicates, two were used for T7 linear RNA amplification.
The other replicate was directly reverse transcribed using a modified ver-
sion of the standard protocol described above. In addition to the oli-
go(dT)1,.1g primer, 200 ng of random hexamers (Roche) was added to the
RNA and allowed to anneal by denaturing the secondary structure at 70°C
for 2 min and then rapidly quenching the mix on ice. After the reverse
transcription (RT) reaction, the final volume was increased to 30 wl with
nuclease-free water.

For linear RNA amplification, the general procedure is called the Eber-
wine technique [35]. The principle behind the linear amplification is to
add a T7 RNA polymerase promotor sequence during cDNA synthesis by
using an oligo(dT) primer bearing a T7 promotor sequence upstream. The
second step is to produce double-stranded DNA from the newly synthe-
sized cDNA. Finaly, the T7 promoting sequence is used to transcribe in
vitro the entire double-stranded DNA pool corresponding to the entire
mRNA pool, thus linearly amplifying the entire pool while maintaining
the relative abundance of the messengers [35]. The T7 amplification pro-
tocol followed for the present study was described by Luo and collabo-
rators [36], except that random hexamers were also added during the first
RT reaction to reverse transcribe the RNA without a poly(A) tail. The RT
reactions were done in 20 pl using an oligo(dT)s with the T7 promotor
sequence in 5’ random hexamers (Roche) and Superscript |1 (Life Tech-
nologies, Burlington, ON, Canada). The second strand was processed us-
ing Escherichia cali ligase (Life Technologies), E. coli polymerase 1 (Life
Technologies), and RNase H (Life Technologies). The double-stranded
DNA was blunted using T4 DNA polymerase (Life Technologies). The
DNA was purified using Qiaquick PCR purification columns (Qiagen,
Mississauga, ON, Canada), coprecipitated with 1 g of glycogene
(Roche), and washed with 70% ethanol. The RNA amplification was per-
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FIG. 1. A) Typical amplification profile of
ubiquitin. B) Melting curve profile indicat-
ing the specific product and primer dimers
formed in the negative control. This curve
was used during optimization procedures
to determine the temperature at which the
fluorescence reading should be taken. In
this case, the readings were taken at 86°C
as indicated by the vertical line. In both
panels, all the samples are represented
along with the standard curve and the
negative control.
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formed using the AmpliScribe T7 in vitro transcription system (Epicentre,
Madison, WI). The resulting antisense RNA (aRNA) was precipitated with
0.1 volume of 3 M sodium acetate (pH 5.2) and 1 volume of isopropanol
(Sigma), and the pellet was washed with 70% ethanol. The aRNA was
reverse transcribed using the standard protocol described above in a 20-
wl volume without the oligo(dT);5.1g, Which was replaced with 200 ng of
random hexamers (Roche) to prime the reaction. The final volume of the
samples amplified using the T7 system was adjusted to 50 pl with nucle-
ase-free water.

Cloning the Housekeeping Genes

Primers were designed according to the sequences found in GenBank.
The reported bovine sequences were preferentially used; otherwise, an
alignment was done with the sequences of different species, and con-
served regions were utilized. The specificity of the primers was tested
by submitting them to a BLAST analysis. The sequences and information
on the source of the primers are listed in Table 1. For optimization and
confirmation of the specificity, the housekeeping genes were amplified
and cloned using liver and kidney RT reactions, which were performed
using a standard procedure on 5 pg of total RNA using 200 ng of oli-
go(dT)5.1¢ and Superscript 1l (Life Technologies). The oligo(dT)1,.18
was first added to the RNA samples and allowed to anneal by denaturing
the secondary structures at 70°C for 2 min and then quenching the re-
action rapidly on ice. The RT buffer, dithithreitol, dNTR, and 1 pl of
Superscript |1 (200 U/pl) were added, and the reaction was performed
at 42°C for 1 h, followed by a denaturing step at 70°C for 10 min.

A cDNA diquot of 2 ul was subjected to PCR amplification using a
PTC-100 Programmable Thermal Controller (MJ Research) using the fol-
lowing program: preincubation with Tag Gold polymerase (Applied Bio-
systems, Streetsville, ON, Canada), activation at 95°C for 10 min, and
then 35 amplification cycles of denaturation at 95°C for 1 min, annealing
(for every housekeeping gene) at 57°C for 1 min, and elongation at 72°C
for 1 min. The last of the 35 cycles was followed by a final elongation
step at 72°C for 5 min. Aliquots of the PCRs were electrophoresed to
confirm the amplification, and the amplicons from successful reactions
were cloned by TA cloning (Invitrogen, Burlington, ON, Canada). The
true positives were manually sequenced to confirm their identity with the
T7 sequencing kit (Amersham-Pharmacia, Baie D' Urfé, PQ, Canada).

3 el o et oo

Real-Time PCR

The standard curve was prepared as follows. A standard PCR was
performed using the verified plasmids as template for each housekeeping
gene as described above. The products were electrophoresed, and the spe-
cific band for each gene studied was extracted from the gel using Qiaguick
gel extraction columns (Qiagen). The purified PCR products were quan-
tified by running an aiquot along with a DNA mass ladder (Life Tech-
nologies) and diluted for the standard curves.

The PCRs were conducted in a Light Cycler apparatus (Roche), and
products were detected with SYBR Green, which is included in the
FastStart Master SYBR Green | mix (Roche). Prior to the quantification,
optimization procedures were performed by running PCRs with or without
the purified template to identify the melting temperatures of the primer
dimers and the specific product. To measure the level of mRNA in the
samples, the fluorescence values were taken at a temperature associated
with the beginning of the peak for the specific product (Table 1). For each
quantification, a 2-pl aliquot of the RT reaction was used. The standard
curve was performed using the DNA prepared as described above, and
five seria dilutions were used ranging from 100 pg to 1 fg. For each
housekeeping gene, all the samples were quantified simultaneously during
the same run. The amplification program was as follows. preincubation
for FastStart polymerase activation at 95°C for 10 min, followed by 40
amplification cycles of denaturation at 95°C for 0 sec (20°C/sec), annealing
(for every housekeeping gene) at 57°C for 5 sec(20°C/sec), elongation at
72°C for 16 sec (2°C/sec), and acquisition of fluorescence (see Table 1 for
temperature) for 5 sec (20°C/sec). After the end of the last cycle, the
melting curve was genreated by starting the fluorescence acquisition at
72°C and taking measurements every 0.1°C until 95°C was reached.

After the completion of the quantitative PCR analysis, 10% of the PCR
products was electrophoresed on a standard 1% agarose gel stained with
ethidium bromide and visualized by exposure to ultraviolet light. The im-
ages were obtained using a gel doc apparatus (Bio Rad, Mississauga, ON,
Canada).

RESULTS

Figure 1A shows the amplification profile of ubiquitin
in al the samples studied. As expected, the logarithmic

220z 1snbny |z uo 1senb Aq 66G£892/59t L/S/29/8191ME/poldai|olq/wod dno olwapede//:sd)y woly papeojumoq



1468 ROBERT ET AL.

FIG. 2. Quantification of the mRNA lev- . 0.025
els of housekeeping genes during the bo- o0 .
vine preimplantation period. For each de- £ 0.02 B-actln
velopmental stage, some samples were di- < ’
rectly evaluated and others were submit- Z
ted to linear T7 RNA amplification prior to Cé 0.015
quantification by real-time PCR. For GV -
oocytes, matured oocytes, and two-cell © 0.01
embryos, the first three samples represent- = '
ed were collected from follicles <2 mm in 2
diameter and the other three samples were g 0.005
collected from follicles 3-5 mm. For the <
eight-cell embryos and blastocysts, all the 0 - -
oocytes were collected from 3- to 5-mm
follicles. GV oocyte Mat. oocyte 2 cell 8 cell
™ 0.014
=)
= 0.012 GAPDH
>
Qé‘ 0.01
-~ 0.008
°©
v 0.006
g 0.004
2 .
< 0.002
0 3 - T [P ;| P
GV oocyte Mat. oocyte 2 cell 8 cell Blast.
Ubiquitin

Amount of mRNA (pg)

Mat. oocyte 2 cell

0.0004

0.00035

Lamin B

0.0003

0.00025

0.0002

0.00015

0.0001
0.00005

Amount of mRNA (pg)

e

=

0

GV oocyte

md - - -
Mat. oocyte 2 cell 8 cell Blast.

segment of the amplification occurs sooner when the sam-
ple is more concentrated in the targeted template. For all
genes studied, the standard curve was composed of five
samples of aserial dilution of a purified PCR product rang-
ing from 100 pg to 1 fg. Even at the lowest concentration,
some samples were not included in the range of the stan-

dard curve, and the amount of the targeted gene transcript
was calculated by linear extrapolation. The real-time PCR
is a novel technique. In addition to the quantification anal-
ysis of the amplification curves produced by the augmen-
tation of fluorescence as the number of ampliconsincreases,
there is a second important step that differs from regular
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PCR, i.e., the melting curve (Fig. 1B). Because the melting
temperature of the amplicon is sequence specific, a melting
curve with only one peak demonstrates the specificity of
the amplification. A lack of specificity would result in the
presence of several peaks different from that of the con-
firmed sequence samples used for the standard curves.
When no target template is present in the sample, the prim-

ers often dimerize, as indicated in the negative control. Two
types of detection are available for real-time PCR: specific
detection involves fluorescent probes that will bind the am-
plified product, and nonspecific detection, as we used, in-
volves SYBR Green, which binds to all double-stranded
DNAs. For this nonspecific detection, it is important to
measure the fluorescence precisely before the predeter-
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TABLE 2. Estimation of the amplification factor resulting from the linear
amplification procedures.

Gene Amplification factor?
B-Actin 20
GAPDH 20
Ubiquitin 10
Lamin B 200
Tubulin 10
Histone H2a 20
U2snRNA 5
18S rRNA 5

2 The amplification factor was estimated by comparing the values of the
unamplified sample to the values obtained after the T7 linear RNA am-
plification.

mined melting temperature of the specific product to avoid
the additional fluorescence of the contaminating double-
stranded DNA produced by primer dimers. The optimized
temperature of fluorescence acquisition for al the genes
studied are listed in Table 1.

The quantification of transcripts for the selected house-
keeping genes revealed that there are relatively large
amounts of most of these transcripts in the GV oocyte, and
the levels decrease regularly as the embryo develops until
it reaches the eight-cell stage. This decrease is followed by
a sharp increase at the blastocyst stage. As indicated in
Figure 2, B-actin, GAPDH, ubiquitin, lamin B, and tubulin
MRNA levels followed this pattern of maternal RNA deg-
radation. By contrast, U2 small nuclear RNA (U2snRNA)
and 18S rRNA levels were mostly constant until the eight-
cell stage, followed by an increase at the blastocyst stage.
The mRNA level of histone H2a was very stable across the
entire preimplantation period. For both oocyte stages and
the two-cell embryos, two follicle size groups were consid-
ered because the oocytes collected from <2-mm and 3- to
5-mm follicles were processed by the in vitro procedures
separately. Although no statistical analyses were performed,
no clear differences between the two follicle size groups
were observed, indicating that the RNA levels of these
genes does not seem to be influenced by follicle size group
from which the oocytes were collected. The effect of the
mMRNA preamplification using the T7 promotor followed by
in vitro transcription prior to the quantification indicates
that the profiles are conserved for al the genes studied (Fig.
2). By comparing the levels of RNA detected between the
preamplified and the nonamplified samples and by adjust-
ing this value to the differences in RT reaction final vol-
umes, amplification factors were estimated (Table 2). The
different values among the genes suggest that the T7 linear
amplification is template sensitive. The U2snRNA and the
18S rRNA are not polyadenylated and therefore cannot be
reverse transcribed using the oligo(dT) coupled with the T7
promoter sequence, thus impairing the linear amplification
of these RNAS.

Figure 3 shows the intensity of the band patterns of the
genes following the real-time PCR amplification. For B-
actin, GAPDH, lamin B, tubulin, and histone H2a, the band
intensity profiles throughout the preimplantation period are
similar to the quantitative measurement profiles (Fig. 2).
However, for ubiquitin the progressive degradation of the
transcript until the eight-cell stage detected by real-time
PCR was not supported by the band intensity profile (Fig.
3). As for U2snRNA, the band intensity profile suggests
that the RNA level is constant throughout the preimplan-
tation period and does not increase markedly at the blas-
tocyst stage, as indicated in Figure 2. The levels of B-actin

are very low during most of the developmental stages stud-
ied as opposed to higher levels at the blastocyst stage (Fig.
2). The B-actin transcript was detected by real-time PCR at
every developmental stage studied (Fig. 3), and the levels
of B-actin rose dramatically at the blastocyst stage.

DISCUSSION

The measurement of the mMRNA levels of the different
housekeeping genes by real-time PCR reveded profiles
similar to the maternal RNA degradation pattern seen in
bovine embryos. The bovine embryonic genome is tran-
scriptionally inactive during the first cell divisions until the
embryo reaches the 8- to 16-cell stage, when the major
resumption of transcription occurs [37]. Therefore, maternal
RNA accumulated during oocyte growth ensures protein
synthesis during genomic silencing [38—-40] and is gradu-
aly degraded until the resumption of embryonic transcrip-
tion, explaining the sharp increase in RNA level at the blas-
tocyst stage. Most of the mRNA profiles determined with
real-time PCR were confirmed by comparing the band in-
tensities of the electrophoresed PCR products. Thus, a-
though the previous studies using semiquantitative reverse
RT-PCR procedures [14—19] were not considered quanti-
tative per se, the profiles observed were probably accurate.
Among the housekeeping genes evaluated, only U2snRNA
MRNA levels have been studied during the bovine preim-
plantation period [1], and those authors concluded that the
transcript level was constant until the 8- to 16-cell stage,
followed by an increase in RNA level at the blastocyst
stage, which corroborates our results (Fig. 2). Of al the
candidate genes studied, only histone H2a mRNA levels
were constant across the entire preimplantation period. A
suitable endogenous standard is critical to the quantification
process and a definition of such standard during the pre-
implantation development is needed. In Northern blot anal-
ysis, the amount of mRNA of the candidate gene is nor-
malized to the amount of a mRNA of a housekeeping gene
(generadly one of the major rRNA subunits) to account for
differences in the amount of RNA loaded per lane. How-
ever, during the bovine preimplantation period when the
total RNA content is higher in the oocyte than in the eight-
cell embryo [39], this approach would result in normalizing
values to those of a gene following the normal maternal
RNA degradation pattern to compensate for the RNA lost.
Normalization to such a gene will bias the result toward
the conclusion that there is more mRNA of a candidate
gene in the eight-cell embryo than in the GV oocyte if the
candidate mRNA is not degraded as quickly as is that of
the housekeeping gene. Would the results make more sense
if they where expressed per oocyte or per embryo? If so,
normalization to histone H2a mRNA levels would be ap-
propriate; otherwise, normalization to another housekeep-
ing gene should be considered.

The linear amplification of RNA did not result in the
expected 2000-fold yield reported by Phillips and Eberwine
[35]. The low amplification factors obtained for U2snRNA
and 18S rRNA can be easily explained by the lack of a
poly(A) tail on these RNAS, preventing the addition of the
T7 promoter sequence coupled to the oligo(dT)q».4g and
thus preventing amplification during the in vitro transcrip-
tion step. To reverse transcribe these RNAS, random hex-
amers were used to prime the reaction. We expected the
poly(A) tail of the mRNA to be available for annealing with
the oligo(dT)1,.15 even in the presence of the random hex-
amers. However, the higher quantity of hexamers outcom-
peted the oligo(dT)q,.15, resulting in poor aRNA amplifi-
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Representative PCR amplification profiles of candidate housekeeping genes. The oocytes were classified according to the follicule size group

(<2 mm or 3-5 mm). Three pools of 20 oocytes or embryos were used for each developmental stage. The first lane of each triplicate represents standard
RT-PCR amplification, whereas the other lanes represent PCRs for amplified aRNA using the T7 linear amplification procedures.

cation. However, the results indicate that the limited am-
plification achieved was enough to maintain the relative
abundances of the transcripts among the samples. The
MRNA level profiles were the same with or without pream-
plification, suggesting that this approach could be used to
amplify the mRNA pool to obtain a better signal with a
smaller amount of starting material or to measure the ex-
pression level of more genes per sample. Thus, if compar-
isons are to be made across the preimplantation period for
a specific gene, the use of the T7 amplification system
should be reliable, whereas the differences between the am-
plification factors demonstrate that the relative abundance
between the different genes was biased. Therefore, if com-
parisons of transcript levels between different genes are to
be made, the T7 linear amplification process should be
avoided. However, because the addition of the random hex-
amers seemed to negatively affect the reaction, a more ex-
tensive evaluation of the technique is needed. The maternal
MRNASs stored within the oocyte cytoplasm may be dead-
enylated [38, 41-43]. It is not clear whether the poly(A)
tail is totally removed or whether a small portion remains.
In the case of complete removal of the poly A tail, these
RNAs would not be reverse transcribed using an oligo(dT)
primer, thus the need to use random hexamers.

To study gene expression in very small samples and ul-
timately to measure several candidates in a single oocyte
or embryo, a preamplification step should be used to am-
plify the signal to reach the dynamic range of detection of
the apparatus. When measurements are taken in the lower
portion of the dynamic range, variations between replicates
are often observed. Moreover, because there is certainly
some inherent biological variation among samples, discrim-
inating among these sources of variations adds to the com-
plexity of finding gene expression differences associated
with a phenotypic impact. Optimization of the preamplifi-
cation system is therefore important.

Exogenous control mMRNA (rabbit globin) added prior to
the extraction step has been used to account for the varia-
tions caused by manipulation of the sasmples [14-19]. How-
ever, the rabbit globin mMRNA commercialy sold is extract-
ed from reticulocytes and, according to the manufacturer,
is not totally pure, possibly containing contaminating
MRNAS other than those of the two globin chains. There-
fore, the presence of the mRNA of the gene of interest in

the exogenous standard should be confirmed before the
standard is added to the samples. A perfect exogenous stan-
dard would be a quantified synthetic mRNA containing a
poly(A) tail produced by transcription in vitro, as reported
by Lequarre and collaborators [13]. However, this kind of
standard would not account for the differences in the
amount of starting material or RNA degradation as an en-
dogenous control would. Although one of the mgjor bene-
fits of working during the preimplantation period over so-
matic cell work is the possibility to precisely control the
amount of oocytes or embryos added to each reaction, nor-
malization of the measured mRNA level to that of a con-
stant housekeeping is still necessary to validate the ob-
served differences among gene samples. In the present
study, the addition of an exogenous synthetic mRNA to the
samples prior to extraction would have been useful to eval-
uate whether the variations observed among replicates were
caused by differences in the RNA extraction procedure or
in the effectiveness of the amplification reactions. Because
histone H2a levels were stable across the entire set of sam-
ples, these variations could be associated with intrinsic
MRNA level differences.

For evaluation of candidate genes during the preimplan-
tation period, a suitable endogenous control should be used
in combination with an exogenous mMRNA standard. Real-
time PCR is a very efficient and precise method for eval-
uating the transcript level of multiple genes within small
samples composed of arestricted amount of oocytes or pre-
implantation embryos.

REFERENCES

1. Watson AJ, Wiemer KE, Arcellana-Panlilio M, Schultz GA. U2 small
nuclear RNA localization and expression during bovine preimplanta-
tion development. Mol Reprod Dev 1992; 31:231-240.

2. Bilodeau-Goeseels S, Schultz GA. Changes in the relative abundance
of various housekeeping gene transcripts in in vitro-produced early
bovine embryos. Mol Reprod Dev 1997; 47:413-420.

3. Gaudette MF, Cao QR Crain WR. Quantitative analysis of specific
messenger RNAs in small numbers of preimplantation embryos.
Methods Enzymol 1993; 225:328-344.

4. Watson AJ, Hogan A, Hahnel A, Wiemer KE, Schultz GA. Expression
of growth factor ligand and receptor genes in the preimplantation bo-
vine embryo. Mol Reprod Dev 1992; 31:87-95.

5. Gutierrez-Adan A, Behboodi E, Murray JD, Anderson GB. Early tran-

220z 1snbny |z uo 1senb Aq 66G£892/59t L/S/29/8191ME/poldai|olq/wod dno olwapede//:sd)y woly papeojumoq



1472

10.

11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

scription of the SRY gene by bovine preimplantation embryos. Mol
Reprod Dev 1997; 48:246-250.

. Lighten AD, Hardy K, Winston RM, Moore GE. Expression of mRNA

for the insulin-like growth factors and their receptors in human pre-
implantation embryos. Mol Reprod Dev 1997; 47:134-1309.

. Zhang X, Kidder GM, Zhang C, Khamsi F, Armstrong DT. Expression

of plasminogen activator genes and enzymatic activities in rat pre-
implantation embryos. J Reprod Fertil 1994; 101:235-240.

. Roelen BA, Van Eijk MJ, Van Rooijen MA, Bevers MM, Larson JH,

Lewin HA, Mummery CL. Molecular cloning, genetic mapping, and
developmental expression of a bovine transforming growth factor beta
(TGF-beta) type | receptor. Mol Reprod Dev 1998; 49:1-9.

. Wrenzycki C, Herrmann D, Carnwath JW, Niemann H. Expression of

RNA from developmentally important genes in preimplantation bo-
vine embryos produced in TCM supplemented with BSA. J Reprod
Fertil 1998; 112:387-398.

Edashige K, Sakamoto M, Kasai M. Expression of mRNAs of the
aguaporin family in mouse oocytes and embryos. Cryobiology 2000;
40:171-175.

lzadyar F, Zhao J, Van Tol HT, Colenbrander B, Bevers MM. Mes-
senger RNA expression and protein localization of growth hormone
in bovine ovarian tissue and in cumulus oocyte complexes (COCs)
during in vitro maturation. Mol Reprod Dev 1999; 53:398—406.
Taylor DM, Ray PF Ao A, Winston RM, Handyside AH. Paternal
transcripts for glucose-6-phosphate dehydrogenase and adenosine de-
aminase are first detectable in the human preimplantation embryo at
the three- to four-cell stage. Mol Reprod Dev 1997; 48:442-448.
Lequarre AS, Grisart B, Moreau B, Schuurbiers N, Massip A, Dessy
F Glucose metabolism during bovine preimplantation development:
analysis of gene expression in single oocytes and embryos. Mol Re-
prod Dev 1997; 48:216-226.

Temeles GL, Ram PT, Rothstein JL, Schultz RM. Expression patterns
of novel genes during mouse preimplantation embryogenesis. Mol Re-
prod Dev 1994; 37:121-129.

Davis W Jr, De Sousa PA, Schultz RM. Transient expression of trans-
lation initiation factor elF-4C during the 2-cell stage of the preim-
plantation mouse embryo: identification by mRNA differential display
and the role of DNA replication in zygotic gene activation. Dev Biol
1996; 174:190-201.

De Sousa PA, Westhusin ME, Watson AJ. Analysis of variation in
relative mRNA abundance for specific gene transcripts in single bo-
vine oocytes and early embryos. Mol Reprod Dev 1998; 49:119-130.
De Sousa PA, Watson AJ, Schultz RM. Transient expression of a
trandation initiation factor is conservatively associated with embry-
onic gene activation in murine and bovine embryos. Biol Reprod
1998; 59:969-977.

Wrenzycki C, Herrmann D, Carnwath JW, Niemann H. Alterationsin
the relative abundance of gene transcripts in preimplantation bovine
embryos cultured in medium supplemented with either serum or PVA.
Mol Reprod Dev 1999; 53:8-18.

Ma J, Svoboda B Schultz RM, Stein P Regulation of zygotic gene
activation in the preimplantation mouse embryo: global activation and
repression of gene expression. Biol Reprod 2001; 64:1713-1721.
Riego E, Perez A, Martinez R, Castro FO, Lleonart R, de la Fuente
J. Differential constitutive expression of interferon genes in early
mouse embryos. Mol Reprod Dev 1995; 41:157-166.

Fleming JV, Fontanier N, Harries DN, Rees WD. The growth arrest
genes gasb, gas6, and CHOP-10 (gadd153) are expressed in the
mouse preimplantation embryo. Mol Reprod Dev 1997; 48:310-316.
Fontanier-Razzaq N, McEvoy TG, Robinson JJ, Rees WD. DNA dam-
aging agents increase gadd153 (CHOP-10) messenger RNA levelsin
bovine preimplantation embryos cultured in vitro. Biol Reprod 2001,
64:1386-1391.

Bieser B, Stojkovic M, Wolf E, Meyer H, Einspanier R. Growth fac-
tors and components for extracellular proteolysis are differentially ex-
pressed during in vitro maturation of bovine cumulus-oocyte com-
plexes. Biol Reprod 1998; 59:801-806.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

35.

36.

37.

38.

39.

40.

41.

42.

ROBERT ET AL.

Krussel JS, Huang HY, Simon C, Behr B, Pape AR, Wen Y, Bielfeld
P, Polan ML. Single blastomeres within human preimplantation em-
bryos express different amounts of messenger ribonucleic acid for
beta-actin and interleukin-1 receptor type |. J Clin Endocrinol Metab
1998; 83:953-959.

Moley KH, Chi MM, Mueckler MM. Maternal hyperglycemia aters
glucose transport and utilization in mouse preimplantation embryos.
Am J Physiol 1998; 275:E38-E47.

Anderson JE, Matteri RL, Abeydeera LR, Day BN, Prather RS. Cyclin
B1 transcript quantitation over the maternal to zygotic transition in
both in vivo- and in vitro-derived 4-cell porcine embryos. Biol Reprod
1999; 61:1460-1467.

Navarrete Santos A, Augustin R, Lazzari G, Galli C, Sreenan JM,
Fischer B. The insulin-dependent glucose transporter isoform 4 is ex-
pressed in bovine blastocysts. Biochem Biophys Res Commun 2000;
271:753-760.

Bustin SA. Absolute quantification of mRNA using real-time reverse
transcription polymerase chain reaction assays. J Mol Endocrinol
2000; 25:169-193.

Steuerwald N, Cohen J, Herrera RJ, Brenner CA. Analysis of gene
expression in single oocytes and embryos by real-time rapid cycle
fluorescence monitored RT-PCR. Mol Hum Reprod 1999; 5:1034—
1039.

Steuerwald N, Barritt JA, Adler R, Malter H, Schimmel T, Cohen J,
Brenner CA. Quantification of mtDNA in single oocytes, polar bodies
and subcellular components by real-time rapid cycle fluorescence
monitored PCR. Zygote 2000; 8:209-215.

Steuerwald N, Cohen J, Herrera RJ, Brenner CA. Quantification of
mRNA in single oocytes and embryos by rea-time rapid cycle fluo-
rescence monitored RT-PCR. Mol Hum Reprod 2000; 6:448-453.
Blondin B Sirard MA. Oocyte and follicular morphology as deter-
mining characteristics for developmental competence in bovine oo-
cytes. Mol Reprod Dev 1995; 41:54-62.

Holm B, Booth PJ, Schmidt MH, Greve T, Callesen H. High bovine
blastocyst development in a static in vitro production system using
SOFaa medium supplemented with sodium citrate and myo-inositol
with or without serum-proteins. Theriogenology 1999; 52:683-700.

. Ali A, Sirard MA. Effect of the absence or presence of various protein

supplements on further development of bovine oocytes during in vitro
maturation. Biol Reprod 2002; 66:901-905.

Phillips J, Eberwine JH. Antisense RNA amplification: a linear am-
plification method for analyzing the mRNA population from single
living cells. Methods 1996; 10:283-288.

Luo L, Salunga RC, Guo H, Bittner A, Joy KC, Galindo JE, Xiao H,
Rogers KE, Wan JS, Jackson MR, Erlander MG. Gene expression
profiles of laser-captured adjacent neuronal subtypes. Nat Med 1999;
5:117-122.

Memili E, Dominko T, First NL. Onset of transcription in bovine
oocytes and preimplantation embryos. Mol Reprod Dev 1998; 51:36—
41.

Bachvarova RE A maternal tail of poly(A): the long and the short of
it. Cell 1992; 69:895-897.

Paynton BV, Bachvarova R. Polyadenylation and deadenylation of
maternal mMRNAs during oocyte growth and maturation in the mouse.
Mol Reprod Dev 1994; 37:172-178.

Rodman TC, Bachvarova R. RNA synthesis in preovulatory mouse
oocytes. J Cell Biol 1976; 70:251-257.

Meric F Searfoss AM, Wormington M, Wolffe AR Masking and un-
masking maternal mRNA. The role of polyadenylation, transcription,
splicing, and nuclear history. J Biol Chem 1996; 271:30804—30810.

Brevini-Gandolfi TA, Favetta LA, Mauri L, Luciano AM, Cillo F
Gandolfi E Changes in poly(A) tail length of maternal transcripts dur-
ing in vitro maturation of bovine oocytes and their relation with de-
velopmental competence. Mol Reprod Dev 1999; 52:427—-433.

. Gandolfi TA, Gandolfi E The maternal legacy to the embryo: cyto-

plasmic components and their effects on early development. Therio-
genology 2001; 55:1255-1276.

220z 1snbny |z uo 1senb Aq 66G£892/59t L/S/29/8191ME/poldai|olq/wod dno olwapede//:sd)y woly papeojumoq



