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Abstract

Antisense oligonucleotides provide a promising approach to investigating gene function in vivo, but
their ability to offer unambiguous insights into phenotypes has been debated. The recent use of
morpholino antisense oligonucleotides in zebrafish embryos may prove a major advance, but rigorous

controls are essential.

The escalating pace at which genome sequencing projects
are completed has increased the need for high-throughput
methods for controlling gene expression. One possible
approach is the use of antisense oligonucleotides to bind
mRNA and prevent protein synthesis. In theory, this strategy
allows rapid progress from synthesis of oligomers to obser-
vation of phenotype [1]. In practice, antisense technology
has been plagued by a propensity for nonspecific interac-
tions, and these have slowed its wide application to biologi-
cal investigations [2]. Recently, however, improvements in
the chemical properties of oligonucleotides and in our
understanding of their mechanism of action have combined
to make their successful use more likely. Work from a
number of laboratories now suggests that morpholino
oligonucleotides can be microinjected into zebrafish [3-7],
sea urchin [8] or Xenopus embryos [9], where they block
gene expression and produce phenotypic effects during the
early stages of development.

Morpholino oligonucleotides are nonionic DNA analogs
available from Gene Tools LLC [10,11]. They possess altered
backbone linkages compared with DNA or RNA (Figure 1).
In spite of their altered backbone, morpholinos bind to com-
plementary nucleic acid sequences by Watson-Crick base-
pairing. This binding is no tighter than binding of analogous
DNA and RNA oligomers, necessitating the use of relatively
long 25-base morpholinos for antisense gene inhibition. The
backbone makes morpholinos resistant to digestion by

nucleases. Also, because the backbone lacks negative charge,
it is thought that morpholinos are less likely to interact non-
selectively with cellular proteins; such interactions often
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Structures of DNA and morpholino oligonucleotides. R and
R" denote continuation of the oligomer chain in the 5" or 3’
direction, respectively.
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obscure the observation of informative phenotypes. The
strengths of morpholinos as tools for investigating verte-
brate development are well described in a recent review by
Ekker [5]. Their greatest advantage is that phenotypes can
be rapidly observed in Fo animals using a relatively inexpen-
sive method.

A major obstacle to the use of antisense oligonucleotides is
choosing a target sequence. Antisense oligonucleotides that
contain DNA are able to form RNA-DNA hybrids. These
hybrids can act as a substrate for RNase H, which promotes
cleavage of the mRNA target. Because the RNA is degraded,
any sequence within the coding region of the target gene has
the potential to be a useful antisense site. Morpholinos, by
contrast, form RNA-morpholino hybrids that are not sub-
strates for RNase H, and thus the mRNA is not degraded.
This is an important consideration, because morpholinos
targeted to most of the coding region will be displaced by the
ribosome as it translocates along the mRNA, and therefore
will be ineffective in preventing translation. Morpholino
oligonucleotides targeted to the 5'-untranslated region
(UTR) or the start codon might work preferentially, by pre-
venting the translation machinery from binding, but there is
no guarantee that this is a general rule and it will need to be
demonstrated empirically for each target gene.

Ekker and colleagues report that fluorescently labeled mor-
pholino oligonucleotides can be injected into sphere-stage
zebrafish embryos and achieve uniform distribution. Mor-
pholino oligomers targeted to the start codon for green fluo-
rescent protein (GFP) blocked GFP expression, whereas
control oligomers that are complementary to GFP did not.
The level of GFP mRNA was not changed, which is as
expected if RNase H is not involved. These model experi-
ments are significant because they establish the ability of
morpholino oligomers to unambiguously block gene expres-
sion in a sequence-specific manner. Ekker and colleagues
also report inhibition of several endogenous zebrafish genes
and have begun to compile a database detailing the pheno-
types produced by morpholino oligonucleotides [12].

Pathways investigated by Ekker and colleagues using mor-
pholinos include developmental signaling through the Sonic
hedgehog ligand and the effect of the VEGF-A angiogenic
growth factor gene expression on angiogenesis. Overall, the
Ekker laboratory have observed interesting phenotypes in 16
out of the 17 genes targeted [3-5,12]. Hammerschmidt and
colleagues [6] have investigated morpholinos targeted to the
type I serine/threonine kinase receptor gene Alk8/Lost-a-fin.
Lin and coworkers [7] have reported that inhibition with
morpholinos of fez, which encodes a zinc-finger protein, can
reduce expression of dlx2, which encodes a homeodomain-
containing protein, in the ventral forebrain. Where expres-
sion levels were examined, significant ‘knockdowns’ of gene
expression (up to 90%) were achieved [3].

In organisms other than zebrafish, Angerer and colleagues
have used morpholinos designed to block the translation of
SpKri, a transcription factor target for B-catenin regulation,
in sea urchin embryos [8]. As with the work by Nasevicius
et al. [4], a ’knockdown’ of GFP expression was used as a
positive control, and introduction of 4 uM anti-SpKr1 mor-
pholino resulted in failure of the endoderm to differentiate.
Heasman et al. have studied p-catenin signaling in Xenopus
[9]. Injection at the 2- or 4-cell stage blocks dorsal-axis for-
mation, while injection at the 8-cell stage blocks head forma-
tion [9]. Finally, Erickson and colleagues have used
electroporation to deliver morpholinos directed against
FoxD3 to chick embryos. FoxD3 is a winged-helix-class tran-
scription factor, and introduction of morpholinos alters
progress of neural-crest cells, a result consistent with the
localization of FoxD3 [13]. These experiments [3-9,13] illus-
trate the potential for morpholinos to finely dissect the tem-
poral progression of development. When blocking a gene of
unknown function or when observing an unanticipated
result, it is important to keep in mind, however, that the
novel phenotype is not necessarily due to reduction of
expression of the target gene. This caveat is also present for
standard genetic knockouts, and simply implies that results
should be interpreted cautiously.

These data are provocative and suggest that, at least in these
animal models, morpholino antisense oligomers may
become routine tools for generating mutant phenotypes. It is
essential to realize, however, that antisense technology
rarely, if ever, duplicates complete ‘loss-of-function’ muta-
tions. We also caution that antisense reagents have been
widely misused in the past. Controls have been lacking,
results are often marginal, and observed phenotypes have
often been found to be due to a wide variety of unexpected
non-antisense mechanisms. The causes of these non-anti-
sense effects include unintended interactions with proteins
and binding to non-target nucleic acid sequences [14]. It is
therefore imperative that the methodology be applied care-
fully to avoid repeating the past mistakes that have slowed
the progress of antisense technology.

As with any antisense experiment, rigorous controls for non-
specific effects are critical to interpreting phenotypes prop-
erly. Experiments using morpholino oligonucleotides should
always test at least one mismatch and one scrambled control
oligomer, and the results of these tests should be reported.
Dose-response assays to determine the margin between the
induction of a specific phenotype and the onset of toxicity are
also important. For instance, this margin can be less than
twofold, emphasizing the need for carefully controlled dose
determination and precisely quantitated delivery. Whenever
possible, the levels of both the target protein and one or more
control proteins should be evaluated in samples treated with
experimental and control morpholinos. In addition, Ekker
suggests that results be confirmed through mRNA rescue
and/or by comparison to phenotypes of existing mutants [5].



The high success rate for the inhibition of gene expression by
morpholino oligonucleotides is surprising. The dogma in the
antisense field is that targeting the ATG start site is not a
certain recipe for success, and that as many as 40 oligo-
nucleotides may need to be tested to identify one that effi-
ciently inhibits gene expression [14-18]. If targeting the start
codon works so well, why do more investigators not do this
rather than resorting to elaborate screens? Morpholinos may
be more effective than other antisense chemistries, but why?
The latter question will need to be addressed by systematic
investigation of their properties and comparison with other
types of oligonucleotide. The dramatically altered mor-
pholino backbone may perhaps bind to mRNA more effec-
tively or act as a better block to translation. If so,
morpholinos could be superior agents for gene inhibition
relative to other types of oligomer that might block transla-
tion, such as locked nucleic acid (LNA), peptide nucleic acid
(PNA), or 2'-modified RNA [19]. On the other hand, other
types of oligomer might work as well as, or better than, mor-
pholinos, but their potential may be less apparent because
they have not been tested in favorable experimental systems.

Misleading observations resulting from nonspecific interac-
tions have confounded much previous research using
oligonucleotides [2,20,21]. These difficulties have led many
researchers to be skeptical of the use of oligonucleotides as a
tool for basic research. Work published during the past 18
months suggests, however, that morpholino oligomers may
have properties that allow researchers routinely to generate
instructive phenotypes. The results are exciting, with the
implication that morpholino oligomers could provide a gen-
erally applicable tool for chemical genetics and functional
genomics. To realize this potential, the properties that
govern the efficacy of these reagents must be determined.
This information will enable researchers to optimize the
methodology and achieve maximum ‘knockdown’ of a given
target while minimizing confounding, nonspecific effects.
Users of morpholino oligomers must understand the prob-
lems that have plagued the antisense field in the past, learn
from these setbacks, and perform appropriate control exper-
iments. These control experiments, at least as much as the
production of interesting phenotypes, will determine
whether morpholino oligonucleotides are the breakthrough
that recent research suggests.

Acknowledgements
This work was supported by NIH grants GM606024 to D.R.C., AG12466
to JM.A.

References

I.  Koller E, Gaarde WA, Monia BP: Elucidating cell signalling
mechanisms using antisense technology. Trends Pharmacol Sci
2000, 21:142-148.

2. Stein C: Keeping the biotechnology of antisense in context.
Nat Biotechnol 1999, 17:209.

3. Nasevicius A, Ekker SC: Effective targeted gene ‘knockdown’ in
zebrafish. Nat Genet 2000, 26:216-220.

20.

21.

http://genomebiology.com/2001/2/5/reviews/1015.3

Nasevicus A, Larson ], Ekker SC: Distinct requirements for
zebrafish angiogenesis revealed by a VEGF-A morphant.
Yeast 2000, 17:294-301.

Ekker SC: Morphants: a new systematic vertebrate functional
genomics approach. Yeast 2000, 17:302-306.

Bauer H, Lele Z, Rauch G-}, Geisler R, Hammerschmidt M: The
type | serine/threonine kinase receptor Alk8/Lost-a-fin is
required for Bmp2b/7 signal transduction during dorso-
ventral patterning of the zebrafish embryo. Development 2001,
128:849-858.

Yang Z, Liu N, Lin S: A zebrafish forebrain-specific zinc finger
gene can induce ectopic dIx2 and dIx6 expression. Dev Biol
2001, 231:138-148.

Howard EW, Newman LA, Oleksyn DW, Angerer RC, Angerer LM:
SpKrl: a direct target of fB-catenin regulation required for
endoderm differentiation in sea urchin embryos. Development
2001, 128:365-375.

Heasman J, Kofron M, Wylie C: B-Catenin signalling activity dis-
sected in the early Xenopus embryo: a novel antisense
approach. Dev Biol 2000, 222:124-134.

Summerton J: Morpholino antisense oligomers: the case for
an RNase H-independent structural type. Biochim Biophys Acta
1999, 1489:141-158.

Gene Tools LLC [http://www.gene-tools.com]

The Morphant Database
[http://beckmancenter.ahc.umn.edu/morpholino_database.html]

Kos R, Reedy MV, Johnson RL, Erickson CA: The winged-helix
transcription factor FoxD3 is important for establishing the
neural crest lineage and repressing melanogenesis in avian
embryos. Development 2001, 128:1467-1479.

Branch AD: A good antisense molecule is hard to find. Trends
Biochem Sci 1998, 23:45-50.

Milner N, Mir KU, Southern EM: Selecting effective antisense
reagents on combinatorial oligonucleotide arrays. Nat
Biotechnol 1997, 15:537-541.

Hogrefe RI: An antisense oligonucleotide primer. Antisense Nucl
Acid Res Dev 1999, 9:351-357.

Flanagan WM, Wagner RW: Potent and selective gene inhibi-
tion using antisense oligonucleotides. Mol Cell Biochem 1997,
172:213-225.

Sohail M, Southern EM: Selecting optimal antisense agents. Adv
Drug Deliv Rev 2000, 44:23-34.

Braasch DA, Corey DR: Locked nucleic acid: fine tuning the
recognition of DNA and RNA. Chem Biol 2001, 8:1-7.

Stein CA, Krieg AM: Problems in interpretation of data
derived from in vitro and in vivo use of oligodeoxynu-
cleotides. Antisense Res Dev 1994, 4:67-69.

Crooke, ST: Proof of mechanism of antisense drugs. Antisense
Nucleic Acid Drug Dev 1996, 6:145-147.

-
o
s,
9
S
w




	Abstract
	Acknowledgements
	References

