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Cowpea Mosaic Virus Middle Component RNA Contains a

Sequence That Allows Internal Binding of Ribosomes and That
Requires Eukaryotic Initiation Factor 4F for Optimal Translation
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Cowpea mosaic virus (CPMV) middle component RNA (M-RNA) encodes two proteins of 105 and 95 kDa,
of which translation starts at nucleotide (nt) 161 and nt 512, respectively. In vitro translation of both proteins
directed by T7 transcripts of M-RNA was stimulated fourfold by eukaryotic initiation factor 4F (eIF-4F), the
cap-binding protein complex. The ratio of the synthesis of both proteins after translation was not influenced by
eIF-4F or by any known eIF. Part of the CPMV 5' sequence was cloned downstream of the 5' untranslated
region of ornithine decarboxylase (ODC); the latter untranslated sequence has a highly stable secondary
structure, preventing efficient translation of ODC. Insertion of nt 161 to 512 of CPMV M-RNA upstream of the
ODC initiation codon resulted in a marked increase in ODC translation, which indicates that the CPMV
sequence contains an internal ribosome-binding site. The insertion conferred stimulation by eIF-4F on ODC
translation, showing that eIF-4F is able to stimulate internal initiation.

Cowpea mosaic virus (CPMV) is a type member of the
plant comoviruses (for a recent review, see reference 6). The
genome consists of two noncapped, VPg-containing, posi-
tive-stranded RNAs, designated middle component RNA
(M-RNA) and B-RNA (17, 36). Translation of M-RNA in
vivo and in vitro initiates at two sites. The AUG at position
161 leads to a protein of 105 kDa, and the translational start
at position 512 leads to a 95-kDa protein (20, 25, 36). Both
polyproteins are processed by the viral protease, encoded by
the B-RNA (38).
The similarity of the CPMV genome to that of the picor-

naviruses (9) raised the question of whether CPMV M-RNA,
like poliovirus, foot-and-mouth disease virus, and enceph-
alomyocarditis virus, has the ability to direct ribosomes to
internal sequences rather than to the 5' end of its RNA. This
question was addressed for poliovirus, encephalomyocardi-
tis virus, and foot-and-mouth disease virus by cloning their
5' untranslated regions (UTRs) between two reporter genes
(1, 11, 12, 23). It was shown that translation of the down-
stream gene was dependent on the presence of the picorna-
viral 5' UTR. Translation directed by the 5' UTR of polio-
virus was abolished by insertion of a hairpin structure in the
RNA downstream of the ribosomal entry site (23). This
strategy was used to investigate whether the CPMV se-
quence from nucleotides (nt) 161 to 512 forms a ribosomal
entry site.
The rat ornithine decarboxylase (ODC) gene has a 303-nt-

long 5' UTR that can be folded into a very stable secondary
structure (34). This structure prevents efficient translation of
the downstream gene in vivo (10, 18) as well as in vitro (10,
35). The ODC cDNA was placed downstream of the T7 RNA
polymerase promoter. The CPMV sequence from nt 161 to
512 was cloned between the ODC 5' UTR and the ODC
initiator ATG. The effect of this insertion on the efficiency of
translation of the downstream gene was studied by transla-
tion in reticulocyte lysates (21).

* Corresponding author.

Eukaryotic protein synthesis initiation factor 4F is a
three-subunit protein complex, consisting of eukaryotic ini-
tiation factor (eIF) 4E, the cap-binding protein; eIF-4A,
involved in mRNA unwinding (15, 27); and p220, a subunit
with unknown function (26, 28, 29). eIF-4F activity is
inhibited by cap analogs such as 7mGTP and 7mGpppG (28,
29), and therefore its function is linked to the translation of
capped mRNAs (2, 5, 16, 31), implying no function in the
translation of noncapped mRNAs such as CPMV, poliovi-
rus, or encephalomyocarditis virus RNA. The effect of
eIF-4F on translation of CPMV M-RNA was tested, and
surprisingly, translation was stimulated considerably. This
ability of eIF-4F to stimulate translation was also transferred
to the ODC construct that contained the nt 161 to 512
sequence of CPMV M-RNA.

MATERIALS AND METHODS

Plasmid pTMlG contains a full-length cDNA clone of
CPMV M-RNA cloned behind a T7 RNA promoter (7). The
plasmid was linearized with ClaI and transcribed with or
without 0.5 mM 7mGpppG as described before (19, 22). The
nucleotide sequence of the transcript is identical to that of
viral M-RNA (36) except for one additional G residue at the
5' end and two nucleotides (UA) at the 3' end. The yield and
integrity of the RNAs were checked by agarose gel electro-
phoresis.

Translation of transcripts was done in rabbit reticulocyte
lysates (21) with 1 ,uCi of [35S]methionine (1,000 Ci/mmol)
per S ,ul of assay mix. Routinely, 75 ng of transcript was
used. Incorporation was determined in a 1-,ul sample via hot
trichloroacetic acid precipitation, and the remaining 4 p.l was
analyzed via 12.5% polyacrylamide-sodium dodecyl sulfate
gel electrophoresis (SDS-PAGE) and fluorography.

Plasmid pTMAAUG1/2, containing a Sall site at position
156 and an EcoRI site at position 509 of the M-cDNA
(removing the AUGs at 161 and 512), was created by
site-directed mutagenesis (36a). The 353-nt EcoRI-SalI frag-
ment was inserted into pBS-KS+ (Stratagene), creating
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FIG. 1. Mg2+ dependence of CPMV M-RNA translation. (A) pTM1 was linearized with ClaI and transcribed in the absence of cap analog.
Optimal amounts of RNA were assayed in the reticulocyte lysate in the presence of different concentrations of magnesium acetate, as
indicated (millimolar). After incubation for 1 h at 30°C, 1.5 pl was assayed for hot trichloroacetic acid-precipitable radioactivity, and the
remainder was analyzed on a 10% acrylamide-0.26% bisacrylamide gel. Molecular mass standards are indicated. The 105-kDa protein
comigrated with the subunit of 3-galactosidase (116 kDa). (B) Several exposures of the fluorogram were scanned, and the ratio of 105-kDa
and 95-kDa proteins ( ) and total [35S]-methionine incorporation (-- -) were plotted versus the Mg2+ concentration during translation.

pBSL2. Plasmid pT70DC303BH was obtained by cloning
the T7 promoter sequence into pODCE10 (containing the
cDNA for ornithine decarboxylase [ODC] [33]) directly
upstream of the ODC gene. The nucleotides around the
initiation codon at position 304 were changed from AGAAC
CAACCATGG to £GATCCAACCATGG. pBSL2 was di-
gested with HinclI and BamHI, and a 378-nt fragment (351 nt
plus 27 nt of polylinker sequence) was ligated into
pT70DC303BH (35), digested with the same enzymes. This
generated pODC-CPMV, containing the T7 promoter, 226 nt
of the 5' UTR of ODC, the 351-nt fragment of CPMV, and 27
nt of polylinker sequence, followed by the ATG initiation
codon and the ODC coding sequence.

Plasmid pODC-CPMV was cut with BglII at position 189
of the CPMV sequence, filled in with Klenow polymerase,
and religated, resulting in pODC-CPMV-BglII. All these
manipulations were checked by T7 DNA polymerase se-

quencing (Pharmacia).
Eukaryotic initiation factors of protein synthesis were

purified by published procedures (2, 32). The purity of
eIF-4F was tested in three types of assay. An eIF-4A-
dependent translational assay (32) was not stimulated by
eIF-4F, whereas eIF-4F did not contain a (general) stimula-
tory factor, as encephalomyocarditis virus RNA translation
in reticulocyte lysates was not stimulated by extra eIF-4F.
Furthermore, cross-linking of eIF-4F to reovirus mRNA did
not reveal eIF-2, eIF-3, or eIF-4B contamination, which was

also checked by immunoblotting with an amount of factor
fivefold higher than that used in translation assays (32a).
The free energies of the 5' UTRs were calculated as

described before (39).

RESULTS

CPMV M-RNA has two functional translation initiation
sites. The question was addressed whether both initiation
events arise from recognition of the 5' end of the RNA and
scanning towards the initiation codon (13, 14) or by internal
initiation, as described for poliovirus (23), encephalomyo-
carditis virus (11, 12), and foot-and-mouth disease virus (1).
To this end, first the Mg2" dependence for translation at
both sites was determined with in vitro-transcribed M-RNA

(Fig. 1). Figure 1A shows the fluorogram after electropho-
retic separation of the proteins synthesized in the reticulo-
cyte lysate from CPMV M-RNA in the presence of different
amounts of Mg2". The two main products are the expected
105- and 95-kDa proteins, synthesized by initiation at nt 161
and 512, respectively (the migration of the 105-kDa protein is
similar to that of the subunits of ,B-galactosidase, with a

molecular mass of 116 kDa). Optimal translation was ob-
tained at 0.6 mM Mg2+; the incorporation was drastically
inhibited at 0.2 mM and above 1.0 mM Mg2+.
The ratio of initiation at both sites leading to the 105- and

95-kDa proteins (36) was calculated from the data in Fig. 1A
and plotted in Fig. 1B. The change in Mg2+ concentration
had a clear effect on the selection for initiation at nt 161 or

512, the latter being dominant at lower Mg2+ concentrations.
At higher Mg2+ concentrations, when total protein synthesis
was already inhibited, synthesis of the longer protein was

predominant. A likely explanation for this result is that the
local secondary structure at the two initiation sites is dif-
ferent. However, translation at different potassium concen-
trations affected only total protein synthesis, not the ratio of
105- and 95-kDa proteins synthesized (not shown).
To investigate whether the difference in efficiency of

translation can be manipulated with initiation factors of
protein synthesis, translation ofCPMV-RNA was performed
in reticulocyte lysates in the presence of additional amounts
of the different known eukaryotic protein synthesis initiation
factors. It has been shown for a recombinant mRNA con-
taining the influenza virus 5' UTR mRNA that eIF-2 influ-
enced the choice of potentially active initiation sites (4).
Therefore, it was expected that the addition of eIFs would
lead to changes in the 105-kDa/95-kDa protein ratio. How-
ever, Fig. 2 shows that the ratio produced after translation
was not changed after addition of the initiation factors
eIF-2/2B (lanes 9 and 10), eIF-4A (lanes 5 and 6), eIF-4B
(lanes 7 and 8), and eIF-4F (lanes 3 and 4) compared with
translations in the absence of added eIFs (lanes 1 and 2). The
initiation factors eIF-1, eIF-lA, eIF-3, and eIF-5 gave es-

sentially the same results (not shown). However, eIF-4F
unexpectedly stimulated translation of the noncapped
M-RNA about fourfold (Table 1), whereas all other factors
only slightly changed [35S]methionine incorporation. This

A
MW
(kd)

116-
94-
67-
60-

45-
40-

29- /
/

,. v

105 ratio-14 95

-1.2
- 1.0

0.8

-06

-04

LO.2

16 1'8 2.0
[Mg2+](mM)

J. VIROL.

I

I

I

I

-*am



eIF-4F-DEPENDENT INITIATION ON CPMV M-RNA 2955

MW
(kd)

116-
941
67-
60-

45-

0,Z* e
A

5'

161 512
CPMV

ODC

V

B

7m,

1 2 3 4 5 6 7 8 9 10

FIG. 2. Initiation factor dependence of CPMV M-RNA transla-
tion. Translation of pTM1-derived CPMV RNA in 10-.ld assay mixes
at 0.6 mM magnesium acetate was done as described in Materials
and Methods. Two microliters was used for determination of
[35S]methionine incorporation, and the remaining 8 ,u was analyzed
by SDS-PAGE. Only 2 ,ul instead of 8 ,lI was analyzed in the assays
containing extra eIF-4F. Lanes 1 and 2 duplicate buffer controls;
lane 3, 0.14 pLg of eIF-4F; lane 4, 0.28 p.g of eIF-4F; lane 5, 0.13 ,ug
of eIF-4A; lane 6, 0.26 ,ug of eIF-4A; lane 7, 0.1 ,ug of eIF-4B; lane
8, 0.2 ,ug of eIF-4B; lane 9, 0.3 ,ug of eIF-2 plus eIF-2B; lane 10, 0.6
,ug of eIF-2 plus eIF-2B. This amount of eIF-2 reduced total
incorporation in this assay, but similar results were obtained with
smaller amounts. The amount of eIFs tested was sufficient in model
assays for maximal translation. Molecular mass standards are indi-
cated.

indicates that all the eIFs were present in a reticulocyte
lysate in a concentration optimal for CPMV M-RNA trans-
lation except for eIF-4F.
The stimulation of M-RNA translation by eIF-4F was

TABLE 1. Dependence of CPMV M-RNA translation on
initiation factorsa

Addition Amt (~Lg) [35S]Methionine incorporationAddition Amt (~~~~~g) (cpml2 jid)
Buffer 22,059

eIF-1 0.15 16,819
0.30 21,977

eIF-2 + eIF-2B 0.5 20,279
1.0 23,370

eIF-3 3.2 26,369
6.4 28,988

eIF-4A 0.2 24,960
0.4 27,247

eIF-4B 0.13 25,755
0.26 26,835

eIF-4C 0.1 20,936
0.2 19,053

eIF-4F 0.21 80,809
0.42 107,746

eIF-5 0.06 18,456
0.12 16,714

Translation in the absence of mRNA was 2,080 cpm/2 pJ.
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FIG. 3. Schematic representation of ODC-CPMV. (A) ODC,
ODC coding sequence; CPMV, sequence nt 161 to 512 of the
M-RNA. The structure at the 5' end schematically indicates the
ODC 5' UTR. Open triangle, initiation site of ODC; solid triangle,
termination site. (B) ODC mRNAs used in this study. The numbers
indicate the number of nucleotides in the 5' UTR. Wild-type ODC
RNA has a 303-nt 5' UTR. 7m indicates the presence of a cap
structure. The open triangle is the initiation site of translation. The
ODC synthesis of the different constructs is indicated (for details,
see Fig. 4).

unexpected, because M-RNA is a naturally noncapped mes-
senger and eIF-4F was reported to stimulate translation of
capped mRNAs only, not of noncapped mRNAs such as
mengovirus, encephalomyocarditis virus, and poliovirus
mRNAs (2, 5, 16, 31). However, Fletcher et al. (8) showed
that uncapped southern bean tobacco necrosis virus trans-
lation was stimulated by eIF-4F. Furthermore, eIF-4F was
active with capped and noncapped RNAs in a model assay,
the melting of synthetic, partially double-stranded RNA-
RNA or RNA-DNA hybrids (15, 27).
The length of the 5' sequence upstream of the initiation

site at nt 512, the presence of a nonfunctional AUG at nt 115
(36), the sequence context of the two initiation AUGs (13,
14), and the similarity of the CPMV genome with picornavi-
rus RNAs (9) suggested to us that initiation on CPMV
M-RNA may be the result of internal initiation rather than
recognition of the 5' end and leaky scanning to the first and
second initiator AUGs. There is no AUG between nt 161 and
512 of the CPMV 5' sequence (36); in picornaviruses several
upstream AUGs exist, which was one of the arguments
against 5'-end recognition and scanning in picornavirus 5'
UTRs.
The question whether CPMV M-RNA initiates translation

at position 512 according to the scanning model (14) or
according to the internal binding model (11, 12, 23) was
addressed as follows. The ODC mRNA has a highly struc-
tured 5' UTR that prevents efficient translation of its gene
(10, 18, 35). This 5' UTR was used to block ribosomal entry
from the 5' end of the message in a way similar to that
described for the poliovirus internal ribosome entry site
(IRES) (23). The CPMV sequence nt 161 to 512 was inserted
downstream of the ODC 5' UTR and just upstream of the
ODC initiation codon (Fig. 3A). The resulting ODC-CPMV
DNA was transcribed, and capped and noncapped mRNAs
were translated in reticulocyte lysates. Two controls were
included (Fig. 3B): ODC67 RNA, which is a T7 transcript of

VOL. 65, 1991

aii a;vxs I3'

40-
.rl-,

29-



2956 THOMAS ET AL.

MW 61,
(kd) 60-

4 -

40-

MW
(kd) -

- - *.

29 -

i 2 3 4 5 6 1 8 9 1( 11 12

FIG. 4. Translation of capped and noncapped ODC-CPMV
RNA. Plasmids were linearized and transcribed under capping and
noncapping conditions as described in the text. Odd-numbered
lanes, 75 ng of transcript; even-numbered lanes, 150 ng of transcript.
Lanes 1 to 6, noncapped transcripts; lanes 7 to 12, capped tran-
scripts. Lanes 1, 2, 7, and 8, ODC-CPMV; lanes 3, 4, 9, and 10,
ODC243; lanes 5, 6, 11, and 12, ODC67. The arrow indicates the
ODC protein. Molecular mass standards are indicated.

the ODC cDNA with a truncated 67-nt 5' UTR, that supports
cap-dependent ODC translation; and ODC243, which has a
243-nt 5' UTR. Figure 4 shows that 7m-ODC243 (the capped
form of ODC243) gave only low synthesis of full-length ODC
(about 55 kDa) compared with that by 7m-ODC67. This
observation is described in detail elsewhere in a study on the
inhibitory action of the ODC 5' UTR (35). Like wild-type
RNA (303-nt 5' UTR) (not shown), ODC243 was a very
inactive transcript, as expected from the calculated free
energy of the 5' UTRs, -180 and -130 kcal/mol (39). The
insertion of nt 161 to 512 from the CPMV sequence into the
ODC 5' UTR (ODC-CPMV) increased ODC synthesis con-
siderably (Fig. 4, lanes 7 and 8), suggesting that this insertion
enabled ribosomes to enter downstream of the cap and the
ODC 5' UTR.

This suggestion was confirmed by the translation of the
noncapped forms of the transcripts. The absence of a cap
structure on ODC67 caused a drastic decrease in ODC
synthesis (Fig. 4, lanes 5, 6, 11, and 12), as expected from a
noncapped transcript. The ODC-CPMV construct, however,
was not handicapped by the absence of the cap structure
(lanes 1 and 2), indicating cap-independent initiation on the
CPMV sequence. Remarkably, the synthesis driven by
ODC243 (lanes 3 and 4) was now mainly of truncated forms
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FIG. 6. Influence of eIF-4F on translation of ODC-CPMV RNA.
Translation was carried out as described in Materials and Methods.
eIF-4F (0.21 p.g) was added in odd-numbered lanes. Lane 1, no
mRNA added; lanes 2 and 3, 7m-ODC67; lanes 4 and 5, 7m-ODC243;
lanes 6 and 7, 7m-ODC-CPMV; lanes 8 and 9, ODC243; lanes 10 and
11, ODC-CPMV. Molecular mass standards are indicated. The
arrow indicates ODC protein.

of ODC (about 32 and 40 kDa). This observation will be
discussed below.
The cap-independent initiation on internal sequences was

investigated further by measuring the effect of the addition of
a cap analog, 7mGpppG, to the translation mixtures of
capped and noncapped transcripts (Fig. 5). Capped and
noncapped transcripts of ODC-CPMV, ODC243, and
ODC67 were added in equal amounts to translation assays.
Translation of 7m-ODC67 was sensitive to 7mGpppG addi-
tion (Fig. SB, lanes S and 6), whereas the synthesis of ODC
driven by 7m-ODC-CPMV was not (lanes 1 and 2). The low
synthesis of full-length ODC by 7m-ODC243 (Fig. SB, lanes
3 and 4) was also not cap analog sensitive, an observation
discussed later. The same results were found when twice as
much transcript was translated (Fig. SC), indicating that the
RNA concentration did not influence the results. Noncapped
ODC67 translated poorly (Fig. SA); longer exposures
showed no cap analog inhibition of ODC synthesis (not
shown). ODC-CPMV translation was not cap analog sensi-
tive, as expected. The results indicate that irrespective of the
presence of a capped 5' end, ODC-CPMV translation was
not cap analog sensitive, indicating S'-end-independent in-
ternal initiation.

Translation of M-RNA was strongly stimulated by eIF-4F
(Fig. 2). The question whether the transfer of the IRES of

C
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FIG. 5. Influence of cap analog on translation of ODC-CPMV RNA. Capped and noncapped transcripts were prepared as described in
Materials and Methods. Either 40 ng of noncapped transcript (A) or 40 ng (B) or 80 ng (C) of capped transcript was translated. Lanes 1 and
2, ODC-CPMV; lanes 3 and 4, ODC243; lanes 5 and 6, ODC67. 7mGpppG was added to a final concentration of 150 p.M in all odd-numbered
lanes. Molecular mass standards are indicated. The arrow indicates the ODC protein.
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FIG. 7. Influence of a 4-nt insertion on translation of ODC-
CPMV RNA. ODC-CPMV-BglII DNA was prepared as described in
Materials and Methods. Transcripts (50 ng for the even-numbered
lanes, 100 ng for the odd-numbered lanes) were translated as

described in the text. Lane 1, no RNA added; lanes 2 and 3,
7mODC67; lanes 4 and 5, ODC-CPMV; lanes 6 and 7, ODC-CPMV-
BglII; lanes 8 and 9, ODC243. Molecular mass standards are

indicated. The arrow indicates ODC protein.

CPMV M-RNA to ODC RNA also transferred eIF-4F de-
pendence was investigated (Fig. 6). Capped ODC67-directed
translation was not stimulated by exogenous eIF-4F (lanes 2
and 3), indicating that a sufficient amount of eIF-4F was
present in the lysate to allow efficient cap-dependent trans-
lation. However, noncapped ODC-CPMV transcripts were
better translated with extra eIF-4F (lanes 10 and 11). Appar-
ently, the target for eIF-4F stimulation in the ODC-CPMV
RNA resides in the nt 161 to 512 CPMV sequence. Transla-
tion of ODC243, whether capped or not, was slightly stimu-
lated by eIF-4F (lanes 4, 5, 8, and 9), although the efficiency
of translation remained well below that of ODC-CPMV.
Translation of capped ODC-CPMV was also stimulated by
eIF-4F (lanes 6 and 7).

Finally, confirmation of the specific stimulation of ODC
translation by CPMV sequences was obtained by translating
transcripts from DNA in which the BgIII site at position 189
(of the CPMV-RNA) was filled in and the DNA was recir-
cularized (ODC-CPMV-BglII). As shown in Fig. 7, ODC
synthesis was prevented by the 4-nt insertion (lanes 6 and 7)
compared with ODC-CPMV (lanes 4 and 5). Apparently, the
mutation either prevented recognition of the IRES by ribo-
somes or initiation factors or prevented recognition of the
initiator AUG.
A similar mutation was made in CPMV M-RNA (37). After

translation, no 105-kDa protein was made, due to the 4-nt
insertion, but the AUG at position 512 was still functional as
an initiation signal (37). Apparently, the combination of the
presence of the ODC 5' UTR and the BglII mutation
prevented recognition of the CPMV IRES, while in the
M-RNA transcript the BglII mutation was not sufficient to
prevent initiation.

Finally, the integrity of the transcripts after translation
was checked to exclude the possibility that RNase action
had created free 5' ends on ODC-CDMV. The annihilation of
internal initiation by the BglII mutation already made it
highly unlikely that 5'-end-dependent initiation had oc-
curred. Figure 8 shows that ODC-CPMV and ODC-CPMV-
BglII were degraded in the lysate with essentially the same

kinetics, excluding the possibility that ODC-CPMV transla-
tion was induced by a higher RNase sensitivity. ODC243
translated poorly, and the transcript had an even slightly
higher stability (Fig. 8).

0 2 4 7 10 0 2 4 7 10 0 2 4 7 10 ra

FIG. 8. Analysis of integrity of transcripts during translation.
ODC243, ODC-CPMV, and ODC-CPMV-BglII were transcribed in
the presence of [35S]UTP. A 25-1.l translation assay was initiated
with approximately 80,000 cpm (about 100 ng) of transcript. At the
times indicated, a 3-,ul aliquot was transferred to a phenol-chloro-
form-H20 (12.5:12.5:22) mixture, and after centrifugation, 15 ,ul was
loaded onto a 1% agarose gel. After electrophoresis, the RNA was
transferred to Hybond. The autoradiogram is shown.

DISCUSSION

This article describes the use of a very stable 5' secondary
structure to prevent cap-dependent entry of ribosomes into
the ODC coding region. In this way, the increase in protein
synthesis brought about by the insertion of a CPMV se-
quence indicates the insertion of an IRES (1, 11, 12, 23) in a
very inefficient message. In the literature, an upstream gene
has been used that prevented translation of the second gene
(1, 11, 12, 23) due to the monocistronic character of eukary-
otic genes. In our experimental set-up, no ribosomes were
translating the RNA, as indicated by the lack of synthesis of
ODC243, unless an IRES was introduced and translation
was started.
The initiation of translation of CPMV M-RNA on both

AUGs showed a different sensitivity to the Mg2+ concentra-
tion. The synthesis of the longer protein was more resistant
to higher Mg2+ concentrations. This result suggested either
that the secondary structure around each initiation site was
different or that initiation occurred by different mechanisms.
The initiation on nt 512 occurs by internal binding of the
translational machinery, as shown in Fig. 4 to 6. No conclu-
sion can be drawn for the initiation on nt 161, although we
speculate that internal binding also governs initiation at this
site. If the modified scanning model (14) applies for the AUG
at nt 161, differences in initiation factor requirements would
be expected. This proved not to be the case (Fig. 2). The
results indicate that the nt 161 to 512 sequence of CPMV
M-RNA constitutes an internal ribosome-binding site.
Whether this site is able to direct the ribosome to both
initiation codons or whether two IRES regions are present in
the RNA has to be determined.
The many shorter products synthesized on noncapped

ODC243 point to aberrant initiation. Our explanation is that
the 5' stem-loop structure masks the initiation site, forcing
the translational machinery to other AUGs to start transla-
tion, as described for poliovirus RNA (30). A capped 5' end
would guide the ribosome to the 5' end, which in the case of
ODC243 is on the upstream side of the stable stem-loop
structure. Therefore, after translation of ODC243, truncated
products were made, especially with the non-capped RNA
(Fig. 4). This aberrant form of initiation translation can also
be regarded as internal binding. However, the results with
ODC243 show that this type of scanning for internal AUGs is
very inefficient. Apparently, some picornaviruses and now
also a comovirus (and a potyvirus [3]) have found a way to
more efficiently guide the ribosome along internal sequences
to an internal AUG. The trigger for internal binding is
probably the recognition of a defined (internal) sequence by
an initiation factor. The eIF-4 initiation factors are the most
likely candidates. It could be hypothesized that the eIF-4
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factors recognize the CPMV sequence and start unwinding
upstream in a 3' to 5' direction (15, 27). The ribosome then
binds to the unwound 5' end and starts translation at the first
initiator AUG downstream. Several data argue against this
point. It would be expected that capped ODC-CPMV would
show higher efficiency of translation in this model, which
proved not to be the case (Fig. 4). Second, it has been shown
that an IRES induces translation only of the downstream
gene, not of the upstream gene (1, 11, 12, 23).

Furthermore, the ODC 5' UTR inhibits translation of the
downstream gene extremely potently, and this inhibition can
only be overcome by considerable deletion of 5' UTR
regions (35).

Lastly, the BglII mutation (Fig. 7) can hardly be regarded
as an obstacle for a hypothetical 3' to 5' movement and
5'-end-dependent initiation of the ribosome.
The need for eIF-4F in supporting internal initiation on

ODC-CPMV RNA (Fig. 6) was surprising. The factor does
not have a general stimulatory effect; for example, enceph-
alomyocarditis virus translation was not stimulated by
eIF-4F (12; results not shown). Compared with capped
5'-end constructs, the CPMV IRES apparently has a low
affinity for eIF-4F, and higher amounts of this factor are
needed for optimal translation.
The eIF-4F stimulation of CPMV M-RNA and ODC-

CPMV translation (Fig. 2 and 6) and the cap analog sensi-
tivity (Fig. 5, not shown for M-RNA) are two unlinked
phenomena, suggesting that part of the eIF-4F function is
not dependent on the action of eIF-4E. This suggestion is
strengthened by the observation that translation of non-
capped reovirus mRNA was also stimulated by eIF-4F (24).
The same suggestion was made by Fletcher et al., who
measured the eIF-4F dependence of uncapped STNV trans-
lation (8). One can speculate that it is the unwinding activity
of eIF-4F that is needed for initiation on CPMV M-RNA.

It can be argued that the CPMV sequence insertion into
the stable ODC 5' UTR destroys the inhibitory secondary
structure, allowing initiation to occur. The standard free
energy of the 243-nt ODC 5' UTR was calculated to be -130
kcal/mol (39). This very stable structure is formed with
almost only GC pairs, without many bulges or internal loops
(34). The nt 161 to 512 sequence of CPMV M-RNA is very
AU-rich (36) and therefore cannot interfere with the ODC
structure.
The ODC-CPMV BgIII mutant showed that a 4-nt inser-

tion prevented efficient translation (Fig. 7), pointing to the
importance of intactness of the CPMV stretch for efficient
translation. Furthermore, the BglII-induced decrease in ini-
tiation is not compatible with the suggestion that internal
initiation on ODC-CPMV RNA is induced by RNase-medi-
ated generation of free 5' ends.
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