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The turnover of most mRNAs in Saccharomyces cerevisiae begins with deadenylation followed by decapping
and 5*33* exonucleolytic digestion. An important question involves the mechanisms that allow particular
mRNAs to exhibit different rates of both deadenylation and decapping. Since the cap structure plays a critical
role in the assembly of translation initiation factors, we hypothesized that the status of the cytoplasmic cap
binding complex would affect the rate of decapping. To test this hypothesis, we examined mRNA decay rates
in yeast strains that were defective in several translation initiation factors that are part of the cap binding
complex. These experiments yielded three significant observations. First, any mutation known to inhibit
translation initiation also increased the rate of decapping. Second, decapping still occurred only after dead-
enylation, suggesting that the ability of the poly(A) tail to inhibit decapping does not require efficient
translation of the transcript. Third, mutants with defects in translation initiation factors also showed an
increase in the rate of deadenylation, suggesting that the rate of deadenylation may be controlled primarily by
the translation status of the transcript. These results argue that the nature of the translation initiation
complex is a critical factor in determining the mRNA half-life. This view also implies that some cis-acting
sequences that modulate mRNA decay rate do so by affecting the translation status of the transcript.

The differential turnover of mRNAs is an important aspect
of the modulation of gene expression in the eukaryotic cell (for
reviews, see references 9, 15, 29, and 45). It is now clear that,
at least in Saccharomyces cerevisiae, mRNAs with different
decay rates are degraded primarily by a single general pathway
of mRNA turnover. In this pathway, mRNAs are first dead-
enylated, which allows the transcript to become a substrate for
a decapping reaction (18, 28, 40–42), and once decapped, they
are susceptible to 59-to-39 exonucleolytic degradation by the
Xrn1p exoribonuclease (28, 41, 42). Several observations sug-
gest that a similar pathway of degradation is likely to exist in
mammalian cells. For example, deadenylation can be the first
step in mammalian mRNA turnover (see, e.g., references 48
and 53). Moreover, deadenylated decapped intermediates of
the decay process can be detected (17), and mammalian ho-
mologs of the yeast Xrn1p exoribonuclease (7) and the yeast-
decapping enzyme (encoded by the DCP1 gene [10]) have been
identified (51).

The basis for differential decay rates of individual yeast
mRNAs is that the transcripts differ in their rates of deade-
nylation and decapping. For example, at 24°C the unstable
MFA2 transcript (t1/2 5 4 min) deadenylates more rapidly
(;13 A’s/min) than does the stable PGK1 transcript (t1/2 5 45
min; ;4 A’s/min) (18). In addition, the MFA2 transcript is
decapped rapidly after deadenylation whereas the PGK1 tran-
script is decapped slowly (41, 42). Given these differences, in
order to understand differential mRNA degradation it will be
critical to determine the sequences and properties of mRNAs
that modulate the rates of deadenylation and decapping.

In addition to being the site of decapping, the cap structure
is crucial for the ability of a mRNA to initiate translation

efficiently (5, 44). This dual role of the cap structure has led to
the hypothesis that the rate of decapping is specified by the
nature of the cap binding complex or by proteins that interact
with this complex of proteins. Given this view, a likely set of
proteins to affect decapping are those that make up the cyto-
plasmic cap binding complex, also referred to as the eIF-4F
complex (22, 49). In addition, a second set of proteins known
as eIF-3 may play a role in decapping, since this complex
recruits the 40S ribosomal subunit to the 59 end of the mRNA
by binding to both the eIF-4F complex and the mRNA itself
(25, 43). An important issue is how these proteins influence the
ability of a mRNA to be decapped.

Prior examination on the effects of mutations in translation
initiation factors on mRNA stability have been mixed. For
example, mutations in the Prt1 protein, which is a component
of the eIF-3 complex, have been reported to accelerate the
decay of the SSA1 and Ip mRNAs under specific conditions (6,
16). Conversely, specific mutations in the translation initiation
factor eIF-5A have been reported to block 59-to-39 exonucleo-
lytic digestion (55). Finally, it has been reported that mutations
in the eIF-4E protein that lead to a partial decrease in trans-
lation in vivo have no effect on the degradation rate of the
PGK1 mRNA in yeast (37), which is known to be degraded
primarily by deadenylation-dependent decapping (42). This
observation has raised the possibility that the eIF-4E protein
and possibly other initiation factors do not play a major role in
mRNA turnover (37). However, it is possible that the eIF-4E
alleles examined, which were partial-loss-of-function alleles,
were simply not strong enough to show an effect.

To examine more completely the role of the translation
initiation factors in controlling mRNA turnover, we have ex-
amined the stability of the MFA2 and PGK1 mRNAs in strains
carrying alleles of several of the components of eIF-4F and
eIF-3 that were known to cause a defect in translation initia-
tion. These two mRNAs were ideal for comparison in this
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analysis for several reasons. First, they represent the range of
mRNA stability in yeast, since the MFA2 mRNA is unstable
(t1/2 5 4 min) and the PGK1 transcript is stable (t1/2 5 45 min)
(27). Most importantly, the decay of these mRNAs has been
well characterized, and both are degraded by the deadenyla-
tion-dependent decapping pathway of mRNA turnover (41,
42). Moreover, the different rates of mRNA degradation of
these two transcripts can be attributed to specific differences in
deadenylation and decapping (18, 41, 42). We observed that
mutations in either the eIF-4F complex or the eIF-3 complex
can influence the rate of mRNA turnover by increasing both
the rate of deadenylation and the rate of decapping. These
observations have implications for understanding the control
of mRNA turnover and suggest that the status of the transla-
tion initiation complex on the mRNA dictates the rates of both
deadenylation and decapping.

MATERIALS AND METHODS

Yeast strains. The genotypes of all the strains used are listed in Table 1, and
the strains were grown in standard media. All strains except yRP1323 and
yRP1324 have GAL1 upstream activating sequence-regulated PGK1pG and
MFA2pG genes as well as the LEU2 gene, collectively termed LEU2pm, inte-
grated at the CUP1 locus (26). The CAF20 and eIF-4G2 disruption plasmids
were obtained from Michael Altmann and used to disrupt the CAF20 and
eIF-4G2 loci with a URA3 gene in the yRP841 background (23, 34). Both
integrations were verified by Southern blot analysis (data not shown). The eIF-
4G1D strain and the cdc33-42 strains were obtained from Nahum Sonenberg and
repeatedly crossed into the same genetic background by using strain yRP841 (2,
23). The prt1-63 strain was obtained from Alan Hinnebusch and repeatedly
crossed to yRP841 (20, 21). The mutant eIF-4A (SS8-3A) strain was obtained
from Patrick Linder (47) and transformed with pRP469 and pRP485 for mRNA
analysis. The yeast strains were transformed by standard techniques, and plas-
mids were maintained when necessary by growth in selective media.

mRNA analysis. Steady-state transcriptional shutoff experiments were per-
formed as described previously with slight modifications (13). Briefly, the cells
were grown to mid-log phase in galactose medium, shifted to 38°C for 1 h,
harvested, and shifted to medium containing dextrose to inhibit transcription,
with an aliquot removed at each time point (specified on figures).

Transcriptional pulse-chase experiments used to track a synchronous pool of
mRNAs were done as previously described with slight modifications (18, 41).
Briefly, cells were grown to mid-log phase in medium containing raffinose, shifted
to 38°C for 1 h, harvested, and resuspended in medium containing galactose to
induce the transcripts; finally dextrose was added to shut off transcription.

mRNA was isolated as described previously (13). Agarose Northern assays
were done with 10 mg of RNA, and RNase H and polyacrylamide Northern

(RNA) assays were done with 40 mg of RNA as previously described (40).
Northern assay results were quantitated on a Molecular Dynamics Phosphor-
Imager and standardized to 7S RNA, a polymerase III transcript (13).

In vivo translation. In vivo [35S]methionine incorporation was performed as
previously described (2) with some modifications. Briefly, yeast strains were
grown to mid-log phase (optical density at 600 nm ' 0.4) at 24°C in medium
containing dextrose, at which point half of each culture was shifted to 38°C for
1 h. The cells were then harvested, resuspended in prewarmed methionine-minus
medium containing dextrose, and supplemented with 25 mCi of [35S]methionine.
At various time points, aliquots were removed and the cells were harvested and
resuspended in 1 ml of ice-cold 10% trichloroacetic acid. The samples were
heated at 95°C for 5 min and cooled on ice. The precipitated protein was
collected on glass fiber filters, washed with 10 ml of 5% trichloroacetic acid, and
washed again with 10 ml of 70% ethanol and finally with 1 ml of acetone. The
filters were air dried for 30 min and then counted in a liquid scintillation counter.

RESULTS

Defects in the cytoplasmic cap binding complex (eIF-4F)
lead to higher mRNA decay rates. To test the hypothesis that
translation initiation factors binding to the 59 end of a mRNA
play a role in controlling decapping, we first examined the
effects of mutations in the components of the cap binding
complex (eIF-4F) on mRNA turnover. This complex in yeast is
generally described as consisting of eIF-4E (cdc33), the cap
binding protein (1), and an eIF-4G subunit, which is encoded
by two genes in yeast, TIF4631, which encodes eIF-4G1, and
TIF4632, which encodes eIF-4G2 (23). In addition, we exam-
ined the effects of mutations in eIF-4A, a DEAD box helicase
required for translation (47) and known to physically associate
with eIF-4F in mammals (19, 24), and p20, encoded by the
CAF20 gene, that is thought to bind the cap binding protein in
a negative regulatory role (3). If deletion of a given gene was
lethal, temperature-sensitive mutants were used in this analy-
sis. All temperature-sensitive alleles used were alleles that had
previously been shown to have effects on translation rate in
vivo (2, 20, 21, 47) (see below). If a strain with deletion of a
particular gene was viable, strains with disruptions of the gene
were used.

The translation initiation mutations could be placed into two
categories based on their effects on mRNA half-life. For ex-
ample, disruption of the CAF20 gene had little or no conse-
quence on the decay rate of either the PGK1 mRNA or the

TABLE 1. Strains used in this study

Strain Genotype Source

yRP841 MATa leu2-3,112 lys2-201 trp1 ura3-52 cup1::LEU2/PGK1pG/MFA2pG 26
yRP1314 MATa leu2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG [CDC33/TRP1] This study
yRP1315 MATa leu2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG [CDC33/URA3] This study
yRP1316 MATa leu2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG This study
yRP1317 MATa his4 leu2 lys2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG This study
yRP1318 MATa leu2-3,112 lys2-201 trp1 ura3-52 caf20::URA3 cup1::LEU2/PGK1pG/MFA2pG This study
yRP1319 MATa leu2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG tif4632::URA3 This study
yRP1320 MATa his3D1 leu2-3,112 lys2-201 trp1 ura3-52 cup1::LEU2/PGK1pG/MFA2pG tif4631::LEU2 This study
yRP1321 MATa leu2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG [cdc33-42/TRP1] This study
yRP1322 MATa leu2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG [cdc33-42/TRP1] This study
yRP1323 MATa ade2 his3 leu2 ura3 tif1::HIS3 tif2::ADE2 [tif1/LEU2 MFA2pG/URA3] 47
yRP1324 MATa ade2 his3 leu2 ura3 tif1::HIS3 tif2::ADE2 [tif1/LEU2 PGK1pG/URA3] 47
yRP1326 MATa leu2 prt1-63 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG This study
yRP1327 MATa leu2 prt1-63 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG [cdc33-42/TRP1] This study
yRP1328 MATa his4 leu2 lys2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG dcp1::URA3 This study
yRP1329 MATa his4 leu2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG dcp1::URA3 [cdc33-42/TRP1] This study
yRP1330 MATa leu2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG xrn1::URA3 This study
yRP1331 MATa his4 leu2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG xrn1::URA3 This study
yRP1332 MATa his4 leu2 lys2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG xrn1::URA3 [cdc33-42/TRP1] This study
yRP1333 MATa his4 leu2 lys2 trp1 ura3 cdc33::LEU2 cup1::LEU2/PGK1pG/MFA2pG xrn1::URA3 [cdc33-42/TRP1] This study
yRP1373 MATa his4 leu2 lys2 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG upf1::URA3 This study
yRP1374 MATa his4 leu2 lys2 prt1-63 trp1 ura3 cup1::LEU2/PGK1pG/MFA2pG upf1::URA3 This study
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MFA2 mRNA (Fig. 1A and Table 2). Since this protein does
not significantly affect growth rate or translation rate (34), it
was not surprising that a caf20D mutation failed to alter
mRNA decay rates.

In contrast, following a shift to the restrictive temperature
for 1 h, temperature-sensitive mutations in eIF-4E and eIF-4A
and a deletion of eIF-4G1 all led to higher rates of mRNA
degradation. For example, in wild-type cells the PGK1 mRNA
decayed with an average half-life of 17 min at 38°C (Fig. 1A).
It should be noted that this is a shorter half-life than has been
previously reported at lower temperatures and presumably re-
flects the faster decay of yeast mRNAs that is seen at high
temperatures (27). Notably, the half-life of the PGK1 mRNA

from a strain containing the temperature-sensitive mutation in
eIF-4E/cdc33-42, was decreased to about 6 min, almost a
threefold reduction compared to that of the wild-type strain at
38°C (Fig. 1A). Similarly, the PGK1 mRNA decayed faster in
the temperature-sensitive eIF-4A (t1/2 5 8.5 min) and eIF-
4G1D (t1/2 5 8.2 min) mutants (Fig. 1A and Table 2), although
the magnitude of the change was not as great. Control exper-
iments done at the permissive temperature showed that PGK1
and MFA2 mRNA from the conditional eIF-4E/cdc33-42 allele
decayed with wild-type kinetics. In contrast, the eIF-4G1D
showed an increased decay rate at high and low temperatures.

Faster mRNA turnover was also observed for the unstable
MFA2 mRNA in translation initiation mutant strains. In a
wild-type strain at 38°C, the MFA2 half-life was 4 min (Table
2), whereas in strains containing the temperature-sensitive
eIF-4E/cdc33-42, temperature-sensitive eIF-4A, or eIF-4G1D
mutations, the MFA2 half-life was decreased to 3, 3.5, and 2
min respectively. In addition, the MFA2 mRNA showed accel-
erated decay in an eIF-4G2D strain, even though the decay of
the PGK1 mRNA in this strain was only slightly affected (Table
2). These smaller changes in the MFA2 mRNA decay rate were
extremely reproducible, but because of their smaller magni-
tude, they should be interpreted with caution. Moreover, it
might be difficult to accelerate the decay rate of the MFA2
transcript greatly since this mRNA is already highly unstable.

The conclusion that the mRNA decay rate was higher in the
various translation initiation mutants was also supported by the
observation that the total levels of individual mRNAs in strains
containing translation initiation mutations were decreased. For
example, after 1 h at the restrictive temperature, the level of
the full-length PGK1 mRNA in the eIF-4E/cdc33-42 strain was
approximately 28% of the level in a wild-type strain under
similar conditions (data not shown). In combination, these
results indicated that lesions in the cap binding complex can
accelerate mRNA degradation for yeast transcripts and sug-
gest a role for these proteins in modulating mRNA turnover
rates (see Discussion).

Defects in the eIF-3 complex lead to higher mRNA decay
rates. In addition to the cap binding complex, a second com-
plex of translation factors, termed eIF-3, plays a crucial role in
interacting with the eIF-4F complex and the 40S–eIF-2 com-
plex to initiate assembly at the 59 end of the mRNA. The eIF-3
complex is made up of about eight proteins that physically

FIG. 1. Disruption of translation initiation factor function leads to a decrease
in the half-lives of mRNAs. (A) mRNA half-life measurements from strains
containing mutations in translation initiation factors from the eIF-4F complex.
(B) mRNA half-life measurements from strains containing a mutation in PRT1,
a translation initiation factor from the eIF-3 complex. (C) mRNA half-life
measurements from a strain containing mutations in both eIF-4E and PRT1. (D)
mRNA half-life measurements from strains containing mutations in both PRT1
and UPF1. Steady-state half-life measurements of the PGK1pG mRNA were
determined from agarose Northern gels. The numbers above the lanes indicate
minutes after transcriptional repression. A representative gel for each strain is
shown, and the average value (minutes) of the half-life for the full-length tran-
script from at least three experiments in each strain is given on the right. The
experimental variation for the half-life measurements of each strain was less than
615%. Northern gels were probed with oligonucleotide oRP141 (59-AATTGA
TCTATCGAGGAATTCC-39), which is complementary to the poly(G) and
flanking 39 sequence in the PGK1pG mRNA. ts, temperature sensitive.

TABLE 2. Effects of translation initiation factors on mRNA half-
life and deadenylation of PGK1 and MFA2

Strain PGK1 RNA
half-lifea (min)

PGK1 deadenylation
rateb (A’s/min)

MFA2 RNA
half-lifea (min)

Wild type 17.0 3.1 4.0
caf20D 20.0 NDc 4.4
eIF-4G2D 11.6 ND 2.6
eIF-4G1D 8.0 3.7 2.0
ts eIF-4E cdc33-42 6.0 4.1 3.0
ts eIF-4A 8.5 4.5 3.5
gcd10-505 4.9 ND 2.3
prt1-63 6.0 4.0 3.0
ts eIF-4E prt1-63 4.0 5.1 2.0

a Comparative half-life measurements for PGK1 and MFA2 mRNA based on
a minimum of three transcription shutoff experiments. The experimental varia-
tion for the half-life measurements of each strain was less than 615%.

b Deadenylation rates of PGK1 are given for all the translation initiation
mutants based on measurements taken from transcriptional shutoff mRNAs run
on acrylamide Northern gels. The deadenylation rates are based on a minimum
of two transcription shutoff experiments. The experimental variation for the
half-life measurements of each strain was less than 615%.

c ND, not determined.
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interact with both the mRNA and the eIF-4F complex (33, 38).
These interactions place eIF-3 in the immediate vicinity of the
59 cap structure. For this reason, components of the eIF-3
complex were also tested for a role in mRNA turnover. The
Prt1 protein was tested for its effect on mRNA turnover by
using a temperature-sensitive mutation of the protein.

An interesting result was that a mutation in the Prt1 protein
also gave faster degradation of the PGK1 and MFA2 tran-
scripts (Table 2 and Fig. 1B). For example, the PGK1 half-life
was decreased from a wild-type value of 17 min to 6 min in
prt1-63 mutant strains. Mutations in the Gcd10 protein, which
has been hypothesized to be a component of the eIF-3 complex
in addition to having other functions (21), gave similar results
(data not shown). These results showed that defects in the
eIF-3 complex can lead to an acceleration of mRNA turnover.

The above experiments indicated that the PGK1 and MFA2
mRNAs were degraded more rapidly in strains that carried
lesions in several different translation initiation factors. The
decrease in mRNA stability corresponded to lesions known to
decrease translation initiation. To magnify the effect on
mRNA decay rate, we reasoned that a double mutant defective
in both eIF-4F and eIF-3 function might show an even stronger
phenotype with respect to mRNA decay rates. To test this
hypothesis, we constructed a strain carrying both the temper-
ature-sensitive eIF-4E/cdc33-42 and the prt1-63 mutations.
This strain showed an increased sensitivity to higher tempera-
tures and failed to grow above 24°C, whereas either single
mutant strain grew well at 30°C. The half-lives of both PGK1
and MFA2 mRNAs in the double mutant were shorter than
those in either single mutant, suggesting that blocking multiple
steps of translation initiation leads to a more severe mRNA

turnover defect (Fig. 1C). These results demonstrate that le-
sions that alter the normal assembly and function of the trans-
lation initiation complex on the 59 end of the transcript result
in faster mRNA degradation.

The effect of mutations on the mRNA decay rate generally
corresponds to their effect on the translation rate. Our analysis
of the effect of various translation initiation mutations on
mRNA decay compared several mutations whose effects on
translation rate have been individually determined by a num-
ber of different laboratories using different types of assays. To
relate our observations on the effects on mRNA decay, it was
necessary to compare the effects of all these mutations on
translation rate by using the same experimental protocol. To
do this, we measured the rate of incorporation of [35S]methi-
onine into trichloroacetic acid-precipitable counts in the vari-
ous strains both at 24°C and after a shift to 38°C for 1 h (see
Materials and Methods). As can be seen in Fig. 2, with the
exception of the caf20D mutants, all the mutants had a de-
creased translation rate to some extent. The rates for the
tif4631D and tif4632D strains were decreased to approximately
40% of wild-type rates at both 24 and 38°C. All of the tem-
perature-sensitive strains showed a temperature-dependent in-
hibition of translation rate, with the residual translation at
38°C being 19, 12, 7.5, and 3% for the eIF-4E/cdc33-42, tem-
perature-sensitive eIF-4A, prt1-63, and eIF-4E/cdc33-42
prt1-63 mutants, respectively. These results indicate a strong
correlation between translation rate and mRNA stability (see
Discussion).

The faster mRNA turnover seen in translation initiation
mutants occurs by the normal 5*33* pathway of decay. An
important question was whether the faster decay seen in the

FIG. 2. Relative rates of translation in various translation initiation mutants. The rate of [35S]methionine incorporation was measured either at 24°C or after a 1-h
temperature shift to 38°C. The rates of translation are given relative to the wild-type strain at 24°C (where rates were originally measured as the rate of incorporation
per optical density unit after 30 min). The rate of translation for each strain is the average of at least two independent experiments. The numbers in parentheses are
the rates of incorporation of the strains at 38°C relative to the wild-type strain at 38°C. ts, temperature sensitive.
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various translation initiation mutants was due to an accelera-
tion of the normal pathway of deadenylation-dependent de-
capping or occurred because the transcript was being degraded
rapidly by alternative degradation mechanisms, which are
known to exist in yeast (4). To interpret the effects of the
lesions in the translation initiation factors, we determined if
the accelerated decay required the Dcp1p decapping enzyme
and the Xrn1p 59-to-39 exoribonuclease, which are known to
function in the normal degradation of these mRNAs (10, 41,
42). To this end, strains were made which combined the tem-
perature-sensitive eIF-4E lesions with a dcp1D or a xrn1D
mutation.

We observed that the deletion of either the DCP1 gene or
the XRN1 gene prevented the faster degradation seen in the
temperature-sensitive eIF-4E/cdc33-42 strain. For example,
deletion of the DCP1 gene in combination with the cdc33-42
lesion led to a stabilization of the mRNA, since the decapping
step was prevented, giving the PGK1 mRNA an increased
half-life of 27 min (Fig. 3). The eIF-4E/cdc33-42 dcp1D double
mutant had a half-life identical to that of the dcp1D mutant,
i.e., four to five times longer than that seen in the temperature-
sensitive eIF-4E/cdc33-42 mutant alone. Analysis of the
mRNA from the temperature-sensitive eIF-4E/cdc33-42 xrn1D
double-mutant strains showed very similar results to the tem-
perature-sensitive eIF-4E/cdc33-42 dcp1D double mutant (Fig.
3), although the mRNA from the temperature-sensitive eIF-

4E/cdc33-42 xrn1D double mutant was not quite as stable as
the mRNA from the xrn1D mutant, presumably due to residual
alternative 59-to-39 exonuclease activity subsequent to the de-
capping step (42). We interpreted these results to suggest that
the faster decay seen in the various translation initiation mu-
tants was due to an increase in the rates of specific steps in the
59-to-39 mRNA decay pathway.

Defects in translation initiation increase the rate of both
deadenylation and decapping. To determine the basis for the
faster mRNA decay seen in the various translation initiation
mutants, it was important to determine what step in mRNA
decay was being accelerated. In principle, the higher observed
decay rate could be due either to an acceleration of deadeny-
lation and/or decapping or to a bypass of the requirement for
deadenylation before decapping (41). In the following experi-
ments, we examined the rates of deadenylation and decapping
in the various mutant strains.

One method for measuring the rates of deadenylation and
decapping is to monitor the changes in poly(A) tail length and
mRNA levels following repression of transcription from a cul-
ture at steady state (40). Two significant observations were
made from this examination. First, measurement of the rate of
deadenylation, as assessed by the shortening of the longest
poly(A) tails in the population, indicated that the temperature-
sensitive eIF-4E/cdc33-42, temperature-sensitive eIF-4A, eIF-
4G1D (data not shown), and prt1-63 strains all showed higher
rates of deadenylation (Fig. 4; summarized in Table 2). For
example, measurements of the wild-type strain showed that
deadenylation of the mRNA present as full-length mRNA
proceeded at a rate of about 3.1 adenylate residues per min
(Fig. 4 and Table 2); whereas the deadenylation of the full-
length mRNA from the temperature-sensitive eIF-4E/cdc33-42
mutant strain proceeded at a rate of 4.1 adenylate residues per
min. The largest change in deadenylation rate was seen in the
eIF-4E/cdc33-42 prt1-63 double mutant, wherein the poly(A)
tail of the PGK1 mRNA now shortened at 5 to 6 adenylate
residues per min. Similar results were obtained by measuring
deadenylation rates in transcriptional pulse-chase experiments,
where the deadenylation rate is measured by monitoring the
poly(A) tail length from a synchronous population of mRNAs
(see below) (data not shown). Based on these observations, we
concluded that lesions in the various translation initiation fac-
tors promoted faster deadenylation. This has implications for
understanding the control of the deadenylation rate (see Dis-
cussion).

The second important observation from examining the decay
of the mRNA following transcriptional repression was that the
deadenylated form of the PGK1 mRNA, which is relatively
stable in wild-type strains due to the low rate of decapping for
this transcript, decays rapidly in all the mutant strains except
the eIF-4G2D and the caf20D strains (Fig. 4 and data not
shown). A clear example of this phenomenon is seen by com-
paring the wild-type and temperature-sensitive eIF-4E strains
(compare panels in Fig. 4). Since decapping is a prerequisite
for 59-to-39 exonucleolytic digestion, these observations indi-
cate that defects in the translation initiation complex increase
the rate of decapping (see Discussion).

Decapping remains dependent on prior deadenylation in
translation initiation mutants. In the 59-to-39 mRNA decay
pathway, mRNA turnover proceeds sequentially by deadenyl-
ation followed by decapping and exonucleolytic decay. To de-
termine if the rapid decay seen in the translation initiation
mutants still required deadenylation, we examined the decay in
these strains by using a transcriptional pulse-chase method
(18). These experiments used the regulatable GAL1 upstream
activating sequence to create a synchronous pulse of mRNA

FIG. 3. mRNAs from strains containing a mutation in eIF-4E undergo turn-
over through the general 59339 pathway. mRNA half-lives were measured in
strains containing mutations in both eIF-4E and DCP1 and in strains containing
mutations in both eIF-4E and XRN1. Steady-state half-life measurements of the
PGK1pG mRNA were determined from agarose Northern gels. The numbers
above the lanes indicate minutes after transcriptional repression. The average
value (minutes) of the half-life for the full-length transcript from at least three
experiments in each strain is given on the right. Northern gels were probed with
oligonucleotide oRP141. ts, temperature sensitive.
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that can be monitored throughout the decay pathway, thereby
allowing an examination of the relationship between deadenyl-
ation and decay.

Transcriptional pulse-chase experiments with the various
mutants provided two observations that argued that decapping
still required prior deadenylation. First, the mRNA levels did
not begin to drop until after the poly(A) tail had been short-
ened to an oligo(A) length. This is characteristic of mRNAs
that require deadenylation before decay (18) and is not seen
with mRNAs that are degraded independently of poly(A) tail
shortening, which occurs in response to premature translation
termination (41). The second observation, that the rapid decay
seen in the translation initiation mutants still required dead-
enylation, came from the analysis of an mRNA decay interme-
diate stabilized by the insertion of a poly(G) tract in the 39
untranslated region (UTR), which serves to block the Xrn1p
exoribonuclease (18, 52). Consistent with earlier work on tran-
scripts that require deadenylation before decay (18), this
mRNA fragment was produced in the various mutant strains,
including the temperature-sensitive eIF-4E/cdc33-42 prt1-63
double-mutant strain, only after a substantial fraction of the
mRNA had been deadenylated to an oligo(A) length (Fig. 5).
Moreover, these mRNA decay intermediates had oligo(A)

tails, even at times when the mRNA population consisted of
transcripts with both long and short poly(A) tails (Fig. 5),
arguing that only oligoadenylated transcripts are substrates for
the next step in decay. These results are in strong contrast to
cases where decapping is independent of deadenylation,
wherein this mRNA fragment is produced before poly(A)
shortening has reached a oligo(A) tail and so the mRNA
fragment itself has long poly(A) tails (41).

These observations indicate that the ability of the poly(A)
tail to act as an inhibitor of decapping is not prevented even if
there is a strong inhibition to translation. This is inconsistent
with the simple model that the mechanism by which poly(A)
tails inhibit decapping is by bringing the poly(A) binding pro-
tein to the mRNA and thereby, through its interaction with
eIF-4G, stabilizing the cap binding complex.

The increased rate of mRNA turnover in translation initia-
tion mutants is not UPF1 dependent. The above results
showed that defects in the Prt1 protein led to faster decay of
the PGK1 and MFA2 mRNAs, by promoting increases in the
rates of both deadenylation and decapping. It has also been
recently shown that prt1 mutations can affect the levels of the
SSA1 and SSA2 mRNAs in yeast, suggesting that in prt1 mu-
tants these mRNAs might also be degraded more rapidly (6).

FIG. 4. The rate of deadenylation is increased when translation initiation is impaired. Polyacrylamide Northern gels of transcriptional repression experiments
examining the deadenylation of PGK1 and accumulation of oligoadenylated mRNAs in various translation initiation mutants are shown. Minutes following transcription
repression are given directly above each sample. The top fragment was produced by cleavage of the full-length mRNA with RNase H and oligonucleotide oRP70
(59-CGGATAAGAAAGCAACACCTGG-39). This cleavage shortens the mRNA enough to visualize small differences at the 39 end. The bottom fragment is the decay
intermediate stabilized by the poly(G) insertion in the 39 UTR. The arrow indicates the size of the oligoadenylated mRNA. The numbers after the A’s in the cartoons
represent the range of poly(A) tail sizes found on each mRNA species as determined by comparison with the oligo(dT) lanes, in which the poly(A) tails have been
completely removed by cleavage with RNase H, oligonucleotide oRP70, and oligo(dT). The blots were probed with oRP141. ts, temperature sensitive.
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Interestingly, the faster turnover seen in the prt1 mutant
strains was dependent on the Upf1 protein, which is known to
be required for the degradation of mRNAs containing early
nonsense codons (36). Given this requirement for the Upf1p in
the faster decay seen in the prt1 mutants, we determined if the
faster decay we observed in the prt1 mutants for the PGK1 and
MFA2 transcripts was also UPF1 dependent.

Strains that contained mutations in both the eIF-4E/CDC33
gene and the UPF1 gene or in the PRT1 gene and the UPF1
gene were created. Transcriptional shutoffs were performed as
previously described to determine the mRNA half-lives of
PGK1 and MFA2 in the mutant strains. In both the tempera-
ture-sensitive double-mutant eIF-4E/cdc33-42 upf1D and the
prt1-63 upf1D strains, the half-lives resembled those of the
single-translation-initiation mutant, indicating that the Upf1
protein was not required for the faster decay of these mRNAs
in response to mutations in the translation initiation factors
(Fig. 1D).

These results indicated that the faster decay observed for the
PGK1 and MFA2 mRNAs in response to the mutations in the
PRT1 or eIF-4E/CDC33 gene is somehow different from the
proposed faster decay seen with the SSA1 and SSA2 mRNAs in
the PRT1 strain. Unfortunately, since the actual mechanism by
which the SSA1 and SSA2 transcripts are degraded is not
known, it is difficult to evaluate these differences. It is possible
that the SSA1 or SSA2 mRNAs are subjected to a different
mechanism of turnover and therefore give different results.
Alternatively, since SSA1 and SSA2 encode heat shock pro-
teins, these mRNAs might have methods for enhancing their
translation during heat shock and as such might have a differ-
ent dependence on the Upf1p.

DISCUSSION

Mutations in translation initiation factors increase the rate
of decapping. Several observations indicated that defects in the
translation initiation factors eIF-4E, eIF-4G, eIF-4A, and Prt1
(a component of eIF-3) led to an increase in the rate of de-
capping. First, in strains carrying mutations in these translation
initiation factors, the decay rate of the PGK1 and MFA2 tran-
scripts was higher. Second, oligoadenylated PGK1 mRNA spe-
cies produced following deadenylation were degraded rapidly
in the translation initiation mutants (Fig. 4 and 5). In contrast,
such oligoadenylated PGK1 transcripts persisted in the wild-
type strain due to the normally low rate of decapping for this
mRNA. These results support the conclusion that the ability of
the decapping enzyme to cleave a mRNA substrate is affected
by the ability of the translation initiation complex to form or to
persist on the transcript. This interpretation is also supported
by the prior observation that altering the translation initiation
process in cis by the insertion of secondary structures in the 59
UTR increases the rate of decapping of the PGK1 mRNA (42).

Comparison of translation rates in the various mutants al-
lowed us to relate the effects on mRNA turnover to changes in
the translation rate. In general, the stronger the inhibition of
observed translation rate, the higher the observed mRNA de-
cay rate. For example, the tif4631D and tif4632D mutations had
the smallest effects on PGK1 mRNA decay, and these strains
showed the highest level of residual translation. It is interesting
and notable that the tif4632D mutation caused a decrease in
the translation rate without significantly affecting the decay
rate of the PGK1 mRNA, although the MFA2 mRNA did
show accelerated decay in this strain (Table 2 and Fig. 2). This

FIG. 5. The rates of both deadenylation and decapping are increased when translation initiation is impaired. Transcriptional pulse-chase analysis of the PGK1pG
mRNA in various translation initiation mutant strains is used to examine deadenylation and fragment production. Time points used after a 6-min transcriptional
induction and subsequent repression are shown above each lane. The top fragment was produced by cleavage of the full-length mRNA with RNase H and
oligonucleotide oRP70. This cleavage shortens the mRNA enough to visualize small differences at the 39 end. The bottom fragment is the decay intermediate stabilized
by the poly(G) insertion in the 39 UTR. The blots were probed with oRP141. ts, temperature sensitive.
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suggests that there will be some mRNA-specific effects of mu-
tations in particular translation initiation factors. In the other
extreme, the strongest defect in the translation rate was seen in
the eIF-4E/cdc33-42 prt1-63 double mutant, which showed the
highest mRNA decay rates (Table 2 and Fig. 2).

The increase in decapping rate we observed in a defective
allele of the eIF-4E protein is seemingly different from reports
that small N- and C-terminal deletions of the eIF-4E protein
had no effect on the half-lives of the mRNAs in strains con-
taining those mutant proteins (37). To compare our results
with this prior work, we examined the turnover of mRNAs
from two of these eIF-4E deletion mutants (cdc33D7/209 and
cdc33D202) and also found no change in the half-lives of PGK1
and MFA2 mRNA (data not shown). This suggests that these
particular mutations in eIF-4E are competent for proper
mRNA turnover, possibly due to their partial ability to assem-
ble a cap binding complex. The mutation used in the current
work, temperature-sensitive eIF-4E/cdc33-42, leads to a more
severe defect in cap binding than do the nonlethal eIF-4E
truncation mutations and also leads to a more significant de-
crease in translation of mRNAs at the restrictive temperature
(2). This more severe defect in eIF-4E function manifests itself
as an increase in the rate of mRNA turnover.

A straightforward mechanistic interpretation of these obser-
vations is that decapping requires the destabilization or disas-
sembly of the cap binding complex, to allow the decapping
enzyme to gain access to the cap structure. In the simplest
view, the cap binding complex and the decapping enzyme could
be viewed as being in direct competition for the 59 cap struc-
ture. However, it is not unreasonable to expect that there will
be specific transitions or states of the cap binding complex that
promote interactions of the decapping enzyme with this com-
plex and ultimately lead to decapping of the transcript. It
should be noted that this view of decapping predicts that there
should be specific alleles of translation initiation factors that
lead to an inhibition of the decapping rate. However, one
possibility that cannot be formally ruled out is that translation
initiation indirectly protects the mRNA from decapping. For
example, the mere presence of elongating ribosomes bound to
the mRNA could be hypothesized to prevent decapping.

Mutations in translation initiation factors increase the rate
of deadenylation. We also observed that the same lesions in
translation initiation factors that gave higher rates of decap-
ping also led to an increase in the rate of deadenylation. The
critical experiment was that direct measurement of deadenyl-
ation rate in wild-type and mutant strains showed that in
strains containing mutations in translation initiation factors
(eIF-4E, eIF-4A, Prt1 [Fig. 4 and 5], and eIF-4G1 [data not
shown]), deadenylation was faster than in a wild-type strain.
The most extreme example of this effect was observed in the
temperature-sensitive eIF-4E/cdc33-42 prt1-63 double mutant,
whose deadenylation rate was increased threefold over that of
the wild-type strain (Table 2). These observations led us to
propose that the status of the translation initiation complex
plays a major role in modulating the deadenylation rate for
yeast mRNAs.

The conclusion that the status of the translation initiation
complex plays a significant role in determining the deadenyla-
tion rate is supported by several prior observations in the
literature. First, insertion of a stem-loop into the PGK1 59
UTR to inhibit ribosome assembly leads to a higher rate of
deadenylation (42). Second, alterations of the PGK1 59 UTR
and AUG context which decrease the translation initiation rate
also increase the rate of deadenylation (31). Third, the AU-
rich elements known to promote deadenylation in mammalian
cells have also been observed to inhibit translation initiation

rate (30). Similarly, the human ferritin L-chain mRNA also
shows changes in poly(A) tail length based on the translational
status of the mRNA (39). Finally, deadenylation of the c-myc
mRNA is inhibited by the addition of the translation elonga-
tion inhibitor cycloheximide (32).

Why do changes in translation initiation affect the deadeny-
lation rate? The simplest hypothesis is that the rate of trans-
lation initiation affects the nature of the physical interaction
between the 59 and 39 ends of the mRNA and that changes in
the nature of this 59-39 interaction in turn affect the rate of
deadenylation by altering the availability of the poly(A) tail to
the deadenylating nuclease(s). There are two ways in which
this could be occurring. In one model, the poly(A) binding
protein (PAB) is an inhibitor of deadenylation and must dis-
sociate from the poly(A) tail for deadenylation to occur. This
view is suggested by the observation that in both mammalian
cell extracts and Xenopus oocytes PAB appears to be an inhib-
itor of deadenylation (11, 54). Interestingly, PAB interacts with
the cap binding complex in several systems (50), and such an
interaction can increase the ability of PAB to bind the poly(A)
tail (35). This suggests that decreases in the stability of the cap
binding complex could lead to destabilization of PAB bound to
the poly(A) tail and thereby activate deadenylation. It should
be noted that this model of deadenylation occurring in the
absence of Pab1p is at odds with the observation that yeast
strains deficient for PAB have lower rates of deadenylation
(14, 46). This observation in yeast leads to an alternative model
in which PAB bound to the poly(A) tail is required for proper
deadenylation but that poly(A) shortening is slowed by the
process of translation. Transient dissociation between the PAB
protein and translation initiation factors, possibly between
rounds of translation initiation, allows for periods of deadenyl-
ation to occur. This model explains both the pab1D phenotypes
and the increase in deadenylation seen in yeast translation
initiation mutants. Further experiments are required to resolve
these issues.

What determines the mRNA half-life? Our results imply that
the relative translational efficiency of a transcript will be a
major determinant of the mRNA half-life. In strains carrying
strong defects in various translation initiation factors, the
mRNA half-lives were significantly decreased, and both mRNAs
examined showed relatively similar decay rates. For example,
in a wild-type strain there is about a fivefold difference in
mRNA half-life between PGK1 and MFA2, but in the transla-
tion initiation mutants there is only about a twofold difference
in half-life between the two mRNAs, implying that stability
differences may arise due to differences in the translational
efficiency of the individual mRNAs. This observation suggests
that the PGK1 mRNA is stable in the wild-type strain because
it is efficiently translated and that the MFA2 mRNA is highly
unstable because it is poorly translated. Consistent with this
hypothesis, replacing the context of the PGK1 AUG with the
MFA2 AUG context, which decreases the translation initiation
rate of the PGK1 mRNA, also leads to faster mRNA degra-
dation (31). Moreover, inhibiting PGK1 translation with a
stem-loop leads to faster decay, due to the loss of efficient
translation (42). In contrast, insertion of a stem-loop into the
MFA2 59 UTR has little effect on the decay rate, presumably
because this mRNA is already so poorly translated (8).

The view that the translation efficiency of a mRNA is a
major determinant of the decay rate has important implica-
tions for understanding the function of sequences that ulti-
mately dictate differential rates of mRNA degradation. This
hypothesis leads to the prediction that at least some sequences
that promote the mRNA decay rate will function by decreasing
the rate of translation initiation, with corresponding down-
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stream changes on the decapping and deadenylation rates.
Interestingly, several cis-acting elements that can destabilize
yeast transcripts have been described as affecting the rates of
both deadenylation and decapping (15, 31, 40, 42). This effect
of such instability sequences on both steps in decay can now be
easily understood if they primarily affect the rate of translation
initiation.
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