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ABSTRACT

Using the gibberellin (GA) biosynthetic inhibitor Uniconazol, we
determined that det1, a mutant that no longer requires light to be
germinated, still requires GA synthesis for germination. This
result suggests that dark inhibition of germination in Arabidopsis
may be due to inhibition of GA synthesis by the DET1 gene product
in mature wild-type seeds. Similar experiments with mutants that
lack seed dormancy due to a reduced sensitivity to abscisic acid
(abi) have shown that abi1 and abi3 no longer require GA for
germination. Furthermore, by shifting wild-type seeds to inhibitor
at 6-hour intervals during imbibition, we determined that GA
synthesis is only required during the first 24 hours of the imbibi-
tion process to reverse abscisic acid-induced dormancy in Ara-
bidopsis.

The role of phytohormones in regulating seed germination
is often regarded as a balance between the germination-
promoting hormone GA? and the inhibiting hormone ABA
(7, 9). However, genetic studies in which a collection of
Arabidopsis mutants with defects in hormone metabolism
was used suggested that GA and ABA are temporally sepa-
rated and probably respond to different environmental cues
(reviewed in ref. 8).

Mutants defective in ABA synthesis (aba) or that cannot
respond to ABA (abi) lack dormancy at all stages of devel-
opment even though maximal ABA synthesis in wild-type
Arabidopsis peaks relatively early in seed development (8, 10,
11). Furthermore, the reversal of ABA-induced dormancy in
mature seeds normally requires a light-mediated induction of
GA synthesis during imbibition (3, 13). Although little is
known about how light promotes GA synthesis, the isolation
of a collection of mutants (det) that no longer requires light
for germination has permitted the identification of at least
three genes involved in this process (1, 2).

In an attempt to determine whether GA synthesis is re-
quired in mutants with aberrant germination, we analyzed
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the germination response of aba-1, abil, abi2, abi3, and detl
by imbibing seeds on the GA biosynthetic inhibitor Unicon-
azol (6). Alterations in GA synthesis are easily scored in
Arabidopsis because loss of GA synthesis results in loss of
germination (12).

We also used Uniconazol to inhibit GA synthesis at various
times during seed imbibition to determine how long GA
synthesis is required to break dormancy of wild-type seeds.

MATERIALS AND METHODS
Plant Material

The Arabidopsis thaliana (L.) Heynh lines Landsberg erecta
and Columbia were used in this investigation. These ecotypes
were found to respond to GA; and the GA biosynthesis
inhibitor Uniconazol in a similar way. The aba-1 (isolation
No. A26), abil (All), abi2 (EII), and abi3 (CIV) mutant lines
which were obtained from M. Koornneef were all descended
from Landsberg erecta (10-12). The det! mutant, derived
from the Columbia ecotype, was kindly provided by J. Chory
(2). The GA biosynthesis inhibitor Uniconazol was a gift from
the Pesticides Research Laboratories, Takarazuka Research
Center, Sumitomo Chemical Co. Ltd., Japan.

Growth Conditions

Growth conditions for both sterile and nonsterile experi-
ments have been previously described (4). GA; and/or Uni-
conazol were dissolved in ethanol and added to the media
after sterilization. All seeds were imbibed at 2°C for 5 d and
then transferred to room temperature. Petri plates were main-
tained at 22 to 24°C under 24 h of light for 7 d, after which
the seeds were scored for germination.

For dark germination experiments, seeds were sterilized
and plated as described above under green safelight condi-
tions. Plates were wrapped in tinfoil three times and stored at
22 to 24°C for 7 d, after which germination was scored.

The percentage of germination among different batches of
seeds varied according to the age of the seeds. Seeds that were
harvested and stored 6 months or more before being tested
were more resistant to Uniconazol at the level of germination
than seeds that had been stored for shorter periods (2-7
weeks). Because younger seeds produced a more clear-cut
response to the inhibitor, seeds of this age were used for all
experiments.
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Inhibitor Shift Experiments

Wild-type Columbia seeds were sterilized and plated on
0.8% agar containing no nutrients as described above. After
the seeds were plated, 20 of them were transferred every 6 h,
for 48 h after imbibition, to one of three plates containing:
basal media (control), basal media plus 10~* M Uniconazol,
basal media plus 10~* M Uniconazol/10~° M GA;. Seven days
after plating, the seeds were scored for germination.

RESULTS

Effect of Uniconazol on Germination of Wild-Type and
Mutant Seeds

At a concentration of 10™* M, Uniconazol was found to
inhibit germination and was completely reversed by the ad-
dition of GA; (Table I). At concentrations in which germi-
nation was not severely inhibited (10~7 M), plants were still
dwarfed in stature compared with control plants (data not
shown). This is in agreement with genetic studies in which
leaky GA biosynthetic mutations were used and that showed
that the amount of GA required for germination is lower than
that required to sustain cell elongation (12).

When aba-1, abil, or abi3 were imbibed on a concentration
of 10~* M Uniconazol, germination was similar to that without
inhibitor (Table I). Therefore, it appears that the two ABA-
insensitive mutants are similar to the biosynthetic mutant in
that they are GA independent for germination. However, the
response of abi2 is more similar to wild type in that its
germination is inhibited by Uniconazol (Table I). This result
is surprising because this mutant apparently lacks dormancy
in the absence of the inhibitor and is resistant to exogenous
ABA (Table I, column 3).

To determine whether det! mutants have altered synthesis
or response to GA, detl mutant seeds were scored for dark
germination in the presence of Uniconazol. We found that
detl is unable to germinate in the presence of Uniconazol
unless exogenous GA; is provided (Table II). Thus, it appears
that the det] mutant still requires GA for germination and,
therefore, must synthesize GA in the absence of light.

Table I. Germination Response in Wild-Type (WT) and Mutant
Seeds with Altered ABA Metabolism on Uniconazol or ABA

The concentration of Uniconazol and ABA were 107 and 1078 m,
respectively. Controls contained no inhibitors. WT + GA, GA (10~° m)
included in the medium. Results are the means of three independent
experiments.

Germination
Genotype
Control Uniconazol ABA

Wild type

WT 100 0 0

WT + GA 100 100
ABA biosynthetic mutant

aba 1 71 60
ABA-insensitive mutants

abit1 95 95 100

abi2 100 18 100

abi3 100 97 79

Table Il. Germination Response to Uniconazol in Wild-Type (WT)
and det1 Arabidopsis Seeds in the Dark

The concentration of Uniconazol and GA; were 10~* and 107 m,
respectively. Controls contained no GA or Uniconazol.

Germination
Genotype Uniconazol

Control GA; _

-GA +GA

%
WT 23 100 0 69
det1 100 100 0 100
Inhibitor Shift Experiments

Seeds can be exposed to Uniconazol at any time during
seed imbibition, it is, therefore, possible to inhibit GA synthe-
sis at discrete points in the germination process and to deter-
mine the time during germination at which GA must be
synthesized to break seed dormancy. Seeds shifted to the
inhibitor in the first 6 h of imbibition did not germinate. A
slight increase in germination was detected by 12 h with
complete reversal seen by 24 h (Fig. 1). This result implies
that the GA that is synthesized during the first 24 h of
imbibition is sufficient to reverse the effects of ABA-induced
dormancy and to allow seeds to germinate.

DISCUSSION

We used the GA biosynthesis inhibitor Uniconazol to de-
termine the role of GA in a number of different mutants with
altered germination. It has been reported that this class of
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Figure 1. Germination of wild-type Arabidopsis imbibed for various
times on Uniconazol (@, 10~* M) or Uniconazol plus GA; (ll, 10~° m).
Each point, time of shift. The percentage of germination was deter-
mined by dividing the number of germinated seeds on Uniconazol or
Uniconazol plus GA by the number of germinating seed on the control
plate. Similar results were seen in two independent experiments.
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growth retardants also effects sterol and ABA biosynthesis (5,
14). However, the strong resistance to Uniconazol in the ABA
mutants and the complete reversal of the inhibitor by GA in
wild-type seeds suggest these side reactions do not substan-
tially interfere with GA-induced germination in Arabidopsis
at the concentrations used in this study.

On this basis, it appears that the DET 1 gene product is one
of the factors that determines when GA is synthesized during
germination. Unlike wild-type seeds, the det] mutant does
not require exogenous GA; for good germination in the
absence of light (2). However, because det! is unable to
germinate in the presence of Uniconazol, it appears that this
mutant still requires GA for germination and, therefore, must
synthesize GA independently of light (Table II).

Molecular studies of det! suggest that the DET1 gene may
encode a transcriptional repressor (1). In this context our
results suggest that GA biosynthetic genes may also be nega-
tively controlled by the DET1 gene at the level of transcrip-
tion. Moreover, the positive effect of light on wild-type ger-
mination implies that the function of photoactive phyto-
chrome in germination may be to inhibit DET1 synthesis or
action.

That an ABA biosynthetic mutant germinates on Unicon-
azol suggests that GA is not required to activate the biochem-
ical machinery required for germination if ABA biosynthesis
is reduced. Similar conclusions has been suggested by Koorn-
neef and co-workers (10) using a double mutant defective in
both GA and ABA biosynthesis. As with ABA biosynthetic
mutants, the inability to respond to ABA due to an abil or
abi3 mutation can also remove the requirement for GA
synthesis and action during germination. Surprisingly, how-
ever, abi2, which does not appear to respond to ABA, still
requires GA for germination. It is possible that the abi2 allele
used in this study was leaky, and therefore, the seeds are
weakly dormant, making the interpretation of this result
difficult. The fact that among the ABA-insensitive mutants
abi2 has the lowest resistance to exogenous ABA would
support the above notion (data not shown).

Alternatively, it could be argued that ABA-insensitive mu-
tants can be subclassified into two groups based on their GA
requirement for germination. Although the biochemical basis
of these two groups is not clear, the abi2 response to Unicon-
azol suggests that it may be possible to genetically separate
the establishment of dormancy via ABA from GA-induced
germination.

Considered as a whole, the studies presented here suggest
that after GA synthesis is released from DET1 repression the
sole purpose of GA action during germination is to reverse
ABA-induced dormancy. Furthermore, it appears that GA
response genes need only be active for the first 24 h of
imbibition to complete this process (Fig. 1). After this time
other cues are used to activate genes involved in later stages
of germination.

The response of mutants defective in ABA metabolism to
Uniconazol suggests that it should be possible to isolate mu-
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tants that are resistant to this inhibitor using germination as
an assay. Such a screening tool that may identify new genes
involved in the establishment of dormancy, and the germi-
nation response in Arabidopsis is now in progress.

ACKNOWLEDGMENTS

We wish to thank J. Yamaguchi, C. Chevalier, and K. Keith for
stimulating discussions and comments during the development of
this work.

LITERATURE CITED

1. Chory J, Peto C (1990) Mutations in the DET] gene affect cell-
type-specific expression of light-regulated genes and chloroplast
development in Arabidopsis. Proc Natl Acad Sci USA 87:
8776-8780

2. Chory J, Peto C, Feinbaum R, Pratt L, Ausubel F (1989) Arabi-
dopsis thaliana mutant that develops as a light-grown plant in
the absence of light. Cell 58: 991-999

3. Cone JW, Kendrick RE (1985) Fluence-response curves and
action spectra for promotion and inhibition of seed germina-
tion in wildtype and long-hypocotyl mutants of Arabidopsis
thaliana L. Planta 163: 43-54

4. Haughn G, Somerville CR (1986) Sulfonylurea-resistant mutants
of Arabidopsis thaliana. Mol Gen Genet 204: 430-434

5. Hedden P (1988) The action of plant growth retardants at the
biochemical level. In RP Pharis, S Rood eds, Plant Growth
Substances. Springer-Verlag, New York, pp 323-332

6. Izumi K, Yamaguchi I, Wada A, Oshio H, Takahashi N (1984)
Effects of a new plant growth retardant (E)-1-(4-chlorophenyl)-
4,4-dimethyl-2-(1,2,4-trizol-1-yl)-1-penyl-3-ol (S-3307) on the
growth and gibberellin content of rice plants. Plant Cell Physiol
25:611-617

7. Jacobsen JV, Higgins TJV, Zwar JA (1979) Hormonal control
of endosperm function during germination. /n I Rubenstein,
RL Phillips, CE Green, BG Gengenbach, eds, The Plant Seed:
Development, Preservation and Germination. Academic Press,
New York, pp 241-262

8. Karssen CM, Groot SPC, Koornneef M (1987) Hormone mu-
tants and seed dormancy in Arabidopsis and tomato. In H
Tomas, D Grierson, eds, Developmental Mutants in Higher
Plants. Cambridge University Press, pp 119-134

9. Khan AA, Samimy C (1982) Hormones in relation to primary
and secondary seed dormancy. /n AA Khan, eds, The Physi-
ology and Biochemistry of Seed Development and Germina-
tion. Elsevier Biomedical Press, New York, pp 203-241

10. Koornneef M, Jorna ML, Brinkhorst-van der Swan DLC, Kars-
sen CM (1982) The isolation of abscisic acid (ABA)-deficient
mutants by selection of induced revertants in non-germinating
gibberellin-sensitive lines of Arabidopsis (L.) Heynh. Theor
Appl Genet 61: 385-393

11. Koornneef M, Reuling G, Karssen CM (1984) The isolation and
characterization of abscisic acid insensitive mutants of Arabi-
dopsis thaliana. Physiol Plant 61: 377-383

12. Koornneef M, van der Veen JH (1980) Induction and analysis of
gibberellin sensitive mutants in Arabidopsis thaliana (L.)
Heynh. Theor Appl Genet 58: 257-263

13. Shropshire WW, Klein WH, Elstad VB (1961) Action spectra of
phytomorphogenetic induction and photoinactivation of ger-
mination in Arabidopsis thaliana. Plant Cell Physiol 2: 63-69

14. Zeevaart JAD, Gage DA, Creelman RA (1988) Recent studies of
the metabolism of abscisic acid. /n RP Pharis, S Rood, eds,
Plant Growth Substances. Springer-Verlag, New York, pp
323-332

220z 1snbny g} uo Jasn aonsnp jo Juswpedaq ‘SN A9 GE€1.2809/9€//2/.6/21014e/sAyd|d/woo dno-ojwapede//:sdiy wouy papeojumoq



