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ABSTRACT

A field experiment was conducted during the summer of 1988
to test the hypothesis that water deficit affects the abscisic acid
(ABA) and indole acetic acid (IAA) concentrations in cotton (Gos-
sypium hirsutum L.) flower buds in ways that predispose young
fruits (bolls) that subsequently develop from them to increased
abscission rates. Water deficit had little effect on the ABA content
of flower buds but increased the ABA content of flowers as much
as 66%. Water deficit decreased the concentrations of free and
conjugated IAA in flower buds during the first irrigation cycle but
increased them during the second cycle. Flowers contained much
less IAA than buds. Water deficit slightly increased the conju-
gated IAA content of flowers but had no effect on the concentra-
tion of free IAA in flowers. Because water deficit slightly in-
creased the ABA content but did not decrease the IAA content of
flowers, any carry-over effect of water deficit on young boll
shedding might have been caused by changes in ABA but not
from changes in IAA.

It has been known for many years that water deficit in-
creases the shedding rate of young cotton (Gossypium hirsu-
tum L.) bolls (20). Our earlier research showed that moisture
stress increased the rate of ethylene evolution from young
bolls (11), increased their ABA content (12-14), and decreased
their free IAA content (13, 14). These changes in hormonal
concentrations were in directions that should increase abscis-
sion. Large flower buds, however, contain high concentrations
of free and amide-linked IAA (15, 16) and are resistant to
abscission just before they reach anthesis (7, 9, 21, 23). The
high concentrations of IAA in large flower buds decreased
rapidly to low levels at anthesis and remained low in young
bolls for at least 4 d after anthesis (15, 16). Low levels of IAA
in young bolls are probably a major factor in the high prob-
ability of shedding during the young-boll stage of
development.

Even though large flower buds contain such high concen-
trations of IAA that they are unlikely to abscise, we postulated
that water deficit might decrease their IAA content and that
the subsequent sharp decline in IAA, as they reach anthesis,
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might lead to critically low concentrations in flowers and
young bolls. Likewise, water deficit might cause ABA to
accumulate in buds and flowers. If such changes occur in
response to water deficit stress, they could have a carry-over
effect and increase the probability of shedding of young bolls
that develop from them even after irrigation. To test this
hypothesis, we measured the ABA and IAA contents of flower
buds (about 3 d preanthesis) and flowers through two irriga-
tion cycles.

MATERIALS AND METHODS
Plant Material

Cotton (Gossypium hirsutum L.) ‘Deltapine 77" seeds were
planted in a field at the Western Cotton Research Laboratory
in Phoenix April 28 in rows spaced 1 m apart, and the soil
was irrigated the next day. On May 16, the seedlings were
thinned to about 10 per m of row to give a population of
about 100,000 plants per ha. About 125 mm of water was
applied on May 17. Berms were constructed to divide the
area into eight plots, each of which was four rows wide by 30
m long. Two nitrogen levels were replicated four times in a
randomized complete block. All plots were irrigated with
about 125 mm of water each date on June 2, 25, July 13, and
July 28. Rain occurred on July 29 and August 1 (8.6 and 5.1
mm, respectively).

Ten flower buds and 10 white flowers (at anthesis) were
harvested in each plot from the first node of fruiting branches
on June 29, July 7, 12, 18, and 27, and on August 3. Flower
buds were harvested from fruiting branches that were one
mainstem node above the fruiting branch with a white flower,
and were assumed to be 3 d preanthesis (because the interval
between anthesis of flowers on successive fruiting branches is
about 3 d). Flower buds and flowers were rinsed in cold
deionized water, placed in labeled paper sacks, quickly frozen
in aluminum pans at —80°C, freeze-dried, and stored at —80°C
under nitrogen until they could be analyzed.

Water potentials of the uppermost fully expanded main-
stem leaf of four plants per plot were measured on the day of
each harvest with a pressure chamber (25). The leaves were
harvested between 12:30 and 2 pM, placed in plastic bags
which were then placed in a moist cooler, and transported to
a nearby laboratory for water potential measurements.
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Analysis of ABA and IAA

Free ABA and free and total IAA were analyzed by HPLC
by a modification of procedures reported earlier (15-17). Fifty
to 200-mg samples of lyophilized tissue were extracted over-
night in 80% methanol (free ABA and free IAA) or in 70%
acetone (for total IAA) that contained 100 mg Na ascorbate
and 200 mg butylated hydroxytoluene per L as antioxidants.
Samples were reduced to the aqueous phase by rotary flash
evaporation and lipids were removed with three 10-mL por-
tions of hexane. The pH of samples used for estimation of
free ABA and IAA was never alkaline but was adjusted to 2.8
with 0.5 M H;PO, after lipids were extracted with hexane.

Conjugated (amide-linked plus ester) forms of IAA were
hydrolyzed (1) by adding 3 g of NaOH pellets to 10 mL of
aqueous extract in a 50-mL polypropylene centrifuge tube.
The tube was immediately capped loosely with a cover
(DuPont Sorvall? 03268) fitted with a rubber septum (inserted
in a hole drilled in the cover). A small-diameter stainless-steel
syringe needle was inserted through the septum and used to
flush the tube with N,. After air was displaced by the N, (1-
2 min), the cover was pushed tightly into the tube while N,
was still flowing, the needle was withdrawn, and the NaOH
pellets were dissolved by vortexing. Each container was
flushed with N, and sealed before the contents were mixed,
and before NaOH was added to the next sample. A 1-mL
plastic syringe was attached to each tube by inserting its needle
through the septum. The syringe contained a small steel ball
(an air rifle BB or a stainless-steel ball available from Small
Parts, Inc., 6891 N.E. Third Ave., P. O. Box 381736, Miami,
FL 33238) that served as a check valve to release pressure
during incubation without admitting air. The samples were
then placed in a covered boiling water bath for 3 h. After
incubation the tubes were cooled in water before they were
opened. The pH of the strong alkaline digest was adjusted to
2.8 with 5 M H;PO, while cooling in water.

Hydrolyzed and free IAA and ABA were extracted from
the acidified aqueous phase with CH,Cl,, concentrated to an
aqueous phase, and partially purified with nylon filters and
C18 cartridges as reported earlier (6, 16). Further purification
and quantification were achieved by sequential HPLC on
strong anion exchange and C18 columns (17).

GC-SIM-MS

For confirmation of identity and amount of ABA and IAA,
some samples were shipped to Weslaco, TX, analyzed by gas
chromatography-selected ion monitoring-mass spectrometry
(GC-SIM-MS), and the results compared with those obtained
by HPLC. Ring-labeled ['*C6]IAA (5) and [*Hs]ABA (24) were
added as internal standards at the start of extraction and the
samples then subjected to the same extraction and bulk
purification as outlined above. After elution of ABA and IAA
from the C18 cartridge with methanol, they were methylated
with diazomethane (4) and analyzed with a Hewlett-Packard
5970 GC-MS as described earlier (6).

2 The use of trade names is for identification only and does not
imply endorsement or preferential treatment over other brands that
may also be suitable.
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Table I. Leaf Water Potentials and ABA Concentrations in Flower
Buds and Flowers as Influenced by Irrigation

Flowers (at anthesis) and flower buds (about 3 d preanthesis) were
harvested from the first nodes of successive fruiting branches. Data
are averages of four replications + se.

Date Leaf Water Potential Flower Buds Flowers
—MPa g ABA g~ dry wt
June 25 (irrigated)
June 29 1.44 +0.02 1.10 £ 0.03 0.90 +0.03
July 7 1.60 = 0.03 1.34 £0.03 1.26 + 0.04
July 12 2.74 £ 0.06 129 +0.03 1.36 +0.15
July 13 (irrigated)
July 18 1.48 £ 0.06 1.11+£0.10 0.85+0.04
July 27 242 +0.07 1.35+0.04 1.41+0.11
July 28 (irrigated)
August 3 1.49 + 0.06 1.03 £ 0.04 0.84 + 0.01
RESULTS

Nitrogen had relatively little effect on ABA and IAA con-
tents of flower buds and flowers; results were similar in the
high-N and low-N plots. Therefore, only results from the
high-N plots will be reported here.

The free ABA contents of flower buds and flowers changed
some during irrigation cycles: as expected ABA increased with
water deficit stress and decreased after irrigation (Table I).
The concentration of ABA changed more in flowers than it
did in buds, but the changes were not great even in flowers.
The maximum increase was 66% in flowers between July 18
and 27.

Flower buds sampled about 3 d preanthesis contained very
high concentrations of IAA (Table II). However, response to
stress differed from the first to the second irrigation cycle.
Conjugated IAA in flower buds decreased with stress before
the July 13 irrigation, but increased with stress to a very high
level before the July 28 irrigation (Table II). The IAA content
of flower buds apparently increased with water-deficit stress
late in the fruiting cycle as the plants entered cutout (a hiatus
in growth and flowering). In preliminary observations in 1987,
we found even higher concentrations of IAA in flower buds
at the second node of fruiting branches or stressed ‘DPL 61’
plants that had almost stopped flowering. Total IAA in those
flower buds increased from 12 ug/g dry weight on July 9 to
80 ug/g on July 16 as the leaf water potential decreased from
—1.88 to —2.71 MPa in 1987. We did not, however, measure
changes during an earlier irrigation cycle in 1987. The high
concentrations of IAA indicated by HPLC were confirmed in
representative samples both years by GC-SIM-MS.

Water deficits may cause an increase in the concentration
of amide-linked IAA because of changes in other hormones.
Chang and Jacobs (3) reported that pretreatment of Coleus
petioles with either ABA or an endogenous ‘senescence factor’
(possibly 1-aminocyclopropane-1-carboxylic acid) decreased
free IAA and increased IAA-aspartate. Beyer and Morgan (2)
found that cotton stem sections rapidly converted '“C-IAA to
14C-IAA-aspartate and other metabolites. Pretreatment with
ethylene apparently increased the amount of conversion. Ep-
stein (8) reported that ethephon increased the concentration
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Table Il. Concentrations of Free and Conjugated IAA in Flower Buds and Flowers as Influenced by

Irrigation

Flowers (at anthesis) and flower buds (3 d preanthesis) were harvested from the first nodes of
successive fruiting branches. Plants were stressed by July 12 and 27 (see Table | for leaf water
potentials). Data are averages of four replications + se.

Date Flower Buds

Flowers

Flower Buds

Flowers

ug conjugated IAA g~ dry wt

June 25 (irrigated)
June 29 31.83+4.42
July 7 40.19 + 6.26
July 12 1592 £ 2.79
July 13 (irrigated)
July 18 24.28 + 3.75
July 27 63.09 + 3.73
July 28 (irrigated)
August 3 20.30 + 2.48

ug free IAA g~ dry wt

578 £0.70 257 + 0.41 0.10 = 0.01
6.59 + 0.46 238+0.13 0.12 £ 0.01
8.20 £ 0.92 0.57 £ 0.02 0.12 +0.00
3.14+0.70 1.37 £ 0.16 0.13 +£0.01
5.06 = 0.69 211 +0.31 0.13 +£0.01
2.66 + 0.61 0.74 £ 0.09 0.12 +0.01

of amide-linked IAA in olive leaves without, however, affect-
ing the concentration of free IAA. Since water deficit increases
ethylene production in petioles (22) and young bolls (11) it
might also increase ethylene production in flower buds and
indirectly affect the formation of IAA-aspartate through its
effect on ethylene (or ABA). Ethylene production also in-
creased in young bolls as cotton plants entered cutout (10).
Cytokinins, on the other hand, may inhibit the conjugation
of JAA. Lau and Yang (19) reported that kinetin greatly
suppressed the conjugation of IAA in mung bean seedlings.
Water deficit decreases cytokinin activity in shoots (18) and,
thus, might permit increased conjugation of IAA if it decreases
cytokinin activity in flower buds. As reported by Epstein (8)
for olive leaves, we found that increased conjugation of IAA
in flower buds did not occur at the expense of free IAA
because both increased from July 12 to 27 (Table II).

Stress had relatively little effect on the IAA content of
flowers (Table II). The trend, however, was for conjugated
IAA to increase with stress during both irrigation cycles. It
increased from 5.78 to 8.20 ug/g during the first irrigation
cycle, and from 3.14 to 5.06 ug/g during the second. This is
somewhat similar to results we obtained earlier with bolls in
which ester IAA increased with stress even though free IAA
decreased (14).

Free IAA in flower buds responded to stress in much the
same way as total IAA; it decreased with stress during the first
irrigation cycle, but increased with stress during the second
(Table II). These changes, however, probably do not carry
over to young bolls because the free IAA content of flowers
showed no response to stress and was independent of the wide
fluctuations in the free IAA content of flower buds (Table II).
The results indicate that remarkable decreases in both free
and conjugated IAA occurred during the 3 d before anthesis.
Flowers contained much less IAA than 3-d preanthesis buds,
but plant water status had no apparent effect on the consist-
ently low level of free IAA in flowers (Table II, last column).

Although water deficit slightly increased the ABA content
(Table 1), it had no effect on the free IAA content of flowers
(Table II). Therefore, we conclude that the pronounced
changes in the concentrations of free and conjugated IAA In

flower buds had no carry-over effect on the free IAA content
of flowers (and young bolls since the fruiting form must pass
through the flowering stage to become a boll) and that there
is probably little effect of moisture stress during the late flower-
bud stage on shedding of young bolls that subsequently de-
velop from those buds after irrigation. If there is any effect, it
might be due, at least in part, to the small increases in the
ABA content of flowers. But, because water deficit did not
decrease the IAA content of flowers, any carry-over effect on
young boll abscission is not likely due to preanthesis changes
in IAA.

ACKNOWLEDGMENT

We thank Karen Robacher for technical assistance with the GC-
SIM-MS analyses.

LITERATURE CITED

1. Bandurski RS, Schulze A (1977) Concentration of indole-3-acetic
acid and its derivatives in plants. Plant Physiol 60: 211-213

2. Beyer EM Jr, Morgan PW (1970) Effect of ethylene on the
uptake, distribution, and metabolism of indoleacetic acid-1-
14C and -2-'“C and naphthaleneacetic acid-1-'“C. Plant Physiol
46: 157-162

3. Chang YP, Jacobs WP (1973) The regulation of abscission and
IAA by senescence factor and abscisic acid. Am J Bot 60: 10-
16

4. Cohen JD (1984) Convenient apparatus for the generation of
small amounts of diazomethane. J Chromatogr 303: 193-196

5. Cohen JD, Baldi BG, Slovin JP (1986) '*Cs[benzene ring]-indole-
3-acetic acid: a new internal standard for quantitative mass
spectral analysis of indole-3-acetic acid in plants. Plant Physiol
80: 14-19

6. Dunlap JR, Guinn G (1989) A simple purification of indole-3-
acetic acid and abscisic acid for GC-SIM-MS analysis by mi-
crofiltration of aqueous samples through nylon. Plant Physiol
90: 197-201

7. Eaton FM, Ergle DR (1953) Relationship of seasonal trends in
carbohydrate and nitrogen levels and effects of girdling and
spraying with sucrose and urea to the nutritional interpretation
of boll shedding in cotton. Plant Physiol 28: 503-520

8. Epstein E (1982) Levels of free and conjugated indole-3-acetic
acid in ethylene-treated leaves and callus of olive. Physiol Plant
56: 371-373

9. Ewing EC (1918) A study of certain environmental factors and



1120

varietal differences influencing the fruiting of cotton. Miss
Agric Exp Stn Bull No 8

. Guinn G (1976) Nutritional stress and ethylene evolution by

young cotton bolls. Crop Sci 16: 89-91

. Guinn G (1976) Water deficit and ethylene evolution by young

cotton bolls. Plant Physiol 57: 403-405

. Guinn G (1982) Abscisic acid and abscission of young cotton boll

in relation to water availability and boll load. Crop Sci 22:
580-583

. Guinn G, Brummett DL (1987) Concentrations of abscisic acid

and indoleacetic acid in cotton fruits and their abscission zones
in relation to fruit retention. Plant Physiol 83: 199-202

. Guinn G, Brummett DL (1988) Changes in free and conjugated

indole-3-acetic acid and abscisic acid in young cotton fruits
and their abscission zones in relation to fruit retention during
and after moisture stress. Plant Physiol 86: 28-31

. Guinn G, Brummett DL (1988) Changes in abscisic acid and

indoleacetic acid before and after anthesis relative to changes
in abscission rates of cotton fruiting forms. Plant Physiol 87:
629-631

. Guinn G, Brummett DL (1989) Changes in amide-linked and

ester indole-3-acetic acid in cotton fruiting forms during their
development. Plant Physiol 89: 941-944

. Guinn G, Brummett DL, Beier RC (1986) Purification and meas-

urement of abscisic acid and indoleacetic acid by high perform-
ance liquid chromatography. Plant Physiol 81: 977-1002

GUINN ET AL.

18

19.

20.

21.

22.

23.

24.

25.

Plant Physiol. Vol. 93, 1990

Itai C, Vaadia Y (1971) Cytokinin activity in water-stressed
shoots. Plant Physiol 47: 87-90

Lau OL, Yang SF (1973) Mechanism of a synergistic effect of
kinetin on auxin-induced ethylene production. Suppression of
auxin conjugation. Plant Physiol 51: 1011-1014

Lloyd FE (1920) Environmental changes and their effect upon
boll shedding in cotton. Ann NY Acad Sci 24: 1-131

McMichael BL, Guinn G (1980) The effects of moisture deficits
on square shedding. Proceedings of the 34th Cotton Physiology
Conference, St. Louis, MO, Jan 6-10, 1980

McMichael BL, Jordan WR, Powell RD (1972) An effect of
water stress on ethylene production by intact cotton petioles.
Plant Physiol 49: 658-660

McNamara HC, Hooton DR, Porter DD (1940) Differential
growth rates in cotton varieties and their response to seasonal
conditions at Greenville, TX. US Dept Agric Tech Bul No 710

Rivier L, Pilet PE (1983) Simultaneous gas chromatographic-
mass spectrometric determination of abscisic acid and indol-
3-yl-acetic acid in the same plant tissue using 2H-labelled
internal standards. /n A Frigerio, ed, Recent Developments in
Mass Spectrometry in Biochemistry, Medicine and Environ-
mental Research, Vol 8. Elsevier Scientific Publishing Co,
Amsterdam, pp 219-231

Waring RH, Cleary BD (1967) Plant moisture stress: evaluation
by pressure bomb. Science 155: 1248-1254



