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We conducted kinematic and cytological studies on “between vein” epidermal cells of the gibberellin (GA)-deficient M489
dwarf mutant of barley (Hordeum vulgare L. Himalaya). GAs affect radial and axial components of cell expansion and cortical
microtubule orientation. Adaxial cells in particular expand radially after leaving the elongation zone (EZ), probably as part
of leaf unrolling. Exogenous gibberellic acid corrects the mutant’s short, wide blades, short EZ, and slow elongation rate. Cell
production rates increase more on the adaxial than on the abaxial surface. Cells spend equal periods of time elongating in
dwarf and tall plants, but relative elemental growth rates start to decline sooner in the dwarf. GA increased the rate at which
longitudinal wall area increased because the increased axial growth more than compensated for reduced radial growth. In
dwarf leaves, increased radial expansion was detected in basal parts of the EZ before cortical microtubules lost transverse
orientation in the distal elongation zone. We conclude that loss of microtubule orientation is not required for low GA levels
to reduce growth anisotropy.

Growth of cells in elongating plant organs is rarely
uniaxial. No matter how highly anisotropic expan-
sion may be, there is almost always significant, if
minor, radial expansion accompanying at least part
of the elongation phase. Increased radial expansion is
associated with reduced longitudinal expansion in,
for example, Rht dwarf wheat leaves, (Keyes et al.,
1989; Tonkinson et al., 1995), in the temperature-
sensitive radial swelling (Baskin et al., 1992) and
conditional root expansion (Hauser et al., 1995) mu-
tants of Arabidopsis, and in roots growing in com-
pacted soil (Veen, 1982). Loss of transversely-aligned
cortical microtubules (CMTs) also induces radial
swelling and reduces axial growth, whether occur-
ring naturally in onion bulb development (Mita and
Shibaoka, 1983; Shibaoka, 1993) and potato tuberiza-
tion (Fujino et al., 1995) or induced by chemicals
(Srivastava et al., 1977; Durnam and Jones, 1982;
Murata and Wada, 1989; Wasteneys, 1992). This effect
is generally considered to relate to microtubules’ in-
volvement in aligning cellulose microfibrils. A plau-
sible, but as yet unconfirmed, mechanism is by con-
fining the movement of cellulose synthase complexes
to regions of plasma membrane between adjacent
parallel CMTs (Giddings and Staehelin, 1988, 1991).

Gibberellins (GAs) limit the extent of radial expan-
sion in plant organs. Decreased axial growth and
increased radial cell growth result from mutations or
chemicals blocking GA biosynthesis (Tanimoto, 1987;
Keyes et al., 1989; Barlow et al., 1991; Barlow, 1992;
Baluska et al., 1993; Tonkinson et al., 1995) or from
the Rht-wheat dwarfing allele, which confers GA in-
sensitivity (Keyes et al., 1989; Tonkinson et al., 1995).
GA effects on cell shape have been attributed to GAs
aligning CMTs transversely to the long axis of grow-
ing cells (e.g. Mita and Shibaoka, 1984a; Mita and
Katsumi, 1986; Shibaoka, 1993; Fujino et al., 1995),
and low endogenous GA levels result in shorter,
wider cells with non-transverse CMTs (e.g. Mita
and Shibaoka, 1984b; Baluska et al., 1993). To date,
however, few studies have measured radial expan-
sion, loss of elongation, and CMT alignment with
precision.

GA regulates leaf elongation in wheat (e.g. Tonk-
inson et al., 1995, 1997) and barley (Hordeum vulgare
L. Himalaya; e.g. Chandler and Robertson, 1999).
Exogenous gibberellic acid (GA3) corrects leaf blade
extension in M489, a GA-responsive dwarf mutant of
barley. M489 has low endogenous levels of GA1 and
belongs to the complementation group defined by
the grd2 locus, which is thought to encode the GA
3b-hydroxylase (Chandler and Robertson, 1999; P.M.
Chandler and J.R. Lenton, personal communication).
In this paper we examine the effect of GA3 on axial
blade elongation, radial expansion, and CMT orien-
tation in the M489 leaf blade, comparing the dwarf
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M489 plants with the tall barley (wild type and M489
1 GA3). We find that GA affects CMT alignment, but
that altered radial expansion occurs before CMT
changes are visible.

RESULTS

Reduced Axial Elongation in M489

The first leaf blade elongated for 9 d in tall plants
(wild type and M489 1 GA3), but for 11 d in M489
(Fig. 1). We focused on the dynamics of cells in the
elongation zone (EZ) of blades when they reached
50% of their final length and on the final size of the
cells that left the EZ in the ensuing 24 h. The dwarf’s
blade elongation rate when one-half-grown was less
than one-half the rate in the tall plants (Fig. 1; Table
I), and kinematic analyses show why. Figure 2 illus-
trates similar rises in REGR in the basal part of all
EZs, but earlier declines in the dwarf’s REGR both in
space (Fig. 2a) and in time (Fig. 2b). The time to
transit the shorter M489 EZ was similar to the times
to transit the longer EZs of tall barley leaves (Fig. 2b).
There were major differences in the cell flux rates and

cellochrons for abaxial and adaxial cells, but M489
had lower cell flux and higher cellochron values for
both surfaces (Table I). The differences between the
two surfaces meant that changes in final cell lengths
on the abaxial surface of M489 were much greater
than those on the adaxial surface.

Increased Radial Expansion in M489

Within the EZ of one-half-grown blades, the cross-
sectional perimeters of abaxial cells increased more
rapidly with distance in M489 and remained greater
than the perimeters in the tall barleys (Fig. 3a). In
contrast, the perimeters of M489 adaxial cells were
not larger when they left the EZ (Fig. 3b). Both cell
types, however, continued radial expansion after
leaving the EZ, a zone conventionally defined on the
basis of axial expansion alone. This was particularly
pronounced in adaxial cells (Fig. 3b), but on both
surfaces the final cell perimeters were M489 . wild
type . M489 1 GA, which parallels the final blade
widths (Fig. 4).

Radial Expansion Does Not Fully Compensate Reduced
Axial Expansion in M489

If GA simply adjusts the balance between radial
and longitudinal wall extension, then in the simplest
case, total wall area would not change. The total area
of longitudinal wall added by cells leaving the EZ in
that 24-h period can be calculated as the product of
mature cell perimeter measured in 2-week-old blades
and the 24-h increment in blade length (Table II).
M489 gained less than one-half the longitudinal wall
area gained by the tall barleys (Table II). Because
fewer cells left the EZ of M489 in that period, how-
ever, there was no decline in the final surface area of
each individual adaxial cell and the reduced abaxial
cell area was less than the reduced total longitudinal
wall area added during the 24-h period (Table I).

GA Maintained Transverse CMTs of Epidermal
Cells for Most of the EZ

Epidermal CMT orientations varied along the
length of the EZ, producing three regions of CMT

Figure 1. Blade length of leaf 1 plotted against time after sowing.
Wild type (‚), M489 dwarf (M), and M489 1 GA3 (E) (6 SE, n 5 5).

Table I. Kinematic and cell size data for adaxial and abaxial “between the vein” epidermal cells in half-grown first leaves of barley (6SE;
n 5 sample size)

Growth Parameter Leaf Surface Wild Type M489 M489 1 GA3

Blade elongation rate v (mm h21) 1.04 0.44 1.28
Final cell length lmax (mm) (n 5 5–7) Adaxial 0.252 6 0.003 0.229 6 0.007 0.242 6 0.004

Abaxial 1.40 6 0.01 0.90 6 0.03 1.51 6 0.01
Cell flux (h21) Adaxial 4.13 1.92 5.29

Abaxial 0.74 0.49 0.85
Cellochron (h) Adaxial 0.24 0.52 0.19

Abaxial 1.34 2.05 1.18
Mature cell perimeter (mm) (n 5 5) Adaxial 0.132 6 0.003 0.155 6 0.003 0.119 6 0.002

Abaxial 0.123 6 0.003 0.138 6 0.003 0.102 6 0.002
Mature cell surface area (mm2) Adaxial 0.033 0.035 0.029

Abaxial 0.172 0.124 0.154
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orientation: meristematic (CMTs highly variable,
from transverse through random to longitudinal),
basal EZ (mostly transverse), and distal EZ (mostly
disorganized in dwarf, transverse in tall barley).
Dwarf and tall barley CMT orientations only di-
verged in the distal EZ. Despite differences in cell
expansion dynamics for the two epidermal cell types
(adaxial versus abaxial), no differences were evident
in their CMT orientations. CMTs could not be labeled
beyond the EZ.

Meristematic Zone

Preprophase bands (PPBs), spindle fibers, and
phragmoplast microtubules were seen within 1 mm
of the ligule (Fig. 5, b and c). Most cells in dwarf and
tall barleys had variably-oriented CMTs ranging
from transverse through random to occasionally lon-

gitudinal. Only 30% to 40% of the cells had predom-
inantly transverse CMTs with most, but not all, re-
solved CMTs approximately transverse (Fig. 5, a–c).
Adjacent cells often showed contrasting CMT
orientations.

Basal EZ

Basal parts of the EZ, like the meristem, again
showed no obvious differences in CMT orientation
between dwarf and tall barleys. CMTs were predom-
inantly transverse in $80% of all cells (excluding
those associated with stomatal rows) for the basal
approximately 1 to 3 mm of the dwarf and 1 to 4 mm

Figure 2. Axial relative elemental growth rate (REGR) plotted against
distance from ligule (a) or developmental time (b; time zero is 1.75
mm from ligule) for abaxial cells of wild type (‚), M489 (M), and
M489 1 GA3 (E). Arrows in a summarize the orientations of the
CMTs (r, random; t, transverse) at the corresponding positions
throughout the EZ of the dwarf and tall plants.

Figure 3. Cell length (white symbols) and cross-sectional cell perim-
eter (black symbols) plotted against distance from the ligule for
abaxial (a) and adaxial (b) cells of wild type (‚), M489 dwarf (M), and
M489 1 GA3 (E) (6 SE, n 5 9). Cell perimeters were measured
throughout the EZ of 50%-elongated blades (n 5 9, 6 SE) and mature
perimeters were measured in fully grown leaves (n 5 36, 6 SE).
Arrows summarize the orientation of CMTs (r, random; t, transverse)
at the corresponding positions throughout the EZ of the dwarf and tall
plants.
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of the tall barley (Fig. 5, d–f). It is important to note
that CMTs were still predominantly transverse
within the basal EZ of the M489 dwarf, despite sig-
nificant radial expansion during this phase (Fig. 3).
There was no obvious abrupt transition from the
meristematic region (variable CMT orientations) to
the basal EZ (predominantly transverse CMTs).

Distal EZ

CMT alignments diverged for the first time in this
region, which extends about 4 to 8 mm from the
ligule in M489 and 5 to 15 mm in the tall barleys.
About 90% of cells in the wild type and 70% to 80%
in M489 1 GA had transverse CMTs (Figs. 6, a and
b), whereas only about 30% of cells in M489 had what
could be characterized as “loosely” transverse CMTs
(Fig. 6d). The remaining cells (about 10% in wild
type, 20%–30% in M489 1 GA3, and 70% in M489)
had disordered CMTs (e.g. Fig. 6, c and e). CMT
orientations could vary along the length of a single
cell (Fig. 6f) or on different sides of the same cell (Fig.
6g). The percentage of labeled cells declined in the
distal EZ and was generally zero beyond the EZ.

Interstomatal Cells

Interstomatal epidermal cells had transverse CMTs
in the meristematic zone (Wenzel, 1998), but in basal

and distal regions of the EZ, their CMTs were ran-
domly oriented (Fig. 5,g–i). In the basal EZ, CMTs
also coalesced to form transverse bands, consistent
with a subsequent constraint of expansion in the
middle region of the guard mother cells (Fig. 5, g and
h), PPBs, which outline the guard cell division site
(not shown), and PPBs in lateral cells, which outlined
the lateral subsidiary cell division sites (Fig. 5, g and
h). Once lateral subsidiary cells formed, the lateral
cells developed transversely oriented CMTs (Wenzel,
1998).

Mesophyll Cells

There were no obvious differences between the
dwarf and tall barleys. CMTs in mesophyll cells
changed from being variously oriented to transverse
at approximately 0.5 mm from the ligule (Fig. 6, h
and i), sooner than the transition in epidermal cells.
Mesophyll cells had randomly oriented CMTs with
localized MT bands in cells approximately 2 to 4 mm
from the ligule (Fig. 6j), but most cells .4 mm from
the ligule had no MT bands in their random CMT
arrays (Fig. 6k). The overlying epidermal cells (espe-
cially in tall barleys) had transverse CMTs (Fig. 6i).
The development of MT bands is consistent with a
role in providing localized constraint of expansion
that results in lobing (see also Hellmann and Wer-
nicke, 1998).

DISCUSSION

In this investigation we used a GA-deficient barley
mutant to explore how GA controls growth and its
polarity in epidermal cells. In particular we probed
the relationship between CMT organization and the
direction of cell expansion. We found that GA en-
hances axial expansion, suppresses radial expansion,
and maintains transverse CMTs throughout the EZ,
whereas CMTs were randomized in the distal EZ of
the dwarf. Elongation, radial expansion, and CMT
orientations, however, were not always closely cou-
pled. In particular, despite CMTs remaining trans-
verse, significant radial expansion occurs in the basal
EZ when GA is lacking. This suggests that changes in
growth anisotropy can begin without changes in
CMT orientation. Although clearly necessary for
anisotropic expansion, CMT transverse orientation
appears to be insufficient for GA-mediated
elongation.

Table II. Additions in the 24 h after leaf 1 reached one-half its final length

Addition Leaf Surface Wild Type M489 M489 1 GA3

To blade length (mm) 25.0 10.6 30.8
To longitudinal wall area (mm2) Adaxial 3.29 1.64 3.66

Abaxial 3.08 1.46 3.13
To cell number Adaxial 99.21 46.29 127.27

Abaxial 17.86 11.78 20.40

Figure 4. Blade width (6 SE, n 5 10) plotted against distance along
leaf 1 with the ligule at 0% and the tip at 100%; wild type (‚), M489
dwarf (M), and M489 1 GA3 (E)

Wenzel et al.
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Figure 5. Confocal projections of immuno-
fluorescently-labeled microtubules in cells of
the meristematic zone (a–c), basal EZ (d–f), and
the stomatal complexes (g–i) of barley leaf epi-
dermis. In the meristematic region of wild type,
0 to 1 mm from ligule (a and b), CMT orienta-
tions ranged from predominantly transverse
through random to longitudinal. Arrows in b
indicate a transverse PPB and a longitudinal
phragmoplast array. A similar range of microtu-
bule patterns was observed in the equivalent
region (0–1 mm from ligule) of the M489 dwarf
(c). The arrow in c indicates a PPB. In the basal
EZ, 2 to 5 mm from the ligule, CMTs in elongat-
ing epidermal cells were predominantly trans-
verse. CMT patterns were similar in wild type
(d), M489 dwarf (e), and M489 1 GA3 (f). Cell
files giving rise to stomatal complexes in the
region 2 to 5 mm from the ligule are depicted in
g through i. CMTs were randomly aligned in the
interstomatal cells of both wild type (g and h)
and M489 (i). In the basal EZ, stomatal mother
cells were starting to form dense central MT
bands (small arrows), whereas the CMTs of two
lateral cells were starting to form PPBs (large
arrows). In a slightly older region, MT bands
(arrows) in the stomatal mother cells and PPBs of
two lateral cells were well formed (h). In M489
(i) an interstomatal cell with randomized CMTs
separates developing stomatal complexes con-
sisting of guard mother cells and flanking sub-
sidiary cells. All bars 5 10 mm. All micrographs
show cells aligned with their axis of elongation
approximately parallel to the longitudinal axis
of the page.
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Figure 6. Confocal projections of immunofluorescently labeled microtubules in epidermal cells of the distal EZ (a–g) and
mesophyll tissue (h–l). CMTs were predominantly transverse in 90% of epidermal cells of the wild-type distal EZ, 10 to 15
mm from ligule including these adaxial epidermal cells lying over a vein (a). CMTs were also predominantly transverse in
epidermal cells of M489 1 GA3, 2 to 5 mm from ligule (b), but randomly oriented in a few cells in the same region (c). Both
b and c depict between the veins (bv) abaxial cells. In the distal EZ of the M489 dwarf (5–10 mm from ligule), CMT
orientations ranged from loosely transverse (d) to randomized (e). Both d and e are from bv (abaxial) cells. CMT orientations
were sometimes variable within individual cells. In an epidermal cell from M489 1 GA3 (2–5 mm from ligule), CMT
orientation shifts from transverse to longitudinal (f). In the 489 dwarf, (5–10 mm from ligule), an artifactually flattened abaxial
epidermal cell has randomly oriented CMTs along the outer periclinal wall and transversely oriented CMTs along the
anticlinal walls (g). Mesophyll cell development and CMT patterns were the same in dwarf and tall barley leaves. In the
meristematic zone, 1 to 2 mm from ligule, CMTs were predominantly transverse in both the M489 dwarf (h) and M489 1
GA3 (i). In the M489 dwarf (5–10 mm from ligule) mesophyll cells develop localized CMT bands (j) and later have
randomized CMTs (k). Similar patterns were detected in the mesophyll cells of wild type (l). In this image, taken from the
region 10 to 15 mm from ligule, an epidermal bv abaxial cell at left has transverse CMTs. Underlying mesophyll cells have
mostly random CMTs except for some with localized MT bands. All bars 5 10 mm. All micrographs show cells aligned with
their axis of elongation approximately parallel to the longitudinal axis of the page.
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GA Restricts Radial Expansion in and beyond the
EZ and Promotes Overall Wall Expansion

Our study and previous reports (e.g. Tanimoto,
1987; Keyes et al., 1989; Barlow et al., 1991; Barlow,
1992; Tonkinson et al., 1995) showed that GA pro-
motes axial elongation and restricts radial expansion.
Axial promotion outweighs radial restriction so that
more longitudinal cell surface is generated with GA
(see also Montague, 1995). EZ length doubled to ap-
proximately 20 mm, but cells still spent about 30 h
extending. GA had little effect on REGR in the basal
part of the EZ, but postponed by several hours the
time when REGR started to decline (after about 15 h
in M489). Similar findings were reported in wheat
(Paolillo et al., 1991; Tonkinson et al., 1995, 1997),
although the time spent expanding was less in short
wheats (Tonkinson et al., 1995, 1997). GAs increase
wall extensibility in wheat (Keyes et al., 1990) and
rice (Matsukura et al., 1998) leaves and suppress the
peroxidase activity that reduces extensibility by pro-
moting diferuloyl cross-linking (Fry, 1979). This may
be part of the mechanism that delays the onset of
declining REGR.

Within that common framework, the response dif-
fers in detail in abaxial and adaxial cells. Adaxial
cells of M489 respond to GA with a 170% increase in
the cell flux from the meristem. They show little
change in perimeter during their passage through the
EZ, but respond strongly to GA after leaving the EZ
where cell perimeters increase by $100%. Abaxial
cells show only a 70% increase in cell flux with GA,
but GA restricts the increase in their perimeters even
in the basal part of the EZ, whereas post-EZ changes
are very small and completely suppressed by GA.
The most pronounced radial expansion in the EZ
occurred in its basal region as also observed in maize
roots (Liang et al., 1997). Expansion of the between
vein adaxial cells (often termed bulliform cells) be-
yond the EZ is consistent with their proposed role in
leaf unrolling, which is incomplete in the EZ (Esau,
1977). Like guard cells, they may have a unique wall
architecture or chemistry that enables repeated ex-
pansion and contraction.

GA Changes CMT Orientations But This May Not
Cause Radial Swelling

CMT orientation was variable in the meristematic
region of all material, predominantly transverse in
the basal EZ of all material, but transverse in the
distal EZ of tall barley where it was disordered in
M489. Thus a GA response visible with the resolution
of immunofluorescence was confined to the distal
EZ, as seen in other studies (Blancaflor and Hasen-
stein, 1995a, 1995b; Ishikawa and Evans, 1995). The
effect of GA3 in stabilizing and maintaining trans-
verse CMTs is well documented (Mita and Shibaoka,
1984b; Akashi and Shibaoka, 1987; Baluska et al.,
1993; Duckett and Lloyd, 1994; Fujino et al., 1995;

Mayumi and Shibaoka, 1996; Takesue and Shibaoka,
1998), but it is difficult to argue that it changes
growth anisotropy in barley. First, increased radial
expansion of M489 abaxial cells was measured in the
basal EZ where CMTs remained transverse and in-
distinguishable in dwarf and tall barleys. Second,
M489 adaxial cells were no wider than those of the
tall barleys when they left the EZ, although their
CMTs were also disordered in the distal EZ. Third,
M489 supplemented with GA3 exhibited increased
anisotropy, yet maintained transverse CMTs in a
smaller proportion of cells (70%–80%) compared
with wild type (90%). MT responses also showed
some cell specificity. Most epidermal cells in tall
plants retained transverse CMTs throughout the EZ,
but cells in stomatal rows did not (Fig. 5, g–i). In a
similar manner, the lack of GA in the M489 dwarf did
not alter mesophyll CMT patterns.

The region of high REGR in proximal regions of the
EZ broadly coincided with the development of more
transverse CMT orientations as noted by Baluska et
al. (1993). Tall plants maintained transverse CMTs
throughout the EZ, thus spanning high and declining
phases of REGR, whereas M489 CMTs became disor-
ganized before axial REGR began to decrease. Re-
ports showing that CMT or cellulose microfibril ori-
entations are not closely coupled to growth rates
(Laskowski, 1990; Pritchard et al., 1993; Paolillo 1995;
Kropf et al., 1997; Collings et al., 1998) and that GA3,
brassinolide, or auxin can reorient CMTs from longi-
tudinal to transverse without promoting cell elonga-
tion (Sakiyama-Sogo and Shibaoka, 1993; Mayumi
and Shibaoka, 1995; Takesue and Shibaoka, 1999)
make it unlikely that the loss of transverse CMTs in
M489 restricts REGR and so elongation.

CONCLUSIONS

GA promotes extension growth by delaying the
time when REGR begins to fall. Although GA-
induced changes in REGR affect all cell types, differ-
ent cell types show other responses to very different
degrees. Those responses include increases in cell
production rates, increases in growth anisotropy, and
delays in the replacement of transverse CMTs by
disordered ones. Loss of CMT alignment in expand-
ing epidermal cells of the GA-deficient dwarf was
documented in line with previous findings on GA,
but it seems loss of CMT alignment may not initiate
increased radial growth in abaxial cells, which seems
to start in cells that still have transverse CMTs.

MATERIALS AND METHODS

Plant Material and Culture Conditions

Wild-type “Himalaya” barley (Hordeum vulgare L. Hima-
laya) and the GA-responsive M489 dwarf mutant (BC3

stocks) were used. Plants were grown in a 1:1 vermiculite:
perlite mixture in 22 3 13 3 9-cm plastic boxes (approxi-
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mately 15 plants/box) with a 12-h day length (approxi-
mately 400 mmol m22s21 photosynthetically-active
radiation) and 18°C day/13°C night conditions. At seed
sowing the GA3-treated M489 plants received 500 mL/tray
of aqueous 1025 m GA3 containing 100 mL of acetone to
dissolve the GA3. The control plants (M489 and wild type
grown without GA3) received 500 mL/tray of water con-
taining 100 mL of acetone. Plants were subsequently wa-
tered daily with 50% Hoagland solution in the mornings
and de-ionized water in the afternoon.

Measurement of Cell and Blade Dimensions

All measurements relate to blades of leaf one at the time
they reach one-half their final length and to the fate of the
cells that leave their EZ over the following 24 h. Final blade
lengths were determined in preliminary experiments. The
length of the first leaf blade was measured daily for about
2 weeks for five plants of each treatment. The elongation
rate (v) of 50%-elongated blades was determined from the
difference in average blade length for the two consecutive
days between which the blade reached 50% of its final
expected length. The lengths of epidermal cells between
the veins (bv) on the adaxial and abaxial epidermis of the
blade (Wenzel et al., 1997) were measured for three 50%-
elongated blades for each of the dwarf and tall plants. For
the tall plants, three cells of each type were measured at
1-mm intervals for the basal 10 mm (abaxial cells) or 20 mm
(adaxial cells) of the blade, and then at 2-mm intervals
thereafter up to 30 mm from the ligule. Cells of M489 dwarf
blades were measured at 0.5-mm intervals for the basal 5
mm (abaxial cells) or 10 mm (adaxial cells) of the blade, and
then at 1-mm intervals up to 20 mm from the ligule. Cell-
length data was smoothed using a three-point smoothing
formula such that the cell length value li at position zi from
the ligule was estimated as ([li-1 1 li 1 li11]/3); a two-point
smoothing formula ([li 1 li11]/2) was used to estimate the
first and last cell length values at the mid-position between
zi and zi11. Final cell length, lmax, was estimated as the
average value of the last smoothed cell length in the EZ and
the next four consecutive smoothed values beyond the EZ.

Smoothed cell length values were used to calculate cell
flux (f, the number of cells passing a given point per unit
time; f 5 v/lmax), cellochron (c, time taken to add a new cell
to a file at the base of the EZ; c 5 1/f), and axial REGR
according to Silk et al. (1989) and Schnyder et al. (1990).
REGRs were estimated using a three-point difference for-
mula such that REGRi at position zi from the ligule was
estimated as (axial REGRi 5 f[li11 –li-1]/[zi11 2 zi21]). A
two-point difference formula (axial REGRi 5 f.[li11 2 li]/
[zi11 2 zi]) was used to estimate the first and last REGRi

values at the mid-position between zi and zi11. The dis-
placement times taken to move consecutive 1-mm incre-
ments along the EZ were estimated from the axial growth
trajectory (axial growth trajectory 5 [v{z} 3 t] 1 previous
displacement increment), where v(z) 5 displacement veloc-
ity at position z (v[z] 5 f 3 l[z]) (Silk et al., 1989), and the
time (t) was arbitrarily chosen.

Cross-sectional perimeters and surface areas of cells on
the adaxial and abaxial epidermis were measured on trans-

verse hand sections throughout the EZs of half-grown
blades. Sections were taken throughout the EZ at 1, 2, 4, 6,
8, 10, 12, 14, and 16 mm from the ligule for wild type and
M489 1 GA3 and at 1, 2, 3, 4, 5, 6, 7, and 8 mm for M489.
Visibly collapsed or distorted cells were avoided. Cells
expand radially after leaving the EZ so we determined the
final dimensions of the cells that left the EZ over the 24-h
period after the blade reached one-half its final length. In
mature blades (i.e. about 2 weeks old) those cells extend
basipetally for a distance equal to the blade extension in
that 24-h period from the position of the distal end of the
EZ in the half-grown leaf (i.e. from a point displaced api-
cally from the mid-point of the mature leaf by the length of
the EZ). The cross-sectional perimeters and areas of three
cells of each type were measured at intervals of 2 (M489) or
4 mm (wild type and M489 1 GA3). Using the average cell
perimeters from this region, longitudinal wall areas were
calculated for cells and for the whole file of cells forming
the 24-h growth increment. Sections were imaged on a
Axioskop (Zeiss, Jena, Germany) equipped with a PCVI-
SIONplus (Imaging Technology, Wobur, MA) frame-
grabber board, and perimeters and cross-sectional areas
were determined with Java video analysis software (ver-
sion 1.40, Jandel Scientific, Corte Madera, CA).

Mature leaves (10 per treatment) were photocopied, and
blade width was determined at 10%, 20%, 30%. . .90%
positions between the ligule (0%) and the tip (100%).

Microtubule Labeling of Cells within the EZ of 50%-
Elongated Blades

EZs of 50%-elongated blades were immersed in 4% (v/v)
formaldehyde in 60 mm piperazine-N,N9-bis-[2-ethane-
sulfonic acid], 25 mm N-2-hydroxyethyl piperazine-N9-2-
ethanesulfonic acid, 10 mm EGTA, 4 mm MgSO4, and 5%
(v/v) dimethyl sulfoxide (DMSO), pH 6.9, at room temper-
ature (PHEM/DMSO). Successive segments (approximate-
ly 1 mm wide and 5 mm long) were cut along the EZ,
vacuum-infiltrated in fixative for 5 min, and fixed over-
night. Segments rinsed (3 3 5 min) in PHEM/DMSO were
digested for 25 min in 2% (w/v) driselase (Sigma, St. Louis)
and 1% (w/v) pectolyase (Kikkoman Corporation, Japan)
in distilled water. After permeabilizing (2.5 h with 1%
[v/v] Triton X-100 in PHEM/DMSO), they were rinsed
(6 3 5 min) in phosphate-buffered saline (PBS) at pH 7.2.

Segments were treated overnight in a moist environment
with mouse monoclonal anti-b tubulin (product N357, Am-
ersham, Buckinghamshire, UK) diluted 1:500, rinsed (6 3 5
min) in PBS, and incubated for 4 h in fluorescein
isothiocyanate-conjugated sheep anti-mouse Ig F(ab9)2
fragment (Silenus/Amrad Biotech, Boronia, Victoria, Aus-
tralia) diluted 1:30. Antibodies were diluted in PBS with 1%
(w/v) bovine serum albumin and 0.02% (w/v) NaN3. Seg-
ments rinsed in PBS (6 3 5 min) were mounted in 0.1%
(w/v) para-phenylene diamine in 1:1 glycerol:PBS at pH 9
to 9.5. Samples were stored in the dark at 4°C until exam-
ined. For each treatment, at least five tissue segments taken
at each distance (0–5, 5–10 mm, etc. from the ligule) were
examined from $10 leaves.
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Tissue was examined with a confocal laser scanning
system (MRC-Bio-Rad 600, Microscience Division, Hemel,
Hempstead, UK) coupled to an Axiovert IM-10 (Zeiss) with
ArKr laser, BHS filter block, and oil immersion objectives.
Images were recorded using COMOS software, projections
generated with Confocal Assistant (version 4.02, Todd
Clarke Brelje), and images processed in Adobe Photoshop
4.0 (Adobe Systems, Mountain View, CA).
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