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Root Restriction Effects on the Bedding Pot Plant

Impatiens walleriana
ABSTRACT

Pot plant growers must take two technological critical decisions: the pre-transplant plug-cell size
and the post-transplant growing medium, both of which have been mentioned as abiotic stress
sources for bedding pot plants, including Impatiens walleriana. However, only a few recent
reports in bedding pot plants have simultaneously included limiting and non-limiting plug cell
volumes and growing medium. The aim of this work was to evaluate the response of a wide
range of these two abiotic stress sources on |. walleriana plant growth on the assumption that the
responses are mainly associated with a negative hormonal signaling from roots and that these
can be overridden by a pre-transplant benzyl aminopurine (BAP) spray. The main result was
that, in |. walleriana plants, the abiotic stresses imposed by the plug cell volume and growing
medium quality constitute an interactive process associated with cytokinins synthesis. From a
grower’s point of view, one expensive option to avoid root restriction is to increase the plug cell
volume and the growing medium quality. In contrast, a single 100 mg I BAP spray can partially
override the root restriction symptoms.

Keywords: bedding plants, cytokinin, growth.

1. INTRODUCTION

The use of transplants is the most reliable method to ensure adequate crop establishment of commercial
plantings of most ornamental bedding crops. In pot plant production, the primary function of a container is
to provide a discrete space for the growing medium but this restricted space also affects the physical
conditions of the medium. Bedding plant producers have progressively adopted containers of reduced
size, which have a limited soil volume available for the root system. This choice allows an increase in
plant density, but has the disadvantage of root restriction in a limited volume, followed by considerable
changes in plant growth and physiology.

The choice of a growing medium, along with that of the container type, is one of the critical decisions that
growers must make when starting a pot plant production [1). In this way, in agreement with recent
publications of our laboratory [2, 3, 4], growers consider the container growth medium combination as a
unit, and not as two independent factors.

The effects of the container volume during the propagation stage [5, 6] and of the growing medium quality
during bedding pot plant production have been previously studied [1, 7, 8, 9, 2]. However, precise
information on the effect of these two combined factors is lacking.

Impatiens walleriana (Hook.f.), also known as busy Lizzie (United Kingdom), balsam, sultan or simply
impatiens, is a commercially important year-round garden crop for landscape, and the first best-selling
bedding plants in both developed and undeveloped countries. Its productivity has been associated with
aerial biomass expansion and shoot fresh weight, the latter being mainly determined by the root system
size [5].



Root restriction is a physical stress imposed on a root system when plants are grown in small containers,
which leads to a pronounced decrease in both root and shoot growth of the plants at the transplant stage.
In previous studies on |. walleriana we have shown that the stress imposed to root growth during the
propagation stage determine a lower increase in total dry weight after transplant [10].

Plant roots can sense adverse soil conditions and, via some internal signal, transmit the condition of the
soil to extending leaves, with the typically net result of a decrease in leaf elongation rates [11]. It has been
claimed that the close coordination between root and shoot growth is controlled by a signaling pathway
which is largely hormonal [12, 13], with a major site of control located in the root system, and which
involve gene activation [14]. The understanding of the response of bedding pot plants to particular short-
and long-term stresses is limited even further by interactions with other stresses such as the root
restriction imposed by small plug cell trays or growing medium quality.

The aim of this work was to evaluate the physiological mechanisms involved when |. walleriana plants
grown in four d|fferent pre-transplant ceII volume and transplanted to four post- transplant growing media

2. MATERIALS AND METHODS
2.1. Plant material

Two experiments were carried out in a greenhouse at the Faculty of Agronomy, University of Buenos
Aires, Argentina (34°35’ 59”S, 58°22' 23"W): on e from October 10™ 2012 to January 24™ 2013 and the
other from October 16™ 2013 to January 15" 2014.

I. walleriana ‘Xtreme White’ seeds (Goldsmith Inc., NY, USA) were germinated and grown in 50-, 128-,
288- and 512-cell plug trays (55.70, 17.37, 6.18 and 2.50 cm® cell’* respectively) in Klasmann 411"
medium (Klasmann-Deilmann, GmbH, Germany).

Leaves were sprayed at sunset with O or 100 mg I"* BAP solutions when the first true leaf pair was
developed. The BAP concentration was chosen from previous experiments performed in 2010 and 2011

[5].

When seedlings reached the transplant stage, they were transplanted into 1,200 cm? pots filled with four
different growing media as follows:

1) Klasmann 411" medium (Klasmann-Deilmann, GmbH, Germany): Canadian Sphagnum peat
moss-perlite-vermiculite (70/20/10 viviv) (K)

2) Sphagnum maguellanicum-perlite (80/20 v/v) (S)

3) River waste-perlite (80-20 v/v) (R)

4) Sphagnum maguellanicum-river waste-perlite (40-40-20, v/v/v) (SR) [15].

2.2 Cultivation and meteorological data

Plants were irrigated as needed with high quality tap water (pH: 6.64 and electrical conductivity of 0.486
dsS m™~ ) using intermittent overhead mist. Growing media were weekly fertilized with 1.0: 0.5: 1.0: 0.5
(Viviviv) N P: K: Ca through the overhead |rr|gat|0n water according to Styer and Koranski [16] (Stage 2:
50 mg ™ N; Stage 3-4: 100 mg ™ N; pot: 150 mg It N) was used.

Daily mean temperatures (18.27 to 25.18 ) and dai ly photosynthetic active radiation (4.24 to 6.14 mol
photons m™ day ) for the two experiments were recorded with a HOBO sensor (H08-004-02) (Onset
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Computer Corporation, MA, USA) connected to a HOBO H8 data logger. The plants were arranged at a
density of 25 plants m™, which avoided mutual shading.

2.3. Sampling and growth evaluations

Samples of each substrate were collected at the beginning of the pot experiments (before transplant to
1,200-cm?® pots) and total porosity, air-filled porosity, bulk density and container capacity were determined
according to Fonteno [17]. Data are indicated in Table 1.

Table 1: Physical properties for the growing media tested. K: [Canadian Sphaghum peat (70%) +
Perlite (20%) + Vermiculite (10%)], S: [Sphagnum maguellanicum (80%) + Perlite (20%)], R: [River
waste (80%) + Perlite (20%)], SR: [Sphagnum maguellanicum (40%) + River waste (40%) + perlite
(20%)].

Growing Total Air-filled Bulk density Container
media porosity porosity (g dm?) capacity
(%) (%) (%)
F 60.00 + 0.55 12.93 + 0.98 0.21 + 0.04 36.89 + 1.46
S 70.67 + 0.67 29.67 + 2.15 0.15+0.01 48.00 + 0.38
R 72.67 +0.18 44.60 + 0.95 0.18 + 0.01 50.22 + 0.44
SR 67.53 + 0.64 23.27 +2.43 0.21 + 0.01 42.67 + 0.38

Plants were harvested at the transplant stage and at 15, 30, 45, and 60 days after transplanting. Roots
were washed and root, stem and leaf fresh weights (FW) were recorded. Dry weights (DW) were obtained
after drying roots, stems and leaves to constant weight at 80C for 96 h. The number of leaves was
recorded, and each leaf area was determined using a LI-COR 3000A automatic leaf area meter (LI-COR,
Inc., Lincoln, NE, USA).

The relative rate of leaf area expansion (RLAE) was calculated as the slope of the regression of the
natural logarithm (In) of total leaf area versus time (in days). The rate of leaf appearance (RLA) was
calculated as the slope of the number of fully expanded leaves versus time (in weeks). The relative
growth rate (RGR) was calculated as the slope of the regression of the natural logarithm (In) of whole
plant DW versus time (in days).

The mean net assimilation rate (NAR) and leaf area ratio (LAR) were calculated as follows:

Kt
NAR= kwxbvft
e a
B Aa ekat
LAR=K, 12

where W, extrapolated value of total DW (g) at time zero; k,,: RGR (day’l); Ap: extrapolated value of leaf
area (cm°) at time zero; k.. RLAE (day™); t: time (days) at the midpoint of the experimental period and e:
base of the In.

The allometric coefficients between root and shoot and between leaf blades and the petiole/stem fraction
were calculated as the slope (B) of the straight-line regression of the In of the root DW vs the In of the
shoot DW (In root DW = a + b x In shoot DW) and between the In of the leaf blade DW and the In of the
petiole-stem DW (In leaf blade DW = a + b x In petiole-stem DW), respectively.



Glucose content was analyzed on each plant organ (roots, shoots and leaves) at the final sampling of the
pot experiments using the Nelson-Somogyi method.

2.4. Statistical analysis

The experimental design was a randomised factorial with three blocks of five single-pot replications of
each treatment combination (plug cell volume x growing medium x BAP concentration). Since there were
no significant differences between the two experiments, they were considered together (n = 30). Data
were subjected to three-way analysis of variance (ANOVA). STATISTICA 8 (StatSoft) software was used
and the assumptions of the ANOVA were checked. Means were separated by Tukey's tests (P < 0.05).
Slopes from straight-line regressions of RLA, RLAE, RGR, NAR, LAR and allometric values were tested
using the SMATR package [18].

3. RESULTS

The greenhouse climatic control gives small variations in mean temperature and the fact that the
experiment was repeated in the same season would explain the lack of main significant difference in the
mean temperature and daily photosynthetic active radiation between the two experiments (data not
shown). Thus, since there were no significant differences between both experiments, they were
considered together.

3.1. Fresh weight accumulation

The FW 60 days after transplanting was higher in control plants from 50- or 128-cell-plug trays although the
responses were also related to the growing medium used. The highest FW values were found in plants
grown in R and S. A pre-transplant 100 mg I'* BAP spray increased FW in most of the cell size-growing
media combinations tested (Figure 1A). Main effects (plug cell volume, growing medium and BAP
application) and the interactions (plug cell volume x growing medium; plug cell volume x BAP application;
growing medium x BAP application; plug cell volume x growing medium x BAP application) for total FW in
the ANOVA showed highly significant (P < 0.001) differences (data not shown). When the mean aerial FW
was plotted against the mean root FW (Figure 1B), a positive correlation was found (r* = 0.647; P < 0.001).
Although there was an effect related to the pre-transplant plug cell volume and the growing medium used, a
pre-transplant 100 mg I spray gave the highest values.
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Figure 1: Panel A: total fresh weight (n = 30) at the end of the experiment (60 days from
transplanting) for Impatiens walleriana seedlings grown in four plug cell volumes (50-, 128-, 288-,
and 512-cell tray™), sprayed with zero (control plants) or 100 mg I BAP at the pre-transplant stage
and four growing media at the post-transplant stage. Bars indicate standard errors. Panel B:
relationships between shoot and root fresh weight according to four plug cell volumes (50-, 128-,
288-, and 512-cell tray™), sprayed with zero (control plants, empty symbols) or 100 mg I BAP (full
symbols) at the pre-transplant stage and four growing media at the post-transplant stage. For
substrate abbreviations see Table 1. F: ¢-0; R: e-0; S: A-A; SR: m-0. The straight-line regression
was: Shoot fresh weight = 4.64 Root fresh weight + 11.67 (r2 = 0.648). The probability of the slope
being zero was P <0.001. Panel C: control seedlings at the transplant stage.

3.2. Leaf growth and plant growth analysis

Total leaf area at the end of the experiments was higher in control plants from 50- or 128-cell-plug
trays, although R concentrated the highest values. Although a pre-transplant 100 mg I BAP increased the
leaf area, the higher responses were found in SR and F, and in plants propagated in 512- and 288-cell-plug
trays™ (Figure 2A). The mean leaf area of each leaf showed higher differences related to the growing
medium than to the pre-transplant plug cell volume or BAP spray (Figure 2B), but did not entirely explain
the highest differences found in total leaf area. Main effects (plug cell volume, growing medium and BAP
application) and the interactions (plug cell volume x growing medium; plug cell volume x BAP application;
growing medium x BAP application; plug cell volume x growing medium x BAP application) for total leaf
area in the ANOVA showed highly significant (P < 0.001) differences (data not shown).
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196
197 Figure 2: Total leaf area (A) (n = 30) and individual leaf area (B) (n = 30) at the end of the
198 experiment for Impatiens walleriana seedlings grown in four plug-cell volumes (50-, 128-,  288-,
199  and 512-cell tray™), sprayed with zero (control plants) or 100 mg I~ BAP at the pre-transplant stage
200 and four growing media at the post-transplant stage. For substrate abbreviations see Table 1.
201 Bars indicate standard errors.
202
203  Since, there were no significant differences in DW between control and treated plants (data not shown), it
204 s possible to describe the photo-assimilate acquisition and partition rates on a DW base.
205 RLA decreased in control plants according to a decrease in the pre-transplant plug cell size, but there
206  were significant differences between the post-transplant growing medium used. A pre-transplant BAP
207  spray increased RLA except in plants propagated in 288- and 512- cell-plug trays™ and in those grown in
208 SR (Table 2). Main effects (plug cell volume, growing medium and BAP application) and the interactions
209  (plug cell volume x growing medium; plug cell volume x BAP application; growing medium x BAP
210  application; plug cell volume x growing medium x BAP application ) for RLA in the ANOVA showed highly
211  significant (P < 0.001) differences (data not shown).
212  Control plants showed higher RLAE, RGR and NAR values and lower LAR values related to a decrease
213  in the pre-transplant plug cell size; R and SR showed higher differences as well. A pre-transplant 100 mg
214 I'BAP application significantly increased RLAE, RGR and NAR as compared to the control plants (Table
215  2). Main effects (plug cell volume, growing medium and BAP application) and the interactions (plug cell
216  volume x growing medium; plug cell volume x BAP application; growing medium x BAP application; plug
217  cell volume x growing medium x BAP application ) for all growth parameters in the ANOVA showed highly
218  significant (P < 0.001) differences (data not shown).
219
220
221 Table 2: Changes in RLA, RLAE, RGR, NAR and LAR for Impatiens walleriana seedlings grown in
222  four plug cell volumes (50-, 128-, 288-, and 512-cell tray™), sprayed with zero (control plants) or
223 100 mg I"* BAP at the pre-transplant stage and four growing media at the post-transplant stage.
224  For substrate abbreviations see Table 1. Different lowercase letters indicate significant differences (P
225 < 0.05) between control and BAP-sprayed plants, while different capital letters indicate significant
226  differences (P < 0.05) between different substrates for each plant cell size. The probability of the slope
227  being zero for RLA, RLAE, RGR, NAR and LAR was P < 0.001.
228
229
RLA RLAE RGR NAR LAR
(leaves Week'l) (cm2 cm? day'l) (g g'1 day'l) (g cm? dgy'l) (cm2 g'l)
(x 10™)
Control BAP Control BAP Control BAP Control BAP Control BAP
F



50 0.512°° 0.625° 0.0286°° 0.0333*® 0.0299°° 0.0342°° 41.42°° 53.30° 72.19*" 64.16™
128 0.449°® 0.581%°° 0.0282"® 0.0337°° 0.0309°° 0.0325*® 41.42°® 5504® 7460® 58.10™
288 0.340°® 0.406°° 0.0231°° 0.0279°° 0.0275°° 0.0318%° 32.43°®  44.20°° g4.80* 71.80"
512 0.291°°  0.414%° 0.0223%° 0.0244*° 0.0259°° 0.0282°°¢ 37.38%®  40.78°® 69.28%® 69.16*
S
50 0.859°° 0.882%° 0.0363*® 0.0377*" 0.0375"™ 0.0417*® 5957 7352 62095® 5672
128 0.843%®  0.817°° 0.0371" 0.0406* 0.0410* 0.0396™ 4954 56.28° 82.76* 70.36™
288 0.838* 0.793°° 0.0317" 0.0333* 0.0352°® 0.0374® 48.36%* 52.83*® 72.78°® 70.79*
512 0.604°® 0.696°° 0.0280*" 0.0287°® 0.0345°® 0.0320"®  42.41%®  42.42%® 81.35* 7543
R
50 1.000” 1.116*® 0.0367"® 0.0381* 0.0438* 0.0450* 66.55” 84.85* 65.82** 53.03"®
128 0.902°* 0.974* 0.0369"™ 0.0423** 0.0434* 0.0414™ 4957 67.25% 8755 61.56°
288 0.788°®  0.978* 0.0340* 0.0344* 0.0407** 0.0410* 5227 60.61* 77.87°° 67.65™
512 0.764* 0.865* 0.0280" 0.0307** 0.0377** 0.0352"* 53.98*  49.30* 69.84°® 71.39™
SR
50 0.949°®  1.137*% 0.0400* 0.0370°* 0.0418™ 0.0430* 53.77"® 81.63* 77.73* 52.68"
128 0.704°° 0.859%® 0.0352"® 0.0373*® 0.0365™ 0.0404* 53.30" 78.62* 68.48*° 51.39
288 0.549°° 0.805°® 0.0296™ 0.0320°® 0.0359" 0.0373*® 53.33"* 67.96% 67.32°°C 54.88™
512 0.543° 0.746*® 0.0258"® 0.0281°® 0.0303° 0.0336* 37.99%® 4267*® 88.44* 71.01™
230
231
232  Total glucose content in untreated plants showed no significant differences between plug cell volumes at
233  the end of the experiments. However, values changed depending on the growing medium tested (Figure
234  3A). A single 100 mg I'* BAP spray changed total glucose content in plants grown in different plug cell
235  volumes but increased the differences between the growing media. The highest total glucose content was
236  found in R (Figure 3B).
237
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Figure 3: Total glucose content at the end of the experiments for Impatlens walleriana seedlings
grown in four plug-cell volumes (50-, 128-, 288-, and 512-cell tray” ) sprayed with zero (control
plants) (A) or 100 mg I BAP (B) at the pre-transplant stage and four growing media at the post-
transplant stage. (n = 6). For substrate abbreviations see Table 1. The vertical line indicates least
significant differences (LSD).

3.3. Photoassimilate partitioning

When the photo-assimilate partitioning was characterized using root-shoot allometries, control plants from
50-cell-plug tray" showed almost the same partitioning from roots than from shoots with differences
related to the growing medium used. A higher root partition was observed according to an increase in
plug number tray’. When plants were sprayed with a single 100 mg I'* BAP at pre-transplant minor
differences were found from 50- ceII -plug tray™ but a partition change towards the shoots was found in
128-, 288- and 512-cell-plug tray (Table 3). Main effects (plug cell volume, growing medium and BAP
appllcatlon) and the interactions (plug cell volume x growing medium; plug cell volume x BAP application;
growing medium x BAP application; plug cell volume x growing medium x BAP application) for root-shoot
partitioning in the ANOVA showed highly significant (P < 0.001) differences (data not shown).

Table 3: Changes in allometric relationships between roots and shoots and between stem and
leaves for Impatiens walleriana seedlings grown in four plug cell volumes (50-, 128-, 288-, and 512-
cell tray ) sprayed with zero (control plants) or 100 mg I'"BAP at the pre-transplant stage and four
growing media at the post-transplant stage. For substrate abbreviations see Table 1. The slope
straight-line (B) and the coefficients of determination (r) are indicated. The probability of the
slope being zero was P < 0.001. Different lowercase letters indicate significant differences (P < 0.05)
between control and BAP-sprayed plants, while different capital letters indicate significant differences
(P < 0.05) between different substrates for each plant cell size.

Roots vs. Shoots Stem vs. Leaves
Control BAP Control BAP

Z Z

B r B r B r B r
F

50 1.031* 0.878 0.842"® 0.859 0.762* 0.899 0.683"® 0.851

i




283

284
285
286
287

128 1106 0.895 0.884°° 0.917 0.811* 0.905 0.741™ 0.944
288  1.160* 0.862 0.985™ 0.899 0.925* 0.946 0.803® 0.960
512  1.188* 0.899 0.993"® 0.890 0.943* 0.967 0.859"® 0.923

50 1.004%® 0.859 0.875"® 0.833 0.731* 0.835 0.735% 0.841
128  1.117* 0.872 0.869°® 0.949 0.840** 0972 0.806™ 0.955
288  1.117*® 0.937 0.907"® 0953 0.900* 0.916 0.835® 0.962
512  1.165 0.733 0.992"® 0.968 0.976% 0.963 0.927"* 0.934

50 1.032* 0.933 1.013" 0941 0.773* 0.909 0.715" 0.909
128  1.040*® 0.927 1.006™ 0.956 0.819* 0978 0.808* 0.947
288  1.182* 0.889 1.096™ 0.972 0.910* 0.962 0.875" 0.954
512  1.164** 0922 0.911"™ 0.965 0.866°® 0.952 0.859° 0.941

SR

50 1.030* 0.722 0.993"* 0931 0.786* 0.906 0.699® 0.921
128  1.037*® 0.931 1.009" 0.792 0.810* 0946 0.806* 0.932
288  1.065* 0.893 0.974™ 0.831 0.927* 0.958 0.905** 0.855
512  1.086°°® 0963 1.034™ 0.879 0.901*® 0.952 0.924* 0.959

The stem-leaf allometries in control plants showed higher photo-assimilate partitioning toward the stems
for most of the growing media tested. Stem partitioning was also higher according to a decrease in plug
cell number tray™. When plants were sprayed with a single 100 mg I'* BAP at the pre-transplant stage, a
partition change towards the stems was observed in plants from 50- cell-plug tray™ but a higher photo-
assimilate partitioning to leaves was found in 128-, 288- and 512-cell-plug tray™ (Table 3). Main effects
(plug cell volume, growing medium and BAP application) and the interactions (plug cell volume x growing
medium; plug cell volume x BAP application; growing medium x BAP application; plug cell volume x
growing medium x BAP application ) for stem-leaf partitioning in the ANOVA showed highly significant (P
< 0.001) differences (data not shown).

3.4. Relationships between growth parameters and root dry weight

Positive relationships between RLAE (r2 = 0.600 P < 0.001) (Figure 4A), RLA (r2 = 0.679 P < 0.001)
(Figure 4B), RGR (r* = 0.622 P < 0.001) (Figure 4C), NAR (r* = 0.625 P < 0.001) (Figure 4D), total
glucose content (r* = 0.668 P < 0.001) (Figure 4E) and root DW were found. The highest values were
those from plants sprayed with BAP, with significant influence of the growing medium used.
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Figure 4: Relationship between RLAE (A), RLA (B), RGR (C), NAR (D) and glucose content (E) (n =
30) in plants of Impatiens walleriana grown in four plug-cell volumes (50-, 128-, 288-, and 512-cell
tray™), sprayed with zero (control plants, empty symbols) or 100 mg I BAP (full symbols) at the
pre-transplant stage and four growing media at the post-transplant stage. The straight-line
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regressions were RLAE = 0.014 root DW + 0.025 (r2 =0.600 P < 0.001), RLA = 0.637 root DW + 0.46
(r* = 0.679 P < 0.001), RGR = 0.015 root DW + 0.03 (r* = 0.622 P < 0.001). NAR = 21.74 root DW +
37.1 (r* = 0.625 P < 0.001), glucose content = 318.78 root DW + 215.13 (r* = 0.668 P < 0.001). F: & -0;
R: e-0; S: A-A; SR: m-0.

4. DISCUSSION

Expansion of the bedding plant industry implies the possibility to offer the best plants at the lowest price.
To reach this objective, growers must make two technological critical decisions: the pre-transplant plug-
cell size and the post-transplant growing medium, both of which have been previously mentioned as
abiotic stress sources for bedding pot plants, including I. walleriana [1, 7].

Roche et al. [19] showed that the DW content appears to be the best leaf trait to be quantified for plant
functional screening. However, the quality of ornamental plants can be appraised with several types of
criteria, such as tolerance to biotic and abiotic stresses, development potentialities and aesthetics [20].

Growing plants in containers alters their root growth and function. The effects of substrate aeration and
water holding capacity interact with different pot characteristics, resulting in changes in root morphology
[21]. However, only a few recent reports have simultaneously studied limiting and non-limiting plug cell
volume and growing media [2, 3, 4].

The hypothesis tested in this work was that the negative effects of these combined abiotic stress sources
(pre-transplant cell volume and post-transplant growing medium quality) on |. walleriana growth and yield
are mainly associated with a decrease in the hormonal signaling from roots, which can be overridden by a
pre-transplant BAP spray.

Our results showed that the higher the cell-plug size the higher the total I. walleriana FW accumulation
(Figure 1A), which is in agreement with our previous results in ornamentals [5, 6, 10], and vegetables
[22]. Although total FW decrease in limiting plug-cell sizes, the response was not the same in all the
growing media tested, which indicate a clear relationship between them.

Kawasaki et al. [23] indicated that oxygen availability is an important factor in photosynthesis,
photorespiration, and respiration and suggested that long-term hypoxia treatment affects leaf expansion
and leaf nitrogen and carbon contents. Data from Table 1 show that the main differences between the
growing media tested are related to air-filled porosity.

On the other hand, we found a positive relationship between the aerial FW and the root FW, in agreement
with our previous results [5]. We have indicated that both cytokinins (in a direct way) and auxins (indirectly
through a stimulation of root branching) increase plant growth in ornamental foliage plants [24, 25, 26].

Bartoli et al. [12] suggested that the ability of plants to respond to a wide range of environmental stresses
is highly flexible and finely balanced through the interaction of hormonal plant growth regulators. Rahayu
et al. [27] hypothesised that a decrease in cytokinin supply from the root to the shoot may inhibit leaf
growth while a low cytokinin content would promote root growth and thus the root-shoot ratio.
Alternatively, cytokinins seem better candidates to explain shoot growth impairment and changes in
biomass partitioning [25, 28].

Endogenous cytokinins synthesised in roots are transported into shoots via the xylem [29] but controlled
both by environmental and endogenous signals [30]. Although Kotov and Kotova [31] indicated that the
higher the root system the higher the cytokinin-ribosides synthesised, not all the numerous zeatin riboside
isomers show the same biological activity [32]. Because the biological activity of all cytokinin-like
compounds is not uniform, it normally depends on several structural aspects [33]. In the present study,
when the root system increased, positive relationships with RLAE (Figure 4A), RLA (Figure 4B), RGR
(Figure 4C), NAR (Figure 4D) and glucose content (Figure 4E) were found.
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The primary shoot apical meristem is responsible for generating all aboveground organs [34] and is
controlled by hormones, which regulate biosynthesis and transport of other hormones, and by hormone
interactions. The latter regulate particular transcription factors, which integrate and coordinate the
developmental response. Several hormones, including auxins, citokinins, and gibberellins, act both
independently and in combination to regulate meristem function [24, 25, 26, 35]. The main function of
endogenous cytokinins is to control the cell cycle and shoot apical meristem growth [36, 37].

The role of cytokinins has been inferred mostly from the effects of cytokinin application, in other words,
from the effects of extra cytokinins added to internal cytokinins [38]. Cytokinins represent a class of
phytohormones, which are key players not only in many processes important for plant growth and
development, but also in the response to changes in their environment [39]. Holst et al. [40] have
indicated that although cytokinins are essential for cell proliferation in the shoot apical meristem, the
cytokinin-mediated control of shoot development and growth is not complete.

We can estimate this process through the plastochron (i.e. the time between successive leaf initiation
events). In the present study, we found that RLA decreased as the plug-cell volume decreased but the
chan?es were different in most of the growing media tested. When plants were sprayed with a single 100
mg I~ BAP, the negative effects of the ‘root restriction’ response were partially overridden (Table 2). We
have recently published similar results both in ornamentals [24, 41] and in vegetables [22, 42, 43]. The
total leaf area expanded by I. walleriana plants (Figure 2A) is the result of RLA and the individual leaf
area (Figure 2B).

Gonzalez et al. [44] claimed that more research is needed to establish whether a causal relationship
exists between shoot apical meristem size and leaf size. Our results showed that the plug-cell volume
would have a higher limiting effect on RLA than on individual leaf area. A larger or a smaller shoot apical
meristem size is associated with a shorter or prolonged plastochron respectively. A decrease in the
plastochron needs an increase in apex size [45], the presence of non-limiting sugar availability [46], and
the regulation of relative assimilate allocation [47]. Hepworth and Lenhard [48] indicated that the final size
of plant organs must be regulated in response to the developmental stage and the environment to
optimally exploit the plant’s surroundings.

Although meristematic activities and cell elongation are two crucial factors determining the rate of
vegetative growth, the ultimate biomass production of a particular plant is greatly influenced by the
efficiency of photosynthesis, which supplies raw materials for vegetative growth [49]. Poorter et al. [50]
pointed out that reduced growth in smaller pots is caused mainly by a reduction in photosynthesis per unit
leaf area. The increase in NAR when the plug cell volume increased, the quality of the growing medium
changed, or a BAP spray was used is in agreement with that observed by these authors (Table 2).

Yang and Midmore [51] indicated that plants preferentially allocate biomass to acquire the resource that
most limits growth and that they are capable of modifying their resource allocation to favour the growth of
their growing parts. In this sense, Kobe et al. [52] indicated that plant interactions with the biotic and
abiotic environment enhanced the carbon balance. In agreement with these authors, in the present study,
untreated |. walleriana plants showed a higher photo-assimilate partitioning towards roots as the plug-cell
volume or growing medium quality decreased. On the other hand, a single 100 mg I* BAP spray
increased the photo-assimilate partitioning towards shoots (Table 3). When the stem-leaves allometries
were analyzed, we found a partition towards leaves in control plants and an increase in stem partitioning
in BAP-treated ones (Table 3). Benincasa et al. [53] indicated that crop management and environmental
factors modify the source-sink relationships, including abiotic and biotic stresses.

In the present study, we found significant changes in total glucose content but related to the quality of the
different growing media in control plants (Figure 3A). Although plants sprayed with a single 100 mg I
BAP showed a significant increase in glucose content, significant differences were found only between
the four growing media tested (and not between the different pre-transplant plug-cell volumes) (Figure
3B). Biswall et al. [54] indicated that, in addition to its role as a major source of energy, sugar acts as a
signalling molecule. However, cellular sugar signaling must be integrated with other growth regulatory
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pathways such as phytohormone signaling [55, 56]. Sugar production in different environmental
conditions determine the growth and stress response. Environmental stress can modulate the regulatory
processes and results in metabolic changes at the cellular and the whole-plant level, specifically during
source-sink transition [57, 58].

Cramer et al. [59] defined abiotic stress as an environmental condition that reduces growth and yield
below optimal levels. Puig et al. [60] and Chen et al. [61] concluded that plants can sense the volume of
the rooting space available, and a limited number of studies on individual roots have shown that plant
roots may sense the identity of neighbouring roots and respond accordingly [62, 63]. Abiotic stresses
caused by these conditions trigger a wide range of local and long-distance signals such as cytokinins
[64], which must be coordinated and integrated into whole-plant processes [13].

5. CONCLUSIONS

The root restriction associated with plug-cell volume has been previously documented in bedding pot
plants. Our previous results have shown that the quality of the growing medium can be considered as an
abiotic stress and indicated a feasible interaction between plug cell volume and growing medium quality.
Our present results are in agreement with this previous information but also indicate that the impact of
both stress sources is not precisely the same.

From a grower’s point of view, limiting root restriction is essential for crop productivity. Because our
results in I. walleriana plants showed that the abiotic stresses imposed by the plug-cell volume and
growing medium quality constitute an interactive process associated with the cytokinins synthesis, one
expensive option is to increase the plug-cell volume and growing medium quality. In contrast, a single 100
mg I BAP spray can partially override root restriction.

REFERENCES

1. Di Benedetto A. Alternative substrates for potted ornamental plants based on Argentinean peat
and Argentinean river waste: a review. Floric. Plant Ornamental Biotechnol. 2007a; 1(2): 90-101.

2. Gandolfo E, Hakim G, Geraci J, Feuring V, Giardina E, Di Benedetto A. Responses of pansy
(Viola wittrockiana Gams.) to the quality of the growing media. Amer. J. Exp. Agric. 2016; 12(3):
1-10.

3. Williams T, Sala A, Feuring V, Giardina E, Di Benedetto A. Relationships between plug cell size
and quality substrate in the bedding pot plant Impatiens wallerana (Hook.f.). Int. J. Plant Soil Sci.
2016; 12(2): 1-12.

4. Sala A, Williams T, Feuring V, Giardina E, Di Benedetto A. Physiological changes involved in the
use of calcium cyanamide as a slow-release nitrogen fertilizer in Impatiens wallerana. Int. J. Plant
Soil Sci. 2016; 12(6): 1-16.

5. Di Benedetto A, Pagani A. Dry weight accumulation in the Impatiens walleriana pot plant in
responses to different pre-transplant plug cell volume. Europ. J. Hort. Sci. 2013; 78(2): 76-85.

6. Gandolfo E, De Lojo J, Gomez D, Pagani A, Molinari J, Di Benedetto A. Anatomical changes
involved in the response of Impatiens wallerana to different pre-transplant plug cell volumes and
BAP sprays. Europ. J. Hort. Sci. 2014; 79(4): 226-232.

7. Di Benedetto A, Pagani A. Difficulties and Possibilities of Alternative Substrates for Ornamental

Bedding Plants: An Ecophysiological Approach. In: Draguhn C, Ciarimboli N, editors. Peat:
Formation, Uses and Biological Effects, Nova Science Publishers, Inc. NY, USA, 2012.

14



462
463
464
465
466
467
468
469

517

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Thibaud J, Mc Loughlin T, Pagani A, Lavado R, Di Benedetto A. Alternative substrates and
fertilization routine relationships for bedding pot plants: Impatiens wallerana. Europ. J. Hort. Sci.
2012; 77(4): 182-191.

Pagani A, Molinari J, Lavado R.S., Di Benedetto A. Behavior of Impatiens wallerana Hook. F in
alternative pot substrates: mechanisms involved and research perspectives. J. Plant Nutr. 2015;
38(14): 2185-2203.

Di Benedetto A, Klasman R. The effect of plug cell volume on the post-transplant growth for
Impatiens walleriana pot plant. Europ. J. Hort. Sci. 2004; 69(2): 82-86.

Bailey-Serres J, Chang R. Sensing and signalling in response to oxygen deprivation in plants and
other organisms. Ann. Bot. 2005; 96(4): 507-518.

Bartoli CG, Casalongué CA, Simontacchi M, Marquez-Garcia B, Foyer CH. Interactions between
hormone and redox signalling pathways in the control of growth and cross tolerance to
stress. Environ. Exp. Bot. 2013; 94: 73-88.

Zwack PJ, Rashotte A.M. Interactions between cytokinin signalling and abiotic stress
responses. J. Exp. Bot. 2015; 66(16): 4863-4871.

Balderas-Hernandez V.E, Alvarado-Rodriguez M, Fraire-Velazquez S. Conserved versatile
master regulators in signalling pathways in response to stress in plants. AoB Plants. 2013; 5:
plt033.

Di Benedetto A, Klasman R, Boschi C. Use of river waste in growing media for growing
ornamental herbaceous perennials. J. Hort. Sci. Biotechnol. 2004; 79(1): 119-124.

Styer RC, Koranski DS. Plug and transplant production. A grower's Guide, Ball Publishing,
Batavia, lllinois, USA. 1997.

Fonteno WC. Growing Media Types and Physical/Chemical Properties. In; Water, Media and
Nutrition for Greenhouse Crops. A Grower’s Guide. (Reed, D.W., Ed.), Ball Publishing, Batavia,
lllinois, U.S.A. 1996.

Warton DI, Duursma RA, Falster DS, Taskinen S. SMATR 3-an R package for estimation and
inference about allometric lines. Methods Ecol. Evol. 2012; 3(2): 257-259.

Roche P, Diaz-Burlinson N, Gachet S. Congruency analysis of species ranking based on leaf
traits: which traits are the more reliable? Plant Ecol. 2004; 174(1): 37-48.

Santagostini P, Demotes-Mainard S, Huché-Thélier L, Leduc N, Bertheloot J, Guérin V,
Bourbeillon J, Sakr S, Boumazad R. Assessment of the visual quality of ornamental plants:
Comparison of three methodologies in the case of the rose bush. Scientia Hortic. 2014; 168: 17-
26.

Mathers HM, Lowe SB, Scagel C, Struve DK, Case LT. Abiotic factors influencing root growth of
woody nursery plants in containers. Horttechnol. 2007; 17(2): 151-162.

Di Mateo J, Rattin J, Di Benedetto A. Increase of spinach growth through the use of larger plug
cell volume and an exogenous BAP spray. Amer. J. Exp. Agric. 2015; 6(6): 372-383.

Kawasaki Sl. Tominaga J, Yabuta S, Watanabe K, Jaiphong T, Ueno M, Kawamitsu Y.

Responses of growth, photosynthesis, and associated components to hypoxia at different light
intensities in red leaf lettuce. Scientia Hortic. 2015; 193: 330-336.

15



568
569
570
571
572
573

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Di Benedetto A, Galmarini C, Tognetti J. Changes in leaf size and in the rate of leaf production
contribute to cytokinin-mediated growth promotion in Epipremnum aureum L. cuttings. J. Hortic.
Sci. Biotechnol. 2013; 88(2): 179-186.

Di Benedetto A, Galmarini C, Tognetti J. Exogenous cytokinin promotes Epipremun aureum L.
growth through enhanced dry weight assimilation rather than through changes in partitioning.
Amer. J. Exp. Agric. 2015a; 5(5): 419-434.

Di Benedetto A, Galmarini C, Tognetti J. Effects of combined or single exogenous auxin and/or
cytokinin applications on growth and leaf area development in Epipremnum aureum. J. Hortic.
Sci. Biotechnol. 2015b; 90(6): 643-654.

Rahayu YS, Walch-Liu P, Neumann G, Rémheld V, von Wirén N, Bangerth F. Root-derived
cytokinins as long-distance signals for NO3--induced stimulation of leaf growth.J. Exp.
Bot. 2005; 56(414): 1143-1152.

Albacete A, Ghanem ME, Martinez-AndUjar C, Acosta M, Sanchez-Bravo J, Martinez V, Stanley
L, Dodd IC, Pérez-Alfocea F. Hormonal changes in relation to biomass partitioning and shoot
growth impairment in salinized tomato (Solanum lycopersicum L.) plants. J. Exp. Bot. 2008;
59(15): 4119-4131.

Kieber JJ, Schaller GE. Cytokinins. The Arabidopsis Book. 2014; 12: e0168.

Kudo T, Kiba T, Sakakibara H. Metabolism and long-distance translocation of cytokinins. J.
Integr. Plant Biol. 2010; 52(1): 53-60.

Kotov AA, Kotova LM. Role of acropetal water transport in regulation of cytokinin levels in stems
of pea seedlings. Russian J. Plant Physiol. 2015; 62(3): 390-400.

Van Staden J, Zazimalova E, George EF. Plant growth regulators Il: Cytokinins, their analogues
and antagonists. In: George EF, Hall MA, De Klerk GJ, editors. Plant Propagation by Tissue
Culture Springer. The Netherlands. 2008.

Cassan F, Vanderleyden J, Spaepen S. Physiological and agronomical aspects of phytohormone
production by model plant-growth-promoting rhizobacteria (PGPR) belonging to the genus
Azospirillum. J. Plant Growth Reg. 2014; 33(2): 440-459.

Perilli S, Moubayidin L, Sabatini S. The molecular basis of cytokinin function. Curr. Op. Plant
Biol. 2010; 13(1): 21-26.

Durbak A, Yao H, Mc Steen PHormone signaling in plant development. Curr. Op. Plant Biol.
2012; 15(1): 92-96.

Schaller GE, Street IH, Kieber JJ. Cytokinin and the cell cycle. Curr. Op. Plant Biol. 2014; 21: 7-
15.

Brenner WG, Schmilling T. Summarizing and exploring data of a decade of cytokinin-related
transcriptomics. Frontiers Plant Sci. 2015; 6: 29.

Kakimoto T. Perception and signal transduction of cytokinins. Ann. Rev. Plant Biol. 2003; 54(1):
605-627.

Gruhn N, Heyl A. Updates on the model and the evolution of cytokinin signaling. Curr. Op. Plant
Biol. 2013; 16(5): 569-574.

16



621
622
623
624
625
626
627
628
629

41.

42.

43.

44,

45,

47.

48.

49,

50.

51.

52.

53.

54.

55.

56.

. Holst K, Schmiilling T, Werner T. Enhanced cytokinin degradation in leaf primordia of transgenic

Arabidopsis plants reduces leaf size and shoot organ primordia formation. J. Plant Physiol. 2011;
168(12): 1328-1334.

De Lojo J, Di Benedetto A. Biomass accumulation and leaf shape can be modulated by an
exogenous spray of 6-benzylaminopurine in the ornamental foliage plant Monstera deliciosa
(Liebm.). J. Hort. Sci. Biotechnol. 2014; 89(2): 136-140.

Coro M, Araki A, Rattin J, Miravé P, Di Benedetto A. Lettuce and celery responses to both BAP
and PBZ related to the plug cell volume. Amer. J. Exp. Agric. 2014; 4(10): 1103-1119.

Della Gaspera P, Teruel J, Giardina E, Di Benedetto A. Physiological and technological
consequences of benzyl adenine (BAP) application on Butternut squash (Cucurbita moschata
Duchesne ex Poir.) productivity. Amer. J. Exp. Agric. 2016; 13(4): 1-11.

Gonzalez N, Vanhaeren H, Inzé D. Leaf size control: complex coordination of cell division and
expansion. Trends Plant Sci. 2012; 17(6): 332-340.

Skylar A, Wu X. Regulation of meristem size by cytokinin signaling. J. Integrative Plant Biol. 2011;
53(6): 446-454.

. Hao Y, Cui H. SHORT-ROOT regulates vascular patterning, but not apical meristematic activity in

the Arabidopsis root through cytokinin homeostasis. Plant Signaling and Behavior. 2012; 7(3):
314-317.

Feller C, Favre P, Janka A, Zeeman SC, Gabriel JP, Reinhardt D. Mathematical modeling of the
dynamics of shoot-root interactions and resource partitioning in plant growth. PloS One. 2015; 10:
e0127905.

Hepworth J, Lenhard M. Regulation of plant lateral-organ growth by modulating cell number and
size. Curr. Op. Plant Biol. 2014; 17: 36-42.

Demura T, Ye ZH. Regulation of plant biomass production. Curr. Op. Plant Biol. 2010; 13(3): 298-
303.

Poorter H, Bihler J, van Dusschoten D, Climent J, Postma JA. Pot size matters: a meta-analysis
of the effects of rooting volume on plant growth. Funct. Plant Biol. 2012; 39(11): 839-850.

Yang Z, Midmore DJ. Modelling plant resource allocation and growth partitioning in response to
environmental heterogeneity. Ecol. Model. 2005; 181(1): 59-77.

Kobe RK, lyer M, Walters MB. Optimal partitioning theory revisited: nonstructural carbohydrates
dominate root mass responses to nitrogen. Ecol. 2010; 91(1): 166-179.

Benincasa P, Guiducci M, Tei F. The nitrogen use efficiency: meaning and sources of variation-
case studies on three vegetable crops in central Italy. Horttechnol. 2011; 21(3): 266-273.

Biswal B, Joshi PN, Raval MK, Biswal UC. Photosynthesis, a global sensor of environmental
stress in green plants: stress signalling and adaptation. Curr. Sci. 2011; 101(1): 47-56.

Keunen ELS, Peshev D, Vangronsveld J, Van Den Ende WIM, Cuypers ANN. Plant sugars are
crucial players in the oxidative challenge during abiotic stress: extending the traditional
concept. Plant Cell Environ. 2013; 36(7): 1242-1255.

Lastdrager J, Hanson J, Smeekens S. Sugar signals and the control of plant growth and
development. J. Exp. Bot. 2014; 65(3): 799-807.

17



657

57.

58.

59.

60.

61.

62.

63.

Tognetti J, Pontis H, Martinez-Noel G. Sucrose signaling in plants: a world yet to be
explored. Plant Signaling Behavior. 2013; 8: e23316.

Sheen J. Master regulators in plant glucose signaling networks. J. Plant Biol. 2014; 57(2): 67-79.

Cramer GR, Urano K, Delrot S, Pezzptti M, Shinozaki K. Effects of abiotic stress on plants: A
systems biology perspective. BMC Plant Biol. 2011; 11(1): 163-176.

Puig J, Pauluzzi G, Guiderdoni E, Gantet P. Regulation of shoot and root development through
mutual signaling. Mol. Plant. 2012; 5(5): 974-983.

Chen BJ, During HJ, Vermeulen PJ, Kroon H, Poorter H, Anten NP. Corrections for rooting
volume and plant size reveal negative effects of neighbour presence on root allocation in pea.
Funct. Ecol. 2015; 29(11): 1383-1391.

Bartrina I, Otto E, Strnad M, Werner T, Schmulling T. Cytokinin regulates the activity of
reproductive meristems, flower organ size, ovule formation, and, thus, seed yield in Arabidopsis
thaliana. Plant Cell. 2011; 23(1): 69-80.

Hellmann E, Gruhn N, Heyl A. The more, the merrier: cytokinin signaling beyond
Arabidopsis. Plant Signaling Behavior. 2010; 5(11): 1384-1390.

. Nishiyama R, Watanabe Y, Fujita Y, Le DT, Kojima M, Werner T, Vankova R, Yamaguchi-

Shinozaki K, Shinozaki K, Kakimoto T, Sakakibara H, Schmiilling T, Trana LSP. Analysis of
cytokinin mutants and regulation of cytokinin metabolic genes reveals important regulatory roles
of cytokinins in drought, salt and abscisic acid responses, and abscisic acid biosynthesis. Plant
Cell. 2011; 23(6): 2169-2183.

18



