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ABSTRACT

This study aimed to determine the influence of the stand age and selected weather conditions
on the cambial activity, xylem and phloem formation and their development. For the analysis,
microcores were taken weekly from two corresponding stands of Norway spruce (Picea abies (L.)
Karst.) with various ages (35- and 106-years-old) during the growing season 2012 in the Czech
Republic. Young specimens were characterised by higher cambium activity; however, more
considerable variation and imbalance were found there. In old trees, delayed processes during
the development of the xylem and phloem at the cell level were proved. The cambium activity
started in March till mid-April, and it lasted for 22 weeks in both cases. The commencement of
xylogenesis was established in the first half of May. In both investigated stands, the fully lignified
ring was observed at the end of October. For the creation of most xylem cells, it was required
124 and 121 days in the young and old stands, respectively. Daily increment of 0.57 (young) and
0.49 (old) cells on average was observed during the active xylem growth. The relationship between
air temperature and wood cell formation for both age groups was recorded. The precipitation
influenced wood development just in the case of the young trees. Phloem formation was resistant
to external influence according to the Pearson correlation coefficient.

KEYWORDS: Xylogenesis, phloemogenesis, Norway spruce, cambium, age, environmental
factors.
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INTRODUCTION

In the last two centuries, Norway spruce (Picea abies (L.) Karst.) was the most favoured tree
species in central Europe. Recently complex of problems with stands of Norway spruce is widely
recognised (Diaci 2002). Formation and course of wood formation is a plastic process responding
to the external and internal conditions of the tree (Schweingruber 2007). The understanding
of these processes during the growth of the tree at the cellular level is also essential for the
adaptation of tree species to a rapidly changing climate, especially to global drought-induced
stress (Kijowska-Oberc et al. 2020). Radial growth of trees is a result of the activity of two lateral
meristems; i.e. a vascular cambium and a cork cambium (phellogen). The vascular cambium
produces secondary phloem and secondary xylem cells centrifugally and centripetally, respectively
(Panshin and de Zeeuv 1980, Larson 1994, Gricar 2007).

The processes in the cambial zone are following by the complex of developmental processes
of differentiation. The differentiation can be divided into several consecutive phases: post-
cambial cell growth, secondary cell wall thickening and, in tracheids, also lignification of the cell
wall and programmed cell death (Gri¢ar 2007, Rossi et al. 2012, Gricar et al. 2014).

The duration of the cambial activity and cell developing are reliant on the tree species, site,
climate conditions of the growing season and other factors. Among constraining environmental
factors mainly belong to the length of photoperiod, air temperature, the sum of precipitation, soil
moisture, incident radiation, altitude, etc. On the contrary, the stand age, the genetic disposition,
the plant vitality pertains to main internal factors (Panshin and De Zeeuw 1980, Gricar 2007,
Speer 2010, Gryc et al. 2012).

The wood of conifers is composed of tracheids and parenchyma. The process of wood
formation (xylogenesis) is a non-predestined phenomenon. This phenomenon is a final plastic
product of the interaction between the genotype and the environment (Savidge 1996, 2000). The
cambial activity under normal site conditions is more frequent on the xylem than the phloem
side (Gricar and Cufar 2008). The phloem cells” formation is more stable and less susceptible to
decline triggered by external site conditions (Panshin and De Zeeuw 1980, Gricar 2007, Gricar
and Cufar 2008, Gricar 2012).

The phloem of coniferous trees consists of sieve cells and the phloem parenchyma (Larcher
2003). Parenchyma cells are long-lived, store and transport of assimilates, produce various
excretes. Sieves elements provide transport of assimilates and are short-lived (Schweingruber
et al. 2007, Schweingruber et al. 2019). Secondary phloem includes all bark tissues derived from
vascular cambium during the secondary growth (Gricar and Cufar 2008). The phloem contains
both a part of the early and late phloem. The late phloem is half-sized in the radial direction
compared to the larger elements of early phloem (Antonova and Stasova 2006). The phloem
increment is exposed to relatively rapid secondary changes of tissues (cell collapse, sclerification,
the formation of axial parenchyma). Therefore, only the structure of one or two youngest annual
phloem increments is recognisable. Older non-conductive tissues eventually disintegrate in the
radial direction deform, and later often completely collapse (Gri¢ar 2008).

The study is aimed to analyse the processes of xylogenesis and phloemogenesis of Norway
spruce (Picea abies (L.) Karst.). Stands are located at middle altitudinal zone. The effect of the
stand age and selected climatic variables on progress of Norway spruce was examined.

It was expected that: (1) The stand of the old trees will report the weaker cambial
activity compared to the young stand; (2) The age will also influence the dynamics of tracheid
differentiation, their resulting number and phloem growth processes; (3) The site factors (seasonal
air temperature, precipitation) will affect the progress of xylogenesis and phloemogenesis
processes.
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MATERIALS AND METHODS

Study site

All measurements and samplings performed in the presented study were conducted in
pure old and young Norway spruce (Picea abies (L.) Karst.) stand in Réjec-Némcice, long-term
experimental station (49°29'N, 16°43'E, 610 m a.s.l.). These studied stands were established in
1901 and 1978.

The experimental plot belongs to Czech Carbon Observation System (CzeCOS). It
occurs under moderate continental climatic conditions with 7.0°C (1961-2000) and 643.4 mm
(1957-2000) of annual mean temperature and annual mean precipitation, respectively (Hada§
2002). Climate diagram (Fig. 1) shows the monthly volume of precipitation, air temperature
during the growing season 2012 and possible period with rainfall deficit and drought risk. The
modal oligotrophic cambisol was developed on the acid granodiorite bedrock (Mensik et al.
2009). The forest type in the study site is characterised as abieto-fagetum oligo-mesotrophicum
(Viewegh et al. 2003).

In total, 12 sample trees were randomly selected for the analysis. Six selected trees were
sampled both in the young (35-year-old) and old (106-year-old) spruce stand with the diameter at
breast height of 19.2 cm and 38.0 cm on average, respectively. Stand’s structural and dendrometric
characteristics are described in Svétlik et al. (2016) and Cerny et al. (2018) for the old and young

spruce stand, respectively.
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Fig. 1: Climate diagram according to Walter and Lieth (1960) at Rdjec-Némcice research plot (650 m
a.s.l.), black line — precipitation (mm), grey line — mean temperature (°C), the situation when black line
is lower than the grey line is deemed as a period with rainfall deficit with possible drought risk.

Sample collection and data processing

All samples (microcores) were collected at weekly intervals during the growing season
(March-November 2012). The sampling was implemented using a tool called Trephor (Rossi
etal. 2006a). The microcores (1.8 mm in diameter) were taken at the breast height 1.3 m above the
ground at locations spiralling around the stem perimeter. Each sample contained phloem, cambial
zone and xylem. The samples were always taken at least 5 cm far away from each other to avoid
getting traumatic resin ducts. After sampling, the microcores were fixed in FAA solution, where
the samples were left for one week. Subsequently, they were put in 30% ethanol. The microcores
were then dehydrated in the ethanol series (70%, 70%, 90%, 95% and 100%), impregnated
by paraffin and embedded in paraffin blocks (Rossi et al. 2006a). The Leica RM2235 rotary
microtome (Leica Microsystems GmbH, Germany) was used to obtain sections with a thickness
of 12 pm. The sections were glued to slides using Albumin and then dyed in Safranin and Astra
blue for staining lignified and not lignified cell walls, respectively. The resulting permanent
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preparations were analysed using the Leica DMLS microscope (Leica Microsystems GmbH,
Germany) and scanned by the Leica DFC 295 digital camera (Leica Microsystems GmbH,
Germany). The beginning of the cambial activity was established as the date of sampling, when
it was possible to observe the first phloem cells, in two (from three) randomly chosen rows. The
same measurement was carried out in the phloem and xylem parts. The progress of the various
stages of the tracheid differentiation was analysed in the xylem part, depending on the colouring
of cells (Rossi et al. 2006a).

For identification of the first and the second stage of the cell growth, a polarizing filter was
used. The filter highlighted cells with already formed secondary walls. Applications Image]®
(Wayne Rasband, MD, USA) was used to determine the length of the cambial zone, xylem, and
phloem parts.

Mean daily temperatures with air humidity and daily precipitation were measured using
EMS32A sensor (EMS, Czech Republic), rainfall gauges (Pronamic Pro, Denmark), and CS650
sensors (Campbell Scientific, Inc., UT, USA), respectively, for the evaluation of site condition’s
influence on the production of wood and phloem cells.

Statistical analyses (ANOVA, t-test) were performed using STATISTICA® software,
version 10.0 (StatSoft Inc., OK, USA) using the confidence level of 0.95 (a0 = 0.05) throughout
the whole study. The eq. 1 was used for the Gompertz function (Gricar et al. 2008):

y=Aexp (-exp (B -k ) 1)

y - weekly cumulative increment expressed in the sum of cells,

¢ - time showing the day of the year,

A - upper asymptote representing the maximum number of cells,

B - x-axis placement estimating the beginning of the cambial activity,
% - inflexion point on the curve (rate of change parameter).

For curve fitting, Fityk program version 1.3.1 (Wojdyr 2010) was used.

RESULTS

Cambial activity

At the beginning of the growing season (DOY 96, April 5), the cambial zone consisted of
six cells on average both in the young and old stand. The peak of cambial activity was reached in
mid-May (DOY 138) for both studied stands. The maximum number of cambial cells (CC) was,
on average, 12 and 13 in the young and old sample trees, respectively. In the young stand, the
high variability of the maximum cells” number among sample trees was observed according to the
standard deviation (3.7 and 1.0 for the young and old trees, respectively).

The highest value of the average number of the cambial cells in the individual tree was 18 and
14 for the young and old sample trees, respectively. Based on the two-sample t-test, no significant
differences in average number of cambial cells in young and old sample trees were found (p = 0.11,
Fig. 2).

In all sample trees, the first phloem cells were formed in March till mid-April. The cambial
activity commenced on average on DOY 101 (April 10) and DOY 112 (April 21) in the young
and old sample trees, respectively. The time range when the cambial activity started within each
tree was 5 in the young and 3 weeks in old stand. If the date of observation of the first phloem
cell over the studied sample trees and the period of one week before this date were counted, mean
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air temperatures per week of 5.3 and 8.6°C were found in the young and old stands, respectively.

The cambial activity finished with no observed wood cell at the stage of radial expansion.
This moment differed among individual sample trees where the young and old stand finished
the cambial activity on DOY 257 (September 13) and DOY 264 (September 20) on average,
respectively. For more details, all sample trees finished the production of their new cells no later
than DOY 271 (September 27) in contrast some of the young sample trees completed the cambial
activity before DOY 236 (August 23). Thus, the higher variability was observed in the young
stand. If the dependency of the cambial activity (number of CC) on week average temperature
were assessed, the Pearson correlation coefficient showed relationship (= 0.43 and r = 0.48 in the
young and old stand, respectively).

Cambial cells (n)

96 110 124 138 152 166 180 194 208 222 236 250 264 278 292 306 96 110 124 138 152 166 180 194 208 222 236 250 264 278 292 306
DOY DOY

Fig. 2: Cambial activity in the young (4) and old (B) Norway spruce stand within the observed growing
season 2012. CC — cambial cells; DOY — the day of the year. Whiskers depict standard deviations.

For both investigated Norway spruce stands with different age, the same length of the
cambial activity duration (i.e. the beginning of the phloemogenesis till the end of the cell
formation at the PC stage) was startlingly noted. However, the period of the cambial activity was
shifted because both earlier commencement and the end of the cambial activity were observed
in the young stand. For all studied sample trees, the average length of the cambial activity was
154 days (22 weeks).

Phloemogenesis

The maximum number of early phloem cells (EP) was averaged around 4 and 3-4 in the
young and old stand, respectively. In general, the first axial parenchyma (AP) appeared between
mid-May to end-May; however, in some of the old sample trees later (mid-June). During the
whole growing season, only one AP cell was commonly formed in each tree. Late phloem (LP)
was created by 5 and 4-5 cells in the young and old stand, respectively. At the end of the growing
season 2012, the EP/LP ratio was 4:5 for both stands (the mentioned ratio was calculated as
the mean value of measurements for the last three weeks). Generally, the young stand was
characterised by the higher formation of the phloem cells (10 cells on average of all young trees)
than in the old stand (9 cells on average of all old trees; Fig 3). In both studied stands, the average
number of cells was assessed from the last three following weeks, sampling at the end of the
growing season 2012.

Based on ANOVA, the difference in means of the maximum number of cells in the young
and old sample trees was found (p = 0.42).
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Fig. 3: Phloem formation in the wood of young (A) and old (B) Norway spruce stands within the
investigated growing season 2012. LP — late phloem; AP — axial parenchyma, EP — early phloem;
8186 — the label of sample tree in the old stand; M1-M6 — the label of sample tree in the young stand.

Xylogenesis

The first wood cells (PC) emerged from the cambial zone in the first half of May in both
stands differed by its age (Young — DOY 124; Old - DOY 131). The cell formation was more rapid
and efficient in the young trees, where three cells per week, on average, were formed compared
to just one cell created in the old stand (Fig. 5). The primary cells at the stage of secondary cell
wall formation (SW) appeared in mid-May (DOY 136) regardless of the age of the sample tree.

In the young stand, cells entered the stage of mature cells (MT) on May 31 (DOY 152);
whereas the first MT cells were observed on June 14 (DOY 166, Fig. 5) in the old stand.
Utterly the lignified cells were first recorded on October 25 (DOY 299) at the same time for
both investigated stands (differed in the age). After the full lignification of all cells, the process
of differentiation into mature wood elements had been completed. The total number of newly
created cells was 68 and 57 for the young and old stand, respectively (Fig. 6).

The maximum weekly increment of the cells was 5.88 and 4.99 cell per week (1.51 and
1.40 cell per day) in the young and old stand, respectively (Fig. 4). This weekly maximum was
noted in the second half of June (DOY 166; 173). The average weekly increment was 2.28 and
1.89 cell per week (0.58 and 0.46 cell per day) in the young and old stand, respectively. For
calculation of the mean weekly and daily increment, just measurement from the period of the
cambium activity was assessed. Data are based on the Gompertz function.

For the formation of most xylem cells, 124 and 121 days in the young and old stand,
respectively, were required (Fig. 6).

Based on ANOVA, no significant difference in the maximum number of cells between the

young and old stand was proven (p = 0.18).
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Fig. 4: Number of cells and its Gompertz function in the young (A) and old (B) Norway spruce stand
within the studied growing season 2012.
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Fig. 5: Differentiation of xylem in the young (A) and old (B) Norway spruce stand within observed
growing season 2012. PC — post-cambial growth; SW — secondary-wall thickening; MT — mature cells;
DOY — the day of the year.
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Fig. 6: Growth of xylem in the young (A) and old (B) Norway spruce stand within the investigated
growing season 2012. DOY — the day of the year. Whiskers show standard deviations.

The effect of site conditions on the production of wood and phloem cells

The number of the wood cells formed per week followed the values of average weekly air
temperature with a time lag of 7-14 days. During, the correlation test between the average weekly
air temperature (one week before sampling retrospective) and the number of xylem cells formed in
the previous week, Pearson correlation coefficients of 0.33 and 0.45 for the young and old stand,
respectively, were calculated. It was observed variance in reaction in both young and old stand
and their relationship with precipitations. Besides, this finding confirmed the Pearson correlation
coefficient (0.37 and 0.08 for the young and old stand, respectively).

Based on Pearson correlation coefficient, it was not validated relationship between the
creation of new phloem cells and the weekly average of air temperature before sampling (r = 0.25
and 7 = 0.07 in the young and old stands, respectively). The reaction of the phloem growth to
week average precipitation before sampling was not significant, for the young trees even negative
(p =-0.32 and p = 0.06 in the young and old stand, respectively).

DISCUSSION

At the beginning of the growing season (DOY 96) the cambial zone consisted of six cells on
average in both stands independently of the tree's age. Similar values (6—7 CC) were measured
by Gricar (2007) in old mixed stand composed of Silver fir (A4bies alba Mill.) and Norway spruce
(Picea abies (L.) Karst.). The same results (6—7 CC) were published by Rossi et al. (2009) in
seven-year-old plants (Abies balsamea L.). Rossi et al. (2008a) reported 5-8 cambial cells on
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average for Larix decidua, Pinus cembra and Picea abies independent of their age (50-80 years old)
and (200-350 years old). Moreover, Hacura et al. (2014) confirm 7-10 CC at the beginning and
5-8 CC at the end of the growing season in Norway spruce. On the contrary, Gryc et al. (2011)
reported 3—6 cambial cells during dormancy at the same site (Rdjec-Némcice) and the same stand
(old, in 2009). Bannan (1962) even reported only 1-5 cells in the cambium during dormancy in
Pinus strobus L. stand. If some other authors (Kutscha et al. 1975, Larson 1994, Cocozza et al.
2016) measured the lower number of cambial cells, this fact could be caused by many factors, such
as tree species, diverse age of trees, different site conditions, tree part of sampling acquisition, tree
vitality, etc., as well as by different methodological approach.

Generally, the activity of the cambial zone begins with a mean daily air temperature higher
than 4.4°C lasting at least one week (Wilcox 1962). Gricar (2007) presented the minimum
temperature limit for the commencement of cambial activity to be 5.0°C. Deslauriers et al. (2008)
noted this limit of minimum air temperature 5.5°C. In contrast, Rossi et al. (2007) found that the
xylogenesis was activated with daily air temperatures ranged between 5.6 and 8.5°C. In this study,
the period, when first phloem cells were observed, was characterised by daily average (per week
before) temperatures of 5.3 and 8.6°C for the young and old sample trees, respectively.

Within the 2012 growing period, the first cells of PC were observed on DOY 124 (May 3)
and DOY 131 (May 10) in the young and old sample trees, respectively. This period is considered
the beginning of the cambial activity by many authors (e.g. Gricar and Cufar 2008, Cuny
etal. 2012). Gryc et al. (2011) witnessed the beginning of cambial activity earlier (DOY 90-105;
first half of April). On the other hand, Lugo et al. (2012) observed the beginning of xylogenesis
one month later. However, this author analysed black spruce stand in boreal biome in Canada
characterising by short growing season and long winters with low air temperatures.

In the presented study, the effect of the tree age on the beginning of the xylogenesis was not
detected. Li et al. (2012) proved the difference at the beginning of the cambial activity between
old and young stands. However, significantly higher stands” age variation than in our study can
cause the discrepancy (43—45 and 162-188-year-old). Rossi et al. (2008b) reported that wood
formation started first in the trees of the younger stand, particularly on May 10 (DOY 131) and
May 31 (DOY 152) in the young and old mixed stands with Norway spruce, respectively.

The maximum number of CC was recorded at the same time in the young as well as old
stand, on May 17 (DOY 138). This date almost coincides with the time of first wood cells’
observation. Generally, a higher number of CC indicates a higher cambial activity. Therefore,
the number of CC can serve an indicator of the cambial activity. An average of the maximum
CC number was 13 and 11 cells in the young and old stands, respectively. The effect of the
stand age on the number of the cells in the cambial zone and the timing of their maximum
activity is evident. Gricar (2007) observed that most of CC (more than 14) were formed between
June 9 (DOY 160) and June 20 (DOY 171). Gryc et al. (2011) also reported the maximum number
of CC 10 on average, occurring in June (DOY 151-181). Similar results were revealed by Rossi
et al. (2009), who observed that the number of CC ranged between 5 and 9 during June (DOY
154-175).

Cambial activity finished on September 13 (DOY 256) and September 20 (DOY 263) in the
young and old stands, respectively. Gryc et al. (2012) revealed the finish of PC cell formation in
the second half of August (DOY 224-239), and Gricar (2007) even noted an earlier end (around
DQOY 212). The duration of the cambial activity depends on the species, site fertility, and growing
season climate conditions. Tumajer et al. (2017) considered mainly air temperature and amount
of precipitation as the principal limiting factors. According to Rossi et al. (2014), the relationship
between temperature and most phenological phases of xylogenesis is linear. Contrariwise, He
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et al. (2019) found that 81% of radial growth is driven by soil moisture. Rossi at al. (2008a)
recorded dependence on the age of trees and the duration of the cambial activity. Under these
circumstances, it seems that the cambium responded differently to external factors, primarily
based on the age of individual trees.

The maximum daily increment of the cells was 0.84 and 1.71 cell per day in the young
and old stand, respectively (DOY 166, 173; mid-June). Gryc et al. (2012) reported 0.66 to
0.92 (mid-June—mid-July). Rossi et al. (2006b) found out those conifers (both in Europe and
North America) reach the maximum cell increment around the summer solstice when the
photoperiod is the longest. The daily increase was 0.57 and 0.49 cell per week for the young and
old trees, respectively. Gryc et al. (2011) calculated the daily increment of the wood cells to be
0.34. Rossi et al. (2008b) prove the lower rates of cell production (0.35 to 0.69 in mature sample
trees). In the present study, the average daily increment was 0.33 and 0.26 cell per day in the
young and old sample trees, respectively.

The first phloem cells were formed in all of the trees during April or at the end of March.
Gricar and Cufar (2008) observed the primary phloem cells at the end of April. The number
of early phloem cells (EP) averaged four cells independent of the age. Most of these cells were
formed during June and July. According to Alfieri and Evert (1968), the production of almost
all new phloem cells took place in May. Similar results reported Gricar and Cufar (2008) who
found that the early phloem was represented by a layer of 4—6 cells, which were formed before
mid-June in most of the sample trees. Late phloem (LP) was represented by five cells on average,
regardless of the tree age. The finding is in line with Antonova and Stasova (2006) who detected
approximately 4.5-5.2 phloem cells formed by the cambial elements during several growing
seasons.

The first axial parenchyma appeared during May. This result agrees with Gricar et al.
(2006), who observed the first axial parenchyma cells in mid-May; the author considers this time
as the beginning of late phloem growth (LP). The activity of these processes depends on the
weather (Antonova and Stasova 1993).

Based on the Pearson correlation coefficient, it was assessed the relationship between
the week cells increment and the air temperature before sampling. This fact was confirmed
independently on the age of trees. The old trees responded more strongly than the young trees (i.e.
r = 0.45 and r = 0.33, respectively). Nevertheless, the air temperature is the control factor of cell
development. Hacura et al. (2014) validated the link between air temperature and cells formation.
Besides, Li et al. (2012) concluded that the young and old trees in their study responded to the
air temperature, as well as results in this study. However, the reaction of the old trees was almost
none (r = 0.08) in the case of precipitation opposed young trees (r = 0.37). Results show more
sensitivity to the precipitation of the young trees. It can be caused by greater plasticity in response
on the water regime of the younger organism, distribution of root system etc. Li et al. (2012) did
not find a significant correlation between the xylem cell production and precipitation.

Newly formed phloem did not answer the amount of precipitation in both age classes. In the
young stand, the correlation coefficient was even negative (-0.32). While temperature positively
influenced phloem cells development in the young trees (r = 0.25) in contrast with old sample
trees (r = 0.07). Strong dependency of these processes in the phloem on the weather was also
reported by other studies (e.g. Antonova and Stasova 1993, Sevanto 2014).
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CONCLUSIONS

All microcores for the presented study were sampled from two stands of Norway spruce
(Picea abies (L.) Karst.) of different age (35 and 106 years) at research plot Réjec-Némcice (the
Czech Republic). The samples were taken between March 7, 2012, and November 1, 2012.

Six cells on average were detected in the cambial zone during dormancy independently on the
age of trees. The young sample trees showed a higher maximum number of cells in the cambial
zone. However, the young sample trees were also characterised by more considerable variability.
The peak of the number of the cambial cells came in both stands at the same time. The cambial
activity (the first phloem cell is completely formed) started in the period end-March till mid-
April. The commencement of cambial activity was observed earlier in the young stand, as well
as the state of fully lignified cells. The cambial activity attained the same length (22 weeks) for
both investigated ages, but it was shifted over time. The age of the sample tree also affected the
number and efficiency of the cambial cells during the active growing season.

The beginning of the xylogenesis (the first cells at PC stage) were detected one week later in
the old stand than in young stand (first half of May). On the contrary, no difference was found in
the timing of SW stage, compared to MT stage, which came first in the young stand and about
one week later in old stand. The maximum weekly increment was observed in the old trees at
first but was lower than in the young stand. The maximum number of the cells found during the
growing season was 75 and 65 for the young and old trees, respectively. The rapidity and timing
of newly formed wood cells on average per week (assessed as the pointer of the cambial activity)
and the maximum number of newly formed cells confirmed that the age of trees influenced the
creation of newly formed cells.

Based on the results of the presented study, the correlation relationship among the air
temperature, precipitation and creation of new wood cells was established. The site factors
(seasonal air temperature, amount of precipitation) affected the progress of xylogenesis. On the
other hand, this claim does not apply for the phloem formation. The group of old trees seems to
be more resistant to external factors (especially the precipitation) in the case of xylem and phloem
or their reaction is slower and need to be more pronounced.
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