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Abstract

The genetic control of in vitro rooting success of Eucalyptus
globulus was examined in two studies, one involving 496 ortets
(seedlings) from 20 open pollinated families from a single race
(Jeeralang) and another involving 155 ortets from 15 control
pollinated families (half-diallel). Rooting was examined in
several consecutive rooting tests, spanning a one year period,
allowing the importance of genetic effects, changes over time,
and the interaction between genotype and rooting tests to be
determined. Significant levels of additive genetic variation for
rooting success were detected. The narrow-sense heritability
was h?=0.16 and 0.27, respectively with the genetic correla-
tions across tests extremely high (0.83 and 0.81). The levels of
specific combining ability and ortet (within family) by test
interaction were low (1.5% and 5% of the total variation,
respectively) but significant. Rooting ability dropped markedly
during the initial few months but seemed to remain stable
thereafter, at levels of 15% and 40 %, respectively.

Parents with an intrinsic genetic superiority for rooting can
be identified on the basis of a few well replicated tests. The
superiority is expected to be mostly under additive genetic con-
trol which would allow the use of bulked family deployment
strategies as well as breeding for improved rooting ability.
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Introduction

Increased genetic gains through clonal deployment of superi-
or genets or families is well recognised in eucalypts (e.g. ZOBEL,
1993; BARBOUR and BUTCHER, 1995; MACRAE and COTTERILL,
1997). This is a common strategy for deployment of tropical or
sub-tropical eucalypt species such as E. grandis, E. urophylla
and E. camaldulensis which are readily clonally propagated
through hardwood cuttings or in vitro techniques (HARTNEY,
1991; LEROUX and VAN STADEN, 1991). By contrast, poor cloning
ability of the major temperate species Eucalyptus globulus ssp.
globulus and E. nitens (WILLYAMS et al., 1992; WILSON, 1992;
BARBOUR and BUTCHER, 1995; TiBBITS et al., 1997) has effective-
ly restricted deployment to seed orchards (BORRALHO, 1997) or,
more recently, mass controlled-pollination (LEAL and COTTER-
ILL, 1997). Where clones of these species have been deployed,
this is usually following extensive screening for vegetative prop-
agation ability (WILSON, 1992). However, numerous selections
must be discarded because of failure to reach economically vi-
able levels of rooting (greater than 70%; WILsON, 1992). This
will reduce the number of genets available for deployment and
the potential gain in traits of direct economic significance
(MACRAE and COTTERILL, 1997).
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Many years of research have failed to yield technological
solutions to substantially decrease the level of recalcitrant
genets in these temperate species for either micropropagation
or hardwood cuttings (MACRAE and COTTERILL, 1997). An alter-
native solution is to directly select for propagation characteris-
tics (HAINES and WOOLASTON, 1991) in the main or elite breed-
ing populations and improve the cloning potential of these
populations. Genetic gains with this approach will, however,
depend upon the variation and heritability of propagation char-
acteristics such as survival and rooting potential. There is
considerable phenotypic variation between genets of these
species for their ability to produce roots in either micropropa-
gation (WILLYAMS et al., 1992) or stem cutting (DE LITTLE and
RavENwOOD, 1991; WILSON, 1992, 1993) systems, with mean
percentage rooting ranging between 0% and 100% for hard-
wood stem (WILSON, 1992) and in vitro (WILLYAMS et al., 1992)
cuttings. This variation has been shown to be moderate to
highly heritable for stem cuttings of E. globulus ssp. globulus
(BORRALHO and WILSON, 1994; ENGLAND and BORRALHO, 1995;
LEMOS et al., 1998) and E. nitens (TIBBITS et al., 1997). How-
ever, there is little published information on the genetic basis
of variation in propagation ability in micropropagation systems
and how this changes with time, despite the generally held
view that tissue culture techniques may be able to overcome
some propagation constraints. Genetic differences at the family
and provenance (Jeeralang vs Otways vs Moogara) level have
been reported in E. globulus ssp. globulus by WILLYAMS et al.
(1992) and the genetic control of micropropagation characteris-
tics of E. nitens x globulus hybrids has been reported by RAs-
MUSSEN et al. (1995). However, there are no published reports of
the heritability and levels of non-additive genetic variation for
such characteristics in E. globulus.

The present paper examines the level of genetic control of
rooting ability from micropropagation, across a number of con-
secutive rooting tests. Two experiments are presented, the first
using open pollinated families of Eucalyptus globulus from a
single race (Jeeralangs; considered an intergrade between ssp.
globulus and either bicostata or pseudoglobulus), and the
second using control pollinated families from a half diallel be-
tween E. globulus ssp. globulus parents. The study investigates
the variation in rooting ability with time, and the importance
of additive and non-additive genetic effects and how these
effects change across tests.

Material and Methods
Genetic material
Experiment 1

The ortets (496 in total) were derived from 20 open-pollinat-
ed families, with seed collected in a native stand from the
Jeeralang provenance (see DUTKOWSKI and PotTs, 1999). Each
family was represented by approximately 25 ortets.

Experiment 2

The 155 ortets in the experiment were crosses between 6
fully pedigreed parents, mated in a incomplete half-diallel
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design such that each family had unrelated parents (Figure 1).
Two of the families were reciprocal crosses. Of the 11 grandpar-
ents, six were of unknown origin (4, 10, 11, 20, 23), whereas the
other five originated from different provenances of E. globulus
in south-eastern Tasmania (3 =Tinderbox; 5 and 9=Hobart;
28 =Taranna; 29 =Bruny Island). There was an average of 10
ortets per family, but ranging from 1 to 15.

Male
Female |11x5 4x3 14x9 23x20 23x10 28x29
11x5
4x3 4
14x9 14 2
23x20 14 10 12
23x10 12 7 11 11
28 x 29 14 1 15 14 14

Figure 1. — Half-diallel mating design used in experiment 2. The
pedigree of each parent is indicated and the number of individuals in
each cross are shown.

Micropropagation techniques

Seeds were disinfected with a solution of commercial bleach
(4% active chlorine) for 8 minutes, rinsed three times in sterile
deionised water, and then sown singly into autoclaved 500 ml
containers containing 100 ml of washed perlite and 50 ml
liquid medium (1/4 MURASHIGE and SKOOG (1962) mineral
medium plus 1.5% sucrose).

Containers were placed in a controlled environment: 21°C /
16°C * 1°C thermoperiod associated with 16 h / 8 h photoperi-
od provided by Sylvania Day Light fluorescent tubes supplying
70 to 80 umol m?s’l. Every 6 weeks the liquid phase was remov-
ed and replaced with fresh liquid medium. The seedlings
(ortets) were pruned to develop multiple branches and cuttings
used for rooting tests. For testing, these cuttings were cut to
three nodes plus the apex, the basal pair of leaves removed and
the intermediate pair cut transversally, removing half of the
leaf. Seedlings were first pruned after 9 (Expt. 1) and 12 weeks
of culture, and then approximately every 6 weeks at the time of
changing the medium. The original seedling was always used
as the source of new shoots. Cuttings harvested during the first
year in experiment 2 were used to define a rooting medium. As
a good compromise of root-induction efficiency and quality of
rooting (no or very little callus formation) the testing medium
used consisted of the same basal medium for growing the
plantlets plus 1 pM Indolebutyric acid (IBA) and 5 g.I'! agar.
Cuttings were laid on solid rooting medium (25 ml in Petri
dishes 90 mm diam.) with the cut section in the gelled medium.
These cultures were placed under low light intensity, 15 pmol
m2s?! for 3 weeks. For each test, cuttings from the same ortet
were placed in the same Petri dish and the position of the Petri
dishes was randomised regularly during the test period. Rooted
cuttings were counted 3 weeks after setting, when cuttings
with roots could be easily distinguished.

The rooting tests in experiment 1 were conducted in March
1996, May 1996, June 1996, July 1996, September 1996 and
February 1997. Each test consisted of an average of 3 ramets
per ortet, but ranging between 1 and 5. The tests in experiment
2 were undertaken between February and June 1996, with
each having between one and three ramets per ortet. The
number of replicates per ortet per test is limited by the regenera-
tion potential of each plant and is thus necessarily low. How-
ever, this is not a limitation as we are concerned with estimat-
ing levels of genetic variation and hence variance components
rather than trying to accurately predict the rooting of any one
ortet or family.

Statistical analysis

The estimation of variance components utilised individual
tree, restricted maximum likelihood (REML) mixed models
following BORRALHO and WILSON (1994) and LEMOS et al. (1998).
The individual tree approach is ideally suited to the analysis of
imbalanced, multi-generation pedigrees and uses know pedi-
gree information to constructed an additive relationship matrix
from which additive effects are estimated directly (GILMOUR et
al., 1995; LEMOS et al., 1998). The analysis of the data for
experiment 1 followed the model:

y=t+a+pttot+te (1]

where y is the vector of observed rooting ability per ortet in
each test, given as the percentage rooting out of n ramets, ¢ are
the test effects (fixed), a is the additive genetic effect, p.t and
o.t are the effects due to female parent by test and ortet (within
family) by test interactions respectively, and e is the residual.
An iterative weighted Restricted Maximum Likelihood analysis
(CoLLET, 1991) was used to obtain the weights, as w,; = [pij
(1 -pij)/nij 1), where p;is the predicted proportion and n; num-
ber of ramets for the i ortet in the j* test. Heritability
estimates assumed a coefficient of relatedness between open
pollinated sibs of 0.25. Genetic correlations between tests were
approximated by:

__V [2)
V,+Vo,

s

Analysis of the data for experiment 2 followed the model:

y=t+a+pttot+scatst+ e (3]

where y is the vector of observed rooting ability per ortet for
each individual ramet, hence given as zero or one, ¢ is the test
effects (fixed), a is the additive genetic effect, p.t are the effects
due to parent by test interaction, o.t are the effects due to ortet
(within family) by test interactions, sca is the effect due to
specific combining ability, s.¢ are the effects due to sca by test
interaction and e is the residual.

Both analysis assumed a binomial distribution of the data,
and a logit link function. Variance components and associated
standard errors were estimated using the program ASREML
(GILMOUR et al., 1995). The statistical significance of the vari-
ance components was tested using the log likelihood ratio test
(SHAW, 1991).

Individual narrow-sense heritabilities were calculated in ex-
periment 1 as:

h2 — VA
Vi+Ver +Vor +V,

and for experiment 2 as:

h2 — VA
VA + VP.T + VO.T + VSCA + VS.T + Ve

[4]

(5]

Results

Mean rooting ability

Overall mean rooting percentage across the six tests was
36% and 38%, for experiments 1 and 2. However, in experi-
ment 1, rooting success decreased significantly with time, from
a high rooting of 67 % in the first test, only 60 days after germi-
nation, to around 15% from 100 days onwards (Fig 1). In ex-
periment 2, there was also a significant drop in rooting, from
the first (with 35 %) to the third test (with 23 %) (Figure 2).
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Figure 2. — Generalized Least Square Means for rooting percentage in
the two experiments. The horizontal axis represents number of days
since the in vitro germination of the seed. Vertical bars refer to + one
standard error.

Distribution of good rooters

The very best ortets were up to 2 standard deviations above
the mean (one standard deviation being around 40%), with
outstanding rooters coming mostly from a single family. For
example, of the best 25 ortets in experiment 1 (i.e. the top 5%),
15 came from one family alone, with the remaining 10 coming
from 7 other families.

Variance components

Significant (P<0.001) additive genetic variation for rooting
ability was detected in both experiments, with across test herit-
ability of A?=0.16 and 0.27 for experiments 1 and 2, respective-
ly. In experiment 1, a half-sib structure was assumed, hence
the estimate should be seen as an upper limit. A coefficient of
relationship of 1/2.5, instead of 1/, is often used in open pollinat-
ed studies in eucalypts, to adjust for the occurrence of selfed
and outcrossed full-sibs in the open pollinated progeny (POTTS
et al., 1995). This would reduce further the heritability in ex-
periment 1 to A?=0.10.

In experiment 2, the specific combining effect (Vg,,) was
small and not statistically significant, accounting for 1.5% of
the total variance. There was also no significant SCA by test
interaction (Vg5). The ortet (within family) by test interaction
(Vo) was significant in both experiments but also relatively
small, accounting for 4% and 5% of the total variance, respec-
tively. Parent by test interaction (V,q), on the other hand, was
close to zero and not statistically significant. In other words,
parent and family rankings were stable as the experiment pro-
gressed. Ortets within families appeared somewhat more inter-
active, but this could be due to Petri-dish effects rather than
true genotype x environment interactions. As a result, genetic
correlations between tests within an experiment were high,
with estimates of 0.83 = 0.11 and 0.81 + 0.11 for experiment 1
and 2, respectively.

Discussion

Rooting success with this micropropagation technique was
initially very high, as is often found in short term tissue cul-
ture experiments (LEROUX and VAN STADEN, 1991), but dropped
quickly with time to levels similar to that found in long term
cuttings experiments (WILSON, 1993; LEMOS et al., 1998). In
experiment 1, a high rooting ability of around 60% was observ-
ed in the first two tests, only a few weeks after germination,
but it quickly declined to around 15%. In experiment 2, there
was also a significant drop between the first test (with 35%)
and the third test (with 23%). Maturation may be involved in
these reductions, at least in experiment 1. Alternatively, the
propagation strategy adopted, of always going back to the origi-
nal seedling as a source of new shoots, may also play a role and
deteriorating quality of the growing environment of the ortet
can not be discounted. Repeated harvests can reduce the vigor
and therefore the quality and rooting competence of the shoots.
In experiment 1 new shoots were taken every six weeks from
the same original seedling. Rooting ability did not drop as low
as in experiment 2 despite the long period of maturation of the
seedlings which were growing in vitro for 12 months, sug-
gesting that reduced vigor from frequent harvests, rather than
maturation, could also be a reason for the observed decline in
experiment 1. Overall, these results suggest long term rooting
success of tissue culture propagation should range between
15% and 25%. The best ortets, however, performed consistently
well, being one to two standard deviations better across the
whole experiment (i.e. around 80% across the whole experi-
ment). Despite a relatively large within family variation, at
least in one of the experiments, the best rooters are mostly
coming from a single family.

A surprising result was the low heritability found in the two
studies, at least compared with previous estimates using cut-
tings (BORRALHO and WILSON, 1994; ENGLAND and BORRALHO,
1995; LEMOS et al., 1998). This was found despite the in vitro
conditions, and the relatively stable performance of families
across tests. Micropropogation experiments are not free of
experimental errors, due for example to contamination, hand-
ling and poor plant vigor. Although these can be improved with
time and experience, the results suggest that rooting ability
remains a problematic trait to control and assess even using in
vitro techniques. Given the long time span of both experiments,
the low genotype-by-test interactions suggests the clonal merit
for rooting should be accurately estimated from a few well estab-
lished rooting tests early in the propagation phase. Low geno-
type-by-test interaction has also been reported by BORRALHO
and WILSON (1994) and LEMOS et al. (1998) using cuttings.
Nevertheless, the low heritability in experiment 1 may also be
due to the relatively narrow genetic basis, which only include
families from the Jeeralang race, whereas the grandparents in
experiment 2 were from several races.

Table 1. — Variance components for additive genetic (V,), specific combining effects (Vy.,),
parent by test interaction (V,;), ortet (within family) by test interaction (V,;), SCA by test
interaction (Vg;), residual effects (V), and heritability with its standard error, in the two
experiments. Estimates assume an underlying binomial distribution.

Expt Va Vsca Var Vst Vpr Vg h’
1 0.640 - 0.151 - 0.003 3.29 0.16£0.02
ookl S ns
2 1.403 0.077 0.258 0.022 0.074 3.29 0.27+£0.06
Fokk ns Hakok ns ns

*** = gignificant at 0.1% level, ns = not significant at 5% level



Despite the reduced number of parents in the diallel, in
experiment 2, specific combining effects seem small compared
with additive effects. Low specific combining effects were also
found in large hardwood cutting experiments of E. globulus
(LEMOS et al., 1998) and E. nitens (TIBBITS et al., 1997). The low
specific combining effects ensures that the performance of an
untested cross should fall close to the mean genetic merit of
both parents. Providing selection accuracy of the parents is
good, crosses between outstanding rooters should therefore
produce families of outstanding rooting ability for deployment.
The statistically significant levels of additive genetic variation
detected within (Table 1) and between (WYLLIAMS et al., 1992)
populations indicates that there is potential for improving root-
ing ability in Eucalyptus globulus. Genetic gains could be
rapidly made for this trait by crossing high rooting genets
already growing in clonal trials or clonal plantations. However,
the low heritability of this trait would strongly argue for the
utilisation of information on the performance of relatives
(through index or BLUP selection) to increase the accuracy of
individual selection.
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Abstract

In two Swedish provenance test series of Scots pine (Pinus
sylvestris L.) from 1911 and 1955, only limited provenance
differences were found in number of heartwood and sapwood
annual rings and in the width of heartwood and sapwood.
Variance components were smaller than for tree size traits.
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Correlations between heartwood and sapwood annual rings
were negative and significant, while weak correlations were
indicated between heartwood and sapwood width. Correlations
with tree size traits were weaker in the young test series than
in the older series. The results indicate that stand character-
istics (such as stand density) have stronger influence than



