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Summary
19th

Douglas-fir was introduced to Portugal in the
century
and the first plantations were established at the beginning of
the 20th century. Since then, it has been planted in the mountainous areas of the centre and north of Portugal. The Portuguese Forestry Service has generally accepted that the establishment of younger plantations has been carried out mainly
using seed from existing plantations. Unfortunately, the native
North American sources of seeds used for establishment of the
older plantations are unknown.
Isozyme analysis (seven loci) of megagametophyte tissue,
from 10 Portuguese provenances sampled from across their
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introduced range (277 trees) and 17 native provenances, was
used to investigate genetic variation: (i) among Portuguese
Douglas-fir provenances; and (ii) between Portuguese and
North American provenances of the ‘coastal’ variety, with the
aim of identifying the putative source provenances for exotic
Portuguese provenances. Among the Portuguese provenances,
the expected heterozygosity (He) was 0.254, which was similar
to previous investigations which sampled a wider range of the
natural distribution. Therefore, these results reflect a considerable level of genetic diversity within Portuguese Douglas-fir
provenances and may be evidence that the Portuguese material
has come from more than one source.
UPGMA clustering of Nei’s genetic distances for Portuguese
and native provenances showed the majority of Portuguese
Douglas-fir provenances fell into a single, poorly resolved group
together with provenances from across the native range of Douglas-fir. Whether all the Portuguese provenances in this group
are the product of a single introduction from the native range
and then separate establishment in different parts of Portugal

Silvae Genetica 52, 5-6 (2003)

or represent separate introductions cannot be resolved using
the current data. Vila Flor, the only Portuguese stand of known
native provenance (California), grouped as a distinct group
with Soajo suggesting it may also have been derived from California but as a separate, earlier, introduction. The provenances
from Lousã and Leomil form a distinct group, suggesting that
the latter may have been derived from the former. This group
is most similar to provenances originating from between Oregon and British Columbia and suggests that provenances from
this region may have been introduced into Portugal. Overall
these data suggest that at least three separate North American
introductions of Douglas-fir seed may have been used to establish plantations in Portugal, two from California and one from
Oregon, Washington or British Columbia. For future investigations of the origin of Portuguese Douglas-fir provenances in the
native range, sampling of provenances in the native range
must be much denser than presently undertaken and high resolution markers are likely to yield better results over the identities of the originating native provenances.
Key words: Pseudotsuga menziesii (Mirb.) Franco, isozymes, provenance, Portugal, genetic variation.

Introduction
Pseudotsuga menziesii (Mirb.) Franco (Douglas-fir) is one of
two western North American Pseudotsuga species. Douglas-fir,
one of the dominant trees in the coniferous forests of the Pacific North West, occurs in 11 western states of the USA and the
two western-most Canadian provinces1. The north-south range
of the species extends approximately 3,400 km, from central
British Columbia to sparse populations in the Sierra Madre in
Mexico, whilst the east-west distribution covers approximately
1,600 km, from east of the Rocky Mountains in Colorado to the
Pacific Ocean1. Two Douglas-fir varieties are recognised.
Pseudotsuga menziesii var. glauca (Beissn.) Franco (‘interior’
variety) occurs from British Columbia to southern and central
Mexico, whilst P. menziesii var. menziesii (‘coastal’ variety)
occurs in a broad coastal strip to the west of the Coastal Range
of British Columbia, the Cascade Range of Washington and
Oregon and the Sierra Nevada of northern California. The two
varieties co-occur in southern British Columbia and north-eastern Washington. Furthermore, based on terpene and protein
markers, var. glauca can be divided into northern and southern
subgroups2.

120° 22’ W, altitude 1,067 m15), there are no records of the seed
sources from which the Douglas-fir plantations were established. Despite the absence of records, it is generally accepted
by the Portuguese Forestry Service that the establishment of
young plantations was carried out using seed from existing
Portuguese plantations.
For a genetic marker to be useful for the identification of
introduced provenance origins, it must be sufficiently variable
across the species’ native range, have multiple alleles at a locus
and identify geographical regions within the native range.
Analyses of allozyme variation within regions16–19 or across the
native range of Douglas-fir2,20 indicate that these markers possess sufficient variation to identify provenance origins.
Allozymes have been used to compare native and introduced
Polish provenances of Douglas-fir21, and to investigate exotic
and native Douglas-fir provenances22–24.
The aims of this study were to investigate genetic variation:
(i) among Portuguese Douglas-fir provenances; and (ii) between
Portuguese and North American provenances of the ‘coastal’
variety.
Material and Methods
Sampling strategy
Douglas-fir plantations were sampled from across their
introduced ecogeographical range in Portugal. Cones were collected from 10 sites (Figure 1; Table 1) between 3rd August and
9th September 1999. The stands included Penhas Douradas (90
years-old), one of the oldest stands in Portugal, Vila Pouca de
Aguiar (61 years-old), one of the stands where most seeds have
been collected by the Portuguese Forestry Service (CENACEF)
for replanting, and Vila Flor (28 years-old), the only stand of
known origin. Cones were collected from 30 trees at each stand.
For cone collections, a 3 m pruning pole 25 was used for young
trees, whilst a climbing team from the Portuguese Forestry
Service collected material from mature trees. Since 1999 was
not a good seed production year in many Portuguese Douglasfir plantations, some trees were sampled along plantation
edges where cones were more numerous. Douglas-fir seed from
the native range was obtained from commercial Douglas-fir
sources (tree seed zones: 012, 030, 042, 202 and 412 from

In Europe, during the second half of the 19th century, the
search for fast-growing tree species showed that the ‘coastal’
variety outperformed native Norway spruce [Picea abies (L.)
Karst.] and Scots pine (Pinus sylvestris L.), whereas the ‘interior’ variety was unsuitable for European cultivation3. Despite
the successful introduction of the ‘coastal’ variety to Europe, it
soon became obvious that Douglas-fir provenances had variable
adaptive behaviours4. Thus, the correct seed origin must be
selected for successful Douglas-fir introduction to Europe5.
The ‘coastal’ variety was introduced to Portugal in the 19th
century, when it was planted at Sintra in about 18466 and at
Buçaco in 18717. The first plantations were established at
Estrela in 19048 and at Gerês in 19069. There are references to
very small planted areas at Sintra and Gerês of the ‘interior’
variety10, although this was unsuccessful compared to the
‘coastal’ variety7. Since the beginning of the 20th century, the
‘coastal’ variety has been planted in the mountainous areas of
central and northern Portugal, and today the estimated area of
Douglas-fir plantation in Portugal is approximately 4,200 ha11.
One of the main problems with Portuguese Douglas-fir is the
unknown origin of the seed from which the plantations were
established7,10,12–14. With the exception of the plantation at Vila
Flor (known to be from El Dorado County, California 38° 47’ N,

Figure 1. – Location of the 10 sites used in cone collection for the study
of Douglas-fir genetic variation in Portugal. Provenance designations as
in Table 1.
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Table 1. – Portuguese and North American provenances of Pseudotsuga
menziesii investigated for allozyme variation.

Figure 2. – Map showing locations of North America provenances.
Provenance designations as in Table 1.

Data analysis

Washington; 502, 261, 062, 262, and 072 from Oregon; 095 and
303 from California; Table 1). Unfortunately, no information
about the location of some of the seed lots was available,
although there was always reference to the tree seed zone and
the altitude where the seed was collected. Twelve provenances
from the USA (five from Washington, west of the Cascade
Range; five from Oregon, west of the Cascade Range and two
from California) and five provenances from British Columbia
were sampled (Figure 2; Table 1). ADDIN Allozymes were
analysed from bulked collections of megagametophytes harvested from at least 30 individuals per provenance.
Allozyme procedures
To activate the enzymes, the testa was cut and the seeds
placed on wet cotton wool for approximately 12 hours before
the megagametophyte was separated from the diploid embryo.
Allozymes were separated on horizontal 12% starch gels26 and
provenance samples screened using 20 enzyme systems: αesterase (α-Est; E. C. 3.1.1.-), β-esterase (β-Est; E. C. 3.1.1.-),
aspartate aminotransferase (AAT; E. C. 2.6.1.1.), malate dehydrogenase (MDH; E. C. 1.1.1.37), malic enzyme (ME; E. C.
5.3.1.8), alcohol dehydrogenase (ADH; E. C. 1.1.1.1), shikimate
dehydrogenase (SDH; E. C. 1.1.1.25), aconitase (ACO; E. C.
4.2.1.3.), isocitrate dehydrogenase (IDH; E. C. 1.1.1.42.), acid
phosphatase (ACP; E. C. 3.1.3.2), 6-phosphogluconate dehydrogenase (6-PGD; E. C. 1.1.1.44), glucose-6-phosphate dehydrogenase (G6PDH; E. C. 1.1.1.49.), sorbitol dehydrogenase (SOR),
lactate dehydrogenase (LDH; E. C. 1.1.1.27), formate dehydrogenase (FDH; E. C. 1.2.1.2), aldolase (ALD; E. C. 4.1.2.13),
phosphoglucose mutase (PGM; E. C. 2.7.5.1.), phosphoglucose
isomerase (PGI; E. C. 5.3.1.9.), glutamate dehydrogenase
(GDH; E. C. 1.4.1.2), and glyceraldehyde-3-phosphate dehydrogenase (G-3-PD; E. C. 1.2.1.12).
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Enzyme nomenclature follows international conventions;
upper case letter codes refer to enzyme systems and mixed
upper and lower case codes refer to enzyme loci. For systems
controlled by more than one locus, isozymes are numbered
from anode to cathode and each allozyme is lettered from
anode to cathode. Calculations of genetic variation were made
using the computer program POPGENE (version 1.32)27, and
the mean numbers of alleles per locus (A) and observed (Ho)
and expected (He) heterozygosities calculated. Nei’s GST28 was
calculated as a measure of population differentiation. NEI’s 29
genetic distances were calculated between pairs of provenances
and the data clustered using unweighted pair-group mean
analysis (UPGMA; 30).
Results
Isozyme phenotypes and interpretation
Nine enzyme systems (AAT, ACO, GDH, G6PDH, IDH, 6PGD, PGI, PGM, SOR) produced clear banding patterns at 15
loci. However, GDH and SOR were monomorphic, during an
extensive initial screen of the Portuguese material, and ACO
and 6-PGD were inconsistent between replicates. Thus, the
final data set comprised seven loci (Aat-1, Aat-2, Pgi-1, Pgi-2,
Pgm-1, Idh-1, G6pdh-1).
Three regions of AAT (Aat-1, Aat-2, Aat-3) activity were identified, although the slowest region (Aat-3) was usually very
faint and therefore not scored; three alleles were observed at
each of Aat-1 and Aat-2. Two regions of PGI (Pgi-1 and Pgi-2)
activity were identified and three alleles were observed at each
locus. One region of PGM (Pgm-1) and IDH (Idh-1) activity,
each with four alleles, was identified. One region of G6PDH
(G6pdh-1) activity, with five alleles was identified.
Analysis of native provenances
Twenty-three alleles, at seven loci, were detected among the
native Douglas-fir provenances sampled. All populations had
similar distributions of alleles, that is, at each locus the most
frequent allele was the same for each population, although
there was some variation in the frequencies of the rare alleles
(Table 2). The only private allele found was in population 15
(Aat-1c). Measures of genetic diversity were very similar

Table 2. – Allele frequencies in 17 Douglas-fir North American provenances. Provenance numbers as in Table 1.

among the native populations; mean A = 2.3 (standard error =
0.070; range 1.8–2.7) and mean H = 0.192 (standard error =
0.009; range 0.13–0.275), and there was a significant linear
relationship between these two measures of diversity (R =
0.566; p = 0.017). Genetic differentiation among provenances
was low (GST = 0.08), with approximately 92% of variation
being found within provenances. UPGMA clustering of Nei’s
genetic distances showed four major groupings (Figure 3): (i)
provenances 12 (Oregon) and 23 (British Columbia); (ii) provenance 18 (Washington); (iii) provenances 24 (British Columbia)
and 27 (British Columbia); and (iv) all other native provenances. However, no strong geographical grouping of allozyme
variation was found. Furthermore, no private alleles were
found in these groups. However, despite the absence of geographical structure to the genetic variation, grouping can be
detected with the seven allozyme loci used here.

Regression of neither A nor H on the date of plantation
establishment was significant. However, if the outlying Vieira
do Minho provenance was excluded from the regression analysis, a significant (p = 0.049) negative relationship between date
of plantation establishment and A was found; there was still no
significant relationship with H.

Analysis of Portuguese provenances
Twenty-five alleles, at seven loci, were detected across the 10
Portuguese provenances sampled (Table 3). The additional alleles (Pgm-1d, G6pdh-1e), compared to the native sample, were
private alleles found in the Vieira do Minho provenance,
together with the private allele Idh-1d. The majority of alleles
showed similar distributions across loci, that is the most frequent allele was the same at each locus for each population.
However, for loci G6pdh-1, Pgi-2 and Pgm-1 different alleles
were more frequent in different populations. Measures of
genetic diversity were very similar among the exotic populations; mean A = 2.4 (standard error = 0.12; range 1.6–3.1) and
mean H = 0.238 (standard error = 0.009; range 0.191–0.277),
although the range of values for A was much greater for exotic
than native populations and mean H was also greater for exotic
compared to native populations. In contrast to the native populations, there was no significant linear relationship between
these two measures of diversity (R = 0.488; p = 0.152). Genetic
differentiation among exotic provenances was high (GST =
0.112) compared to the native provenances, with approximately
89% of variation being found within provenances. UPGMA
clustering of NEI’s genetic distances showed three major groupings (Figure 4): (i) provenances 4 (Penhas Douradas) and 8
(Vieira do Minho); (ii) provenances 7 (Soajo) and 9 (Vila Flor);
and (iii) all other exotic provenances.

Figure 3. – UPGMA clustering of Nei’s genetic distances for Douglas-fir
native provenances using TreeView 36. Numbers refer to provenance
codes (Table 1).
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Analysis of native and Portuguese provenances
Compared to the native provenances sampled, the Portuguese provenances are more diverse in terms of total number
of alleles and gene diversity (Table 4). Furthermore, the total
diversity is greater for the exotic compared to the native provenances [HT = 0.268 (standard error = 0.013) versus HT = 0.212
Table 3. – Allele frequencies in 10 Portuguese Douglas-fir provenances.
Provenance designations as in Table 1.

(standard error = 0.007), respectively]. Differentiation between
the exotic provenances (GST = 0.112) is also greater than differentiation between the native provenances (GST = 0.080).
UPGMA clustering of Nei’s genetic distances calculated from
the total data set showed six clusters (Figure 5): (i) native
provenances 24 (British Columbia) and 27 (British Columbia);
(ii) exotic provenances 7 (Soajo) and 9 (Vila Flor); (iii) native
provenance 18 (Washington); (iv) native provenances 12 (Oregon) and 23 (British Columbia); (v) exotic provenances 1
(Leomil) and 2 (Lousã); and (vi) all other exotic and native
provenances. These data suggest that there may have been two
or three introductions of Douglas-fir into Portugal from the
native range, although the use of allozymes limits the resolution found in the largest of the clusters, which may represent
single or multiple introductions. The second possible introduction is of genotypes similar to provenances 7 and 9, probably
from Washington and British Columbia. The third possible
introduction is of genotypes similar to provenances 1 and 2,
probably from Oregon and British Columbia.
Discussion
The aims of the present investigation were two-fold, to investigate genetic variation: (i) among Portuguese Douglas-fir
provenances; and (ii) between Portuguese and North American
provenances of the ‘coastal’ variety, with the aim of identifying
the putative source provenances for exotic Portuguese provenances. The allozyme data shows that three introductions from
the native range may have given arise to the current Portuguese provenances.
Analysis of Portuguese and native provenances
Among the Portuguese provenances, the mean number of
alleles per locus (2.4) was similar to that estimated for the
native provenances (2.3) in this investigation, and estimates
from British Columbian provenances17 and lower than that
from MEJNARTOWICZ’s21 study (2.9) across the native range.
Gene diversity for the exotic provenances is greater than gene
diversity for the native provenances used in this study, and
may be a reflection of limited sampling of the native range and
the use of multiple native provenances to found the exotic
provenances.
The expected heterozygosity (He), which has the advantage,
compared to A, of being independent of sample size, was 0.254
in the Portuguese provenances, which is similar to the values
obtained by Mejnartowicz (He = 0.222; 21) and Stauffer (0.219; 23)
which sampled a wider range of the natural distribution.
Therefore, these results reflect a considerable level of genetic
diversity within Portuguese Douglas-fir provenances. Given
that some of the above studies seem to be based on material of
limited provenance sampling, and the low rate of evolution
expected at allozyme loci, this might be evidence that the Portuguese material has come from more than one source. If one
were seeing the situation that material was collected from one
source and then planted at multiple locations, it is unlikely
that one would be seeing such high levels of overall diversity.
Some populations would be expected to have very much lower
numbers of alleles than other populations. For example, one
might expect to see a significant negative relationship between
the number of alleles and the date of plantation establishment,
which is not the case (Table 2).

Figure 4. – UPGMA clustering of Nei’s genetic distances for Douglas-fir
Portuguese provenances using TreeView 36. Numbers refer to provenance codes (Table 1).
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The most diverse provenance, from either the native or the
exotic range, is Vieira do Minho and this may be a result of
multiple seed sources being planted and sampled at this site.
Furthermore, alleles are represented at this locality that are
absent from all other provenances and is additional evidence
that sampling of the native range is limited.

Table 4. – Genetic diversity measures for seven allozyme loci within 10 Portuguese and 17 native Pseudotsuga menziesii provenances.

Origin of Portuguese provenances
The majority of Portuguese Douglas-fir provenances fell into
a single poorly resolved group together with provenances from
across the native range of Douglas-fir. Within this group are
provenances from Moitas, São Lourenço, Poulos de Formil, Vila
Pouca and Penhas Douradas, the primary sources of Douglasfir seed for plantation establishment in Portugal 31; Vila Pouca
(established 1938) being the main source of Douglas-fir seed.
Furthermore, Penhas Douradas (established 1909) is probably
the oldest Douglas-fir stand in Portugal; thus this stand may
have supplied seed for new plantations before other provenances started to produce seed. Such poor resolution is likely to
be a reflection of the variation encountered at the isozyme loci
investigated. Whether all the Portuguese provenances in this
group are the product of a single introduction from the native

range and then separate establishment in different parts of
Portugal or represent separate introductions cannot be
resolved using the current data. Evidence that plantations may
not have been derived from single seed sources is seen in the
high mean allele number and occurrence of private alleles in
the Vieira do Minho provenance compared to the other Portuguese provenances.
Vila Flor, the only Portuguese stand of known native provenance (California) grouped as a distinct group with Soajo. The
most similar native provenances to this cluster are from Washington (Provenance 18) and British Columbia (Provenances 24
and 27), albeit that these provenances are very distinct from
this group. The absence of grouping of Vila Flor with California
provenances may have been due to the small number of native
Californian provenances that were available for sampling; the
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native range. Such resolution could be achieved in two ways,
through the use of markers that detect numerous putative loci
(e.g. AFLPs) or numerous alleles at a locus (e.g. microsatellites; 33). In addition, analysis of chloroplast DNA pattern
across the North American range of the species might also
enable increased resolution among the Portuguese provenances, although investigations of cpDNA variation among
British Columbia provenances has shown little between provenance variation 34,35.
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Shoot Position Affects Root Initiation and Growth
of Dormant Unrooted Cuttings of Populus
By R. S. ZALESNY JR.1), R. B. HALL, E. O. BAUER and D. E. RIEMENSCHNEIDER
Department of Natural Resource Ecology and Management, Iowa State University, Ames, IA 50011 / USDA Forest Service,
North Central Research Station, Forestry Sciences Laboratory, Rhinelander, WI 54501
(Received 22nd September 2003)

Abstract
Rooting of dormant unrooted cuttings is crucial to the commercial deployment of intensively cultured poplar (Populus
spp.) plantations because it is the first biological prerequisite
to stand establishment. Rooting can be genetically controlled
and subject to selection. Thus, our objective was to test for differences in rooting ability among cuttings from three positions
on cutting orchard plants of five genomic groups ([Bartr. ex
Marsh × P. trichocarpa Torr. & Gray P. deltoides] × P. deltoides
‘BC’, P. deltoides ‘D’, P. deltoides × P. maximowiczii A. Henry
‘DM’, P. deltoides × P. nigra L. ‘DN’, P. nigra × P. maximowiczii
‘NM’). Cuttings, 20 cm long, were randomly planted at 1.2- x
2.4-m spacing across three planting dates during 2001 and
2002 at Ames, Iowa, USA (42.0 ˚N, 93.6 ˚W); Waseca, Minnesota, USA (44.1 ˚N, 93.5 ˚W); and Westport, Minnesota, USA
(45.7 ˚N, 95.2 ˚W). We measured root dry weight, number of
roots, and total root length from harvested cuttings after 14 d
of growth. Rooting traits varied relative to stem position but
interactions of genomic groups and positions and genotype x
environment interactions existed on multiple-year and singleyear bases. Position accounted for the second highest amount
of variation (≥ 5%) for all rooting traits. Cuttings from the
basal third of the shoot system of the stool plant exhibited
nearly two times more rooting as those from middle and apical
regions, whereas middle cuttings exhibited similar rooting
trends as apical cuttings, for all rooting traits. The percentage
of cuttings rooted across years was greatest with basal cuttings
for the BC, D, DM, and DN genomic groups (> 50%). Middle
cuttings of the NM group survived at a greater rate (88%) than
did basal (80%) and apical (72%) cuttings. Single-year analyses
of interactions of genomic groups and positions showed rooting
was greatest with basal cuttings for BC, D, and DN genotypes.
Basal cuttings of the DM and NM genomic groups did not
clearly outperform middle and apical cuttings, and differences
among all cutting positions were site- and year-dependent.
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Introduction
There is a predicted shortage of P. tremuloides Michx. (quaking aspen) and P. grandidentata Michx. (bigtooth aspen) in the
North Central United States within 10 to 20 years due to a
lack of suitable aspen stumpage within harvestable diameter
classes (PIVA, 2003). Thus, recent attention in the North Central United States focuses on increasing production from intensively managed plantations because production from such
plantations reduces pressure on native forests (GLADSTONE and
LEDIG, 1990). Selected poplar clones (Populus spp.) are suited
to intensive culture because they are fast-growing, relatively
easy to propagate vegetatively, and require shorter harvest
cycles than aspen (DICKMANN, 2001; HEILMAN, 1999). Poplar
plantations can provide fiber, energy (liquid fuels and biomass
for electricity), phytoremediation benefits, raw material for
engineered lumber products, cordwood (firewood), riparian stabilization, agroforestry opportunities, wildlife habitat, and aesthetic values (HEILMAN, 1999; JOSLIN and SCHOENHOLTZ, 1997).
Four Populus species commonly used in North American breeding programs are P. deltoides (eastern cottonwood), P. trichocarpa (western black cottonwood), P. nigra (European black
poplar), and P. maximowiczii (Japanese poplar).
The ability of poplars to form lateral and adventitious roots
from dormant unrooted cuttings is crucial to the commercial
deployment of intensively cultured poplar plantations because
rooting is the first biological prerequisite to stand establishment. Information is lacking about the genetics and physiology
underlying the ability of stem cuttings to root (HAISSIG and
DAVIS, 1994; HAISSIG et al., 1992), and an increased knowledge
of genetic and environmental covariances between root and
shoot developmental systems is desirable (RIEMENSCHNEIDER et
al., 1996). Breeding for enhanced rooting ability is a key component of poplar clonal development (RIEMENSCHNEIDER and
BAUER, 1997).
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