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Summary -

In Mediterranean and tropical areas, the specific characteristics of the plants and
herbivores are the result of co-evolutive mechanisms and the interactions between feed and
animal are more important than under temperate conditions. The biological methods available to
predict nutritive value have been proposed and developed under temperate conditions and
simulate or describe mainly feed utilisation in the rumen. In general, these methods do not produce
unique and comparable results, because they are capable of measuring either the whole rumen
digestion, or the fermentation process, or the degradation process or microbial synthesis
individually. In addition, the biological methods have different levels of simplification of the feed
utilisation process and take into account, in different manners, the level of intake, the association
between feeds, the recycling of Nitrogen (N) in the rumen and the rate of rumen passage. In order
to predict the nutritive value of tropical and Mediterranean feedstuffs, biological methods have
been compared in terms of their general and specific approach, level to robustness and sensitivity,
specific requirements and level and type of predictability. In addition, the main differences between
tropical and temperate forages are described and discussed.

Introduction
In Mediterranean and

tropical

areas, the

specific characteristics of plants and

herbivores
the result of co-evolutive mechanisms. The
plants in tropical and subtropical areas have
developed a series of anatomical and
biochemical strategies to adapt to a series of
pressure factors: high temperatures, high
evaporation, shortage of water and pressure
from herbivores.
Domestic animals have developed as a
response to limitations in the quality and
quantity of the allowance of feeds, specific
anatomical and physiological characteristics
and have covered a specific ecological and
nutritional niche. The various species of
domestic animals can be distinguished by their
different feeding behaviour and food
preference, rumen environment, kinetics of
nitrogen recycling and transit time of feeds. At
the same time, different management systems
represent an adaptation to the ecological
conditions and simultaneously represent an
evolutionary element in their own right. Under
tropical and Mediterranean conditions, the
nutritional habits of domestic animals depend
on the feeding systems, feed allowances and
feeding behaviour and, therefore, during the
are

year and the day, the diet can change widely in
type of feed and quality of nutrients.
This series of factors influences the
estimation of the nutritional value of tropical
feeds.
Biological methods, used to assist the
evaluation of the nutritional value of tropical
feeds, represent models which simulate a part
of the feed utilisation process, with different
levels of complexity; the information obtained
generally describes and predicts intake,
digestibility and the protein value. These
methods have been developed for temperate
feeds and generally show a lower capability of
describing and giving useful information on the
nutritional value of tropical and subtropical
feeds. There is thus a need to compare and
study the different methods in a series of
analytical, technical and methodological
approaches to identify the critical points.

Structure and chemical

composition

The nutritive value of forage feeds for ruminant
production is a function of two dependent
factors: voluntary intake and feed utilisation.
Plant characteristics affecting voluntary intake
are palatability (taste, odour and surface

to stem ratio, plant habit
and dimensions of stems and leaves (Stone,
1994). Plant characteristics which affect feed
utilisation depend upon both internal
(composition and structure) and external (plant
anatomy and morphology) plant cell wall
factors (Chesson and Forsberg, 1988). Cellular
constituents, leaf and stem strength, antinutritional factors and toxins are additional
factors affecting feed utilisation. Confined and
grazing animals have different feeding
behaviour and have distinct possibilities of
selection, both between and within feeds; this
means that autoregulatory intake processes
can be different.
Environmental conditions greatly affect the
plant nutritive value. High growth temperatures
are an important factor in accelerating plant
maturity, but it is possibly that they also lead to
changes in plant anatomy. Differences in plant
anatomy between tropical and temperate
grasses are linked to the different types of
photosynthetic pathway, C
4 and C
, respec3
tively (Wilson, 1994) and are measured as
proportions and spatial arrangements of
tissues within organs. These differences are
quite large in leaves, while in leaf sheath they
are smaller and are not expressed in stems.
Temperate grass leaves have more mesophyll
than C
4 grasses and this tissue appears to
more loosely arranged than that of C
4 species,
allowing easier penetration by microbes (Akin,
1986). Tropical grass leaves have a higher
proportion of thick walled tissues, such as
vascular bundles and sclerenchyma than
temperate pasture grasses (Akin, 1989).
Furthermore, in warm season grass leaves,
vascular bundles are more closely spaced and
have a distinct, thick walled parenchyma
bundle sheathes (PBS) surrounding each
bundle, whereas cool season grasses have
widely spaced bundles and a less distinct PBS
(Akin, 1986). In consequence, warm season
PBS, which contain more than 50 % of the leaf
reserve carbohydrates and protein, are slowly
or only partially digested, whereas that of cool
season grasses is rapidly and extensively
digested. In some genera of C
4 grasses, an
additional barrier (suberized lamella) often
appears within the outer section of the bundle
sheath wall, which is completely indigestible,
but is not present in C
3 grasses (Wilson, 1993).
Outer tangential cells of epidermis of both
tropical and temperate forages become
thickened, lignified and completely covered

characteristics), leaf

with

epicuticular waxes and cutin, which
represent an important physical barrier for
penetration of micro-organisms and gas and
water exchange. In most cultivated temperate
grasses, the epidermis is attached to the body
of the leaf through mesophyll cells and thus
quickly removed by chewing and rumination. In
contrast, in tropical grass leaves and in many
wild temperate grass leaves, the epidermis is
attached to the leaf at vascular bundles
through thick-walled sclerenchyma cells and is
not readily lost by chewing and ruminating
(Wilson, 1993). Furthermore, the walls of
tropical grass epidermal cells in the paradermal
view are sinuous in a form linking adjacent
cells together with strong «dove-tailed» joints,
whereas in most temperate grasses the walls
are straight-sided. The straight-sided walls are
easily separated along the middle lamella
which is not the case with sinuous walls where
breakages must occur by splitting across walls
and not by separation at the middle lamella.
In legumes there appear to be no group
differences in anatomy and cell wall
characteristics between tropical and temperate
species (Wilson, 1993). Legume leaf
digestibilities are mostly high and the species
with particularly low values have been largely
linked to high tannin levels rather than
anatomical problems. Tannins, which are
present in warm season dicotyledons in
appreciable amounts, can affect both feed
intake (palatability because of their
astringency) and feed utilisation (form
complexes with feed proteins, enzymes and
polysaccharides) (Kumar and Singh, 1984;
Leinmueller et al, 1991 but there are also
reports that small quantities of tannins (3-4 %
of DM) show positive effects by preventing
excessive rumen degradation of dietary protein
and reducing the risk of bloat (Mangan, 1988;
Leinmueller et al, 1991
).
Decreasing digestibilities of thick-walled
plant tissues are in close relation with their
degree and the chemical nature of their
lignin/phenolic composition (Wilson, 1990). All
forages contain lignin, but the concentrations
are higher in legumes than grasses (Jung,
1989) and slightly higher in C
4 than C
3 grasses
(Akin and Chesson, 1989). Furthermore, grass
stems contain higher quantities of lignin and
phenolic acids than leaves (Lavrencic et al,
1994, unpublished). Warm season grasses are
also characterised by the presence of greater
amounts of esterified phenolic acids such as p-

coumaric and ferulic acid. Legumes contain
much smaller amounts of phenolic acids than
grasses. The total lignin concentration
increases in forages with the physiological
maturity of stem and leaf tissue. High growth
temperatures have a greater influence on
increasing lignin concentration in cool season
grasses than warm season grasses (Akin and
Chesson, 1989). The chemical nature of lignin
seems to be another important factor limiting
cell wall utilisation (Buxton and Russell, 1988;

Reeves, 1985a, 1985b).
In addition, Kerley et al (1988) and
Chesson and Forsberg (1988) suggested that
the fine structure of cell wall polysaccharides,
such
as
cellulose crystallinity and
hemicellulose side-chain substitutions may
have an influence on the rate and extent of
microbial digestion. Furthermore, some
linkages between cell wall constituents such as
phenolic ester and/or ether bridges between
hemicelluloses and between hemicelluloses
and lignin, diisotyrosine bridges between wall
proteins and linkages between lignin and wall
proteins may limit the access of microbial
enzymes to the substrate (Jung, 1989; Jung
and Deetz, 1993; Akin and Chesson, 1989).

General aspects of
determinations
The

biological

biological

methods

were

created

to

represent and simulate a part or a series of
parts of the digestive tract and digestion
processes in animals. We have considered the

digestibility with in vivo trials; the two stage
technique (Tilley and Terry, 1963), one stage
technique (Smith et al, 1971; Lindgren, 1979;
Shahjahan et al, 1993), the in situ technique
(Demarquilly and Chenost, 1969, and Chenost
et al, 1970, modellized by Mehrez and 0
rskov,
1977; 0rskov and McDonald, 1979), in vivo
cannulated animals (Hveplund et a1,1976;
Thomas, 1978), allantoin (Topps and Elliott,
1965; Rys et al, 1975), in vitro continuous
culture (Czerkawski and Breckenridge, 1977;
Hoover et al, 1976a, 1976b) and in vitro gas
production (Menke and Steingass, 1988).
The «basic model» which gives the value
utilised for defining the nutritive value of a feed
is the in vivo digestibility; this represents the
entire

process

which

occurs

in

the

tract. The other methods
simulate the rumen tract and in the case of

gastrointestinal

cannulated animals and the two stage
technique, the gastric digestion is integrated
with the rumen digestion.
The methods consider and study a series
of biological and physical processes which
differ considerably between themselves.
The basic value obtained in in vivo trials is
the result of the integration of two main
processes: digestion and absorption; the other
systems consider degradation (in situ),
fermentation (gas test) and microbial synthesis
(allantoin and cannulated animals) or digestion
(two stage and one stage techniques). The
consequence of these different approaches is
that the information provided is different in
type, unit of measurement and its distribution
over time. The results can have a unique value
or/and be a series of estimated parameters
according to the different approach considered;
the methods which utilise models for the
estimation of parameters as a function of time
can be considered to have an explicitly
dynamic approach, while the methods which
give a single final result, without a time
variable, can be considered explicitly static;
however, these methods can give unique
information which is the result of an implicitly
dynamic process.
Digestibility trials, cannulated animals and
allantoin give a single data point for the
digestibility process which is the result of a
balance from several days of measurements of
a dynamic process.
The two stage technique, which gives only
the end of point of digestion (Tilley and Terry,
1963; Theodorou et al, 1994), is an implicitly
static approach.
An evolution of the two stage technique

(Smith

et

al, 1971; Shahjahan et al, 1993),

without the second stage and with different
times of observations, has been developed to
obtain the extensive kinetics of degradation of
organic matter and cell wall components and
can be considered explicitly dynamic but is still
implicitly static. The in situ technique is used to
obtain an estimate of the parameters of the
kinetics of degradation with a application of a
exponential equation (
rskov and McDonald,
O
1979; McDonald, 1981; Robbinson et al, 1986)
or to have a series of observations at precise
times (Judkins et al, 1990). The same
technique can be used for the continuous
culture method in which the sample can be
incubated for different times to obtain a kinetic
or an absolute value. The last two methods can

be considered to have

an

implicitly dynamic

approach.
Generally

in the one stage, in situ and
continuous culture techniques, a single
homogeneous feed component is considered
to be present and to have a first order digestion
kinetic. This approach can be due to the limited
number of observations and the easy utilisation
and interpretation of the estimated parameters.
This represents too simple an approach,
especially for feeds which have a high
percentage of cell wall, without constant
degradation kinetics (Van Milgen et al, 1993).
In vivo methods can also be used to estimate
the transit time and bacterial synthesis,
obtaining a series of kinetic parameters
generally using a non constant rate of
passage, and with the utilisation of a
multicompartmental and age dependent model
(Moore et al, 1992).
The gas test represents a system adapted
to yield continuous information (Menke and
Steingass, 1988; Pell and Schofield, 1993;
Theodorou et al, 1994) and the high numbers
of observations enable the application of
models with the presence of several feed
components and a sigmoidal approach
(Beuvink and Kogut, 1993, Schofield et al,

1994).
The methods can be also divided in
«open» or «closed» systems; the level of
openness represents the possibility of entering
and modifying the process over time; generally,
in open systems, the input can be introduced at
any time, can be modified and the final
metabolites can leave the system without
interfering with the biological phenomena.
Coupled to this type of division, the
systems are divided into types of family: in
vivo, in situ and in vitro methods; a partly
continuous culture, i.e. the in vitro systems, are
closed and the in situ and in vivo methods are
open.
The other important distinction is the
nature of the wall of the system which can be
biological, for the in vivo and in situ methods,
or inert for the in vitro methods.
Variables to be considered
In warm climate zones, the present
animals species differ widely in terms of their
digestive physiology and anatomy, their
philogeny and their relative ecological niche;
these differences lead to a series of specific
characteristics : a) different feeding behaviour

b) a specific rumen environment c) kinetics of
recycling of nitrogen d) different transit time.
These differences are not only inter-species
but are, in some cases, intraspecific, as a
function of breed, different area of origin or
feeding system. Research has described the
differences in digestibility for some tropical
feeds across species (El Hag, 1976; Doyle et
al, 1984; Domingue et al, 1991; Lechner-Doll et
al, 1990; Kayouli et al, 1993) and between
breeds (Silanikove, 1986).
The methods have different levels of
because of the numbers of
variables considered; it is possible to consider
four variables and their relative effects: level of
intake, associative effects, recycling of nitrogen
and transit time. These variable can be present
in the system under different forms: as

complexity

constitutional, implicit components, as
integrated components or as absent variable.
The level of intake for in vivo methods is a
constitutional part of the system while in vitro
methods are unable to consider these aspects.
Several researchers consider that the two
stage technique is an unreliable estimate of in
vivo digestibility because the static approach
that does not consider the effects of intake
level (Van Soest, 1982); this criticism can be
extended to all the «closed» in vitro systems.
The transit time, a variable closely associated
with the level of intake, is an intrinsic variable
in the in vivo methods and in continuous
culture techniques it can be simulated and
integrated (Czerkawski and Breckenridge,
1977; Hoover et al, 1976a, 1976b). In the in
situ, the passage rate is integrated in the
model used to estimate the effective
degradability (0rskov and McDonald, 1979);
the value of the rate used in the in situ method
are constant and have generally been
measured for temperate feeds, without any
investigations on tropical animal species and
diets. In vitro closed systems lack the rate
variable and this represents a limit to the
dynamic interpretation of the phenomena (Ellis,
1978). Associative effects are considered in
the in vivo digestibility methods as an intrinsic
aspect, and indeed the allantoin method
represents the final result of these phenomena
at the rumen level. Fistulated animals are used
to detect the associative effects in the reticulorumen (Archimede et al, 1995a), and in the in
situ technique these effects can be studied
(Flachowsky and Schneider, 1992; Archimede
et al, 1995b) but the results do not consider the

rumination process, passage time of feeds and
the phenomenon of compensation of digestion.
The in vitro closed techniques are considered
inadequate to examine this effect (Mehrez et
al, 1983), although there are possibilities of
using the continuous culture method for such

(Aerts et al, 1977) and in turn these are
dependent upon time of collection and type of
diet (Judkins et al, 1990).
The basal diet represents a strong source
of variability in the in situ and in vitro methods
which need a source of rumen inoculum; the

investigations.
The recycling of nitrogen represents
another important factor for understanding the
nutritional ecology and the adaptability of
species which eat roughages (Watson and
Norton, 1982). The open systems take this into

forage ratio and the level of
intake affect the rumen degradability of
temperate feedstuffs (Lindberg, 1981; Weakly
et al, 1983; Susmel et al, 1989) and tropical
feeds (Zhao et al, 1993). In particular, an
increase in both these factors causes, for
tropical feeds, the degradability to decrease
(Zhao et al, 1993). For the in vitro closed
methods, the type of diet represents a strong
source of modulation of the activity of rumen
inoculum (Judkins et al, 1990; Susmel et al,

account as an intrinsic factor; otherwise, the
closed in vitro methods cannot replicate this
aspect in dynamic terms and with continuous
culture the NH
N represents an unstable
3
fermentation characteristic (Mietinen and
Setdld, 1989). In in vivo trials the different
behaviour of nitrogen recycling studied
between species present in warm countries
should be considered.

Factors
The

affecting biological

methods

systems have different degrees of

series of factors and have
in which an apparently small
modification in the conditions leads to a large
modification of the estimated parameters and
the overall result.
The initial conditions have different
meaning for the different techniques and
should generally represent the optimal
conditions for gastrointestinal function (Van
Soest, 1982) and normal feeding behaviour
(Done-Curry et al, 1984). In the in vivo
methods, the initial trial conditions generally
have a low weight because the final result is
the combination of the adaptation period and
the observation period. The other methods can
be influenced to variable degrees by the initial
conditions - the more evident sensitivity with
respect to the in vivo digestibility trials is in
dependence for the different length of the
period and times of observation, the model
applied and the nature of the system; in in situ
trials, the estimation of soluble fractions and
the degradation kinetics are very sensitive to
the initial conditions and to the first
observation.
For the in vitro methods, the initial
conditions are very important; the precision
and variability of the results depend on the
composition and activity of the rumen liquid

sensitivity to
critical points

a

concentrate to

unpublished).
The use of mixed diets in digestibility trials
allow a series of phenomena to confuse
the estimate of digestibility of the fibrous feed,
by enhancing the activity of the amylolytic
microflora through a change in rumen pH
rskov, 1983), and/or by a competition
0
(
between the amylolytic and fibrolytic
populations for the substrates rich in non
structural carbohydrates (Tamminga, 1993). In
these two cases, the fibre digestion kinetic is
depressed and modified leading to misleading
digestibility value.
The end products represent another
source of variability; in the in vitro closed and
open systems, they can be a disturbance factor
for the estimate, while in open systems the
influence is limited. This is due to the
impossibility of the in vitro methods to absorb
the end products, causing a shift in the
microbial population (Mansifield et al, 1995).
Bacterial contamination can have different
levels of influence according to the method and
feed utilised. For the in vivo methods, i.e.
digestibility trials and cannulated animals, the
influence is lower than in situ and the one
stage and two stage in vitro techniques, if
these avoid treatment with Neutral Detergent
solution, (Goering and Van Soest, 1970).
Bacterial contamination can be represent a
strong source of error, especially for poor
quality feeds and for estimates of protein
degradability in situ (Varvikko, 1986). For the
gas test and the allantoin technique, the effect
is absent because of the nature of the estimate
and the mechanism involved (fermentation and
microbial synthesis, respectively).
The presence of antinutritional factors
can

(ANFs) have
in vitro

more

significance

for the closed

systems because they represent

Level of

prediction

a

of selection against the microbial
population leading to a depression of cellulose
degradation (Muinga et al, 1992). In the nylon
bag technique, if a different basal diet to the
feed being tested is used, as the latter only
represents a very small portion of the total
source

rumen contents, any adverse effects of the
slow release of the ANFs on the activity of the
rumen microorganisms would be masked
(Jones et al, 1992); the other techniques have
level of sensitivity intermediate between the in
situ and closed in vitro technique.
The methods have different sensitivity to
the amount, representativeness and physical
form of sample. Generally, the methods that
use the mastication and rumination process in
the animal are less sensitive to the physical
form of the feed. The in vitro systems are
highly influenced by the amount and physical
form of the sample and the same phenomena
influencing the in situ methods; the effect of
amount and physical form is the consequence
of the ratio between surface area available for
degradation and the amount of rumen liquid; in
the case of the in situ method, the ratio is
dependent upon the volume of the micro
habitat in the bag and the pore size which may
cause a selection of the microbial population.
For the in situ method, experimental results
report a general increase of degradability for
more finely milled samples (Susmel et al,
1990) with different behaviour for different
feeds (Michalet-Doreau and Ould-Bah, 1992).
The methods with a micro habitat have to
confront the problem of the need for a small
quantity of feed, while the in vivo digestibility
needs a comparatively huge of quantity of
forage, and this may be difficult to obtain
especially in arid area if there is a need for
fresh feed.
The importance of the quantity and the
physical features of samples is smaller in the
methods which have a macro habitat and with
a natural turnover rate. The representativeness
of a sample is particularly important for the
methods in which it represents the only source
of feed (e.g. for the microbes), and this is
especially the case for tropical feeds in which
there are not only differences between leaves
and stems, but also between different fractions
of the stems (Navaratne et al, 1990); for all
systems, for these forages is important to have
a representative sample to what the animal has
actually consumed.

Each system has different prediction
in vivo digestibility trials represent
the basic value for digestibility and intake of dry
matter; for voluntary intake. The digestibility
trials are often conducted with mixed diets
because of the impossibility of having a
maintenance level; in this case, the estimate of
the digestibility of fibre-rich feeds, given in a
mixed diet, should not be considered an
absolute value but a value relative to the ration
in which it is included (Pigden et al, 1980).
For tropical forages, in vitro techniques
gives different values of correlation with
different types of feed and the coefficients
obtained are difficult to compare; the influences
of chemical variables (NDF and protein) are
also different for the different classes of feeds
(Navaratne et al, 1990). However, the level of
prediction is always lower than temperate
feeds and is often not significant. The
continuous culture technique gives a result
similar to in vivo values but these systems use
low DM inputs and liquid dilution rates which
are less than in vivo estimates (Mansifield et al,

objectives:

1995).
The degradability of dry matter and NDF
to be the most important variable for
describing the nutritive value of some tropical
feeds (Vadiveloo and Fadel, 1992) although for
feeds rich in tannins the in situ values do not
represent a good description of the true
nutritive value (Makkar et al, 1989; Vadiveloo
and Fadel, 1992; Jones et al, 1992).
The
cannulated
animals
method
represents a good technique for estimating
digestibility, especially for feeds rich in
structural carbohydrates (Archimede et al,
1995b) but this technique is less accurate than
those involving the whole tract (classical
seems

digestibility trial).
The allantoin method does not give any
indications about digestibility, an estimate of
bacterial synthesis. The gas production method
and its associated mathematical models can
be used to give a prediction of energy and
organic matter fermentation of tropical feeds
(Krishnamoorthy et al, 1995) and detect the
presence of different components in the feed
(Beuvink and Kogut, 1993), the effective
kinetics of degradation (France et al, 1993) and
to identify the different stoichiometric
coefficients for different feed components from
the gas production (Pell and Schofield, 1993;

Filacorda and Stefanon, 1995); this method
has a higher prediction level for hays
than two stage technique, but is slightly worse
than in situ (Khazaal et al, 1993a).
For dry matter intake, the levels of
predictability are good with the parameters
obtained in situ (0rskov et al, 1988; Reid et al,
1988) and from the gas test (Bliimmel and
0rskov, 1993; Khazaal et al, 1993a) while the
one and two stage techniques have a low
correlation with the observed intake for hay
(Khazaal et al, 1993a) shrubs and
Mediterranean feeds (Susmel et al, 1993a).
The continuous culture, allantoin and
cannulated animal techniques are generally not
used for estimating intake.
The protein value of a feed is estimated
with a specific prediction system; the value
obtained from in vivo digestibility trials can only
represent a source of information for the
energy allowance for the bacterial growth but
gives no information on the protein allowance.
The in situ (INRA, 1988; Sniffen et al, 1992;
Susmel et al, 1993b) cannulated animal (Rohr
et al, 1986) and allantoin methods (Topps and
Elliott, 1966; Rys et al, 1975) give information
which is utilised for the estimate of a protein
value. For the cannulated animals, the
estimation of microbial protein yield is achieved
using microbial markers, substances which are
capable of identifying the microbial cells and
which have a constant ratio with the DM or
nitrogen; of the markers available, the most
frequently used are ATP, RNA, DAPA and
isotopes (15N, 35S) (Demeyer and Tamminga,
1987; Satter et al, 1986; Susmel et al, 1993c).
If the allantoin method is used to obtain an
estimate of microbial production, there is a
need to consider a series of coefficients which
appear to be species dependent (Liang et al,
1994) and this aspect needs of more
investigation. The data obtained also requires
correcting for the endogenous contribution and
represents a static value without information on
digestion kinetics. The results obtained with the
continuous culture (Rusitec), have been shown
not to reproduce the rumen or in vivo
degradation patterns of carbohydrates and
protein (Czerkawski and Breckenridge, 1985;
Jayasuriya et al, 1987; Susmel et al, 1991;
C.R. Mills, personal communication) and give
different estimates for the protein value with
respect to the value obtained in vivo
(Mansifield et al, 1995). The one and two stage
techniques are not adapted for roughages and

generally

not sufficient alone, for supplements, to
give good information on protein values
(Sehgal and Makkar, 1994). In any case, some
authors (Antongiovanni et al, 1993; Stefanon
and Guzzon, 1995) have attempted to use the
dry matter disappearance, at the end of
digestion to determine the amino acid profile of
the feed and the entire contents of the Tilley
and Terry digestion tube. The gas test is not
currently used to describe the protein value but
could, in the future, be a potential source of
information of bacterial activity and growth (Pell
and Schofield, 1993).
are

In the

of feeds treated or/and
nitrogen, in vivo trials give
the reference information; several authors
(Kartchner and Campbell, 1979; Holechek et
al, 1986) have reported inaccuracies in the
closed in vitro technique for estimating
digestibility of N-supplemented diets, so
inaccuracies can be detected in situ if different
basal diets are used (Makkar and Singh,
1993). The continuous culture (Owen et al,
1991), allantoin and cannulated animal
techniques can be used to study these effects.
In addition to the variables described
above, the methods can detect the presence of
certain compounds, especially volatile fatty
acids (VFA), tannins and phenols and
secondary metabolites.
VFA are routinely detected with the
continuous culture
(Czerkawski and
Breckenridge, 1977; Hoover et al, 1976a,
1976b) and can be studied in the one stage,
gas test (BlOmmel and 0rskov, 1993) and
fistulated animal techniques.
The presence and the effect of tannins and
phenols can be verified with in vitro closed
methods; these methods (gas test) can detect,
with the addition of Polyvinylpyrolidone
(Khazaal et al, 1994) the presence of
antinutritional compounds but this aspect
requires further investigation; in the one stage
technique, the kinetics of phenolic compound
digestion can be studied (Shahjahan et al,
1993). For the in vivo and continuous culture
techniques, it is possible to study these
compounds, while for the in situ method they
are difficult to detect (Khazaal et al, 1993b;
Khazaal et al, 1994). The secondary
metabolites with an activity on the neural
metabolism of the host can be studied with the
in vivo trials and can only be detected with the
in vivo technique.
The predictability of transit time is
case

supplemented

with

associated with the use of exogenous markers
utilised with fistulated animals and the in situ
technique. The flow of solid and liquid phases
from the rumen is estimated with markers of
the particulate phase, such as chromium or the
rare earth elements (Yb, Ce, La,) mordanted to
the fibre, while the liquid phase is often marked
with polyethyleneglycol, cobalt or chromium in
EDTA complexes (Demeyer and Tamminga,
1987; Rohr et al, 1986; Satter et al, 1986).
These markers are also used in the in vivo
digestibility to define the flow of solid and liquid
along the gastro-intestinal tract and in the
rumen, to detect the different kinetics of feed
and between the animals species present in

tropical areas (Lechner-Doll
Kayouli et al, 1993).

et

al, 1990;

Specific requirements of the methods
and recommendations
The methods have different experimental
housing requirements and have different
degrees of utilisation of animal. In vivo
digestibility trials need not less than three
entire animals to have a good repeatability of
the results (Heaney, 1979): the time required is
about three weeks to one month of adaptation
and one week of measurements and the
amount of feed needed is large. With an
experimental design defined to cover the effect
of time, the other in vivo methods need
different amounts of feed. In in vivo and in situ
trials, the level of intake should represent the
maintenance level; this condition for poor or
unpalatable feeds is difficult to obtain,
although, at the same time, this probably does
not represent the true feeding conditions in the
tropics. Under these experimental conditions, it
is important to use a type and percentage of
supplement which does not give an abrupt
alteration of the «normal» rumen environment,
but which enhances the optimal digestion of
dry matter and structural carbohydrates.
The use of cannulated animals should
consider the higher RSD and the need of a
sufficient number of animals (Archimede et al,
1995a). For this method, from a practical point
of view, there are considerable difficulties and,
for some aspects, criticisms, especially
concerning the accuracy of the evaluation
obtained with microbial markers and flow of the
rumen phases. Considerable variations of
microbial flow are often reported to be due to

the type of marker, the

sampling site and
analytical procedures (Demeyer and
Tamminga, 1987; Satter et al, 1986).
The closed in vitro methods require the
presence of 2 animal donors and the trials can
be conducted from 48 to 96 hours with 3
replications and two sequential weeks of
analysis; only small quantities of feed are
needed, together with forage standards, with
known digestibility, to allow the control of
variation in the conditions. The rumen liquid
can be substituted with a pure culture obtained
in vitro or with the Rusitec liquid effluent (Owen
et al, 1991); the values obtained, even for
subtropical roughages, are comparable to
values measured with rumen liquid with a
slightly negative systematic difference.
Most discussion is related to the time of
incubation (Holechek et al, 1986) and level of
supplementation of N in the inoculum;
however, timing and amount of supplement
have not been well established (Galyean et al,
1987) and depend on forage, diet quality and
botanical composition, as well as accuracy of
working. There is the need to preserve
anaerobiosis and to have a sufficient
concentration of nitrogen in the medium to
maintain the activity of the bacterial population;
this is particularly the case for feeds with a low
percentage of nitrogen.
Gas production does not have a constant
proportional coefficient with the degraded
substrate, especially in the first few hours of
fermentation and after the 36th hour of
fermentation. This could be due to the growth
and adaptation of the bacteria in the first hour
of fermentation and the accumulation of toxic
residues in the later period (Filacorda and
Stefanon, 1995); for this reason, the kinetic
parameters should be utilised with caution.
The in vitro systems, used routinely, should
not require a large input of electricity but there
is a need for an uninterrupted supply (Owen et

al, 1991).).
The in situ method needs not less than
three fistulated animals and 10 days of
adaptation and 140 hours of incubation; for
feeds with slow degradability, it should be
considered that a change of one point of transit
rate can considerably affect the results, as
observed by Kamatali et al (1992) and
particular attention should be given to the use
and estimation of the lag phase (Kaitho et al,
1993; Kamatali et al, 1992) and the use of
soluble fractions (France et al, 1993; Dewhurst

et al, 1995).

For the continuous culture technique, fresh
sheep faeces can be used as a source of
micro-organisms for commencing the Rusitec
(El Shaer et al, 1987) and the time needed is
from 7 to 15 days.
Generally, in the systems without
mastication by the animals, the definition of the
dimension of milling, for different animal
species, should be accounted for by different
systems of mastication and specific particulate
sizes present in the rumen.
More attention should be given to the use
of the estimated parameters and care should
be exercised in applying predicting equations
for the nutritive value of feeds: some authors
(Navaratne et al, 1990; Shem et al, 1995;
Khazaal et al, 1993a) utilise the parameters
principally on the basis of their statistical
relevance (maximising the coefficient of
determination) rather than any biological
meaning. The consequence is that single or
multiple regressions obtained can be difficult to
understand and compare from a biological and
nutritional point of view.

Conclusions
The different biological methods try to
represent and simulate only one or a few sites
and mechanisms of feed utilisation, with
different levels of complexity. The information
obtained from them is often impossible to
compare and is often used not for the
biological meaning but simply for a statistical
contribution to regressions with data obtained
from in vivo trials.
These methods do not give general and
reliable predictions of the nutritive value of
feeds from tropical and sub-tropical areas
because of a series of factors: lack of
systematic investigation, incapability of
reproducing or considering the interaction
between animal and plant, a static approach
and/or unstable behaviour in response to
specific characteristics of feeds. The biological
methods can and should be used in
combination with investigations on possible
strategies for feed utilisation. The methods
should be integrated to obtain more complete
information. The feed should be studied and
assembled for its structural characteristics
before being tested with any given method.
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