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Institute of Veterinary Anatomy, University of Ziirich’, and F Hoffmann-La Roche AG, Basel,

Division of Vitamin and Nutrition Research?

The long-term influence of hiotin
supplementation on hoof horn quality

in horses’

H. Geyer! and J. Schulze”

Sﬁmméry

The influence of dietary biotin in horses with
brittle hoof horn and chipped hooves was inves-
tigated in a long-term study, which was perfor-
med over a period from one to six years. 97

horses received 5 mg of biotin per 100 to 150 kg

of body weight, per o0s, daily; 11 horses were not
supplemented with biotin and served as con-
trols. The hooves of all horses were evaluated
macroscopically every three to four months.
Hoof horn specimens of the proximal wall were
examined histologically and physically in 25 and
15 horses, respectively. The tensile strength of
normal coronary horn was 60 N/mm? or greater;
it was reduced in areas of hxstologmal alterations,
the klowest value being 20 N/mm?.
The hoof horn condition of the biotin-supple-
mented horses improved after eight to 15
months of supplementation as determined by
macroscopic and histologic examinations. The
hoof horn condition of most control horses
remained constant throughtout the study. The

growth rate of the coronary horn of horses supp-

5 ‘,,lem‘ ted with biotin and of control horses was

' The hoof horn condition dctenorated in7 of 10

horses after biotin supplementation was reduced

or terminated. It was concluded that biotin
should be continuously supplemented at the full
dosage in horses with severe hoof

horn alteratlons

' Key words: hoof — horanuéiitY — biotin —
horse ‘

* Dedicated to Prof. Dr. J. Frewein on the occasion of his 60. birthday
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~ Hufstatus der unbehandelten Kontrolltiere b
- withrend der Versuchsdauer weitgehend kon-

. eine Dauerbehandlung mit der vollen Dosis
i ‘Biotin empfohlen.

‘ Schliisselwi)‘rten' Huf— Hornqualitiat —

Langzeituntersuéhungeli iiber den Einfluss von

Biotin auf die Hufhornqualitat des Pferdes

An Pferden mit brockeligem Hufhorn und Tra-
grandausbriichen wurde der Einfluss von Biotm .
auf die Hufhornqualitit in einem Zeitraum von

f 1-6 Jahren untersucht. 97 Pferde erhielten tag-
lich 5 mg Biotin pro 100-150 kg Korpergewxcht

per os; 11 Pferde wurden nicht behandelt und
dienten als Kontrolle. Der Hufstatus aller Pferde
wurde makroskopisch-klinisch alle 3-4 Monate
bewertet. Zur Beurteilung der Hornqualitit wur-
den bei 25 Pferden Proben aus dem proximalen
Teil der Hornwand entnommen und histologisch

~untersucht sowie bei 15 Pferden auch auf Zugfe-

stigkeit gepriift. Die Zugfestigkeit von unverin:

~ dertem Kronhorn betrug 60 N/mm? oder mehr;

in Bereichen von histologischen Verinderungen

war die Zugfestigkeit vermindert, wobei der

niedrigste Wert nur 20 N/mm? betrug.

Auf Grund der makroskopischen und histologi-

schen Beurteilung verbesserte sich der Hufstatus

der mit Biotin supplementierten Pferde nach ei-
ner Behandlungsdauer von 8-15 Monaten. Det

- stant. Die Wachstumsrate des Kronhorns war bei

behandelten und unbehandelten Pferden gleich.
Nach Verminderung der Biotindosis oder Beendi-
gung der Behandlung verschlechterte sich der
Hufstatus bei 7 von 10 Pferden. Fiir Pferde mit
schweren Hufhornverinderungen wird daher

Biotin — Pferd
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138 H. Geyer and J. Schulze e Biotin and Hoof Horn Quality

Introduction

The proverb «no hoof - no horse» is well-known; the fact
that many horses have hooves with poor horn quality is
less well-known. Crumbly friable horn and chipped
areas in the hoof wall are frequently seen. The anatomy
and function of the equine hoof have been investigated
by various authors e.g. Nickel (1938), Ziegler (1951),
Leach and Oliphant (1983), Geyer et al. (1988), Budras et
al. (1989), Bolliger (1991). However, information con-
cerning the structure and function of the equine hoof
and hoof horn quality is still insufficient. In horses with
poor quality hoof horn, damage to the horn can have
serious consequences; shoeing may be impossible, thus
incapacitating the horse for work.

Supplementation with biotin has been reported to have
a beneficial effect on hoof horn quality not only in pigs
(Brooks et al., 1977;Triebel and Lobsiger, 1979; Brooks
and Simmins, 1980;Penny et al., 1980;de Jong and Sytse-
ma, 1983;Webb et al., 1984;Bryant et al., 1985) but also
in horses (Comben et al., 1984; Wintzer, 1986; Leu,
1987).The goal of this study was to investigate the effect
of long-term biotin supplementation on the quality and
growth of hoof horn in horses. The following paper
represents a synopsis of the thesis of Leu (1987)" and
subsequent investigations. Details concerning materials
and methods as well as results can be seen in the original
version of the thesis. The thesis of Leu was supervised by
H. Geyer, who also performed the subsequent studies. In
addition, the effect of biotin supplementation in horses
with hoof horn problems was assessed in a field trial by J.
Schulze.

Animals, materials and methods

The influence of biotin on hoof horn quality was investi-
gated in 100 horses that were supplemented with biotin
and in 10 horses, that were untreated and served as
controls. The horses were divided into different groups
asdescribedin table 1.

The horses of groups A, B, and C belonged to three
different stables (A, B, C). In each group horses supple-
mented with biotin and control horses were stabled and
worked similarly. The assignment to the subgroups «bio-
tin» or «control» was performed using the degree of hoof
alteration as a criterium. It was attempted to have horses
with poor and better hoof horn condition equally repre-
sented in both subgroups. Groups D and E consisted of
horses from various stables, which were reported to
suffer from poor hoof horn quality. They were supple-
mented with biotin.

The feed-regimen included mainly hay and oats and was
identical for supplemented animals and controls. In sup-

L Leu, U. (1987):Thesis submitted to the Veterinary Faculty, University

of Ziirich as fulfillment of the requirements for the Dr. med. vet.
degree.
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Table 1: Groups and breeds of control horses and of
borses supplemented with biotin

Untreated Time of

Group Breed Biotin
supple- controls supplementation
mentation ~and observation
A Belgian 4 5* 3-6 years
Hanoverian 1 1 5-6 years
B Shires 3 2 8 months
11 months
_ observation
C Icelandic 2 3 15 months
ponies
D various breeds 15 - ~ 1-5years
10 of which 8 horses: more
were warm- than 2 years
bloods
B various breeds 70 - more than
60 of which 1 year
were warm-
bloods

* Of 5 horses 2 horses were untreated for 3-3: years. After this time
they were supplemented with biotin so that a total of 6 Belgians
received biotin.

plemented horses biotin-therapy was the only variable,
while feeding, housing, work and regular hoof-care were
maintained throughout.

The concentration of plasma biotin was measured
before and after the start of biotin supplementation in
each horse, as described by Frigg and Brubacher (1976).
During the study, the concentration of plasma biotin
was periodically measured using the same method to
ensure correct dosage.

The horses supplemented with biotin received 5 mg of
biotin/100-150 kg body weight, per os, daily. The stand-
ard dose for a 500-600 kg warmblood horse was 20 mg
of biotin per day.The biotin tablets were administered in
a piece of apple to horses in groups A and B, twice daily;
horses in groups C, D, and E received the biotin tablets
once daily. After three and two years of biotin treatment,
respectively, the dosage of biotin was reduced to 25% of
the initial dose in five horses in group A and in four
horses in group D.

The growth rate of the coronary horn was measured at
the dorsal, lateral and palmar wall (Fig.1) in groupsA, B,
and C and in most horses of group D. Grooves were
placed 2-3 cm beneath and parallel to the coronary bor-
der by use of a drilling machine. The distance from the
coronary border to the grooves was measured in the
direction of the tubules as depicted in Figure 1. During
the first year, the growth rates were measured in all four
hooves of each horse in groupsA, B, and C. Subsequently
the measurements were limited to the left fore and the
right hind hooves of horses in groupsA and D.

The hoof born condition was assessed by adspection
and palpation, every three to four months in horses in
groupsA, B, and C and at least every four to six months in
horses in groups D and E. Alterations such as crumbly
horn, cracks in the coronary horn, chips in the weight-

Band 136, Heft 4, April 1994



H. Geyer and J. Schulze e Biotin and Hoof Horn Quality 139

Fig.1

e

Figure 1: Measurement of the growtbh rate of the born
wall.

(a) Coronary border; (b-d) grooves, (b) dorsal,

(0 lateral, (d) palmar; (e) direction of tubules and of
measurements; (f) length of the anterior wall;

(g) weight-bearing border.

Figure 2: A. Location of born specimen taken from a
live borse, 30-40 mm below the coronary border. The
proximal and distal edges of the specimen are sawed.
After carving grooves at both ends of the specimen
with a steel cultter; the specimen is excised with a
sharp chisel. (a) Coronary border; (b) dorsal
specimen; (¢) lateral specimen.

B. Raw specimen showing the arrangement of horn
tubules. Histological sections were taken from the
proximal surface. The dashed line shows the
geometry of the tensile specimen to be used in testing.
A milling machine is used to manufacture the tensile
specimen.

C. Specimen for tensile strength measurements. The
specimen is mounted in the tensile testing machine

with grips attached to both ends. The force required
to fail the specimen in tension is measured. (d) area
of failure; arrows: direction of force.

bearing border and decayed horn in the sole and frog
were recorded at each assessment. The condition of
each hoof was graded semiquantitatively as, 0, no
changes; 1, mild changes; 2, moderate changes; or 3,
severe changes. The average grade of all four hooves of
each horse was calculated; the average grades deter
mined at each assessment were compared.

The hooves of horses in groups A, B, and C were photo-
graphed every six months. Photographs of the hooves of
horses in groups D and E were occasionally taken.

The assessment of hoof horn condition was performed
for each horse by the same person. Groups A - D were
assessed by Geyer using the previously described grad-
ing system. Group E was judged by Schulze according to
the same criteria; the hoof condition was graded and
compared before and after treatment using a modified
method i.e. the hooves were graded as «cured», «m-
proved», or «cunchanged».

To investigate bistological alterations and physical
properties of the hoof horn, specimens of coronary horn
were obtained from live animals approximately 3 cm
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(warmbloods, Icelandic ponies) or 4 cm (Belgians,
Shires) under the coronary border (Fig. 2) as described
in the thesis of Leu (1987). The excised horn was
replaced with acrylic. The specimens were 15 mm long,
10 mm wide and 5 mm thick. They were obtained from
the dorsal and lateral wall of the left fore and the right
hind hooves every seven to eight months in groupsA, B,
and C. In 6 horses from group D the specimens were
obtained at irregular intervals. Histological sections
were cut from the proximal surface of the specimens by
use of a microtome cryostat. The sections were stained
by floating them in haematoxylin and eosin or alcian
blue periodic acid-Schiff stains and mounted in glycerine
jelly. The specimens were evaluated histologically and
graded according to the previously described method
i.e., 0, no changes; 1, mild changes; 2, moderate changes;
3, severe changes.

After histological sections had been made, the rest of
each raw specimen was trimmed with a milling machine
to a flat specimen of 10 x 5 x 2 mm (= tensile specimen).
In the middle of the specimen the tensile strength of the
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Figure 3: Mean o———o X horses supplemented with biotin (n = 5)
growth rates biotin supplementation was started on February 6, 1985
of the boof wall s————e X control horses not supplemented with biotin (n = 3)
measured every Womoomnee «X control horses not supplemented with biotin (n = 5)
2-3 montbs
(Group A).
growth rate (mm per 28 days) growth rate (mm per 28 days)
10 10

9 9

8 8

7 7
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285 | 785 | 186 | 686 986| 187| 587 | 987 | 288 | 7.88
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time (month. vear)

Grades: 0=no changes 2 = moderate changes

1=mild changes 3 = severe changes

horses supplemented with biotin
Figure 4: Macroscopic
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supplemented with
biotin (Group A). The
grades in Figures 4
and 5 represent the
average of the
condition of all

3.0

4 booves of each *05 P
borse at each s T | : o] . l — | me (month, year
185 5.85 10.851 2.86 ‘ ’11,861 187| 587 | 9.87 |1.88A 4.88 | 9.88
assessment. 12.85 586 | 9.86 12.86 3.87 1.87 288
7.85 7.86 7.87 | 7.88
start of biotin supplementation reduced dose of biotin
Grades: 0= no changes 2 = moderate changes

1=mild changes 3 = severe changes

control horses not supplemented with biotin
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Figure 5: Macroscopic
10
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horn was then tested in a 2 x 2 mm area (Fig. 2; see also
Kiing, 1991). The tensile strength is the force in New-
tons (N)/mm? or kilopond/mm? (1 kp = 9.81 N),
required to tear the horn specimen into two pieces. The
specimens were obtained from defined locations and
prepared under the same conditions. Prior to the tensile
strength test, the tensile specimens were stored in a
chamber at 65% relative humidity and 20° C for 96 hours.
The tensile strength was measured in hoof specimens
from horses in groups A and B. In group C (Icelandic
ponies), the raw specimens were not large enough for
testing the tensile strength.

Results

The mean concentration of plasma biotin in horses not
supplemented with biotin was 200 ng/1 (range 150-450
ng/D) in horses of groupA, B, D, and Eand 300 ng/1 (range
150-540 ng/D in group C. After oral administration of
biotin, the plasma concentration increased immediately
to very high levels ranging around 20 000 ng/1. The high-
est values occurred within one hour of oral administra-
tion of biotin. Twenty-four hours after oral admini-stra-
tion of biotin, the concentration of plasma biotin was
more than 1000 ng/1.

The growth rate of the coronary horn was calculated at
each assessment by determining the mean value of all
measurements at the three locations in two or four
hooves.

In warmbloods, Belgians and Shires, the coronary horn,
which forms the main part of the horn wall, grew an
average of 8 mm/28 days (range 6-11mm/28 days;
Fig. 3). In Icelandic ponies however, the horn wall grew
only 4-5 mm/28 days. In group D, five of 15 horses (not
warmbloods) each weighing 400 kg also had growth
rates of only 5 mm/28 days.

In groups A, B, and C, there was no difference between
the growth rate of the coronary horn in bhorses supple-
mented with biotin and those not supplemented with
biotin (Fig. 3).

The renewal time of the entire hoof horn was calculated
by dividing the length of the anterior wall by the growth
rate.

The mean length of the anterior horn wall was 100 mm
in warmbloods, 120 mm in Belgians and Shires and 90
mm in the Icelandic ponies.

The renewal time of the horn wall was approximately 12
months for warmbloods, 15 months for Belgians and
Shires and 15-20 months for Icelandic ponies; the longer
renewal time in the latter was attributable to the low
growth rate of the coronary horn.

During winter the growth rates of the coronary horn
decreased by 1-2 mmy/ 28 days (Fig. 3).

The different locations of the horn wall (dorsal, lateral
and palmar/plantar) had similar growth rates. The pal-
mar/plantar part of the wall tended to have a lower
growth rate in comparison to the dorsal and lateral parts.
The bhoof born condition of horses in group A was as-
sessed macroscopically over a six year period;the results

Table 2: Hoof horn condition assessed macroscopically in borses supplemented with biotin (+) and in borses

not supplement with biotin (controls; -) of Group A

1984-85  1985-86

- + from‘fim. 89

1986-87

1987-88  1988-89  1989-90  1990-91

Mean grades based on three to six assessments performed annually are reported: 0, no changes; 1, mild changes; 2, moderate changes;

3, severe changes.
* hoof condition not determined, horse not in trial in this period.
' 122.4.1991

t all horses slaughtered because of illness unrelated to hoof problems.

Band 136, Heft 4, April 1994
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142 H. Geyer and J. Schulze * Biotin and Hoof Horn Quality

over 3.5 years are reported in Figures 4 and 5. The mean
grades determined every 12 months for each horse are
reported in table 2. These grades were based on three to
six assessments per year.

In November, 1984 and at the start of this study
(February, 1985), the hooves of horses supplemented
with biotin had a mean grade of 2.6 i.e., the hooves had
severe changes.

The horn wall frequently had chipped-out areas at the
weight-bearing border, and the surface of the horn was
often uneven and crumbly. After three to six months of
biotin supplementation, the surface of the proximal half

Figure 6:The severely chipped (a) right bind boof
of a Hanoverian bhorse (No. 5) at the beginning
of biotin supplementation.

Figure 7:The same boof as depicted in Figure 6 in
good condition after one year of biotin
supplementation.

(a) Small chip; (b) location of born specimen taken
5 montbs prior to the photograph and closed with
acrylic material (“hoof-repair”); (c) groove for
measurements of growth rate.
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Figure 8: Medial view of the right bind boof of a
Belgian borse (No. 4). A large chipped area (a) can
still be seen after 8 montbs of biotin
supplementation.

Figure 9:The same boof as depicted in Figure 8 after
16 montbs of biotin supplementation.

The boof is in fairly good condition and only a thin
crack (a) is still present. (b) Location of dorsal born
specimen that was obtained 5 montbs prior to the
Dphotograph.

of the hoof horn was smoother; however, the distal half
still had severe changes. Eight to 15 months after the
beginning of biotin supplementation, improvement was
also observed in the distal parts of the hoof. There were
fewer cracks and chipped-out areas in the horn wall, and
thus the grades for hoof condition improved as well (Fig.
4). After 16 months of biotin supplementation, the mean
grade for hoof condition was 1.1 i.e., mild changes.

With continuous biotin supplementation, the hoof con-
dition of four horses in group A remained nearly con-
stant. In horse No. 2, the condition of the hoof horn after

Band 136, Heft 4, April 1994
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one year of biotin supplementation was graded as 1.25;
this was substantiated histologically. Although the hoof
horn condition deteriorated later, it was still better than
at the start of the study. Continuous improvement in the
hoof horn condition was observed in horse No. 5 (Fig. 6,
7)and No. 4 (Fig. 8, 9).

Control horses No. 6 and 7 had a better hoof horn condi-
tion at the start of the study than the horses supple-
mented with biotin. Horse No. 8 initially had hooves
with severe changes. It was planned to include a second
control horse with severe hoof horn alterations in this
group; however, this horse, which had an average hoof
horn grade of 3 in 4 of 5 assessments, was slaughtered in
1985 because of arthrosis of the hock joint.

Four of the control horses (No. 6, 7, 10 and 11) of group
A subjected to the same management conditions as the
other horses of this group had relatively good hoof horn
condition which was constant over several years (Fig. 5,
table 2).

Control horse No. 8 repeatedly had phases of poor hoof
horn condition interrupted by phases in which the hoof
horn improved. The first phase of improvement without
treatment (1985/86) is explained in the results of histo-
logy and tensile strength measurements. In the third
phase of a poor hoof horn condition, biotin treatment
was initiated. Another horse, (No. 10) initially had rela-
tively good hoof horn status, which after 1.5 years
started to deteriorate; biotin supplementation was
started in June 1989 because this horse had chipped
areas in the front hooves, most pronounced in the
medial wall of the right front hoof.

The Shires in group B were supplemented with biotin
for eight months. Before supplementation, the mean gra-
de of the hoof horn condition was 1.5 (mild to moderate
changes); after eight months the condition of the hoof
horn had improved slightly (mean grade = 1.25). The
hoof horn condition of the two control horses in group B
had a grade of 1.3 throughout the eight months.

In group C, the hoof horn condition of two horses im-
proved from an initial grade of 2.0 (moderate changes) to
1.0 after 16 months of biotin supplementation. The
mean grade of the hoof horn condition of the two con-
trol horses remained constant at 2.0 throughout the
study.

After approximately one year of biotin supplementation,
the hoof horn condition of horses in group D generally
showed a good improvement. The average grade for
hoof horn condition of 14 of the horses was 2.4 at the
start and 1.0 at the end of the study. One horse had
intermittent laminitis and crumbly horn which was
chipped at the weight-bearing border; the hoof horn
condition of this horse did not improve during the study.
The hoof condition of the 70 horses of group E was
assessed by palpation and adspection but was not
graded. Of the 70 horses in group E, 42 (60%) had
healthy hoof horn and 28 (40%) showed an improve-
ment in hoof horn condition after one year of biotin
supplementation.

Band 136, Heft 4, April 1994

The following long-time observations should address the
question, whether or not biotin therapy should be con-
tinued after a satisfactory hoof condition has been
achieved. The results show that biotin supplementation
should not be reduced or terminated.

After approximately one year of biotin supplementation,
the hoof horn condition of two warmblood horses in
group D showed a good improvement. Biotin supp-
lementation was then discontinued and after one year,
the hoof horn condition deteriorated and the hoof horn
was once again brittle.

Five mg of biotin per 100-150 kg body weight was admi-
nistered daily to the five horses in group A for three
years; then the daily dose of biotin was reduced to 1.25
mg per 100-150 kg (February, 1988) for three years.
During the second and third years of reduced biotin
supplementation, the hoof horn condition of horses 3
and 4 was worse than during full biotin supplementation
but better than before biotin supplementation (Table 2).
The hoof horn condition of horse 5 did not change after
reduction of the daily dose of biotin. Horses 1 and 2 were
slaughtered after 16 and 5 months of reduced biotin
supplementation, respectively, and therefore the effect
of a reduced dose could not be assessed macroscopical-
ly.

Four horses of group D were supplemented daily with 5
mg of biotin per 100-150 kg body weight for two years.
The daily dose was then reduced to 1.25 mg per 100-150
kg body weight for a minimum of two years. The hoof
horn condition of two of these horses was good after the
first two years of biotin supplementation and did not
change with the reduced biotin dosage. The other two
horses also obtained a good hoof condition with full
biotin dosage;however, after two years of reduced biotin
dosage, the hoof horn condition worsened (grades 2.0
and 1.5) but did not deteriorate to the initial condition

Figure 10:Transverse section of the coronary born
Jrom the proximal born wall with severely altered
intertubular born (a) before biotin supplementation.
Alcian blue-PAS staining.

(a) Intertubular born, cell membranes or whole cells
are stained intensely with PAS; (b-c) deformed
tubules, (b) tubular cortex, (c) tubular marrow.

Schweizer
Archiv fiir
Tierheilkunde



144 u. Geyer and J. Schulze e Biotin and Hoof Horn Quality

Figure 11:Transverse section through the outer part
of the coronary born before biotin supplementation.
The specimen was taken from the proximal part of
the born wall of a Thoroughbred (Group D). Alcian
blue-PAS staining.

Note the marrows (a) which are enlarged by decayed
cortical cells (b). (¢) Unchanged cortial cells;

(4) intertubular horn.

before biotin supplementation. The daily dose of biotin
was then increased to 5.0 mg per 100-150 kg body
weight.

Histological examination of hoof horn specimens
revealed that there were alterations in the coronary horn
of the proximal part of the horn wall of horses in groups
A - D.These alterations included more intense positive
PAS staining of the cell membranes than normal (Fig. 10)
and positive PAS staining of the entire horn cells, indicat-
ing cell disintegration. Decayed inner cortical cells of the

Table 3. Histological evaluation of born specimens
Jrom the proximal balf of the born wall

X
¥ 0 2
n 8 n
= x4 sl 143 g g
oon 17 o 12 n 8

X = average grade of n specimens;as a rule, four specimens (dorsal
and lateral of the left fore and the right hind hooves) were obtained
from each horse.

Grades: 0, no changes; 1, mild changes; 2, moderate changes; 3, severe
changes.

Schweizer
Archiv fiir
Tierheilkunde

horn tubules which stain positively with PAS resulted in
enlargement of the marrows (Fig. 11).

Hoof horn specimens were evaluated histologically by
use of the same grading system used to assess the macro-
scopic appearance of the hoof horn (Table 3). Histolo-
gical alterations of hoof horn specimens obtained 3-4
cm under the coronary border were not as severe as the
macroscopical alterations; in the macroscopic assess-
ment, the entire hoof including the frequently altered
weight-bearing border was assessed.

The coronary horn of horses supplemented with biotin
in all three groups improved histologically after seven to
eight months of biotin supplementation (Table 3); this
improvement was maintained after 15 months of biotin
supplementation. In comparison to the start of the
study, the histological alterations of the coronary horn
were less frequent and less severe after eight months of
biotin supplementation. However, the horn did not
recover completely and remained slightly altered during
biotin supplementation.

This result is demonstrated in Figures 11 and 12. The
coronary horn of the dorsal hoof wall of a horse supple-
mented with biotin (group D) had many tubules with
enlarged marrows at the start of the study (Fig. 11). After
16 months of biotin supplementation, the tubular struc-
ture had improved, and the marrows were smaller than
before but some decayed cortical cells were still present
(Fig. 12). By use of histometry, it was determined that
the percentage of the marrows in the horn of this area
was reduced from 25%, at the start of the study, to 12%
after biotin supplementation. The entire specimen had
severe changes (3.0) at the start of the study and mild to
moderate changes (1.5) at the end; the mean grade of all
four specimens, which were obtained from this horse,
improved from 1.75to 1.0.

Figure 12:Transverse section through the same part
of the coronary horn as depicted in Figure 11 after
16 montbs of biotin supplementation. Alcian
blue-PAS staining.

The marrows (a) are smaller than before, but some
decayed cortical cells (b) are still present.

(¢) Unchanged cortical cells; (d) intertubular born.
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The histological structure of the hoof horn of horses not
supplemented with biotin in groupA, B, and C remained
nearly constant during the study, or deteriorated slightly
(Table 3).

In group A, the histological and macroscopic findings
initially indicated that the hoof horn condition of the
control horses was better than that of the horses supple-
mented with biotin. It is important to note that the hoof
horn condition of horse No. 8 improved macroscopical-
ly for 15 months (Fig. 5) without biotin supplementati-
on; initially the coronary horn specimens of the proxi-
mal hoof wall were already in good condition and had a
mean histological grade of 0.63, which increased to 0.75
after seven months and reached a value of 1.06 after 15
months.

The measurements of tensile strength were performed
in the exterior part of the coronary born two to three
times in group A and once in group B. Due to technical
problems, only a small number of specimens could be
processed at the beginning of the trial, whereas after
eightand 15 months, three to four specimens from every
horse were physically tested. The tensile strength of nor-
mal unaltered coronary horn in the proximal part of the
horn wall was 60 N/mm? or more. The tensile strength of
histologically altered portions of horn was reduced. This
could be demonstrated in several horses of group A
when the tensile strength was measured in portions of
horn with histological alterations. The tensile strength
of the horn specimen in Figure 10 with altered intertubu-
lar horn was only 28 N/mm?,

In another specimen with similar alterations and from
the same horse, the tensile strength was 26 N/mm?. The
lowest value of altered hoof horn in group A was 20
N/mm?.

The initially low tensile strength values measured in
group A improved after eight months of biotin supple-
mentation in specimens obtained from the same locati-
ons. After 15 months of supplementation, the tensile
strength had reached nearly normal values at these loca-
tions.

The average tensile strength of coronary horn speci-
mens increased from 53 N/mm? (n = 12 specimens) to
64 N/mm? (n = 19) after eight months and reached 67
N/mm? (n = 20) after 15 months of biotin supplementati-
on. It is important to note that especially the very low
values of tensile strength mentioned above improved
markedly at the same locations after biotin supplementa-
tion, to values higher than 50 N/mm?.

The mean tensile strength of the coronary horn impro-
ved in the control borses from 58 N/mm? (n = 5 speci-
mens) at the start of the study to 67 N/ mm? (n = 12) after
eight months, and to 70 N/mm? (n = 11) after 15 months.
Two hoof horn specimens from control horse No. 8 had
a tensile strength of 53 and 72 N/mm? at the beginning of
this study, indicating good quality coronary horn in the
proximal hoof wall.

Control horse No. 6 also had good quality horn with a
tensile strength of 63 N/mm? at the beginning of the
study, 76 N/mm? after 8 months and 79 N/mm? after 15

Band 136, Heft 4, April 1994

months; three years later, when this horse was slaughte-
red, coronary horn specimens obtained from the same
locations had a mean tensile strength of only 66 N/mm?.
The tensile strength of hoof horn specimens from group
B could not be measured at the start of the trial, because
the specimens were too small. Seven months after the
start of the study, there was no difference between the
tensile strength of hoof horn specimens between the
horses supplemented with biotin (x = 63 N/mm?) and
two control horses (x = 66 N/mm?). The macroscopic
and histologic results prove, however, that two of three
supplemented horses had a poorer hoof horn condition
at the start of the study than the two control horses.

The following results of tensile strength measurements
may provide some additional information about the con-
sequences of ending or reducing biotin supplementati-
on.

One horse of group B was supplemented with biotin for
eight months, and the mean tensile strength of the four
proximal coronary horn specimens at this time was 62
N/mm?. Eleven months after the end of biotin supple-
mentation, the horse was slaughtered; the mean tensile
strength of the four coronary horn specimens obtained
from the same locations was 44 N/mm?.

When this horse was slaughtered, the weight-bearing
border of the dorsal wall consisted of horn produced
during biotin supplementation. The average of 6 speci-
mens taken from the dorsal part of the weight-bearing
border (produced during biotin supplementation) was
49 N/mm?. In comparison, six horn specimens of the
dorsal wall of the proximal part of the hoof (produced
without biotin) had a mean tensile strength of only 43
N/mm?. It should be remembered that the tensile
strength of coronary horn is usually lower at the weight-
bearing border than in the proximal part of the hoof
(Kiing, 1991;Zenker, 1991).

The tensile strength of proximal hoof horn specimens
from horses No. 1 and 2 of group A was 58 N/mm? and
68 N/mm?, respectively, during supplementation with
the full biotin dose. When the biotin dose was reduced,
the tensile strength decreased to 53 N/mm? and 55 N/
mm?. In comparison, the tensile strength of proximal
coronary horn specimens from horse No. 9 of group A,
which had been supplemented with the full dose of
biotin for two years, was 60 N/mm?.

Discussion

The plasma concentration of biotin in untreated horses
with mean values near 200 ng/1 (range 150-450 ng/]) is
very low(see also Schulze and Scherf, 1989). It should be
noted that the lowest measurable value is 150 ng/l. In
group C (celandic ponies) the mean concentrations
were 300 ng/l (range 150-540 ng/1). This approximates
the results of Josseck (1991) in Lipizzan horses, whose
mean concentrations were 350 ng/1.

Normal biotin plasma levels vary greatly among different
species:In ruminants the plasma biotin levels are slightly
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higher (450-600 ng/l, Comben, 1987) than in horses.
The plasma concentrations of pigs ranges between 400
ng and 1000 ng/l. (Whitehead et al., 1980; Geyer et al.,
1984; Bryant et al., 1990). According to Frigg et al.
(1989) the biotin blood level of dogs ranges within
600-2500 ng/l. Schulze (1987) observed mean plasma
levels of 1500 ng/l in yearling beagles compared with
2200 ng/1in beagles which were 6 months old.

In pigs, plasma concentrations of biotin below 400 ng/1
are indicative of biotin deficiency (Volker, 1977). How-
ever, the low plasma concentrations are not indicative of
biotin deficiency in horses. In Lipizzan horses with fre-
quent hoof horn alterations Zenker (1991) measured
carboxylase activities of lymphocytes, which revealed
no signs of biotin deficiency. In the horses of our study
(untreated, or before biotin supplementation) no corre-
lation could be demonstrated between plasma level and
hoof horn condition. Horses with good and those with
bad hoof horn quality had very low plasma biotin levels.
Biotin deficiency in pigs results in dramatic hair loss
(Geyer et al., 1981); the hair coat of horses with hoof
problems in this study and the study of Josseck (1991)
and Zenker (1991) were in good condition.

The plasma concentration of biotin can be used to deter-
mine whether or not a horse is being supplemented with
biotin. Supplementation may be suspected with concen-
trations above 500 ng/1 and is certain with concentrati-
ons above 1000 ng/1.

Biotin supplementation did not increase the growth rate
of the coronary horn. This is in agreement with the re-
sults of studies involving Lipizzan horses (Josseck, 1991)
and pigs (Johnston and Penny, 1989). It is important to
remember that the growth rate of the coronary horn
varies between individuals (Josseck, 1991) and between
breeds. In warmblood, Belgian and Shire horses, the
mean growth rate of coronary horn was 8 mm per 28
days, whereas in Icelandic ponies, it was 4 to 5 mm per
28 days. Based on the growth rate of the coronary horn,
the time required for the renewal of the entire hoof is at
least one year and in breeds with a low horn growth rate,
may be almost two years. In horses with alterations in
the weight-bearing border of the horn, improvement
can be expected only when the better quality horn pro-
duced at the coronary band during biotin supplementati-
on or another therapy reaches the weight-bearing bor-
der. In contrast, improvement of frog and sole alterations
may be observed sooner because the time required for
renewal of the sole horn, based on a growth rate of 4 to
4.5 mm/ 28 days, is approximately 100 days (Josseck,
199D).

The growth rate of the coronary horn was often lower in
winter than during the rest of the year. This was also
reported by Josseck (1991). Perhaps reduced digital
blood flow is the cause of the lower growth rate in win-
ter. In studies involving sheep housed at different tempe-
ratures, Wheeler et al. (1972) observed a dramatic de-
crease in the growth rate of hoof horn from 4 mm/28
days when the sheep were kept at 20C to 1 mm/28 days
when the sheep were housed at 0C.
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The aim of the macroscopic investigations was to ex-
amine the hoof status of horses supplemented with bio-
tin and of untreated controls over a long time. The hor-
ses in group A were observed for a period up to 6 years.
By use of protocol sheets, photographs and the previous-
ly described grading system, which summarized all fin-
dings at a certain date in one grade, it was possible to
compare the results from different dates in a simple man-
ner (Fig. 4-5). In long time observations it was possible
to determine which horses had hoof horn of permanent
good quality, and it was observed that horses with hoof
horn problems had alterations for many years (Fig. 5).
From the results of this study it was evident that hoof
horn alterations will usually not improve over a long
period of time without any treatment. In most cases
poor quality hoof horn is a lifetime problem when left
untreated i.e. therapy is not initiated or environmental
factors are not addressed.

In addition to the horses of groups A-C, where biotin
treated and control horses were kept under equivalent
conditions, groups D and E (comprised only of biotin
treated horses from different stables) were involved in
this study with the aim of obtaining more information on
the effect of biotin therapy in a large number of clinical
cases with hoof horn problems. Each horse was maintai-
ned under uniform conditions before and during biotin
supplementation; biotin therapy was the only factor
which varied.

In horses supplemented with biotin, there was generally
an improvement in macroscopically assessed horn con-
dition. (Fig. 4, Table 2). Improvment was observed eight
to 15 months after the start of biotin supplementation,
because most of the initial problems were in the weight-
bearing border of the hoof. In a recently performed blind
study involving Lipizzan horses with brittle coronary
horn and soft horn in the white line, the horses supple-
mented with biotin showed a significant improvement
in hoof condition in comparison to the control horses
and compared with their initial hoof condition (Josseck,
1991;Zenker, 1991).

The bistological findings obtained from consistent loca-
tions of the proximal horn wall were compared with the
normal structure as described by Bucher (1987) and Bol-
liger (1991). Periodical sampling of specimens allowed
comparison of the histological structure before and du-
ring biotin therapy.

Histological alterations were seen in the proximal horn,
about 2 to 3 cm distal to the live epidermal cells that
produce the perioplic and coronary horn. It was conclu-
ded that altered horn already has defects when it is pro-
duced. These defects become visible when the horn is
later subjected to loading and environmental factors.
The results of the histological examination in this study
indicate that brittle, crumbly horn has specific morpho-
logical alterations (Fig. 10, 11). In another study invol-
ving proximal horn specimens from the horses in group
A, Budras and Geyer (1989) observed ultrastructural al-
terations in the membrane coating material, which is a
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glue-like substance (Budras and Bragulla, 1990), respon-
sible for adhesion of the horn cells.

In horses supplemented with biotin, the histological al-
terations of the proximal horn wall decreased in severity
and frequency but did not disappear completely. An im-
provement in the histological structure was evident after
seven to eight months of biotin supplementation.
Zenker (1991) made periodical investigations of the hi-
stological structure of horn specimens from the weight-
bearing border of Lipizzan horses. In these specimens it
was more difficult to interpret the histological results
than in specimens from the proximal part of the horn
wall, because specimens from the weight-bearing bor-
der were subjected to marked environmental influences.
Improvements in structure induced by therapy are ob-
served much later in specimens from the weight-bearing
border than in specimens from the proximal part of the
horn wall. Zenker (1991) reported that there was no
significant histological improvement in horn specimens
from the weight-bearing border after 14 months of bio-
tin supplementation; however, there was a significant
improvement after 19 months of biotin supplementati-
on. In an ultrastructural study, Kempson (1987, 1990)
reported that the loose structure of brittle horn in speci-
mens from the weight-bearing border improved after the
horses were supplemented with biotin or «Farrier’s For-
mula», which contains biotin and ten other components
such as methionine, zinc, etc.. In women with brittle
nails, biotin supplementation resulted not only in impro-
vement of the macroscopic nail condition (Floersheim,
1989) but also in the ultrastructure of the nails (Colombo
et al., 1990). The horn cells of fingernails were denser
and had a more regular arrangement after biotin supple-
mentation (Colombo et al., 1990).

In this study, hoof horn specimens with histological al-
terations had a lower tensile strength than healthy or
unchanged specimens. Thus, histological alterations can
influence the mechanical properties of hoof horn. The
tensile strength of all but one  altered hoof horn speci-
mens improved after eight months of biotin supplemen-
tation. After seven to 15 months of biotin supplementati-
on, there was a further improvement in the tensile
strength of hoof horn specimens, although there was no
improvement in the histological grades of these speci-
mens. It can be concluded that prolonged biotin supple-
mentation is necessary for improvement of the histologi-
cal structure and of the tensile strength of the hoof horn.
It is difficult to explain the improvement of tensile
strength of hoof horn specimens of the control horses in
group A. At the start of the study, very few specimens of
the control group could be measured. Perhaps at the
initial phase of measurements possible technical irregu-
larities during treatment of the specimens could have
influenced the results. In the measurements performed
after 8 and 15 months of biotin supplementation, diffe-
rences due to variations in humidity cannot be comple-
tely excluded; climatisation of specimens, which pre-
ceeds the tensile test, is a very important factor. In nor-
mal specimens, which are very dry, the tensile strength
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is higher than in humid specimens (Kiing, 1991). Fur-
thermore it has to be considered that a faulty application
of biotin to the control horses is also possible in a stable,
where some horses are treated with biotin. In the
monthly controls of the plasma biotin levels in group A
the plasma level of the «untreated» horses exceeded
1000 ng /1 three times in horse No. 7 and once in horse
No. 8 within 16 months.

The results of histological examination and tensile
strength measurements of the proximal part of the coro-
nary horn provide valuable information about the
«young part» of the hoof. If this part of the hoofis in good
condition (in biotin supplemented or in untreated hor-
ses), one may expect that after several months, the horn
of the weight-bearing border will also be of good quality.
How biotin influences the hoof epidermis is not known.
It has been reported that in cell cultures of keratinocy-
tes, the keratin pattern changed when biotin was added
to the medium (Fritsche, 1991; Fritsche et al., 1991). It
may be that biotin inhibits premature decay of horn
cells. The cell membrane and the membrane coating
material are important for good adhesion of the horn
cells, and thus influence the mechanical properties of
the horn. Perhaps biotin has an influence on the cell
membrane or the membrane-coating material. The re-
sults of histological examination and measurements of
tensile strength provide more detailed information
about the quality of the hoof horn than the macroscopi-
cal evaluation. However, the macroscopical evaluation
concerns the entire hoof, whereas the histological and
tensile strength evaluations only involve a small part of
the hoof.

The results of this study indicated that biotin improved
the hoof horn quality but did not stimulate the growth
rate of coronary horn. In addition, the hoof horn quality
deteriorated after reduction of the daily dose of biotin or
discontinuation of biotin supplementation. Thus, conti-
nuous biotin supplementation at the full dosage is re-
commended for horses with hoof horn problems. Based
on the results of Josseck (1991) and Zenker (1991), it is
recommended that only horses with good hoof horn
quality should be used for breeding purposes.
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