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SUMMARY

This work presents data on the biosynthesis of
thyroglobulin, This protein of 19S size constitutes the
main thyroid protein in most normal vertebrate thyroid glands;
smaller amounts of 3-85 and 27S protein are usually present.

Initially it is shown that in vivo in the rat, as has

been previously shown in vitro by other workers, labelled
amino acids are incorporated into proteins of 3-8S and 12S
size before the label is incorporated into thyroglobulin.
The pattern of incorporation is consistent with the 12S and
with less certainty the 3-8S proteins being precursor
sub-units of the 19S5 protein, At long time intervals after
administration of a pulse of 3]1-1--1eucine, the pattern of
labelling of the 3-8S fraction could also be consistent with
this labelled fraction being a breakdown product of the
labelled 19S protein.

These findings with 3H-1eucine are in contrast to those
seen when 1251 is used. In this case 1251 is not incorporated
into proteins <18S, except for a small percentage transiently
incorporated into a 125 protein at very early time intervals

after administration of the label. At no time, however,

was/



was a protein lighter than 18S present as the predominant
labelled peak.

The production of a goitrous state in the rat, by means
of one of the antithyroid drugs which block at various
points the biosynthesis of thyroxine, alters the distribution
of the thyroid proteins. Thyroglobulin diminishes in
amount whereas the 3-85S proteins increase; the normally
present 27S peak is lost and a new OD peak is seen in the
32S region. In these goitrous glands the incorporation of

H-leucine into the thyroid proteins is enhanced, but a
truly 19S protein is not formed. As would be anticipated,
the incorporation of 1251 is blocked to a varying degree
depending on the potency of the goitrogen used.

When a mild iodine deficiency state is induced by
feeding a low iodine diet, the incorporation of 3H-1eucine
or 1251 into thyroglobulin is accelerated, presumably due
to increased TSH production by the pituitary. When a more
severe degree of iodine deficiency is present, an 185, as
opposed to a truly 19S protein, is labelled. There is
comparatively little labelling of the 3-8S proteins of iodine

deficient glands, as compared to drug-induced goitres.

The/



The administration of T4 to a goitrous, or normal,
‘1 . . 3 .
animal virtually inhibits the incorporation of H=-leucine and,
125_ , . .
to a lesser extent, I into the thyroid proteins. A stable
12S protein peak is seen under these conditions, which suggests
that this may represent a failure of incorporation of sub=-units
. . 125 . .
into 19S thyroglobulin., An I labelled 12S protein of high
specific activity is found during withdrawal of antithyroid
drugs in the rat.

The protein patterns of a series of 100 human thyroid
glands were studied. The normal human thyroid gland
showed a protein pattern similar to the rat and slices of
the tissue incorporated Z3I—I-1eucine into the 195 protein and
. cp s . 125
its presumed sub-units in vitro. I on the other hand was
incorporated only into an 18-19S protein.

In thyrotoxicosis, whether prepared pre-operatively

by carbimazole/iodide or by KC10 , the notable feature was

4°
the loss of proteins > 19S. This occurred despite differences
in distribution of the thyroid proteins in thyroid glands treated
pre-operatively with these two different regimes. The

glands from patients treated with carbimazole/iodide contained

more/



more thyroglobulin and a smaller amount of 3-8S5 protein
than glands treated with KClO4. The lack of a 27S protein
could not be correlated with iodine deficiency - the
thyrotoxic glands treated by either method of pre-operative
preparation having a similar iodine content which was further-
more similar to that found in non-toxic goitre in which a
27S protein was regularly found.
Most non-toxic goitres and thyroid adenomas showed a
protein pattern and pattern of incorporation of 3H-1eucine
and 1251 similar to the 'normal' human material. In only
2 of 17 adenomas studied was a 3-85S protein found as the
predominant thyroid protein. In both of these glands no
thyroglobulin was histologically demonstrable.
In Hashimoto's thyroiditis a relative loss of thyroglobulin
with increased 3-8S protein was present. A 325 OD peak
was seen in 2 of the 5 glands studied. 3H--leucine was
not incorporated into proteins> 3-8S, but 1251 was incorporated,
not only into thyroglobulin, but also into 12S and 3~8S proteins.
In malignant thyroid glands, as in the other human
thyroid glands studied, there was a good correlation between

the fraction of the thyroid proteins present as thyroglobulin

and/



-

and the presence of histologically demonstrable colloid.
In poorly differentiated tumours, neither 1251 or 3H-1eucine
were incorporated into the thyroid proteins,

The iodine content of 'mormal' human thyroid protein
was approximately 3 times that of any group of pathological
glands studied. Tumour tissue, as anticipated, contained
the least iodine.

In a series of vertebrate thyroid glands studied, the
thyroid protein pattern was similar to that of the normal
rat or human; the exception being the horse in which no
275 protein was found. The iodine content of the majority
of vertebrates was approximately twice that of the normal
human, the only exceptions being the guinea pig, which
contained less, and the cat and dog, in whom the thyroid
proteins were more highly iodinated than in the other animals
studied.

Evidence is presented that the 32S OD peak present in
the goitrous rat can be demonstrated after a variety of
techniques of preparation of the soluble thyroid proteins.
Study of this peak showed that it was not of iodoprotein nature,

but was consistent with it being composed of RNA.
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PREFACE

This work was started during the tenure of a United
States Public Health Service FPostdoctoral Research
Fellowship which I held during the academic year 1966~
1967. 1In this periodl worked at the Harvard Medical
School in the laboratory of Dr. Irving H, Goldberg at the
Beth Israel Hospital, Boston, Mass., U.5.A.

The initial stages of the project were discussed in
broad outline on ray arwvival in Boston but the day-to=-day
control of the experiments.remained my responsibility,
The work performed during this period wasg published
Jointly with Dr. Goldberg.

Following my veturn to Glaégow the studies have been

extended under my direct guidance,

’

#*Thomson, J.A., Goldberg, 1.H.
Endocrinology, 82, 805, 1968
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a.

CHAPTER 1

INTRODUCTION

The thyroid gland exists in all but the lowest forms
of life and provides the body with a site of manufacture and
stovage of the active thyvoid hormones thyroxine (T 4‘) and
i:riiodpthyronine ('1‘3). This function of providing a supply
of its active hormnone sufficient in normal man for some
weeks requirements is unigque amongst the endocrine organs,

The overall structure of the thyroid gland is shown in
fig. 1. It comsists of follicles lined in the resting state by
flattened cuboidal epithelium; the lumen of the follicles
being filled by an amorphous protein material - the colloid.

The synthesis of T 4 and T 3 is achieved by a complex
servies c:f metabolic steps. The advent of such technigues
as radigisotopes and chromatography and their application
to patients with sporadic goitrous cretinism and familial
goitre (Stanbury, 1966 and McGirr and Thomson, 1968)
coupled with the availability of a varviety of antithyroid drugs
which can be used experimentally to interupt the process at
specific points, has led to the recognition of seven main
steps in the synthesis and release of the thyroid hormones,

Although the steps are understood in broad outline the



Fig. 1

Histological section of normal rat thyroid. H and E x 190.



3.
detailed biochemlcal processes by which they are achieved
are by no means well defined.
The steps ave:
1. The irvapping of iodide « this step is blocked by

potaseium perchlorate (KC1O ) and thiocyanate,

4

é. The conversion of iodide to some active form
?iodine ?iodonium ion ~ this step is thought to be achieved
by a peroxidase enzyme system.,

3. The iodination of tyrosine. This step is blocked
by antithyroid drugs of the thiocarbamide group such as
prophylthiouracil (PTU), carbimazole, methimazole as
well as a variety of other drugs such as parva~aminosalicylic
acid (PAB), phenylbutagzone, etc,

4, The coupling of lodotyrosine molecules to form T 4
and TS - this can only take place correctly when the following
step is satisfied.

B. Synthesis of the peptic structure of thyroglobulin,

6. DBreakdown of thyroglobulin by a proteolytic enzyme
system.

7. Conservation of iodide veleased in the form of iodo=
tyrosines during the proteolyeis of thyroglobulin - this

dehalogenase step involves splitting of the iodine from the



4.
tyrosine residue and the recycling of the iodide in the
biosynthetic cycle of the thyroid hdrmone&s.

Current "ﬁhough*i:.ié that steps 1, 2, .5, and 7 take place
in the cell and that the other steps normally take place in
the colloid.

The T 4.m:mc:l iy g BT stored in the colloid of the thyroid
follicles as part of the molecules of thyvoglobulin, This is
a complex iodinated glycopeptide which accounts for some
T70-80% of the proteins formed by the thyroid follicular cells
and which is charactevised by its sedimentation properties
in the ultracentrifuge in which it has a sedimentation
constant of 193,

Other proteins are present in the nowmmal thyroid gland.
These include both proteins heavier than 195 such as 278
andﬂaltso lighter than 198, i.e. 3-8S% and occasionally 11-128.
There are ceriain species differences in the thyroid protein
of the various animals examined so far. Guinea pigs, land
turtles, dogfish and rabbits have appreciable guantities of a
128 protein normally present (Salvatove et al, 19652); the
predominent protein is however 198. Recently however Aloj
et al (1967) have found in the lamprey a species whose native

thyroid protein was predominently a 125 with smaller amounts



5,

of 55 and 178 protein also present,



6.

CHAPTER 4

CHEMISTRY OF THYROGLOBULIN

Most of the recent work on this aspect of the study
of thyroglobulin has been performed by Edelhoch and his
co=workers., This work has been‘recenﬂy reviewed
(Edelhoch and Rall, 1964; Edelhoch, 1965). This present
review will concentrate on those aspects of the chemistry
of thyroglobulin which are necessary for the understanding
oi the various proposed biosynthetic mechanisms,

a. Molecular weight of thyroglobulin This has been

studied by ultracentrifugation, diffusion and light scattering
techniques by Edelhoch (1960a). The results of these
various estimations gave a molecular weight of the order
of 2/ 3 million. This estimate is in agreement with that
found by other workevs.

b. Information derived from the brealkdown of the

thyroglobulin molecule using

l. pH Edelhoch (19602) showed that altering the pH of
a solution of calf thyroglobulin altered the molecular weight
of the protein found. In the pH range 5.,9-9.5 some 128
protein was present as well as 195, At pH 9.5 a 158 and an

838 protein were found although 128 was the predominent



e
protein until pH 11 was reached. Up to this point the
process was reversible on changing the pH back to the
neutval region. At pH 12, 85 was the praﬂomin«auﬁ uﬁiiz
and at pII"I. 12.17 all the protein wém present in the form of
348 units. VT'Eﬁs wmrkeréuun& avsimilaz: pati;ern: of results
by altering the ionic strength of t].-mv solvent buffer. ﬁlijer#:a;in
salts, ev.' g+ KCNS, }Ig++:. :(“;u‘;”‘-‘ and Ni‘{"i.. inareaséd ihe rate
of brt«z.akéawn in neutwal and alkaline molutioﬁ (Metzger énc‘t
deéllaoch, 1961).

2. Heat Idelhoch and Meétzger (1961) also

demonstirated a similar pattern <;>:€ breakdown of the thyro=
globulin molecule by mild heating in that the 195 molecule
was broken down into two slower sedimenting components at
a point before denaturaiion was reached, |

3. Detergents The effect of sodium dodecylsulphate

(SDS) was examined in a series of papers by Ldelhoch
and co~workers (Edelhoch and Lippoldﬁ. 1960; Hdelhoch,
1960b), They showed that low concentrations of this
substance (<0,001M) dissociated thyroglobulin inte 128
fragments which did not show changes in symmetry or
frictional properties from the 195 material. At higher

concentrations the thyroglobulin subunits become swollen



8.,
and showed changes in frictional properties, These
changes were veversible on dialysing out the 8D5., In
a concent-ratian of 0.015M SDS in 0.01M KH03 thyro=
globulin was almost completely dissociated into its

subunits.

4. Rffect of betamercaptoethanol (BMR)

de Crombrugghe et al (1965, 1966) investigated the
changes in thyroglobulin after the reduction of the di-
sulphide bonds by BME, They were able to demonstrate
using this agent that the 129 molecule could be aplit into
two equal sized particles of 6&5 sizme, Furthermore they
also demonstrated that during prolonged dialysis the di-
sulphide bonds could be reoxidised to veform 125 and 193
protein, This reoxidised thyroglobulin was more
resistant to further reduction by BME than the native
thyroglobulin and had similar but not identical immuno=
logical properties.

5, Proteolytic breakdown This aspect has been

comparatively little studied in so far as the production of
possible protein subunite as opposed to iodoamine acids
has been concerned., The production of subunits in one

study (O'Donnell et al, 1958) was found to be dependent on



9.
the absence of salt, However in studies of the tryptic
digestion of thyroglobulin (Metzger et al, 1962) although
the digestion procesded faster in the absence of salt, the
pattern of results was similar; no components with sedi-
mentation propertics between 35 and 195 were found; the 38
components although not in themselves antigenic were able
to inhibit the precipitation of native thyroglobulin with -
rabbit anti~-thyroglobulin antibody.

‘The hydrolysis of thyroglobulin has also been studied -
using vat thyroid particles sedimenting at 100,000g (Pastan
and Almgvist, 1965); The supernatant fraction was not
effective. The process could take place at physiological pii
but the presence of a salt and BME was needed for imaximal
activity suggesiing that veduction of disulphide bonds was a
necessary preliminary to the reaction, This system is
different frow the thyroid protease studied by other workers
which is most active at an acid pH (Pitt~Rivers, 1963) and is
stimulated by TSH and antithyrvoid drugs. Some light on this
discrepancy has been shed by the demonstration of proteolytic
activity at »H 7.8 in the supernatant and an acid protease in
the thyroid particles (Laver and Trikojus, 1955; Weiss, 1953),

Using a rat thyroid gland system Alpers et al (1956) were able
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to demonstrate only small particles formed during the
early stages of hydrolysis without the formation of larger
molecules of the 128 size,

¢, In vitro formation of thyroglobulin from prae-

sumed subunits by non-bioclogical means As

'm;emtianed above, when thy‘roglobﬁiin is broken dovv:n the
'fragmen;tﬁ can recombine to form 125 and 198 proteins
with some but not 5.11 the properties of the native 195
protein providing i:haf the proce.sys of degradation stops
short of the point of denaturation. Similar results have
bheen shown by Goldberg and Seed (1965) who further
demonstrated that the reaction was accelerated bj the
presence of ’carrier thyroglobulin and a source of iodine,
Toi et al (1963) have also studied the synthesis in vitro of
T 4 from thyroglobulin containing labelled mono~ and di-
iodotyrosine (MIT and DIT) when 4-hydroxy=3, 5 di=
iodophenylpyruvic acid (DIHFPA) and an oxygenating system
wera present.

d. Thyroid proteins other than 195 Normally a 3-85

and a 275 protein are present in the thyroid gland, In
certain animals a 125 protein is normally found, On

occasion traces of a 135 and a 31-345 protein have been



11,
found .(Nunez et al, 1965a), A 16~173 protein is also
present under abnormal conditions where lodination is
interfered with (Seed and Goldberg, 1966; MNunez et al,.
1966). The 3-85 {raction will contain the 68 protein
formed in vitro from degradation of 195 protein if the 68
fraction is indeed present physiolagicvallzr,. This fraction
however presents considerable difficulties in analysis as
it also containe the serurn proteins, haemoglobin and
structural proteins of the thyrold cell, A 65 protein
cannot therefore be isolated in puve form from the thyroid
gland and studiee on this protein have to be peviormed on
degradation products of 195 protein, Examination of all
the different proteins so far studied has shown that their
amino acid content is similar (Spiro, 1961),

The protein of this group which has been most studied
is the 278 protein (Salvatore et al, 1965b; Vecchio et al,
1966a). These workers have demonstrated common
immunological properiies of 275 and 198 proteins., The
molecular welight of the 275 protein is approximately twice
that of 195 and this would fit well with the original thoughts
that this represented an aggregate of two 198 units, However

Vecchio et al (1966a) have shown that under conditions which
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do not break disulphide bonds, namely low ionic strengh
of buffer, alkaline pH and mild heat that t]:a,ey‘ were able to
obtain 193, 125 and 65 from a pure 275 protein suggesting
that it was probable that the 65 units were not in disulphide
linkage but rather in a loose aggregation of 1938, 128 and 68
molecules.

e, Differences in iodine content of various thyroid

proteins  Although as mentioned above the various
thyroid proteins show a similar patiern of amino acidy there
does exist substantial differences in the amount of iodine in
each fraction. This was noted carly on by Derrien et al
{1948) who found that the iodine content of apparently pure
thyroglobulin varied. This work has been borne out by more
recent studies especially those involving the technique of
DEAE cellulose column chromatography where the sepa«
rvation of the iodinated proteins of the thyroid appears to he
dependent largely but not exclusively on their iodine content.
Studies of this type by Robbins (1963) have demonstrated that
beef thyroglobulin can be separated into three fractions by
this techmnique. The fractions differ in their iodine content,
the earliest eluting fractions having a lower iodine content

than the starting matevial and the later eluting fractions
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having a greater iodine content, This correlated well with
the analysis of the iodo~amino acid content in that although
the content of MIT was similar in all fractions the DIT and
T 4 contént inereased in the later eluting fractions. The
effect af.iod:ihétion of the starting matevial in ﬁti’o was to
.e:::w‘.sé tﬁe early eluting fraction to virtually ﬁ'iismppea:i;* and
the later eluting fraction to.increase. Broadly similay
results have been obtained by Bouchilloux et al (1964) and
Foxnﬁiei* et al {1966) who furi:he;:' demonstrated that a 175
componénﬂ raanufactured in vitro by sheep thyroid ‘alicés in
the présence of a drug which blocks tyrosine iodination could
be artificially lodinated to a 208 component, G‘Qldberg and
Seed (1965) and Pomunier et al (-»1%6) have both demonstrated
that artificially iodinated material is more resistant ty‘.e::v the
degradative effects of SDS than poorly iodinated material and
the latter group have also confirmed that the MIT/DIT ratio
is higher for the less iodinated i’more labile material. Simon
et al {1966) have also shown that poorly iodinated thyroglobulin-
like proteins arc more readily broken down tc a 125 protein by
freezing and thawing. The 278 component has been found to
have a significantly higher iodine content than 195 (Salvatore ot al,

1965%) but this was not confirmed by the studies of Lissitzky (1965).
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f. Carbolhydrate structure of thyroglobulin This hasg

been mainly studied by Spiro and Spiro (1968). Thyroglobulin
contains approximately . 10% carbobydrate and the above workers
have demonstrated that this consists of galactose, mannose,
N-acetyl glucosamine, sialic acid and fucose. Thyroglobulin
from sheep, pig and calf had a similar constitution. However
human thyroglobulin contained more carbohydrate due to
increased amounts of mannose and glucosamine, Following
prénaﬁe digestion it was found that two types of carbohydrate
units were present; unit A consisting of 5 residues of mannose
to one of N~acetyl glucosamine and having a molecular weight of
1050 and the other unit B, consisting of 3 residues of mannose,
5 of N~acetyl glucosamine, 4 of galactose, 2 of sialic acid and
1 of fucose, had molecular weight of 3200, It was calculated
that there were approximately 9 A units and 14 B units in each
thyroglobulin molecule. The B chain is thought to consist of
several oligosaccharide chains with a terminal sialic acid or
fucose residue linked to galactose which is in turn linked to
Ne~acetylglucosamine, Analysis of the aminoacids present in
the vicinity of carbohydrate favours the view that the glyco=~
peptide linkages are probably through aspartic acid residues,

Murthy et al (1965) found a glycopeptide in a pronase
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hydrolysate of sheep thyroglobulin, This contained 60% of
the total carbohydrate, The molecular weight was 2400
and it contained 0,5 residue of fucose, 2 of glucosamine, 5
of hexose and 1 of sialic acid. Thyroglobulin isclated on
DEAE cellulose column chramaﬁcgraphy has given discordant
results Robbine (1963) finding that the later eluted fraction
from a DEAE cellulose column contained more sialic acid
than did the early eluting matevial and Bouchilloux et al
(1964) finding no significant difference in the carbohydrate
content of the various fractions. Human thyroglobulins from
normal thyroid tissue and from non-toxic goltres were
examined by Pierce et al (1965) who found no difference in
carbohydrate content.

g. Summary of the chemistry of thyvoglobulin ‘The

facts presented in the preceding sections although not

decisive are consistent with the hypothesis that thyroglobulin
(198) is composed of subunits of 128 and 63 size., A 275 protein
which is normally present is twice the molecular welight of 195
but the evidence available favours the view that it represents

an aggregate of 195 + 128 + 68 subunits rather than iwo 195
fractions., Other proteins may be normally present in small

amaounts., Thyroglobulin contains at least 2 different carbohydrate
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subunits linked by aspartic acid residues to the peptide chains,
The iodine content of the thyroid protein varies being increased
with increasing molecular sir;:e.. Theve is considerable evidence
that iodination ig cssential for the stability of the thyroglobulin

molecule as well as being needed for the manuiscture of thyroxine.,
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CHAPTER 3

BIOSYNTHESIS OF THYROGLOBULIN

a. Cell free synthesia

1. Incorporation of jodine This has been studied over

a period of some yvears. In 1955 Taurog and colleagues
demonstrated that whole thyroid homogenates and the
'mitochondrialt fraction were able to form protein bound MIT
from jodine, The 'mitochondrial' fraction was most active
amﬁ the cell sap was inactivé. A note of caulion with regard
to naming subcellular {ractions of thyroid tissue can be
appreciated from the work of Ekholm (1961) who attempted to
isolate a pure mitochondrial fraction from guinea-pig thyroid
and found that in his best preparation there was as much as
50% contamination by microsomes, De Groot and Carvalho
(1960) likewise found that sheep '‘mitochondrial' and ‘micro=
somal' fractions could form labelled protein bound 1311 when
1311 was added to the incubation medium, This reaction was
heat labile and inhibited by catalase. The E«‘EMII existed as
MIT and DIT bound to an albumin~like protein immunologically
distinct from thyroglobulin. In contrast to these studies
Rappaport et al (1966) found that all cell fractions iodinated

195 thyroglobulin added to the incubating medium, Other
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proteins, a 3-83 and a particle bound 10-128 protein were
also labhelled but the patiern of labelling favoured the view
that they were not related to thyroglobulin, They proposed
that in vivo thyroglobulin may be the only protein normally
iodinated because iodination may occur in a site only
accessible to the thyroglobulin molecule,,

-2, Incorporation of amino acids This has been the

subject of a series of papers in the last few years. 8Singh

et al.(1964, 1965) showed that "mitochondrial® fractions
incorporated amino acids into protein in an energy dependent
reaction Awhic:h could be inhibited by actinomycin I} and
puromycin., They further showed that the 'microsomal’
fraction shared the same properties but required the presence
of cell sap and magnesium,. The amino acid incorporation
was not sensitive to actinomycin D or deoxyribonuclease
suggesting that a stable messenger RNA was present., In
these experiments the protein was not characterised..
Likewise Nunéz ef al (1965:) showed that. MC tyrosine was
able to be incorporated into TCA precipitable material in the
presence of cell sap and an ATP generating system. After
purification of the proteins they found that 3-83 and 195 .

material was formed, This rveaction was inhibited by puromycin,
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When the pariiculate fraction was extracted by digitonin only
3-88 proteins were found, Movrais and Goldberg (1964)
showed similar findings with the exception that in this
inr«:.‘canc‘e 80% of the 1“a£1ioactivit$r was particle bound. The
sedimentation patitern of the solulyalie protein showed f:hat 20-35%
of the inaferial aedimentedjust ssﬁért of 198 and the rést at
385, “ Labelling of the ithyroéiohulin fraction continued after
the radi-oactivii:y in the particulate fraction re}ache& its peak
suggesting that the latter wéw a precursor of the for‘mer. The
labelled particulate protein whez;l extracted by digitonin sedi=-
mented at 3-88. Some aiffe:re.ﬁces in the incorpora&ibn of the
various amino acids have been noted by Soffer and Mendelsohn
(1966) who showed the arginine was handled in two different
Ways: oné. requiring the presence of ribosomes and cell sap;
the other needing only cell sap was energy dependent and
required a source of S«RNA but did not require magnesium ions
and was not inhibited by puromycin, In a recent paper Cartouzou
et al (1967) found that sheep thyroid polysomes incorporated MC
leucine into TCA precipitable material when an energy source
and cell sap were supplied. The protein formed was however

immunologically distinct from thyroglobulin,
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3. Incorporation of carbohydrate Cartouzou et al (1967)

e » - N lA
have further demonstrated the lack of incorporation of ~ C

. i4 s
glucosamine and ~ ¢ mannose by sheep thyrdid polysomes,

be Cell culiuve techniques - Little work appears to have

been done by this tachnique, Pulvertait et al {(1959) using

buman pathological material showed that iodine was incorporated

4

'

into MIT in a protein bound:form.: In one patient T 3' and T
appeared to have been formed, In another study Raghupathy

et al (1965) showed that sheep thyvoid cell monolayers

B

. i3
incorporated

11 into a protein with o similar electrophovetic
mobility as thyroglobulin, the reaction being enhanced by TSH,
They further showed that although the "mitcchondrial' and

‘microsomalt {raciions contained protein bound lodine this did

not seern to be related electropheretically to thyroglobulin,

¢, Thyroid slice techniques

1. Incorporation of iodine Using a slice technique it has

been shown by Sced and Goldberg (1963) and Lissitzky et al

125, . : . s s
(1964) that I is rapldly incorporated into a thyroglobulin~like
protein of approximately 1838 size, In the studies of Seed and
Goldberg no protein lighter than 188 size was jodinated. However
Lissitzky et al found incorporation of lz&l into the light weight
proteins of 3+85 size at early times of labelling. They furthermozre

showed that al
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protein of 125 size was also labelled. Seed and Goldberg (1965)
showed that in the presence of propylihicuracil (FTU) in

$M-. ! 51 incorporation into thyroglobulin

concentration of 10
was completely abolished dlthough some incorporation into 3-83
protein persisted. This incorporation of 125}: was not inhibited
by preincubation with actiomycin: At a similar concentration
of PTU Nunez et al (1965¢c) found iodination of a 178 protein
which they called prethyroplobulin, Both they (Nunez et .al,
1965d) and Goldberg and Seed (1968) have demonstrated that
iodination can result in the foimation of a 192 protein from this

1758 material.

Z« Incorporvation of amino acid 1‘11%’:’5 has been examined

by various groups of workers (Sced and Goldberg, 1963, 1965;

Lissitzky et al, 1964; Nunez et al, 19658a). All are agreed
that 1abe1led amino acids become incorporated into light weight
proteins of 3~85 and 128 size before the label becomes
incorporated into the 198 protein which is the pre-existing
hormone. Using purvoraycin iodination can be shown to occur
after the cessation of protein synthesis, and using actinomycin
it was demonsirated that the RNA teraplate for thyroglobulin
synthesis must have a half life of at least 15 hours (Seed and

Goldberg, 1963),
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3. Incorporation of carbohydrate It has been shown

(Spiro and Spivo, 1966) that labelled glucose could be
incorporated by calf thyroid slices into a protein with
similar electrophoretic and immﬁnological characteristica
as thyvroglobulin,

d. Review of sites of incorporation of various

constituents of thyroglobulin

A. lodine This has given rise to the greatest degree

of controversy as to whefher jodination is a function of the
colloid, the cell or both. The data favouring iodination
taking place in the colloid is based mainly on autoradiographic
evidence which indicates in the normal animal at any rate that
radioactive iodine is found in the colloid within minﬁtes as

. opposed to approximately 4 hours using labelled amino acids
(Nadler et al, 1964)., There is also considerable evidence that
iodination takes place at the 17~1385 stage i.e¢. when the poly=-
peptide chain is completed. This was well illustrated by the
data of Seed and Goldberg (1965) who showed that puromycin
did not block iodination of thyroglobulin., Sellin and Goldberg
(1965) found no evidence of 125, incorporation into thyroid cell
pariicles in higher specific ai:tivity than'in the cell sap. On

the other hand there are reports favouring the view that, at
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least in certain abnormal conditions iodination is a function
of the thyroid epithelial cell, Such suggestions have been
made as the result of studies on a rat thyroid tumour in
which the thyroid pariicles accumulated a large percentage
of the administered radioiodine (Robhins et al, 1959); from
a.utoxa&iogtraphic studies in normal rats given stable iodine
in addition to radioiodine and in rats who have been hypo-
physectomised (Pitt~Rivers et al, 1964); and froxa studies of
autoradiographs of human dyshormonogenetic goitre of the
iodoprotein and dehalogenase type (Kennedy, 1965)., Such
autoradiographic studies have been criticised but in the large
series of human thyroid xﬁaﬁerial quoted above the appearance
of epithelial iodination was only seen in two types of very
hyperplastic goitre in which intrafollicular colloid is {ypically
scanty and was not gseen in a vaviety of other thyroidal states,
There is also evidence from comparative embryology that the
formation of the thyroid hormones precedes the formation of
thyroid follicles {Rankin, 1941; Koneff et al, 1949).
Pulvertaft et al (1959) have suggested from their experience
with isolated thyroid cells which bind iodine that this may be
a function which cells possess but which is usually latent

except in the absence of colloid. Nunez et al (1965d) have
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suggested on the basis of their work that there might be
two different sites of lodination, one in the cell and one in
the colloid. Recently Benabdeljlil et al (1967) using a
technique by which they claim to be able to isolate the
apical poles of sheep thyroid cells have provided evidence
that these portions had marked lodinating ability and have
suggested that this is the physiological site of iodination in

vivo,

B. Amino acids There is general agreement that

amino acid incorporation into thyroglobulin is a function of

the epithelial cells and is associated with the thyroid cell
particles (Sellin and Goldberg, 1965), As mentioned
previously it is difficult to obtain a pure microsomal fraction
which probably accounts for some of the accounts of the
activity of the 'mitochondrial' fraction in amino acid incorpor=
ation as opposed to the microsomal fraction which would
appear move probable on the basis of currvent theories of
molecular biology. Nunez et al (19654) differ from Sellin

and Goldberg (1965) in that the former group found high specific
activity of tritiated leucine in the 3-85 and 125 as well as 1935
fractions isolated from the thyroid cell particles wheveas the

latter group found only a highly labelled 195 protein. However,
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the techniques used were disimilar in that Nunez et al extracted
the particulate proteins with digitonin and deoxycholate and Sellin
and Goldberg used an ultrasonic disruption technique,

C. Carbohydrate Spiro and Spiro {1966) have provided

data that the incerporation of carbohydrate inte thyroglobulin
is also particle assaciated and from studies with puromycin
have suggested that the incorporation of carbohydrate occurred
after the synthesis of the polypeptide chain and oceurred in a
stepwise fashion., Bouchilloux and Cheftel (1966) have
confirmed that the synthesis of the pelypeptide chain eccurred
before the lncorporation of carbohydrate and scemed to be

asgociated with the rough endoplasmiec reticulum,

Summary of Thyroglobulin Biosyntheais

From the inforreation thus available it would appear that
amino acids are incorporated into thyroglobulin subunits of
3=85 and 128 size before thyroglobulin itself is formed. This
incorporation takes place in the thyroid cell particles as does
the incorporation of the carbohydrate moiety which appears
to be the next stage of carbohydrate synthesis, Jodination of
thyroglobulin now follows. The site of this is controversial

but the weight of evidence is that this occurs usually at the edge
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of the colloid although there is evidence that under certain
abnormal conditions iodination may occur in the thyroid
epithelial cells, suggesting that the mechanisies of
cellular iodination are normally present but perhape are
active only in conditions where there is cell hypertrophy

and/ or loss of colloid,
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Aims of the Present Study

The data presented in this work ware designed to extend

the study of the in vitro bilosynthesis of thyrcgleobulin to the

in vive sitvation In normal and goitrogen treated rats.

Some limited studies of biosynthesis of thyveglobulin in
different vertebrates were made, A ssries of human patho=
logical thyroid glands were also examined to see the protein
patterns obtained in discased states and to compare the
result of this with the histological examination of the rew

sacted material,
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SECTION 2

MATERIAL AND METHODS

Chapter 4 Introduction
Chapter 5 Materials
Chapter 6 Dietary regimes

Chapter 7 Experimental technigues



29.

CHAPTER 4

INTRODUCTION

It is proposed in this section to give a general account
of the methods used throughout the study. At varicms
times z'a,lte:t;ai;i.ons to the standard technigques were used or
alférnative techniques gubétituted tr.;: try to shed further
light on:particular aspects 05;’ the point under study at that
titne, Thesge changes to the standard methods will be dealt

with in the appropriate section.,



30,

CHAPTER 5

MATERIALS

Male Sprague~Dawley rats of approximately 150G
weight were used, They were obtained from either the
Charles River ﬂoz*lﬁoration. Cambridge, Mass, U.5.A.
or from A.J, Tuck and Son, Ltd., Rayleigh, Lssex,
England,

Propylthiouracil (PTU) was obtained from the Aldrich
Chemical Co., or from L., Light and Co, Lid.; methyl-
thiouracil (MTU) from British Drug Houses Litd.;
mnethimazole was obtained from the Aldrich Chemical Co.;
potassium perchiorate (KC10 4) from either Fisher Scientific
Co., or from British Drug Houses Ltd.; carbimazole was a
gift from Nicholas Liaboratories Ltd.; thyroxine (T 4) or tri=-
iodothyronine (T J) were obtained from the Sigmwa Chemical
Co., or from Koch~Light Laboratories Litd.; cycloheximide
wag a gift from the Upjohn Co.} L-leucinéw{!;. 5 e 3]E—I
(5A 5Cil mole) was obtained from the New England Nuclear
Corporation or in Brit\ain from the Radiochemical Centre,
Amersham (SA 250-1000mC/mole); carvier free 125 wase
obtained from either the New England Nuclear Corporation,

or from the Radiochemical Centre, Amersham,
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CHAPTER 6

DIETARY REGIMES

The basic diet fed to the rats throughout the study was
the low iodine test diet (powdered form) obtained from the
Nutritional Biochemical Co-rporation, Cleveland, Ohio,
U.8.A. This diet was supplemented for experimental
- purposes as follows: | |
Control rats - basic diet supplemented with 5mg potassium
‘iodide (KI}/k diet.
PTU treated rats - basic¢ diet supplemented with 5mg KI +
0.2G PTU/k diet,
PTU + T, treated rats ~ as for the PTU treated group, but
+ 2mg Tt&/k diet for the last week hefore sacrifice.
Methimazole treated group = ba'sic diet supplemenfed with S5mg
KI + 1500mg methimazole/k diet,
Carbimazole treated group - basic diet supplemented with 5mg
KI and 1500 carbimazolel/k diet,
1{0104: treated group = basic diet + 20G 1{0104/ k diet,
Low iodine diet group ~ unsupplemented basic diet,
These diets werve given for a period of three weeks except
for the low iodine diet which was given for times varying from

3=16 weeks,
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The low iodine diet and the KGO g BTOUPS received
distilled water to drink, the remaining groups received tap
water. In some experiments animals received additional
iodine supplementation in their drinking water for one week
before sacrifice, This was glven as KI 0,08% in distilled

water unless otherwise stated.
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CHAPTER 7

EXPERIMENTAL TECHNIQUES

Rats were injected with 3H-1eucine in a dose of 400~
500pc/ animal fox control rats or 100pe/animal for a ratc
on a goitrogemic regime, The injection was given sub=
cutanesouly inte the loose tissues at the back of the neck,
When 1251 was used a dose of 10-25pc/ animal was injected
intraperitonecally.

At the appropriate time after the administration of
either isotope the animals were killed by exsanguination
under ether anaesthesia, The thyroids were rapidly removed
and dissected free of adhervent fibro~fatty tissue, The
thyroids were homogenised in ice cold phosphate buifered
saline (FBS) (0. 15M sodium chloxide in 0,01M potassium
phosphate, pH 6,8) using a TRI~R STIR~R fitted with a glass
homogenising tube with a teflon pestle, The homogenising
tube was kept in crushed ice during the homogenisation
process, As few strokes of the pestle were used as was
consistent with good disruption of the tissue. As a general
rule a goitrous gland was more friable than the thyroid gland
from a control rat, The homogenate was spun in a refrigerated

centrifuge at 15,000r.p.m.(20,000G) for ten minutes to remove
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cellular debris. The supernatant solution was taken to 50%
saturation with ammonium sulphate. The mixture was kept
on ice for one hour after which it was again ceni:rifuged at
15,000r.p.m. for ten mi%mtes. The supeirnatant was
discarded, the centrifuge tubeli;nverted to drain off as much
of the ammonium sulpﬁate solution as possible and 'the inside
of the tube blotted.

When human material was .undekr study a broaély similar
programme was followed, .Tissue was collected £r.esh from
the operaﬁng theatre. It was tfaﬁéported from the operating
theatre to the laboratory in a plastic bag on ice inside a
vacuum flasks, On arrival in the laboratory the specimen was
placed in a Petri dish containing a small amount of ice cold
PBS., The Petrl dish was kept on ice. After dissecting off
any fibro~fatty tissue, thin slices of thyroid tissue were made
by hand using a razor blade, BSome slices were taken
immediately for homogenisation and precipitation of the
thyroid proteins with ammonium sulphate as described above
for the rat thyroid gland., Other slices {approximately 300mg
tissue per flask) were incubated in 4ml of a modified Krebs
no. 2 buffer (Bisset and Alexandewr, 1960), pH 7.4 with glucose

(1mgf/ml) in a small Brlenmeyer flask containing either 20pc
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BI*I-vleucine or 20p.c 1351» These incubations were performed

at 37°C in a Gallenkamp metabolic shaker under an atmosphere
of oxygen for a period of four hours as a vouiine, This time of
incubation was selected on the Easis of previously published
Work‘(Seed and Goldberg, 1965) as being a tlme when labelled
amino acids should be incorpaﬁ:éted into thyroglobulin; in
certain cases incubation times leéé than four hours were
selected, At the end of incubation ﬂw flask contents were homo-
genised and dealt with as above.

épecimens from. ammals other than rats and human
operative specimens were obt'ai"neci by sacrifice of other
laboratory animals, such as haméters, rabbits. In these cases
the procedures used were similar to that used in the rat. In
the case of larger animals, such as sheep, cow, pig, the
specimens were collected fresh fl;om the slaughterhouse and
transported as in the case of the human operative specimens,
Some specimens of thyroid tissue from cat, dog, horse, were
obtained at post-mortem examination at the Veterinavy Hospital,
Garscube, as soon asg practicable after death, were transported
to the laboratory on ice and dealt with as above.
The proteins precipitated by ammonium sulphate were re-

dissolved in as small a volume of PBS as possible., As far as
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possible the specimens were examined immediately by
gradient ultracentrifugation. In a few cases this was not
practicable and the undissolved specimen was stored in the
deep freeme until it could be examined.

The protein solution was applied to a 5«20% sucrose in
PRBS gradient made using a Beckman gradient former." The
specimens were spun in a model L, a model LE’,&-SO-, or a
model L2~65B Beckman ultra,cent:cifuge, The rotor uéed.
the speed and the time of ultracentrifugation used as a routine,
were as follows:

a. SW 25.1 rotor at 21,000r,p.m, for 40 hours. This
was used for most of the .ear_ly rat experiments
described in Section 3.

h. 8W 39 rotor at 24,000r.p.m, for L6 hours,

¢, SW 41 rotow at 28,000r,p.m. for 16 hours.
Techniques b, and c. weve used for the bullkk of the other
experiments,

At the end of the period of ultracentrifugation, the pattern
of the thyroid proteins was determined by aspiration from the
bottom of the wltracenivifuge tube and passage through either a
Gilford 2000 or a Beckman DB automatic absorbance recorder

at 280p., Fractions were collected, the number of drops
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depending on the sizme of the gradient, but selected go that
approximately 40 samples were collected from each gradient.
The samples were normally collected into polyethylene count=
ing vials and counted in a Packard tricarb Mquid scintillation
counter after the addition of 10ml Bray's solution.  In some
studies, however, the samples were collected in glass test
tubes in order that the contents of various tubes could be
pooled for the estimation of the protein content by the method
of Lowry et al {1951), or the iodine content either by the
method of Farvell and Richmond (1961} or latterly (by courtesy
of the Biochemistry Departmeni, Royal Infirmary, Glasgow)
by use of the Technicon automated procedure,

As a routine a specimen of sheep thyroglobulin was spun
in each rotor for comparison with the position of the various
protein peaks, The sedimentation constant of the main optical
density (OD) peak at 280 was taken as 198 for reference
purposes. In some experiments the position of the protein
peak in the thyroglobulin region was checked by spinning some
unlabelled thyroid proteins from the test material in the same

‘ 125
ultracentrifuge tube as a trace amount of I

~labelled thyro=
globulin from a control animal injected 48 hours before sacrifice

at which time it was known to be incorporated into the 199

protein (see Section 3).
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The sedimentation values given in this work are those
found by either, oxr both, the above methods, Itis
appreciated that neither wethod is exact and that differences
of fractions of an 8 unit (between two individual experiments)
ave probably not significant, However, the abnormalities
reported have heen reproduced on enough occasions to make
the differences reported significant.

In a representative sclection of the animal and human
material an attempt was made by planimeiry, using an Albrit
planimeter, to quantitate the amount of protein in each peak.
This proved falrly sasy in a non=goitrous gland, but where
dealing with a goitrous gland it proved difficult to completely
separate the protein peaks from each other and the data
present by this method is to be regarded as scemi~guantitative

only, especlally when applied to goitrous material,
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SWCTION 3

INCORPORATION OF BI‘I*LEUCINE AND

&
12'31' INTO RAT THYROGLOBULIN

Chaptex &  Introduction
Chapter 9 . Thyroglobulin biosynthesis in

control rats

Chapter 10 Thyroglobulin biosynthesis in rats
made goitrous by antithyroid drugs
or low iodine diet

Chapter 11 Thyroglobulin biosynthesis during
the administration of T 4 and T 3
to goitrous and control rats

Chapter 12 Summary of Bection 3
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CHAPTER 8§

INTRODUCTION

The object of this part of the study was tofry and
demonstrate the incorporation of labelled proteins presumed
to be prec{wsor&} of thywroglobulin into the 195 protein,
Conditions of ultracentrifugation were therefore chosen
so that the 195 protein was found in the lower half of the
gradient at the end of the run, These conditions, however,
necessarily result in the crowding together of proteins
heavier than 195, The OD tracings in this section do not,
therefore, show the typical three peaks of a noxmal rat
thyroid protein namely 198, 3=85 and 278, The distribution
of the stable proteins in the rat is dealt with in a subsequent
section where different conditions of ultracentrifugation were

utilised.,
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CHAPTER 9

THYROGLOBULIN BIOSYNTHESIS IN CONTROIL, RATS

2
J - - - N - - -
H-leucine incorporation., Control rats were injected sub-

cutanecously with a pulse of 3Iqulexicine and were sacrificed
at intervals of 30 minutes to 72 hours later. The resulis
are shown in fig. 2.

At early time intervals (30 minutes) the leucine was
predominately incorporated into proteins lighier than 198 and
in fact the predominant peak was a broad band of radioactivity
in the 388 region, The noxt lavgest peak was that in the 128
area. There was, bowever, a small but well defined peak in
the 178 region with a broad tail of radioactivity extending over
the thyroglobulin region. At cne hour the specific activity (SA)
of the 125 peak had fallen, whereas that of the peak running
short of the 195 OD peak had increased and had shifted to
approximately the 188 position. The SA of the 3-85 remained
static. At four hours the labelled peak in the thyroglobulin
area was now the predominant one, the SA of the 1285 and 3~8S8
peaks having remained static., At 24 hours the SA of all three
peaks had fallen and by 48 hours the 125 peak could no longer
be scen. 1t should be noted that at 48 hours for the first time

the labelled pealt in the thyroglobulin area corresponded with
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the OD peak of the thyroid proteins, At 72 hours the findings were

»

similar to that at 48 hours with, if anything, a slight increase
in the SA of the 3-89 peak,

In another experiment (fig. 3) two of a batch of 6 rats were
killed half an hour afier all weré injected with Bﬁ“laucine to
provide -a.l-pi;tui*e of the degreé of‘inearperaﬁion of leucine into
ti&iyroglobuﬁn and its subu—nité at fhirs tine, In this pairticular
group of ..rafs the leuciﬁe v}z‘aﬁ 'inc':c:rparated approxhﬁa{:ely equally
into the 195, the 128 and the 3-85 proteins at this time. Two of
the four mmainingv vats received ixﬁt%aperitoneally 20mg of
cyéiéheximide dissolved in normal saline at 30 :minutc—lzs after
the injection of the “H-leucine. This dose of cycloheximide had
been shown by'pmviaus experiments to block further iﬁcorparation
of 3?1«-1:—3&::&113 into the rat thyrbid -proteins. ' The two animals
"ixijected Qith cycloheximide were icill@d along with the two.
remai.ning control énimé,ls two héuﬁ@ later (i, e. 2% hours after
the start of the experiment), As can be seen in f:g 3. there was
a shift of the radioactive peaks from 3«83 and 128 areas to the
thyroglobulin area in both groups.,

12!5 h 2 - » ) 125 » 0y
I incorporation. The pattern of incorporation of I in vivo

is entirely different from that of “H~leucine. As shown in fig, 4

at all times the predominant labelled peak is in the thyroglobulin
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region although at time intervals of up to 48 hours this peak
has an S value of slightly less than 193, At, and aftei;, 48
hours the OD peak and the radioactive peaks coincvide. The
SA of the labelled peak in tfxe thyroglobulin region steadily
increases to reach a peak at 4 hours and to steadily decline
thereafter over the time of the experiment. At \.reryu ela.r}.y

Ny

e s L 125, .
time intervals after injection of 51 (1+5 minuies) a small
_ . 125

amount of labelled 128 protein was found; no I was ever
found associated with the 3~88 peak. 1t should, however, be
emphasised that the labelled peak in the thyroglobulin region
was always the predominant peak and at no time did the
radioactivity in the 125 peak appear in more than trace amounts,

”

. - - » ‘5 L3
in contrast to the situation with H~leucine,
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CHAPTER 10

THYROGLOBULIN BIOSYNTHESIS IN
RATS MADE GOITROUS BY ANTITHYROID
DRUGS OR LOW IODINE DIET

a. Eiffect of propylthiouracil (P’J.‘T{). The administration

of PTU and other goitrogenic drugs resulted as anticipated in
the formation of a goitre in the rats. Table 1 indicates the
pize of the resultant gl:anda. Fig. b shows the histological
appearance of a rat thyroid treated by PTU, This should be
contrasted with fig. 1 which shows a normal rat thyroid. (The
other goitrogenic regimes gave a very similas histological
picture and are omitted to avoid repetition.) The obvious
features which are present are that there is in a goitrous gland
a marked increase in follicular cell height and g marked loss of
colloid as compared to the control animal., The size of the
thyroid follicles is also increased.

JHeloucine incorporation (fig. 6}, There is a marked change in the

OD pattern of the thyroid proteins, This will be discussed in detail
in a later section, but for the present it is sufficient to note that
there is a striking increase in the protein peak in the 3=8S5 area =
this is now the predominant peak, A definite peak still occurs

in the thyroglobulin region, but now falling short of 195



Table 1:

- Rat thyroid

Thyroid weights on various dietary regimes

Thyroid wt. (mg)

Type of diet a?z?x;x:fa Mean Range S.D.
Control 53 9.8 7-12 *ti,s
PTU 30 31,4 25-40 %7.2
PTU + T, 26 9.4 6-13 f1.8
Methimazole 24 28,9 24-35 15,4
KC1O, | 24 25.7 20-33 %5,8
Low iodine (3 weeks) 26 12,2 8=19 2.3
Low iodine (6 weeks) 36 30,3 2340 6.9
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Histological section of thyroid of PTU treated rat. H and £ x 190.
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and running in approximately the 185 position. Significant
protein was present between the 3-835 peak and the 188 peak
and in some of the tracings a definite 125 protein peak
could be seen,

T.he pattern of 31~I-leucine incorporation was broadly
similar to that found in the conf;n':ol animals, Signiﬁéant
differenceé were however noted‘. At 30 minuteé ‘the main
incorporation of leucine was into fhe 3=85 peak with a
sraaller amount incorporated into a 125 protein, In contrast
to the control animal there was no incorporation of the label
into proteins larger than 125 at this time. At one hour the
pattern of incorporation was reminiscent of that of the control
animals at 30 minutes; the predominant peak was still the
3-85 peal although the SA of this peak had fallen., The 1285
peak had increased relative to the 3~8S peak and its SA had
approximately doubled. For the first time a labelled peak in
the thyvoglobulin region (although running short of the stable
peak, which itself was short of 195) was seen, At 4 hours
the 3-88 and 1285 peaks were approximately equal in specific
activity, the SA of the latter peak in particular having increasoed
markedly, The peak in the thyroglobulin region now corre=

gponded to the OD pealk, but it should be noted never truly
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reached the 198 position, At 24 hours the SA of all peaks had
fallen ma.rlﬁédly w the 3«88 peél{ was again the predominant
one} the iZiS peak was only just discernible and tl‘le peak in
the thyfoglobulin region was small., At 48 hours the. .12‘.3 peak
bc‘:uld no zlonger be seen; the SA of the 3«85 pealc:'hadl fallen
fm.jther , although at 72 ho‘urs this peak did in fact’incréase in
Sh.

In sﬁmmary, the main differences between 3H-1<eucine
incorporation into control ahd PTU treated animals were that
the labelléd pealk in the thyr’oélo"bulin region appeared later in
the go-itrous animals and never became the predominant
peak; this peak never became truly 198, although it coincided
with the OD peak at 4 hours, as opposed to 48 hours in the
control animals; the 125 peak was more prominent in the goitrous
animals, as was the 3-88 peak, especially at 72 hours after the
pulse of leucine,

%51 incorporation, In fig., 7 can be seen the pattern of 1251

incorporation while on PTU one hour after administration of a

12! . . 125
pulse of 1. As could be anticipated, very little of the 1

was specifically incorporated into the thyroglobulin region,
125
Most of the t ’1 merely appears as a broad band over the top

of the gradient almost certainly representing diffusion of
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iodine and not due to the specific incorporation of the lahel
into any particular protein,

b. Effect of mnethimazole, This drug has a similar

effect to PTU on the thyroid, i.e. it results in the Hocking of
iodination of tyrosine, Thra‘ histological changes and the
effect on thce OD patterns of the thyroid proteins are similar
to those found with PTU,

“f-leucine incorporation (fig, 8). In this instance at 30

minutes the 3~83 and the 125 peaks are of similar SA;
there is a.' small labelled peak running short of the O'D peak
in the thyroglobulin region., By one hour this peak had
become the predominant peak and now corresponded to the
OD peak; the SA of the 128 and 3-8S peaks had, however,
increased in addition., By four hours the peak in the thyro=
globulin region was still the predominant one, but the SA of
all three peaks had fallen, At 24 hours the SA. of the peak
in the thyroglobulin region and the 3«83 peaks had fallen
further and the 128 peak could no longer be definitely
distinguished; the 3-83 peak was now just the predominant
one. At 48 hours, although a further {all in SA of both the
3«85 peak and the peak in the thyroglobulin arceca had resulted,

the pealk in the 3-8S area was now definitely predominant and
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this became increasingly noticeable at 72 hours,

In summary, therefore, the results from the methimaszole
treated rats were similar to those of the PTU treated animals,
although in the methimaszole group the labelled peak in the
thyroglobulin regilon became the predominant one at an carly
stage, whersas that of the PTU treated rats never became
predominant., In this respect the methimazole treated glands
tended to resernble the control glands although, like the PTU
treated gland, the labelled peak in the 195 avea never quite
reached the 195 position. In addition, like the PTU {reated
animals, the 3-85 peak 'wass. present in markedly increased
arnounts relative to the peak in the thyroglobulin region at
long time intervals after administration of the pulse of leucine,

P
u"’l incorporation., As shown in fig, 7 1251 given one hour

before sacrifice was incorporated into the thyroid proteins of
the methimazole treated rat, In contrast to a PTU treated
animal, the bulk of the isotope present was incorporvated into
the thyroglobulin region. A significant amount of labelled 125
protein was also present, There was no incorporation of the
lsotope into 3-8S5 protein. It should be noted however that the
methimazole treated animals have incorporated only approxi-

mately 1% of the total counts that the control animals
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incorporated into the thyroglobulin region,

c. Bffect of KCLO 4t This drug which acts in a different
way to PTU or methimazole, was also studied. The action of
KC10 4 is to block the trapping of iodine by the thyroid as
opposed to the incorporation of lodine into tyrosine, as is the
case with the other drugs. The OD patiern of the thyroid
proteins and the histological pattern of the thyroid tissue is
altered from the control animals in a similar manner to that
found when PTU or methimanole is used,

3 . . - P
H~leucine incovporation. The paticrn of incorpovation of

leucine {fig. 9) is very similar to that found in the methimazole
treated animals. At 30 minutes the 3~83 and the 128 peaks
are approximately eqgual in size; there is no incorporation

into the thyvoglobulin region. At one hour a peak in the thyvo~
globulin region has appeared and is approximately equal in SA
to the 125 and 3«83 peaks which both, however, have increased
in SA. At 4 hours all three peaks have shown a marked fall in
SA with the 3«85 peak now predorminant, At 24 hours the 3-85
peak has maintained its SA, but the peak in the thyroglobulin
region is much diminished; the 125 peak can no longer be seen.
The pattern at 48 and 72 hours is basically similar to that at

24 hours, with perhaps slight increase in the SA of the 3~-8S
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peak at 72 hours,

In summary, the pattern of leucine incorporation when
K‘Cl()é has been given most closely 1‘lesse.m.bl&£—: methimaszole
with the early appearance of a prominent pealk c:orréspénding
to the OD pealk in the thyroglobulin region, but alwayé
remaining short of 195, The pattern of a predominant 3«88
peal, especially at long time intervals after administration
of the leucine was similar to that found with other goitrogenic
regimes,

51 incorporation (fig. 7). In contrast to the situation found

in the PTU treated animals, but similar to that found in the

: . 4 s ' A 125
methimazole treated animals, theve is incorpovation of T,
given one hour before sacrifice, into the thyroglobulin region
to the extent of approximately 2% of that found in the control
animals, A 1238 labelled peak was also present, but in
approximately half the amount present in the methimazole treated

. . 125 .

animals, This incorporation of I at one hour into a 128
protein is quite different to the results obtained in the control

animals, where a small amount of label was present in the 125

protein only within a few minutes of its administration,
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d. 8tudies of the thyroid protein patterns and the

125 . s e
pattern of [ incorporation during induction of a

goitrous state and during withdrawal of the

goitrogenic ageni. In fig. 10 can be sceen the alter-

atién in the thyroid protein pattern and 1851 incorporation
during induction of the goltrous étate, At early time

intervals (two days) some 128 labelling appeaved, although no
alteration in OD had yet become manifest; at day 6 the 3-85
protein pealk increased in size and the stable peak in the thyro-
globﬁlin region shifted té 189, At day 12 on the diet the typical
pattern of a drug induced goitrlé appeared.

During withdrawal of PTU ({fig. 11) definite alterations in
the protein pattern and in the pattern of j'2'55]2 tabelling occurred,
The pattez;n of 1251 labelling whiia on the drug has alveady been
digcussed. As the drug is withdrawn there is a progressive
relative increase in incorporation of 1251 into thyroglobulin, At
one hour off the drug a small amount of the label is incorporated
into a 125 protein. The proportion of the label incorporated
into the 128 protein relative to the 195 protein steadily increases
with tiree until at 24 hours off the drug, the size of the labelled
125 peak actually exceeds the labelled 198 peak., At this time

a stable 128 peak can be faintly discerned, At 48 hours off the
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drug the 1251 is virtually all incorporated into the thyro-
globulin region; a tvace amou.nt only being seen in the 128
position. At this time there was a striking increase in the
percentage of the administerved dose of 1251 incorporated
into the thyroid protein.

Similar studics were performed during the withdrawal
of methima.zole.(fig; 12}y  Ae already pointed out, -foea the
z.ats"s ‘Were treated with :methimaé.ole there was signiﬁc;a,nt
labelling of protein in the thyl;oglobulin region an'cl of 128
prof;e:in while the drug was still béing a.dn"zinisﬁ@red; At one
hc)ur‘off the drug the labelled 128 protein increaséd pPro«-
pcr'tfi;enally to the labelled protein in the thyroglobulin region,
However, at 4 hours the proportion of labelled 125 prétein had
strikingly decreased relative to the labelled peak in the thyro-
globulin avea. A.L this timé the percentage of the administered
dose of 1251 incorporated into protein had increased; At 12
houre off the drug the SA of the 128 peak had increased once
more, but rapidly declined thereafter, to be not detectable at
48 houre off the drug,

During withdrawal of I(.'JI‘.?lC.‘J4 (fig.a 13)a simila:.; serics of
events took place. As in the case of methimazole, there was

significant labelling of protein in the thyroglobulin region and
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in the 125 region during administration of the dvug, AL one
hour off the drug the proportion of labelled 125 protein
showed a relative increase, but by 4 hours off the drug
the 128 labelled peak had decreased, but it did however
persist until 24 hours off the drug, when it could no longer
be distinguished.

e. Eifect of a low iodine diet

2
d L * - L] -
H~leucine incorporation. A similar series of studies were

conducted after induction of a goitre in the rats by placing

them on a low ilodine diet. The initial studies were done 3

weeks after stavting the diet, At this time no goitre had yet
resulted (Table 1) but histological changes of increased thyroid
stimulation namely increased follicular cell height and increased
numberg of vesicles at the periphery of the colloid had appearved.,
The OD pattern of the thyroid proteins (flg, 14) was similar to
that of the control animals. However in the low iodine diet group
the BH-leucine was incorporated into thyroglobulin at very early
time intervals after subcutaneous injection of the isotope so that by
15 minutes the labelled peak in the thyroglobulin area was already
the predominant one, At 30 minutes the 125 labelled peak had
increased in SA as had the 3-85 peak. At one hour the SA of

the thyroglobulin peak had shown a striking increase whereas
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the SA of the 128 and 3-88 peaks did not significantly change.
At 4 hours there was a slight diminution in SA of all three
peaks, At 24 hours the 128 peak had virtwally disappeared,
the 84 of the thyroglebulin peak had increased whereas that
of the 3~88 peak had remained static, At 72 hours the 3-85
peak was 0 longer siguificantly labelled and the thyroglebulin
peak was the only one containing a significant amount of
radioactivity.,

Subsequent studies were carried out at 6 weeks on the diet
at which time signlficant thyroid enlargement had occurred.
The pattern of results can be seen in fig. 15. The changes
in QD pattern were similar to those obtained in other goitrow
genic regimes, except that although the expected increase in
385 protein cceurred the OD peak in the thyroglobulin region
remained at 195, The pattern of SI—Imleucine incorpovation was
broadly similar to that obtained with the drug induced goitres,
but with certain important differences, Hven as early as 30
minutes after administration of the leucine the isotope had
appeared in the thyroglobulin region and in fact corresponded
gxactly to the OD peak at 193, At this time, however, the
labelléd 125 peak had the highest SA and the 3-85 peak was

also labelled. At times of one hour and later after
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administration of the label the 195 peak was the predominant
labelled peak present, but the 125 labelled peak could be zeen
until 24 hours, after which it could nodonger be visualised.
The SA of the 195 peak was highest at 4 hours after adminis-
tration of the leucine, after which it fell. It was noticeable
that neither at early nor at late time intervals afier adminis«
t:sfatioﬁ of the label was the 3-89 peak of the highest specific
activity, this being in striking contrast to that found in all
the other goitrous states,

125 . ) U 11 . :
I incorporation, Using I a similar ¢arly incorporation

of the label into the 195 protein was found (fig. 16). It should
be noted that as carly as one minute after the intraperitoneal
injection of the label it appeaved in the thyroglobulin region
corresponding exacily to the OD peak, A trace amount of
labelled 125 protein was also found,

Because of subsequent other publications on the incorpo=-
ration of 3}'1”1611611’16 and 1251 into the thywoid gland of iodine
deficient rats, which suggested that in iodine deficient glands
a protein much less than 18~-198 was labelled with these
isotopes (see Discussion), the degree of iodine deficiency was
increasecd in later studies by increasing the period on the low

iodine diet up to 16 weeks, Table 2 shows that a significant
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Table 2:

Relationship of iodine content of thyroid proteins
to duration of low«iodine diet in the rat

Iodine content of

Duration of diet thyroid proteins.

(weeks) ",'(p.g iodine/ mg protein) .
0 3,460
.6 1.646
10 0,185
12 0.183
14 0.077

16 0.056
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increase in goitre size and decrease in iodine content of

the thyrold protein was achieved by this means, Despite

the lncreased degree of goitre formation, the OD peak

remained in the thyroglobulin region, although shifting

from 195 to approximately 18~18,58 (mean of 9 experiments

o 4t o 125 oy

18,55, range 18,1~18.88), I was Incorporated into the

185 reglon at short time intervals (5 minutes) after injection

of a pulse of label (fig. 17). A slight degree of shouldering
}.23 . » "

of the I labelled peak consistent with the presence of a

small armount of labelled material of 8 value le2ss than 188,

‘ . 3 - 4 - b

Likewise, H~-lecucine was incorporated into the 183 protein

(fig. 18) 2 houwvs afier the subcutaneous injection of the

labelled aminoacid,



0-50
SHEEP THYROGLOBULIN
0-25w
\EES 278 19S
T ¢ t 6St
< RAT THYROID
E LOW IODINE DIET. 14 WEEKS
2 -240
& A _
"" |
a S
o *130:09
0-250 1 -120‘255-'
[43]
[
4
0-125 60 8
(&
0..

5 10 15 20 25 30 35 40
FRACTION NUMBER

Fig, 17

Pattern of incorporation of 1251 into the thyroid proteins of the
rat after 14 weeks on low iodine diet, Time 5 minutes after
i.p. injection. 8W 25,1 rotor at 21,000r.p,m, for 40 hours,



0.
%1 SHEEP THYROGLOBULIN
0-251
g 328 /o715 19s 73
8 1 t
™~
= RAT THYROID w
S LOW IODINE DIET. 16 WEEKS =
! 9
o] vy
0
0-25% -
57
150 o
E A
0-1251 100~
/ % -
NS A18s QDOOOOOOOOC\O%O"SO %
ot oo’ 6 o
0 ggnrf‘oo-nrr‘?vw . Q

L] T T 1]
5 10 15 20 25 30 35 40
FRACTION NUMBER

Fig. 18

Pattern of incorporation of 3I-I--J.e;mc:i.ne into the thyroid proteins
of the rat after 16 weeks on low iodine diet, Time 2 hours
after subcutaneous injection. SW 25,1 rotor at 21,000x.p.m.
for 40 hours. |




5%,

CHAPTER 11

THYROGLOBULIN BIOSYNTHIESIS DURING
THE ADMINISTRATION OF T JORT 3
[

TO CONTROL AND GOITROUS RATS

A series of experiments was conducted in which
following the induction of a goitre by a goitrogenic drug,
such as PTU, the diet was supplemented by T:;;' This
resulted, afier a period of two days, in the appearance of
a amall.protein peak in the 12S region (flg. 19) which
steadily increased in quantity as the T% suppressed the
thyroid, as shown by the decreasing gland weight (Table 3).
During this time the peak in the thyroglobulin area increased
and that in the 3~85 area decreased. At 7 days on T;}_ in
addition to PTU the histological appearance of the thyroid
gland was as shown in fig. 21. Comparison with fig, 1 and 6
will show that the histological pattern of the rat thyroid now
resembles very closely the pattern of the control rat. The
effect of T 4 in suppressing TSH production by the pitultary
has resulted in a diminution of follicular cell height and a ve=
accurnulation of colloid in the lumen of the thyvoid follicles,
At this time the GD patiern of the thyroid proteins was as

shown in the upper part of fig, 20, There was a large peal
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Table 3

Relationship of thyroid weight to the duration of
thyroxine suppression of PTU treated rat thyroid gland

Duration of Gland weight (mg)
thyroxine treatment  (mean of 2 animals)

1 day 38.5
2 days 24.5
3 days 22.5
4 days 19.5
5 days 18.5
6 days 16,0

7 da-ya i0.5
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in the thyroglobulin region, a definite peak in the 128 region,
with a small 3-85 peak, The area between the thyroglobulin
peak and the 125 peak was shouldered suggesting the possibility
of a proieiu of 8 value betwaen. 198 and 125 heing pfesem.
Boih the thyroglobulin peak and the 128 peaks could be labelled
with io&ine in vivo roughly in 151;oportierx to their concentration,
but the allzolcaéific activity of 1ab§311§.ng was qnclersi:andébly low in
ﬁilewl of the suppression of- TSH é:)yt t;hyrc»:{ine. A very similar
OD pattern of thyvoid proteins was produced by the adminis-

tration of T, in equivalent dosage, either parenterally or ovally,

3

- Attemptis were made to label PTU + T treated glands with

4

2

“H-leucine. There was uniform lack of incorporation of the
label into the thywroid proteins of rats treated this way.

The effect of administration of T or T, to control rats. A

similar experiment to the above of administering T, or T, to
o J

4
the diet of a control animal alteréd the OD tracing of the thyroid
proteins as shown in the lower part of fig, 20. Although the pre=-
dominant protein remained 195, a small but definite 128 peak
was seen in addition to the 3«88 pealk. Both the 195 and the 125

peaks were labelled with 1&51 in proportion to the stable proteins

present.
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CHARPTER 12

SUMMARY OF SECTION 3

The studies presented in this Section confirm that

» » L] - 3 L] L 03
in vivo as in vitro that H leucine was incorporated in the

normal rat into proteins lighter than 195 and that the pattern
of incorporation was comsistent with the 128 and possibly
the 3«85 proteins being precursors of the 193 protein,

In contrast to the findings with BI-Ivleucine. 12'51' wa.s
incorporated rapidly into thyroglobulin and only transiently
and mininally into the 125 protein and not at all into the
3«85 protein.’

Goitrogenic drugs, although they alter the OD pattern
of the thyroid proteins giving a largen;* amount of the 3-88
protein relative to thyroglobulin, do not fundamentally alter
the pattern of 3Hr-1cmcine incorporation. These drugs,
however, prevent either a stable or a labelled protein which
is truly 193 being formed, l2'51 labelling of the thyroid
proteins was markedly diminished while an antithyroid dyrug
was being admini@ter@d. Some differences existed amongst
the individual drugs in this respect, the PTU regime being
more effective in blocking iodination than either methimazole

or KClOé.
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. . . 125
During withdrawal of a goitrogenic dyug, a ~ |
labelled 1238 protein can be demonsirated in increased amount.
When a low lodine diet is given for such a time to
produce a modest degree of iodine deficiency, there was
o o 3 . 125
an accelerated incorporation of both He~leucine and 1
into the 198 protain. When the degree of iodine deficiency
was more severe, a protein of 18~18, 59 size was labelled
instead of a truly 1938 protein,

The addition of either T 4 OF T. to both a goitrogenic

3
regime or to control animals, resulted in increased
quantities of a stable 125 protein being formed, When a
goitrous gland wap so treated, it furthermore showed a

diminished stable 3~88 peak and an increased pcak in the

thyroglobulin region.
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SECTION 4

PROTEIN PATTERNS OF HUMAN THYROID GLANDS

Chapter 13 '"Normal' human thyroid glands
Chapter 14 Thyrotoxic thyroid glands

Chapter 15 Non=toxic goitres

Chapter 16 Hashimoto's thyroiditis

Chapter 17 Malignant thyroid glands

Chapter 18 A possible dyshormonogenetic goitre
Chapter 19 Cozrrelation of iodine content of

thyroid proteins with type of
pathological process

Chapter 20 Summary of Section 4
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CHAPTER 13

'NORMAL' HUMAN THYROID GLANDS (Case 1«8)

'Normal! human thyroid tissue was obtained from 8 patients,
6 of whom were undergo.ing neck exploration for parathyroid
adenomata and 2 of whom were having neck operations for non=
endocrine conditions, In all 8 the thyroid appeared normal on
naked eye examination and part of the biopsy was submitted to
histological examination and was shown to be of normal
appearance, Fig, 22 shows the thyroid from one of the patients,
The tissue is composed of large well filled vesicles with
abundant colloid lined by a flattened cuboidal epithelium. Fig, 23
sfxows the OD pattern of the corresponding thyroid gland., The
predominant OD peak is in the thyroglobulin region with smaller,
but definite, peaks in the 27S and 3-8S region. In one of the 8
patients studied a small peak in the 325 region was noted.

In the grdup of 8 patients (Table 4) the 19S5 protein made up
between 61.0 and 86, 5% (mean 73.3, 8D T 9,2) of the total protein
present, Between 5,7 and 22.7% of the protein was present in the
275 component (mean 13.0%, SD t ‘6. 8) and between 5.5 and 23.2%
(mean 13.7, 8D ¥ 6,0) in the 3~88 region. Fig. 24 shows the

. . 125, 3 . .
incorporation of I and H-leucine into slices of a 'normal'




~

Fig. 22

Histological section of 'mormal' human thyroid. H and E x 190.
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Fig, 23

Pattern of thyroid proteins of 'normal' human thyroid,
SW 39 rotor at 24,000z, p.m, for 16 hours,




Table 4:

'Normal! human thyroid glands
% of thyroid proteins

fife 278 195 3-85
1 16,0 74.0 10.0
2 22,7 68. 1 9.2
3 6.0 86,5 7.5
4 14,8 62.0 23.2
5 11.5 83.0 5,5
6 21,2 61.0 17.8
7 5,7 73,5 20.8
8 6. 1 78,2 15.7

Mean 13,0 Meanil%.?s Mean 13,7
S‘-D. t6.8 SoDo ""‘9-2 S-Ds t6u6
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Pattern of incorporation of ! I and B}inleucine into thyroid slices
of 'mormal' human thyroid gland after 4 hours incubation., SW 39
rotor at 24,000r.p.m, for 16 hours,
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125

human thyroid gland, . I is incorporated almost exclusively

" - 3 . * . - o
into the 195 protein whereas ~FH-leucine in addition to being
incorporated into the thyroglobulin reglon just short of the
main OD peak, is also incorporated into lighter protcins ~

at this time of incubation (4 hours) mainly into the 3-85 fraction.,
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CHAPTER 14

THYROTOXIC HUMAN THYROID GLANDS (Cases 9-43)
Material was obtained at.c:pération from a series of 35
human thyvotoxic glénds » The patients were prepared for
surgery in two ways. (1) . By control of the thyrotoxicosis
by carbimazole which acts by blocking the iodination of
tyrosine, followed by 7-10 days pre~opérative treatment with
iodide, either in the form of KI 30mg t.i.d, or Lugol's
iodine 0.3ml t.i,d, (Lugol's iodine contains 5%W/V of iodine
and 10% KI in watexr) (Cases 9-38); ox; (2) by pre~operative
control of the thywvatoxicosis by KClO 4 which acts by blocking
the uptake of iodine (Cases 39-43). In these patients iodine is
not given pre-operatively in case the drug induced block in iodine
uptake is overcome by diffusion of the iodide into the thyroid.

P re-~treatment with carbimazole/iodide. Fig., 25 shows the

typical OD pattern obtained from such a thyroids The full
details of protein compouoition are presented in Table 5, It will
be noted that the predominant protein peak is in the thyroglobulin
region (mean 68.8%, 8D % 11,4), with a well marked 3«83 OD
peak also present (mean 29.2%, 8D L 11, 3). No peak heavier

than 198 was seen in the majority of the thyrolds and this was
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Faitern of thyroid proteins from a thyrotoxic human thyroid
ireated with carbimazolel/iodide. Incovporation of 1251 and
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Table 5:

Human thyrotoxic glands « controlled hefore
operation with carbimazole/iodide treatment

% of thyroid proteins

Case

278 198 . 128 388
no, ) »

9 - 67.5 - 32.5
10 - 69.0: = 31.0
1) - . .86.0 = 14,0
12 - 69.1 - ' 30.9
13 - 776 - - - 2244
14 1.3 | 57,7 41,0
15 - 72.9 " 27. 1
16 2ed 78,1 - 19.5
17 - | 71.2 = 28.8
18 - 65.0 - 35,0
19 - T 52,9 . 47.1
20 - 641» 3 1507 30-0
21 - 77.0 - 23.0
22 - 84.4 - 15,6
23 - 748 = 25,2
24 - 81.5 - 18,5
25 - 71.8 - 28.2
26 - 62.8 - 37.2
27 - 6304 - 36.6
28 - 62&5 - 37' 5
29 - 65.3 - 34,7
30 1.9 74.5 - 23,6
31 - ) 62#6 - 37-‘4
32 - 53,8 - 46,2
33 3.6 69.6 - 26.8
34 - 73,2 - 26.8
35 - 57.0 18,6 24,4
36 Trace 95,1 - 469
37 - 73,4 - 26,6

%38 - 2¢3 - 97.7
Mean 68,8 Mean 29,2
s.D. 1.4 s.D.%11,3

slhxcluded from statistical analysis,
case description in text
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confirmed in a further study (fig, 26) where the proteins were
spun at a lower speed to give better separation of proteins >193,
As will be seen from Table B, in 5 of the 30 patients a trace
amount (up to 3,6%) of the total proteins was present in the 275
area. In 2 patients (Cases 20 and 35) a significant amount of
128 protein was present., Both were in patients whose pre=
operative conirol was achieved with considerable difficulty, In
addition, in both cases the thyroid proteins precipitated by 509%
saturation with ammoniuro sulphate had been stored in the
frozen state for 7 and 23 da;.‘ys'- respectively before sﬁucly; In these
cases i’c is therefore impossible to exclude sorae breakdown of
the 198 protein (see Discussicn).

“As will be seen in fig, 25, Sﬂaieuaine was well incorporated
into the thyroglobulin region, although slightly short of the OD
peak; 1251 was not significantly incorporated into the proteins of
the thyroid slices, instcad it merely appeared as a broad band
across the upper half of the gradient, almost certainly representing
diffusion of non~organically bound 2LZ'E;I and not specific incorporation
of the isotope into any proiein bound fraction,

Fig. &7 shows the histological appearance of a thyrotoxic

gland treated pre-opervatively with carbimazole/iodide, Although
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Fig, 26

Pattern of thyroid proteins from a thyrotoxic hnwman thyroid
treated with carbimaszole/iodide. SW 39 rotor at 21,000r.p.m,
for 16 hours,
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Fig. 27

Hifitological section of thyrotoxic human thyroid gland treated
with carbiinazole/iodide. H and £ x 190.
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the follicular epitheliuro is more cuboidal than in the normal
gland (fig. 22), thewre is abundant colloid present which
correlates with the predominant thyroglobulin peak,

Case 38 was excluded from the statistical analysis because
the pattern of the thyrold proteins was obviously differvent from
that of the other casces studied., Although this patient presented
the classical clinical picture of thyrotoxicosis and showed
appropriate clinlcal improvement on treatment with antithyroid
drugs, histological exaraination of the resecied specimen (fig. 28)
showed the presence of severe generalised thyroiditis, ine
distinguishable from that of Hashimoto's disease (auto~immune
thyroiditis), As can be seen, very little colloid was present in
this gland,

Pre~freatment with KCIO . Fig. 29 shows the OD pattern of the

thyroid proteins usually present in a thyrotexzic gland contreolled
with this drug. As shown in Table 6, in Cases 39«42 inclusive,
there was wove protein in the 3~8% peak (mean 62.6%) than in the
195 peak (mean 37,4%). No OD peak >195 was scen in any of
these glands,
125 . 3 . .

Both I and "IH~leucine were incorporated into the thyro=

globulin region,; elthough the SA of 1'abI labelling was very low,

a
“H~leucine wasa also incorporated into the 385 region,
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Fig. 28

Histological section of the thyroid gland of Case 38. H and E x 75.



0-50{ SHEEP THYROGLOBULIN

0-251

270s  19s 6:3s
t 1

THYROTOXICOSIS i\- KClO,

0-501 X 80
C‘
™)
R
x
8
0254 s
1 £
S Ev
=
: 2
g 3
k]
g
™
0-504 Lo §
A
z
(&
=
W
-
.
0254 F3 E
£
-
2
but

5 10 15 20 25 30 35
FRACTION NUMBER

g, 29

Paitern of thyroid proteins from a thyretexic human thyroid
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Table 6!

Human thyrotoxic glands - controlled before
operation with KC1lO , treatiment

4
Case  ,uq 198 3488
no. |
39 - 37:9 621 1
40 o 45, 2 h4,8
41 - 38!5 61.5
‘4:3 - 280 1 7109
x43 - 75,5 24,5

Mean 37.4 Mean 62.6

*Excluded {rom calculation of mean values,
case description in text
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Case 43 showed a protein pattern at variance with those
of the other patients in this group, Further investigation of
this patient's prewoperative drug history showed that he had
inadvertantly received two doses of 0.3ml Lugol's iodine
three days before opevation,

The typical histological picture of a thyrotoxic gland
treated with KClO 4 is shown in fig. 30. It will be noted that
there is intense cellular hyperplasia. The lumina of the thyroid

follicles are reduced to slits and only very little colloid is present,




Fig. 30

Histological section of a thyrotoxic human thyroid gland

treated with KCIO4° H and E x 190,
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NON=TOXIC GOITRES (Cases 44=39)

These were dealt with in two groups. (1) Those patients
with a diffuse or multinodular non~toxic goitve (Cases 44~72),
(2) Those with a cliﬁically single thyroid nodule (Cases 73-89).
| In both groups, howeéver, the QD patterns were basically
similar (fig. 31); the predominant peak was in the thyroglobulin
region (mean 74.4%, SD T 7.7) for diffuse and multinodular
goitres (T'able 7) and 66.0% (SD t .. 2) for thyroid adenomas
(Table 8). In diffuse or multinodular goitres 8,6% (SD i 4., 4%)
of the total proteins were in the 275 area; in the case of the
thyroid nodules 6.6% (5D ¥ 4.3%). One diffusely enlarged
thyroid gland and two adenomas showed no demonstrable 275
protein., Two of these, .the diffusely enlarged gland and one
nodule, were studied early on in the series and on review of the
OD patterns, it is impossible to exclude slight overloading of the
sucrose gradients which would obscure protein >195. Other two/
patients {(Cases 88 and 89) will be separately discussed.

The 3-85 protein constituted 17.6% (SD 16, 1) of the protein
in the diffuse or multinodular non=toxic goitre group and 27.3%
(sD 2. 5) in the case of the Ysolitary nodules.

An attempt was made to see whether the thyroid protein




SHEEP THYROGLOBULIN

T
X
U g
.f
" \.é,
2 g
!
£
§ NON-TOXIC GOITRE
0-9 120 X
N ¥
: "
S
x?
254 1K é'
&
30
;,/" w7s 845 E
PN Mmss » ) §
) 5 1 5 20 E) 35 40

FRACTION NUMBER

Fig, 31

Pattern of thyroid proteins from a diffuse non-toxic human
goitre, Incorporation of 1251 and “Hsleucine into thyroid

slices after 4 hours incubation., S8W 39 rotov at 24,000r,p.m.
for 16 hours.




Table T2

Human thyroid glands -~ diffuse and
multinodular non+toxic goitres

Y% of thyroid proteins

Case 278 195 3-88
no.
4.4‘... - 77.5 22-5
45 6.1 4.2 19.7
46 13,6 65,1 21.3
47 5.1 85.2 9.7
48 6.3 73.4 20.3
49 11.0 65,5 23.5
50 9.6 70.4 20.0
51 3.4 71.0 25,6
52 5.7 7.3 17.0
53 11.2 6445 24.3
54 6.2 82,0 11.8
55 11.3 68,5 20,2
56 18,1 69.0 12,9
57 - 5.7 84.8 9.5
58 1447 64, 8 20.5
59 4.0 76,0 20,0
61 4.5 86,2 9.3
62 9,2 75.0 15.8
63 7.0 62.0 31.0
64 13,1 77.0 9.9
65 Ted 69.8 23.0
66 11,5 76.5 12,0
67 2k 89.0 8.6
68 16,2 63.2 20.6
A9 8,4 70.6 21.0
70 14,7 65.6 19.17
71 Te2 T2.1 20,7
72 4.9 79,1 16,0
Mean 8.6 Mean 34.4 Mean 41}7. 6
SeD, =4, 4 SaD. =77 6,1




Table &
Huroan thyroid glands -
clinically solitary thyvoid nodules
% of thyroid proteins

Case 275 198 485

No.
73 - 76.5 23,5
14 5,6  51.8 42.6
5 12,5 79,2 8.3
76 4.5 . 81,0 16.5
77 6.0 6145 32,5
78 10,7 6240 27.3
79 3.9 54,4 41,7
80 - 52,2 47,8
81 8,6 84,0 1.4
82 12,0 66,3 &1, 7
83 11.8 45,4 42,8
84 6,1 65,1 28.8
85 2.4 76.2 21.3
86 10.1 59,0 3049
87 7.1 764 6 16.3
“88 - - 100
%89 . 5.0 95,0

Mean ‘*_6.6 Mean 66,0 Mean 27.3
S.D. %4,3 8.pD.}t12,2 s.p.t12.5

*Excluded from statistical analysis;
cage description in text
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pattern of solitary nodules showed any correlation with the
pre=operative thyroid scan. Theére was no pignificant difference
in the OD patterns of a nodule which had been 'hot' oz; pre=
operative scanning and om; which h;d been ‘cold!.

in all cages of diffwaé ofv muli:inodular goitre, the main
pi‘otein presen;; waé tilyroglobﬁlin’. This carreléted‘ well with the
histological ;bicture of the fhyr'oid giands from these ﬁétients as
illustrated in fig. 32 whicﬁ‘shm;vs large folnlieleﬁ filled with
colloi;l and lined with a.flattenec‘l :epifheliurﬁ. |

With two exceptions (Ga.'aes 88 and 89) all the Anodules studied
also éontained similar Well-fillled follicles with abunciént golloid
present. | “

Gase 88 showed almost entil;’ély' a 3-85 peak with:only a small
peak present in the thyrdglobulin region. The nodule in this
patient had appeared some years after a therapeutic dose of 1311
had been given to the patient for treatment of thyrotoxico:nsia.
Because of the time of appearar;cé of the nodule and its firm
consistency, it was decided that the possibility of malignant change
in this irradiated remnant could not be excluded and the nodule
was accordingly excised. Histological examination showed it to

be composed of necrotic material, The OD pattern of the gland
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Histological section of diffuse non-toxic human goitre. H and E % 190.

Fig. 32
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showed it to he entirely composed of light weight protein without
any thyroglobulin present. 1251 and 3leeucine were not
incorporated into protein >3~85.

The remaining patient (Case 89) in this group was submitted
to thyroidectomy because of a rapidly growing {irm nodule in
the right lobe of the thyroid gland. This likewise contained
very little protein in the thyroglobulin region (approximately 5%),
with the greatest amount of protein being present in the 3-8 region.
1251- and 31—1-1aucine was not incorporated into protein larger than
3=-85, Histological examination of the nodule (fig. 33) shows
this to be a volid adenoma composed of eosinophilic cells » a

Hurtle cell adenoma. Very little colloid was present which

correlates well with the OD pattern,




Fig, 33

Histological section of thyroid nodnle (Case 89) showing Hurtle
cell adenoma, H and E x 190.
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CHAFPTER 16

HASHIMOTO'S THYROIDITIS (Cases 90~94)

In all 5 patients with this condition were studied., Four
of the patients presented the classical histological picture of
this condition, as shown in fig. 34, but the remaining patient
(Case 92) was histologically atypical, as shown in fig., 35, but
wé.s eventually judged by the pathologist as falling into this
grouﬁ of conditions.

A variety of OD patterns were obtained. In all, however,
the obvious feature was a rgl-ative decrease in thyroglobulin
and increase in 3m8S prot-ein as compared with the normal gland
(fig. 23) and Table 9. Inde.ed‘. in Case 92, only a light weight
peak was .present. In none of the 5 glands studied was a protein
peak running in the 275 positiép seen., In two glaﬁds, however,
as illustrated in fig, 36, a peak in the 325 region was noted,
There was no histological difference between those with a 328
protein present ov absentf. The typical pattern of incorporation
of 12'81 and 3H~leucine can be seen in fig. 36, 12'51 was regularly
incorporated in the thyroglobulin region and also into protein in
the 125 and 3-85 lstage. This pattern of 1251 incorporation was
seen even in Case 92 in whom there was no thyroglobulin demonstrable

on the thyroid protein scan. (Fig, 37).




Fig. 34

Histological section of human thyroid showing appearances
of Hashimoto's thyroiditis. H and E x 190.



Fig. 35

Hiatologicai section of thyroid gland of Case 92. H and E x 190



Human thyroid glands from patients
with Hashimote's thyroiditis
% of thyroid proteins

Case .05 278 198 3-8%
no,
90 - - 38.0 62,0
91 10.4 - 32,0 57,6
92 - - - 100
93 5:8 b - 94:-2

94 o ol 53;5 46. 5
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fattern of thyroid proteins and incorporation of I and "H~leucine
into the thyroid proteins after 4 hours incubation (Case 92). SW 39
rotor at 24,0002, p,m. for 16 hours,
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CHAPTER 17

MALIGNANT THYROID GLANDS (Cases 95-99) (Table 10)

v:During the course af t»his gtudy the opportunity arose to
fstucly mate::ia,l from 5 patie‘nts ﬁrith thyroid nec:pl_a-sia.

In 3 é.n anaplasgtic. aarciﬁoma was the Iiizaialogical diagnosis.
In 2 of tﬁeﬂe fﬂhe (935] pa;i:te.a.-n was asg shoﬁ?n in the middie i:ori:ion
of fig..i~3.8. As can be seen, there is virtually no discernible
OD peak in the thyroglobulin regiOn; the protein conscists almost
entively of a broad 3=83 peak, This correlates well with the
ilistological picture of these .tun"mu;r,s. as shown in fig. 39.
1t will be a"e’en that the tissue i5 composed entively of rather
necrotié cells with no obvio-us céll&id present in the sections,

In the remaining patient (Case. 97) with an anaplastic tumour,
a significant amount of protéin wﬁs present in the thyroglobulin
region as well as a peak in the 368 position, Histological
examination of this tumour (fig., 40) showed that despite the
diffuse replacement of the follicular tissue by malignant cells,
there were surviving islets of follicles in the gland,

As might be anticipated, 1251 and 31—1'~1eucine were in-
corporated into-the thyréglobulin region only in this last patient

(Case 97)s The predominant protein iodinated, however, was the




Table 19:

Malignant human thyvoid glands

Case Type of

278 198 3«88
no, carcinoma

95  Aunaplastic - 16,6 90,0
96  Aunaplastic - - 100

98 Papillary 12,3 177.8 9.9
99 Follicular - 5.0 95,0




Fig, 38
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Patterns of thyroid proteing in anaplastic carcinoma of the human

thyroid,
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Flg. 39

Hiatologicai section of anaplastic thyroid carcinoma (Case 95).
H and X 190.



{f

Flg. 40

Histolo-ical section of anaplastic carcinoma (Case 97), H and E x 190.
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broad 3-85 peak. In the others 1251 was not incorporated and
3PI~1eucine was incorporated only into the light-weight proteins.

One patient (Case 98) with a recurrent papillary tumour of
the thyroid was seens The O pattern was very similar to that
of a noﬁ—t&xic goitre ('figl'. 31). ﬁie}t‘olugic‘al examination of the
recurrent tumour showed that the papillary clements in fact
made up a small proportion of the goitve (fig. 41).

One patient was seen (Case 99) in whom the diagnosis of a
low grade folliculax ca:e’cinoma'.of the thyrold wag made,  This
patient presented with a large non-toxic goitre present for many
years., At thyroidectomy, performed because of pressure
symptoms, a 500G thyroid was removed. Histological examination
of most of the vesected tissue showed the appearance of a simple
non-toxic goitre, and the O pattern of the thyroid proteins was

-
similar to fig, 31. In one area of the gland, however, a tumour
invading the glaﬂd capsule was found and this showed appearances
congistent with follictlar carcinoma of the thyroid, containing
very little thyroglobulin (fig. 42). The OD pattern of the thyroid

protein from this part of the gland was consistent with this,



Flg. 41

Histological section of recurrent papillary carcinoma of human
thyroid (Case 98). H and E x 190.



Flg. 42

Histological section of follicular carcinoma of thyroid (Case 99).
H and £ x 190.
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CHAPTER 18

A POSSIBLE DYSHORMONOGENETIC GOITRE (Case 100)

This patient, a female aged 28, presented initially to
the Thyroid Clinic at the Royal Infirmary, Glasgow in 1962,

At that time she gave a history of a goitre of 6 months
duration., For the preceding two years she had been taking
large amounts of iodide in the form of 'elixir Sibec' a
proprietary cough mixture which contains 3.588% W/V sodium
dodide. At that time her uptake of radioiodine was extremely
low and a diagnosis of jodide induced goitre was made.
F'ollowing withdrawal of the iodide=-containing medication her
goitre became smaller,

In 1969 she was again referred because of increasing
thyroid enlargement., She had taken no iodine~containing
medication for at least two years. At this time she was
clinically hypothyroid, This was confirmed by a T 3 resin sponge
test result of 23.3% (normal 25~35%). The thyroid gland was of
a firm consistency. A precipitin test for the presence of anti~
thyroglobulin antibodies was negative. The 1311 tests carried
out at this time showed an initially normal uptake pattern (gland

uptake at 2 hours, 14% dose and at 4 hours, 30% of dose) but
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which later fell at 24 hours to 14% of dose; the total plasma

131 131

I (TP 7 1I) at 48 hours was 0, 38% dose/litre of plasma

131 131

and the protein bound "~ "1 (PB" " 'I) was 0,01% dose/litre of

plasma, A perchlorate tﬁsuhargé test shows no discharge .of

accumulated 1311 suggesting that there was no defect in tyrosine

iodinatio;m. In view of the doubt about the diagnosis, and the

history of recent enlargement, thyroidectomy was carried out,
Histological examination of the resected tissue (fig, 43)

shows marked thyroid hyperplasia and no evidence of thyroiditis,
The OD pattern of the thyroid protein and the pattern of

incorporation of 1351 and 3I—I-»lmmine: is shown in fig., 44. It

will be noted that thére is a relative loss of thyroglobulin and

an increased 3+8S protein peak. There is no protein peak >193,

1251 and 3H~1euaine are both incorporated into the 195 protein;

2§I is incovporated i:c; a slight extent into the 125 protein,

3H~1eucine is incorporated into the light weight (3«88) peak., No

evidence of an abnormal iodinated 3«88 protein was obtained.

In vitro studies using 1251—-1abelled MIT showed that the gland

deiodinated normally.

It is difficult to precisely pinpoint the defect in this gland,




Fig. 43

Histological section of thyroid gland of Case 100, H and £ x 190
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Fig, 44

Pattern of thyroid proteins from Case 100, Incorporation of
1255 and 3H~leucine into thyroid slices after 4 hours incubation,
SW 41 rotor at 28,000r,p.m. for 16 hours,
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but the hyperplastic gland obviously under marked TSH
stimulation and without evidence of thyroiditis, is suggestive

of some defect in the pathway of thyroxine synthesis.,
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CORRELATION OF IODINE CONTENT OF THYROID

PROTEINS WITH THYROID PATHOLOGY

The degree of iodination of the thyroid proteins was
estimated by determining iodine/p::ot:ein ratio of the soluble
thyroidal proteins precipitated by 50% ammonium sulphate.
This was done in all the 'normal' glands, all the thyrotoxic
glan;'ls from patients treat'eé -\'vith KClO 4’ all Hashimoto's
thyroiditis and all thyroid tumours. The same procedures
were also carried out in randomly selected groups of 10
thyrotoxic patienis treated with carbimazole and iodine
(Cas;e 38 being excluded)-,\-énd 10 patients with either diffuse
or multinodular non~toxic éoitre or thylroid adenoma (Cases
88 and 89 being excluded). The results ave shown in Table 11,

In the group of 8 nox;mal glands, the mean iodine content
of the thyroid proteins was 2, 81uG iodine/ mg protein (range
1.60~3,68). In thyrotoxic patients pre~treated with carbimazole
and iodine, the mean result was 0.87uG iodine/ g protein
(range 0.42-1,74), This is significantly different from the
result obtained in the ‘normal' group (p<0.001), but is not
significantly different from the group of thyroxic patients

treated before operation with KClO, (mean 0, 73pG iodine/mg




Table 11: '

Correlation of iodine content of thyroid proteins
with thyroid pathology

Iodine content of

Histological diagnosis Nz;t:'? thyroid proteins
BYUUF (4G iodine/ mg protein)

'"Normalh 8 2.81 (range 1.60~3.68)
Thyrotoxicosis 10 0,87 (x 0. 421,74
(carbimazole/ iodide treatment) 187 (zange 0.42-1.74)
Thyrotoxicosis

\ 5 0.73 {(range 0.51~1,12
(KCl10 4 treatment) (rang )
Non~toxic goitre - 14
(including thyroid adenoma) 10 0,83 (range 0.13-1.40)
Hashimoto's thyroiditis 5 0.81 (range 0,16~1,95)
Thyroid carcinoma 5 0,25 (range 0,02=0, 42)
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protein = range 0.51~1,12), The number in this last group is
too small to permit formal statistical analysis,

.The group of non~toxic goitre (including thyroid adenoma)
was also not significantly d.lfferent in iodine content (mean
0. 83p,(; iodmc/ mg protein = range 0,13«1,40) from the thyro=
toxic patients, The mean of this group is, however,
significantly different from the 'ﬁormal' group (p<0-.00 1).

The mean value for the group of patients with ﬁashimoto‘s
diseasé»wés 0. 81uG iodine/ mg p?otein (range 0.16~1.95),

This falis into the same range a.é) the results of the patients
with tﬁyrotoxicosis or non~toxic goitre.

The small group of patients with thyroid carciﬁoma had, as
anticipated. the lowest value for iodination of the thyroid protein
(mean value 0,25pG iodine/ mg protein - range 0,02+0,42).

It is noteworthy that only one pathological gland had an
iodine content whose value overlapped the lowest value from
the group of ‘normal' glands, This was from a thyrotoxic

patient treated with carbimaszole and iodine pre~opevatively,
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CHAPTER 20

SUMMARY OF SECTION 4

In this section the changes in the thyroid proteln patterns
in human thyreids ~ both '‘normal' and from a varviety of
diseased states - are described and the results of in vitro
incﬁbation‘of thyroid slices from these glands with 125}[ and
3E;i--.-lev.tc:i.ne documented,

In the 'normal! human th}fl;Oid the main protein was thyro-'-
globulin and both 1351 and BH-leucine were well inclorpora.ted
into tlﬁs protein, A 275 and 388 ?rotﬂin peak were also seen,

In thyrotoxicosis the amount of thyroglobulin found varied
with the pre-operative drug treatment, but the striking feature
was a lack of thyroid proteins »1985., sﬂhleuaine woa well
incbrporated into thyroglobin but 1'?'51 wag poerly incorporated
due to the pre~opevative drug treaﬁmem;

In non~toxic goitre and thyroid adenomas (with occasional
exceptions) a normal protein pattern wae found and I2'51 and
3H-1eucine was normally incorporated into thyroglobulin,

In Hashimoto's thyroiditis a variety of thyrold protein
patterns were found, but there was a constant diminution in

the percentage of the thyroid proteins present as thyroglobulin,
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In 2 of 5 glande a 325 peak was noted, 1251 was incorporated
not only into thyroglobulin, but also into lighter proteins;
3H-leucine was not lncorporated in vitro into thyroglobulin,.

In malignant thyroide therve was a diminution in the thyro=-
plobulin contc;nt of the thyroids and an increased light-weight
protein, 1251 and 3I~Eéleucine were poorly incorporated into
the; thyroid proieins, the degree of incorporation reflecting the
degree of differentiation of the thyreid tumour,

In -.gene ral there was a good corrvelation between the protein
pattel;n and the histological appearance of the thyroid, Where
little colloid was seen there was a relatlve lack of 198 protein
and a reciprocal increase in 3~85 protein,

The mean jodine content of the thyrold proteins (2, 81uG/ mg
protein) was approximately three times greater in the 'normal!
thyroids than in any of the other pathological groups. The other
groups (thyrotoxicosis, nonstoxic golire, Hashimoto's thyroiditis)
all bad a remarkably similar iodine content per mg protein.
Thyroid carcinomas contained on average approximately 10% of

the 'normal! iodine content per mg protein.
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SECTION 5

THYROID PROTEINS IN VERTEBRATES

Chapter 21 Thyroid proteins of novrmal
vertebrates
Chapter 22 Thyroid proteins of animal goitres

Chapter 23 Summary of Section b
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CHAPTER 21

THYROID PROTEINS OF NORMAL VERTEBRATES

A limited study was made of the distribution efgfhe thyroid
proteins in different vertebrates, The results are suminarised
in Table 12. The patterns found in 'normal' human thyroid
wmaterial has .already been detailed in Table 4,

Most of the vertebrates studied had an OD pattern of thyroid
proteins 'similaar to that of the :m'rmal human, as shown in fig. 23,
Thyroglobulin constituted the main protein in all glands studied
from normal animals, ranging froxm a mean value of 68,49 of
the total thyroid protein in the rat to 88.1% in the cow,

In all a well marked 3«88 peak was present, This ranged
in axﬁount from 6.,5% in the cow to 25.3% in the rat.

In all animals studied, except the horse, a definite 275 peak
wag éeen. This ranged in amount from 5.4% in the cow to 15.0%
in the guinea pig. There was no constant alteration in distribution
of the thyroid proteins with body size.

In the two examples of horse thyroid studied the pattern was
that ;shown in fig. 45. At the most only the merest trace of 275
protein was present. |

In sheep thyrold preparvations a 328 peak was commonly seen,




Table 12:

———;

Distvibution of thyroidal proteins in
different vertebrates

Animal lz‘;’o:; 275 19 385
Mouse 6 5,3 80.7 14,0
Rat 10 0.3 68.4 25,3
Hamster 3 10,1 70,3 19,6
Guinea plg 3 15.0 ?8.5&. 6.8
Rabbit P4 8,1 75,4 16.5
Cat a 7.5 75,7 16.8
Dog 2 5.8 78,5 15,7
Sheep 10 12.6  77.3 10.1
Cow 2 5.4 88,1 6.5
Horse 2 - 87.4 12,6
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Fattern of thyroid proteins from howrse thyroid gland.
SW 41 rotor at 28,000r,p.m. for 16 hours,
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Histological examination of the thyroid glands of the
vertebrates studied showed a similar pattern to that of the
ﬁnrmal rat and buman, shown in fig, 1 and 22 respectively,
and are, to avoid repetition, not illustrated., The exception
was the: horse in ‘-whi-?,h thé histﬁiﬁgical picture was as -sho;vn
in fig, 4& '. .There ';rwaas in boi;ﬁ a.nin'u.als studied evidence of
increaseé TSH activity, as ahov;'r; by the appearance of ‘many
a’b&sorptio.ﬁ vesicles at the pe ri];i)hery of the colloi;d‘

Iadine content of normal vertebrate @.e‘mds

"I‘hé results ave de.tailed in Table 13. It will be seen
that most of the animals studied haci moré iédine/ mg protein
than did the 'normal’ humand Iétudied. (mean 2. 81pG iodine/ mg
proi:ein; range 1,60~3,68), The majority of animals fell in
the range of approximately 4.0-6,0uG fodine/my prctei_n, The
only samples which fell outside éhis range were the cat and dog ~
perhaps due to the icdine content as fish supplements of
proprietary pet foods = and the guinea pig which was lower than

the rest at 1. 994G iodine/mg protein,




Fig. 46

Histological section of thyroid tissue of horse. H and £E x 75



Table 13:

Iodine content of thyroid proteins of
different vertebrates

Animal No, in . Iodine content of
group thyroid protein
(LG iodine!/ mg protein)

Mouse 6 5,15
Rat 10 5,40
Eiaﬁxster 3 N 4,80
Guin:ea ng 3 | 1.99
Rabbit 2 6.5
Cat P | 8.16
Dog 2 g1l
Sheep 10 5.15
Cow 2 5,97

Horse 2 4,06
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CHAPTER 22

THYROID PROTEINS OF ANIMAL GOITRES

During the course of the study the opportunity arose to
study spontaneously occurring goitre ia two animals,

The first was a thyrotoxic boxer dog, which was studied
in Boston. In this animal the thyrofoxié state wae due to a
hype;-functioning thyroid adenoma.l. Ti.s;me was obtai;necl at
thyxﬁidéctérxﬁr perfax‘mecl-;;vitlx;)ut i:relirhi.nary antithyroid
medication, the peripherai manifestations of thyrotoxicosis
being -cont.rolled with pro;é%anoi.ol during anaesthesia; - At
operation a necrotic cystic nodule was removed. }?’-Qrtions,

were incubated in vitro as described in Section 2.

AN

-The OI_T_) pattern of the thyroid protein was ac shown in

fig. 47, At this time alteraﬁons in thyvoid protein >195 were
not appreciated and no ceﬁcluaiona can be drawn about these,
It will be noted that a small amount of thyroid protein runs in
the thyroglebulin region although short of 198, The main peak
is in the 3-89 position. 1251 is poorly incorporated into the
thyroid proteing, but does appear to a slight extent in the 185
protein. 31'Iﬂleuc:ine is well incorporated into the 185 protein

and also into the 128 and 3~8% proteins,
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Fig. 47

Pattern of thyroid zprotc:lma from thyrotoxic boxer dog.
Incorporation of I and 3H«leucine into thyroid slices after 4 hours
incubation. SW 25,1 rotor at 21,000v,.p.m, for 40 hours,
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Fig. 48

Pattern of thyroid proteins from goitrous merino sheep,
BW 41 rotor at 28,000¢,p.m. for 16 hours.
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The second goitrous animal studied was a thyroid gland
from one of the goitrous merino sheep described in detail by
Falconer {1946), In these animals the present evidence
points %;o there being a cong;ﬁtal goltre associated ;\vith the
produ.c.ticl:ln ;)f an aﬁi%ornéal iodinateci thyroid pl‘O‘i‘:;&inz Thyroid
tisaﬁe %emoved irom a goitréus sheep wé.a tranéim‘rtéd 111 a
;Ez:o:zen state by alr from Adelaide to (}lasgoﬁg Béca'asle of
the tixﬁé of transportation no i#cub‘aﬁimn 5511116_16::5.\&;«31'@ performed.
The O,ﬁ) pattern is shown in fig¢ 48‘ It will be seen that very
little protein is present in the thyroglobulin régian.- A large
389 peak is present as is a well defined 325 peaks No 278
protein is preéent, The iodine coni;.ent of the thyroid proteins

from this aniraal was very low at 0.4pG iodine/ g protein,
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CHAPTER 23

SUMMARY OF SECTION 5

From the limited studies carried out it would appeayr
that most of the vertebrates studied have a very similar
patiern of thyroid proteins. The horses, however, is unusual
in having virtually no 275 protein,

-Likewise, the iodine content of the thyvoid proteins of
the veriebrates studied fall inte a very narrvow range., -In
gome ~ the cat and the dog = there are probably adequate
dictary reasons to explain‘the highe r values found., The
guinea pig has a lcwe'r iodine -cl:ontent than the other animals
studic«:&.;

In the two animals studied with spontaneous goitres, the
CD ﬁattern of the thyroid proteins was similar to that obtained

in experimentally induced goitres in the rat,
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SECTION 6

THYROID PROTEINS >198

Chapter 24 Introduction
Chapter 25 Thyroid protein >195 in the goitrous rat
Chapter 26 Effect of different techniques of

preparation of the soluble thyroid proteins
on the presence of the 328 OD peak in the
goitrous vat thyroid

Chapter 27 Evidence of the nature of the 325 OD peak
material

Chapter 28 Summary of Section 6
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CHAPTER 24

INTRODUCTION

It has already been noted in the preceding Section that
in most vertebrates a 275 protein peak is present in addition
to the 195 and 3«85 peaks. However, as detailed in Section 4,
in thyrotoxic human tixyroid glandes usually no protein >19S was
present, whereas in Hashimoto's thyroiditis a 325 OD peak was
seen on occasions, A small 325 peak was also frequently seen
in preparations of normal sheep thyroid proteins and on rare
occasions in preparations of 'mormal' human thyroid proteins,
In this Section it is intended to explore the situations in

which alterations in the OD péaks >19S occur,
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CHAFTER 25

THYROID PROTEIN >195 IN :;"HE GOITROUS RAT

The OD tracinge of the thyroid proteins from normal
rats and from rats made goitrous by PTU administration
are shown in fig. 49. For this study conditions of ultra=-
centrifugation were chosén so that proteins >198 were well
separated from the bottom of the gradient, It will be noted
that although in the normal rat the previcusly described
pattern of predominant 195 peak with smaller 275 and 3-885
peaks is seen, in the goitrous rat the 3~85 protein peak is
now the predominant one, with the peak in the thyroglobulin
area being markedly diminished relative to the 3-89 peak,
No definite 275 peak can be seen in the goitvous gland, but a
well marked OD peak in approximétély the 325 area is seen,

This OD pattern of thyroid proteins was found in the
goitrous rat whether the goitre had been caused by the
administration of a goitrogenic drug such as PTU, MTU
(methylthiouracil). carbimazole; methimazole, K0104. or

by the prolonged administration of a low iodine diet,
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Fattern of thyroid proteins from normal and PTU treated rats.
SW 25.1 rvotor at 21,000r.p.m. for 40 hours.,
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Effect of iodine supplementation and thyroxine adminisiration

on the thyroid proteins of the goitrous rat

When a PTU~trcated rat was given 0,05% K1 in the
drinking water for one week before sacrifice, the change in
OD pattéfn from the unsupple}nente:dianimal was {aa shown in
ﬁ‘.g.: 50, It win he nuted-thé.t in the animal recei%ringiodine
supﬁlelﬂentatioﬁ there is: a :a.‘éllati';'e increase in thyl'églobulin
and a veciprocal d«acreaée in 3-8 protein, The SZS. peak is
no longér visible, It is douh:i:ful whether é.ny' 275 péak is
prese#t in the iodine treated anim.all; | A very similar ];')attern
of resﬁlts was obtained in carbima.';:ole-treated rats supple=-
mented Witb; iodine. Once again the 328 peak disappeared.‘
but no convincing 275 peak could be seen,

In contrast to this, in the cas.é of rats rendered goitrous

by KClO, treatment, in which the same iodide supplementation

4
wasa given before sacrifice, a different pattern was obtained.
In these animals, although the initial OD tracing was very
agimilar to the PTU«treated animals, following iodine supple=
mentation disappearance of the 325 OD peak was associated

with the return of a 275 peak in addition to the expected changes

in the thyroglobulin and 3-89 peaks (fig. 51).
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Fig, 50

Pattern of thyroid proteins from PTU treated rats without and
with iodine supplements, SW 39 rotor at 24,000x,p.m, for
16 hours.
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rig, 51
Pattern of thyroid proteins {rom KClO, treated rats without and
with iodine supplements. SW 39 rotor at 24,000, p.im, for 16 hours,
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A similar pattern to the KCIO 4wtreated rats was obtained
from rats rendered goitrous by a low iodine diet and
subsequently st1pplexﬁehted by iﬁéide (fig. 52).

As will be scen from the lower part of fig. VBE:. the
achriinistratibn of T 4 in tfxe diet of this last group of ani;rnals.
in the dﬁsage of 2mg T 41 Kg d;.et foﬁ the last week hefore
szs‘ac-rAifice. ré}'aulted in c}:;;n'gies.varjrl similar to i;h;o.se »prodﬁced
by mdine supplemontatwn. | The thyroz,lobulm pedk increased
as c:ompared to the animals tmatccl by the goitrogemc diet

alone; the 3»&: peak dzs:nimshed relaﬁive to the thyroglobulm
| peak and a definite 278 peak was seen as the only OD pea.k >198.
| The effect of T 4 supplementatmn of a goitrogan-treated
animol (foz example PTU or carbﬁina*zole treated) vesulted in a
similax dis:appea.rance of th;c; 325 C)D peak and the formation of

a definite 275 peak.
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Fig., 52

Pattern of thyroid proteins from rats on low iodine diet - effect
of jodine supplements and thyroxine treatment, SW 39 rotor at
24,000r.p.m, for 16 hours,
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CHAPTER 26

EFFECT OF DIFFERENT TECHNIQUES OF PREPARATION

QF THE SOLUBLE THYROID PROTEINS ON. THE PRESENCE

OF THE 325 OD PEAK IN THE GOITROUS RAT THYROID

In an attempt to ensure that the 348 OD peak was not a
technical artefact in preparation of the soluble thywroid proteins,
a vayiety of standard »t:edhniques of preparation ;ai the 'solublel
thyioid proteins were examined. For control purposes the
results of the standard methods used aro reproduced in fig, 53.
This method has been described in detail in Section 2, . Briefly,
it consists of a homogenisation step followed by an initial centrie
fugation at 20,000g for 10 minutes to remove cellﬁlar debris,
The OD peak of the resultant supernatant is shown in the upper
part of fig, 53, It will be noted that much the largest OD peak
is in the 3+85 region. A smaller peak in the thyroglobulin
region can be seen as can a small peak in the 329 region. This
initial step is followed by precipitation of the soluble thyroid
proteins by 50% saturation with ammonium sulphate with
subsequent recentrifugation at 20,000g for 10 minutes. The OD
pattern of this material - the standard preparation used in this

work -~ is shown in the lower part of fig. 53. It will be seen
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Fig, 53

Pattern of thyroid protelns from PTU treated rat, Effect of
50% saturation by ammonium sulphate on the 20,000 super=
natant. SW 41 votor at 28,000x.p.wm. for 16 hours,
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that the step of ammonium sulphate fractionation has caused
a relative diminution in the 3-85 peak, with a relative increase
in the peak in the i:hy?o@lobﬁlin region and of the 328 OD peak,

| In fig, 54 is illuﬂtxa,técl fha rézsult:a of the more complex
zn-etb’.od. éf'preparation of t:hé -solublé ﬁﬁ.yroid pa:aﬁérin used by
.'I:?ex"rlien et al (194-8); This méﬁhéd consists esséntiéily of a
seues of fractionation steps ﬁsing amuoniam Bulpimte and the
fil;al preparation cansistsl ;)lf thev soluble 'éhyroid protéiﬁs pre=
éipitaﬁing hetween 35% and 41% saturaﬁun with ainmoninim
sulphate, A.q s'mn be :aeex.x, ﬂ.w. i)attea:rn of the tﬁyré:id fsrateins
oblt‘:ainerc‘fl is similar to that obtai;ze‘ci with the standard techrnique
used in‘this thesis, ‘i.e.- a prédéminant 385 peak‘ié pr'esent.;
as is the rather smallex i)eak in the thyroglobulin région. A
328 peak ié also present..:

Lasﬁlf a standard technique for preparation of soluble
cellular proteins wasg used. f‘ollowing homeogenisation of the
thyroid tissue the preparation was spun in a type 50 rotor at
105, 000g for one hour, The supernatant from this step was
then submitted to sucrose density ﬁltracentrifugation as shown
in the upper part of fig. 55, It will be noted that the 3-89 peak

is very large indeed; the thyroglobulin peak is relatively small
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Fig, 54

Pattern of thyroid proteins from PTU treated rat prepaved by
the technique of Derrien et al (1948). SW 41 rotor at 28,000x, p.m,
for 16 hours,
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and no definite peak >198 can be seen, I1f, however, the 105,000g
supernatant is taken to 50% saturation with ammonium sulphate,
thé protein pattern of 'i;he' reéuléant precipitate is slgown in :the
Jower pavt of fig. 55, Thoe 3=85 peak is diminished in size;
ﬁh'e pe;'a;lc-:i:ﬁ the i:hyz:oglobulih. :fe.gion‘is relativ&y iﬁm‘:ea‘sed and
a amall.bﬁt definiﬁe 32&3 03;‘! peak 'can- .ﬁow be seen,

Ii -tﬁarefdfe é,ppeé.:eed-,,_feé,'-s;:;naﬁe to conclude ."thai: thé 325
OD paa.k is ‘.1‘¥.0‘b mervely a‘.t;:::’hnica‘l artefact of ane. mefho& of
xvx'épé;i'aﬁion' of the ssolubié tﬂ*;lr.s::o‘id pfoﬁefmé. but is. a valid

finding in the goitvous vat thyvoid.
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CHAPTER 27

- EVIDENCE OF THE NATURDL OF

THE 325 0D PEAK MATERIAL

. . \ . 125 . 3 .
Incorporation oi - I and H-~leucine

. . . 125
Attempts were made to gtudy the incovrporation of ~ L

into the 325 OD peak in the dodine deficient rat thywroid.  The

technique used was to appvoach equilibrium labelling of the rat

thyroid proteins by taking vats which had been 1) weeks on o

low iodine diet and supplementing the drinking watex for 5

weeks before sacrifice with a constant concentrvation of carvier=
125, . , s s . .

free I:. The results obtained can be seen in fig, 56, The OD

tracing is typical of the thyroid proteins of a goitrous rat, The

12"‘ . - i a a =
°1 is well inco rporated into the thyroglobulin region, but not

-

at all into the 325 OD reglon. It should be noted in passing that
even with equilibrium labelling the large 3~88 peak is not labelled
with 11351.

Similar attemptis were made to study the incorporation of
3I-Eéleucine into the 3228 QD peak, The results are shown in fig. 57,
The study was performed at two times, In the upper part of the

figure is seen the pattern of incorporation of Sﬁnleucine 15

minutes after a subcutaneous injection of the labelled amino acid,
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It will be seen at this early time interval that the label is
incorporated into the 128 and 3-8S protein, but not into the
3;98 or 325 aren. |

A furiher group of rats i’éceivec’i a subcutaneous injection
of 3I~E'~*lexzéine daily {or 4 days - the last cccaslion being‘ et
hoﬁrs before sacrifice, Thé‘ -'results axre shown inll‘i;he lower
part) éf fig. 57, At this mtége it ‘-Jcan be sean that the 3H-leucine
is v«eli incorporated into the 3~83 proteins and iﬁto the thyro-

globulin region, but once wmore not into the 325 region.

Evidence that the 325 OD peak contalne ribonucleic acid (RNA)

: T;lzé results of acamﬁné of the ultrace:ntrifugal pattern of
’che' soluble thyxrold p'rote,ina precipitable by 50% ar.\.nmc‘mium
sulphate at an Oi) of 260my ilsxsi:eaeél of the uswal 280myp is shown
in fig. 58, in the upper part of the figure which shows the
pattern of the material obtainéd from normal rat thyroid, it can
be seen that the pealk in the thyroglobulin region is etill the
predominant one, The 3«85 peak 1s also seen, but the 278 peak
is no longer visible. In contrast to this in the lower part of the
figuve is seen the patiern obtained from rate treated with PTU,
’fhe peak in the thyroglobulin region is now very small, and the

3=8S OD peak probably increased, Much the most striking
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feature, however, was the striking increase in the peak in
328 vegiona.

The fact that the 328 material ”:LV@ o maximal absorbanc.e
#t zééﬁm was confirmed Ey co‘lléc»inc' the 328 OD pealx and the
19o oD pca’m by £ractmnat*oﬁ of sucrose deneity gradients from
wTU-—izemcd apimals,. Aft@r cuix overmght dialyaih agamst 0.9%
cn:'a;la.um rhlm'z.de the mmermi ;Erm;n these 0D peaks was. scanned
on &'U'niCF;lm S 800 s.})ectmph&torﬁeiér. It will be notod (fig. 59)
that tlm mawimal abso"bamcé '0.4. ﬁze 328 waterial, Which showsa a
peak at 26()mpu char.-.uctc..msuc of RNA, is quite different from the

chafacteugtlc protein patteln of the 193 material with a

maximal absorbance at 280mp.,
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CHAPTER 28

SUMMARY OF SECTION 6

In this Section the conditions which resuli in alteration
of the OD patteran of the material runping in the ult;ra;;entrifuge
with an '8! value of >1958 have been explored.

In the goitrous rat the 275 OD peak constantly disappears
and is rgplaced by a 325 OD peak, This is veversible by T,
treatment and in cerxtaln types of goitrogen~treated animals by
iodine supplementation. In goitre caused by a drug blocking
tyrosine iodination such as PTU or carbimazole, however,
although the 3285 OD peak disappears, the 275 peak is not reformed,

Bvidence is presented that the 328 peak is noi a technical
artefact of one method of preparation of the soluble thyroid
proteins, but is a constant finding.,

The fact that neithexr 1251 or 3}E~I~leucine are incorporated
into the 325 OD peak and also the demonstration that the maximal
absorbance of this material is at 260my indicate that this material
is not of an iodoproiein nature and favours the view that this

material consists of RINA.




2%

wn f1

&
&=

CTION 7

GENELRAL DISCUSSION
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GENERAL DISCUSSION

In Section 3 the data on the biosynthesis of thyroglobulin
in the normal and goitrous rat is presented, The results of
the incorporvation of EH*Ieucine obtained are comparable to
those of Cavalieri and Seavle (1967a), who found a similar
pattera of in vivo incorporation of M"'C =leucine in the rat to
that obtained in the present study, i.e. incorporation of the
isotope into the 3=-85 and 128 protein before incorporation into
the 193 protein occurved, However, the time sequence of
incorporation in their studies was different than in the present
works. They found incorporvation into the 3~83 and 125 proteins
at one hour, as compared with 15-30 minutes in the present
studies; into a 168 protein at 4 hours and into an 188 protein
at 20 hours, compared with one hour in the present work.
Fortyw-eight hours was required in both studies before a truly
195 protein was labelled.

A paitern of 31—1~1eucine incorporation similar to that obtained
in the rat in the present study was found in the guinea pig and the
vat by Ekholm and Strandberg (1967a and b). However, Vecchio
et al (1966b) found that although the labelled amino acid was
incorporated into the 1285 protein of the guinea plg, this was not

the case in the »at.
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Further studies by Ekholm and Strandberg (1967a) and by
Cavalierl and Seavle (1967h) have provided pavt at leaat of
the explanation of the different time sequences of in vivo
labelling of the thyroid protein by amino acids by demonstrating
that in vivo administration of thyroid stiroulating hormone (TSH)
accelerated the incorvporation of‘ the labelled amino acid into the
199 protein, Iun this context the diffevence between the studies
of Cavalieri and Searle (1967a) and the present work is surprising,
as the former authors utilised a low iodine diet which should, 2
theoretically at least, have resulted in increasged TSH levels in
their animals. In the control animals used in the preseant study,
as can be seen from the histology of the thyroid gland, there is
no evidence of undue TSH stimulation. TSH increases not only
the speed of incorporation of amino acids into the thyvoid protein
and their presumed sub~units, but also the degree of incorporation,
Administration of ‘I‘ty which diminishes TSH secretion by the
pituitary by the well recognised negative feedback mechanism,
results in almost complete abolition of uptake of in vivo
administered labelled amino acids by either the normnal or

goltrous thyroid,
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Although no studies of TSH effect on the incorporation of
31‘v1--1eucine were made in the present experiments, the data
produced from vats on a low iodine diet where there was
incorporation of 3H-1'eucine into the 195 protein within 15
minutes of its in vivo administration, ic consistent with this
being a USH induced effect.

The first question to. be. settled is the possible relationship
of the 125 and 3-89 proieins to the 195 matevial, The findings
of Edelhoch and his collabdrators described in the Introduction,
make it tempting to assume that the 125 and 3-88 labelled

material found during in vivo or in vitro biosynthesis experiments

[

corrvespond to the 125 and 63 ‘proteins found on chemical
fractionation of puvified 195 maierial, Is this justified?

The poseibility which has been previously raised (Thomson
*and Goldberg, 1908) that the 125 material labelled by 3}I-leucine
represents the breakdown of an especially labile larger protein
of 17-19S size cannot be completely excluded. In favour of this
hypothesis is the fact that it has previously shown that newly
formed thyroglobulin is more liable to dissociation into the 128
sub=unit than is material which has been formed for a longer time

(Sellin and Goldberg, 1965).
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However, the weight of evidence from the present studies
and from the studies of the in vivo incorpovation reported by
the other authors cited above, iz that the patiern of labelling
of the 125 material is consisteni with this being a precursor
unit of the 195 protein,

The fact that the administration of cyloheximide in a dose
sufficient to block the further uptake in vivo of 31-1 ~leucine by
the rat thyroid did not prevent the formation of the 195 protein,
also argues strongly in favour of the 125 (and 3~88) proteins
being precursor unite of the 195 protein,

It has been noted that when T 4 is administered to a normal
and especially to a goitrous animal 125 protein accumulates to
such an extent as to produce a visible protein peak in the OD
tracing. When T 4 is piven and TSH release by the pituitary is.:
cut off, both the synthesis and brealkdown of thyroglobulin are
halted. It would seem then reasonable {o postulate that the
accumulation of 148 protein in this situation is due to the

accumulation of 125 units which cannot be further incorporated

into the 195 protein because of the lack of TSH. The alternative
explanation, i.e., that the accumulation of 128 proteins vepresents

the increased breakdown of thyroglobulin when T, is given, would
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seem unlikely. The rate of thyroglobulin degradation in the
normal gland is already slow and would be further slowed by
the action of T 4 damping down TSH production, and thus the
production of a stable 128 OD peak when T 4 ig given to normal
animmals is strong evidence in favour of this being an accumulation
of sub~units due to lack of synthesis of 198 thyroglobulin as
opposed to degradation, The histological findings in the vats
on the PTU - ‘1‘% diet, where no evidence of TSH effect on the
thyroid was seen is also compatible with this hypothesis,

It has beeu shown {Goldberg and Seed, 1965; Pommiecr
et al, 1966) that in vitro the ease of degradation of thyroglobulin
depended on the degree of iodination of the protein, Simon et al
(1966) have shown that poorly lodinated thyroglobulin from rats
treated with PTU is more liable to fnreakdowm as the result of
freezing and thawing. This work has been recently extended by
Inoue and Taurog (1968Dh) who showed the effect of freezing on
the breakdown of thyroglobulin was most marked in the presence
of 0.05% methyl-mercaptoimidazole. In the present study some
128 protein wage probably present during the administration of
antithyroid drugs although no dgfinit@ OD peak could he seen

due to the confluence of the large 3-8% and thyroglobulin
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peaks,. 1251 labelled 125 material was present in maximal
amounts during withdrawal of antithyroid drugs. This
increase in 128 protein labelled during withdrawal of ‘the
goitrogenic regime is against this effect being simply a dose=
related effect of the antithyroid drug causing breakdown of
thyroglobulin, as one would in this circumstance have expected
the breakdown to be maximal during the administration of the
drug. Itmay he that at some critical concentration there is a
masximum effect on blocking. of incorporation of thyroglobulin
subeunits intc the 198 protein,

= The velationship of the 3-85 material to the 195 protein is
less clear. The main problem is that this is an extremely
heterogenous collection of proteins, some of which, like haemo=
globin and the serum proteins, have no relevance to thyroglobulin,
Unfortunately when goitres are induced experimentally, these
proteins are also increased in amount due to the increased
vascularity of the thyroid gland,

The pattern of incorporation of labelled amino acids into

the 3«85 is counsistent with these being precursor units of the

125 and 198 proteins., This is consistent with previous in vitro

work (Seed and Goldberg, 1965) as well as the in vivo results in
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the present work and to those alluded to above., There ave,
however, some discrepancies which make it imopossible to
accept that the only role of incorporaiion of labelled amino
acids into the 3-85 molety is as precursow sub-units of the 195

material. Seed and Goldberg (1965) showed with in vitro

incubation studies using a thyvold slice systera that prolonged
incubation resulted in increased labelled 3-88 protein being
formed. This corresponded in time to leaching of colloid from
the thyroid slices into the mediuvm as demonstrated by standard
histological techanigques, They suggested that this wmight
represent either a block in sub«unit aggregation at long time
intervals of incubation or a leaching off of thyroglobulin sub-
units from the subcellular particles,

Similarly, in the present in vivo studies, especially when
a goitrous state had been achieved by use of one of the goitro-
genic drugs, there was an increased proportion of the label in
the 3-85 fraction at late time intervals after administration of a

“

pulse of “H~leucine, The pattern of labelling found would
therefore be consistent with the labelled 3-88% fraction being not
only a precursor unit of the 195 protein, but also perhaps a
breakdown product, A similar late labelling of 3-85 protein in

high specific activity has been found by Ekholm and Strandberg (1967a).
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The vesults obtained in the groups of rats on a low iodine
diet show curiously little incorporation of the labelled amino
acid into the 3«85 fraction at either early or late times aftevr
injections The reason for this discrepancy is not cleav, .
Chviously the effects of an antithyroid drug are not strictly
compatrable to goltre proéuceci"solely as a result of iodine
deficiency, even when a similar alteration in the stable thyroid
proteins occuvs. This finding in a hyperplastic vascular goitve
induced by a low iodine diet'is at-least veassuring in that the

3 .

incorporation of "H-leucine into the 3-8S proteins of goitrous
glande does not seem to represent the incorporvation of the label
to any extent into non~thyroidal Frc;teins such as the serum proteins,

In contrast to the situation when labelled amino acids are used,
iodine is not incorporated to any extent in vivo into 125 and 3-88
proteins in the norwnal anirmal, Instead it is incorporvated into a
protein of approximaiely 185 size initially followed after an
interval of time (48 hours in the present work) before a truly 198

protein is formed, This is consistent with previous in vitro

work {Seed and Goldberg, 1963). Lissitzky et al (1964) also

found in vitro that thyroid slices incorporaged 1251 into the 128 and

3-85 fractions., This was not found in the present in vive work,
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except for a small degree of labelling of the 148 protein by
125 . . " o
I at eavly tlme intervals after administration of the label,
, . 125 : .

At all times, however, the = "I labelled peak in the thyro-
globulin area wag always the major radicactive component,

Ag will be discussed later, only under very abnormal civcume .
stances in the In vitro gtudies reported in this work, was thexe

labelling by 1251 of proteins other than 1938 thyrogldobulin,

In the case of rats on a low lodine diet where presumably
e 3 . ; : ) - . 125
THH was increased, the time taken for incorporation of I
inte a truly 195 protein was greatly diwinished, This is similar

3 s
to the effect on ~H-~leucine incorporation noted above,

‘The relationship of the 125 and 3-89 protein to thyroglobulin
nas been studied by other workers by lmraunclogical means
(Goldberg et al, 1964; Sellin and Goldberg, 1965; Morais and
Goldberg, 1967). There is general agrecment that the 128
material ls velated imrounologically to the 195 thyroglobulin, but
the situvation with regard to the 3-88 raaterial is much less certain,

At the most, it has been found that only a fraction of the 3-838

protein is precipitable with anti=~195 thyroglobulin antibodies, It
is, however, impossgible to say that the remainder of the 3-85

protein is not velated to the 198 protein, Because of its known
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heterogeneous nature, one would not anticipate that all this
iraction of the soluble thyroid proteins would be related to
thyroglobulin. There may however be thyroglobulin sub~units
in this {raction which lack the complete antigenic construction,
for instance due to lack of corrvect spatial aligment of antigenic
groups, or due to lack of incorporation of the carbohydrate moiety
of thyroglobulin at this stage, which render them non~precipitable
and therefore non-identifiable by these techniques,

The alterations of the stable thyroid proteins found when a
goitrogenic regime is employed is similar to, but not identical
with, the effects found by other authors (Perelmutter et al, 1965),
In both studies a decrease in 195 protein and an increase in light=
weight (3-8S) protein were found; in both an increase of protein in
the 11-128 region was found during induction of goitre but this was
not apparent once the goitrous state had heen achieved, The
apparent loss of 11-128 protein in goitrous states was probably due
mevely to the rapidly increasing 3-~863 peak obscuring a discrete
128 protein peak,

The administration of a goitrogenic drug, or low lodine diet,
enhanced the percentage incorporation of BH--].@ucine into the

thyroid proteins. As pointed out in Section 2, there were slight
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differences found with the different poitrogenic regimes
eraployed, PTU tending to diminish the velative proportion
of the label in ihe thyroglobulin region as compared to
methimazole and Kﬁlﬂé. In all the protein in the thyroglobulin
region failed to reach 198 size due to the blocking of the
iodination process stopping maturation of the protein to its fully
iodinated state.

The dissociation of the process of incorporation of amino
acids from 12'51 as shown in the above experiments is similaw
to the in vitro findings of Seed and Goldberg (1963) and the
in vivo findings of Maloof et al (1964) who both demonstrated that
iodination could be blocked by thiourea or PTU without affecting
amino acid incorporation and conversely that amino acid
incorporation could be preveanted by actinomycin without, in the
short term, affecting vadioiodine incorporation into the thyroid
proteins.

The various goitrogenic drugs used in the present study
showed a variable effectiveness in blocking 1233\]'. incorporation.
All were reasonably effective, but the most complete effect
wag obtained with PTU and the least with KCLO 4° Likewise

during withdrawal of the antithyroid drugs, the effect of PTU
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was apparent for a longer time than with the other drugs,
KCLO  being the shortest acting. Recently Alexander et al
(1969) have presented some prelirainary data demonstrating
marked differences in the duration of effect of antithyroid

L)

. . . 13
drugs. Curiously in their studies in man, "?gwlabelled PTU

35 . 4 .
5 methiraanole, -

had a shorter biological half-life than
Obviously much more work remains to be done in the area of
metabolisrn of antithyroid drugs in different vertebrates.

Using a low iodine diet, the results obtained in the present
studiea differ in certain respects from those reported recently
by Inoue and 'I‘aurag-'(l‘}éBa) who showed in rats on a low iodine
diet that no stable protein peak could be visualised in the thyro=-
zlobulin avea and that L25) ana Mcelabelled armino acids were
incorporated into a protein significanﬂy lighter than thyroglobulin,
this effect being reversible with the acute administration of stable
iodine., :Because of this discrepancy the degree of iodine
deficiency used in the present work was extended to achieve a
degree of goitre formation similar to that used by the above workers.
However, in the present studies 1251 and 3H~1eucine were not
incorporated into a protein in the thyroglobulin region of less

than 185 size. It is impossible to exclude some breakdown of the




112.
poorly iodinated protein in the studies of Inoue and Taurag.,
The finding of a 195 protein when stable iodine was administered
could be consistent with the known effect of iodination in
rendetring poerly iodinated thyroglobulin less liable to dig=
sociation.

The resulis of the sﬁudy of a group of 100 human thyroid
glands was presented in Section 4. The 'mormal' human thyroid
contained, as expsécted from previously published work on
vertebrate thyroid proteins (Salvatore et al, 1965a), three
protein peaks =~ a predominant 195 peak (thyroglobulin) with
smaller 275 and 3-85 peaks,

In thyrotoxic glands, prepared with carbimaszole and iodine
pre‘-i;aliextati*{re medication, usually no 278 protein was present,
This is similar to the experience of others (Stanley, 1964;
Ramagopal et al, 1965}, Neither of these authors gave details
of the pre~operative drug treatment and cuvicusly no comment
was made about the lack of formation of protein >198 in most
thyrotoxic glands studied, This lack of 278 protein was also
true of thyrotoxic glands trealed pre-operatively with KCIlO 2
The 278 protein with its ratio of iodine/ protein of approximately

21 1, as compared to the 198 protein in the normal gland, has
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been postulated as a slowly metabolised stove of highly
iodinated proitein., The lack of the 275 protein in thyrotoxic
glands may just then mervely reflect the increased stimulation
to which these glande have been exposed, resulting in the .
utilisation of these storves, This would certainly be the
simplest explanation, However, the amount of thyroglobulin
which can be demounstrated in a carbimazole/iodide treated
gland and in a KCIO 4 treated gland either by study of the ultra~
centrifugal pattern of the thyroid proteins, or by exawination
of histological sections of the thyroid gland, ave very different -
yet. the same lack of 275 protein is present in both cases (with a
few exceptions in the carbimazole/iodide treated group). It may
be that the lodide had been given for insufficient time to allow
the 278 protein to reaccumulate. In this contexzt the data on the
goitrogen treated rats receiving iodine supplementation before
sacrifice to mimic the human thyrotoxic situation is of interest
(Section 6), In these rais a goitrogenic drug such as PTU ox
carbimazole, whichk acts by blocking tyrosine icdination, had a
different effiect than KCI1O 4 (or a low iodine diet alone), In the
former case, no 275 protein was veformed afier iodine supple~

mentation, whereasg in the latter groups a 278 peak was reformed,
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This difference can eitber be attributed to the greater potency
or duration of action of the thiouracil group of dyugs in
blocking jodination of the thyroid proteins, as compared to
KC1o 4 Alternatively there may be some as yet unknown
effect of the drugs which inhibit the formation of a 273 protein
from thyroglobulin and its subunits,

In two thyrotoxic thyroid glands (Case 20 and:38) a signifi=-
cant amount of 123 proteln was present. As mentioned in
Section £ both these specimens had been stored for a period
of time before analysis, Stanley (1964) found 125 protein in the
thyrotoxic glands and other goitres, both simple and malignant,
studied by him., This was not found in the studies of Ramagopal
et al {1965). The technique used by Stanley involved a step of
freeze drying of the thyreoid proteins and transportation by air
from Australia to the U,5.A., where the specimens were re=
constituted and analysed. It has been shown by Inoue and Taurog
(1968b) that f{reezing induced breakdown of the thyroid proteins
of jodine deficient rats, In the experience of our laboratory,
the storage of thyroid proteins from goitrous glands in a frozen
state has resulted in the loss of thyroglobulin-like proteins with
the formation of a stable 128 thyroid protein peak., This did

not, however, occur in preparations of normal sheep proteins,
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Surprisingly, considering the doses of iodine given, the
degree of iodination of the thyroid proteins from thyrotoxic
glands treated by carbimaszole/iodide, as compared to KC1O 4
is very similar (0.87 as compared to 0.73pG iodine/ mg protein)

- especially wheun it is remembered that the iodine content was esti-
matéd on the total soluble thyrold proteins precipitable by 50%
ammonium sulphate and not on a purified thyroglobulin fraction,
Thus, in the KCl0O 4 treated glande with their proportionally

greater quantity of 3~83 protein, the degree of iodination of thyro=
globulin must be at least as high as the carbimazole/iodide treated
group and both ave comparable to the group of non=toxic goitre,
This would strongly suggest that the lack of the 275 proté;in in
thyrotoxic glands is not simply due to a lack of iodination.

It would obvicusly have been of great interest to study the OD
tracing and iodine content of the thyroid proteins from untreated
thyrotoxic thyroid glands. Ethical considerations malke this
impossible to achieve in the humnan, It is possible, merely as a
hypothesis, that in a thyrotoxic gland, or in someone predisposed
to develop the disease, some subtle abnormality of the thyroid
protein exists which acts against the formation of a slowly
turning over store of highly iodinated protein and that therefore

the thyroid proteins are more liable to the normal degradative
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process with resultant undue release of T and T, into the
3

4
circulation, with consequent production of clinical thyrotoxicosis,
‘This, however, at present remains purely conjectural and further
studies are vequired to confirm or refute this possibility.

What is the situation in non~toxic goitre? Can the pro-
duction of this disease be in any way attributed to abnormalities
of the thyroid proteins by the techniques used in the study? The
OD pattern of the thyroid proteins were almost universally normal

in diffuse or multinodular non~toxic poitre and the incorporation

. 125 3 , .
in vitro of I and H~leucine into slices froxa these glands was

also normal. The degree of iodination of the thyroid proteins
wasg certainly lower than normal, but of course this gives no
indication of the total iodine content of the thyreid gland., On the
present evidence, it must be concluded that non~toxic goitre is
not produced by abnormalities in fovmation of the thyroid proteins
unless this is achieved by means so subtle as o be not recog=
nisable by current techniques. Such a possible defect could be
some minor abnormality in the synthesis of the polypeptide
bhackbone of thyroglobulin which rendered its tyrosyl groupings
less accessible for iodination, with resultant deficient T, and T,

4 3

production thus producing a goitre by compensatory TSH
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stimulation of thyroid growth by the pituitary gland.. In this
connection it is of interest that in a recent small series
Bismuth et al (1966) showed po difference in amino acid compo=
sition of the 195 thyroglobulin in normal human thyroids,.thyro=

toxicosis, familial goitve and non~toxic goitre.

The results of the thyroid protein analysis and degree of.

juie

odination of the thyroid proteins from cases of solitary thyroid
nodules gave results broadly similar to those obtained in the non=
toxic goitre, These nodules obtained abundant colloid on histos
logical examination, Omnly two glands (Case 88 and 89) gave resulis
of thyroid protein analysis which were difi’grent from the rest,

In both of these the histological examination of the resected
specimen gave ample confirmation of the virtual absence of thyro-
globulin, Similar results have been obtained in ceriain thyroid
nodules by Ramagopal et al (1965) and by Stanley (1964).

In Hashiooto's thyroiditis, as has been shown, a variety of
protein patterns were obtained. 1In all, a relative loss of thyro=
globulin was found which corvelates well with a lack of thyro=-
globulin on histological examination of the thyroid. An increased
3~85 protein peak was seen in all. I:E iz difficul? to know how much
of this increase is due to thyroglobulin sub~units and how much is

due to the great increase in cellular content of the gland affected
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by Hashinroto's thyroiditis, as compared to the normal. The
majority of this cellular increase is of course due to non-
thyvoid components, fov example, lymphocyte and plasma cell -
infiltration., The thyroid epithelium which is present is also
abnormal « the Askanaszy cell epithelium. A 325 OD peak was
seen in two of flve patients studied.
o In certain interesting ways the thyroid proteins in this
condition were different from all other thywroid glands studied,
This disease was the only one in which invitro incorporation
125, o a e < s SN o .
of 71 into 128 and 3-85 proteins in addition to the 193 protein
was regularly present. Abnormalities in the lodinated proteins
found in Hashimoto's disease have been previously reported
{(Murray and McGizr, 1960; De Groot et al, 1962; Stanley, 1964;
Ramagopal et al, 1968)., These have been demonstrated by the
131 . .
low butanol exiractable I level in the plasma after tracer
. 131 . ‘ . : .
doses of I; by electrophoresis and auvtovadiography of the
thyrolid proteins and by ultracentrifugal technigues,
In addition, a constant and curious diffierence in the incorpo=
i 125 3 . 3 .
ration of I and "H~leucine was seen, H-leucine was never

incorporated into thyroglobulin in vitro even when this was shown

histologically to be present in the gland, Nomne of the patients
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studied was clinically hypothyroid and obviously were
synthesising some thyroglobulin, Perhaps in this condition
the thyroid epithelivm which is left is so diseased that its
ability to incorporate amino acids into the polypeptide backs
bone of thyroglobulin is severely curtailed., Results similay
to those of the present series have been recently reporvted by
Etling et al (1968).

Only a small number of malignant thyroids were studied,
The 2 cases of anaplastic tumour gave results in keeping with
the much larger series of Valenta et al (1968), As stated in
that paper the results of ultracentrifugation of the:thyroid
proteins and the incorporation of radiociodine depend on how
much relatively norraal thyroid tliesue is present in the part
under study. Stanley (1964) has shown similar results in
anaplastic tumonrs,

In the one case of papillary carcinoma studied, the normal
results obtained were undoubtedly due to the low ratio of the
papillary elements in the thyroid gland in relation to the
surrounding relatively normal tissue, Similarly, the other
differentiated thyroid tumour studied - a follicular carcinoma =

although containing comparatively little thyroglobulin, did
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-y ¥
. 3 . , 125 . . .
incorporate H-leucine and I into the thyroglobulin region

Case 100, in whom a 'presuzmptivﬁrrliagnofsifi; of dyshormono«
genesis (type unknown) was made, showed ne protein >195., This
gland was hyperplastie, although the patient was clinically hypo=-
thyroid, This patient would provide further evidence for one
mechanism at least for the loss of the 275 protein being due to
thyroid stiznuiation, If must be adwmitted, however, that some
more subtle abnormality in thyvoid protein synthesis in this
particular gland cannot be excluded, The only other dys-
hormonogenetic gland which:wag studied was the goitrous mervino
sheep in which an OD pattern of a greatly diminished thyroglobulin
peak and increased 3-85 peak were found, A marked 325 OD peak
wasg also seen, Falconer (1966) and Rac et al (1968) have
described in detail the findings in these animals., The evidence
is that the animals suffer from congenital goltrous cretinism
associated with the production of an abnormal lodinated protein,
Such abnormalities have been previously described in humans
(De Groot et al, 1958; McGirr et al, 1960). The usual abnormality
found is a protein with the electrophoretic characteristics of an

iodinated albumin present beth in the thy»oid gland and in the
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pevipheral cirvculation. One major problem has been to
decide what, if anything, bas this abnorreal material to do

with the producticn of goltrous hypothyroeidism, Did this

clinical state result from the lodination of this non-biologically

active protein as the primary.defect, or, as has heen recently
claimed (Lissitzky et al, 1968), is the production of this

abpermal compound congeguent on the presence of the goltre?
Lissiteky et al (1968) have recently produced evidence of such
an abnormal lodinated alburpin in the thyrold gland of a young
girl whose basic defect appeared to be lack of the dehalogenas
(deiodinase) enzyme system, This is conirary to the experience
of the thyroid laboratory of the University Department of
Medicine, Glasgow Royal Infirmary. However, support for the
proposal that the abnormal iodinated protein was the consequence
of the goitrous process and not its cause, comes from the dew-
ription of such a compound from a wide variety of thyroid
diseases, such as thyroid cancer (Robbins et al, 1955; Tata et al,
1958), thyrotoxicoeis {Stanbury et al, 1962), auntonomous thyroid
nodules (Kahn ot al, 1962), as well as in Hashimoto's thyroiditis

and congenital goitrous hypothyroidisim,
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Lissitzky et al (1968) suggest that the abnormnal iodinated
albumin is in fact iodinated serum albumin which has been
casually lodinated during passage of the blood through a
gland rendered hyperplastic by some other primary discase
procesgs, Theoretical support for such a poseibility comes
from the work of Shimoaka and Thompson (19653), who showed
that bovine albumin injected in the rat can become iodinated

m vivo if radioiodine is subsequently injected, Torresani et

al (1968) have further shown an iodo-albumin to be normally
present in the rat, 7This contained MIT, DIT, T 3 and 'I‘éq.
This work is yet however to be confirmed by other laborateries,
To further complicate the issue, a congenital goitre
ssoclated with the production of an abunormal iodinated protein
has been described in South African cattle (Robbins et al, 1966b).
In these animals the abnormal icodinated protein apveared to be
heterogeneous. ILiarge quantities of cirvculating iodinated albumin
were present, but these were only present in slight degree in the
thyroid gland. One of the abnormal lodoproteins in the thyroid
showed imumunological characteristics which suggestied that it
might be an abnormal iocdinated immunoglobulin, A similar

% o

jodinated light~weight proteln with lmamunocloglical characteristics
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puggesting that it was an iodinated gamma globulin has
recently been described in differentiated human thyroid
cancers {(Lupulescu et al, 1968). Obviously a great deal
of work remains to be done in this area before any dogmatic
statements of the role of abnormal iodinated proteins in the
pathogenesis of goitre can be made,

. Medeiros~Neto et al (1968) have described their findings
in two patients with Pendred's syndrome = congenital goitre
associated with pcarci}f\ptive deafness, In this condition the
basic.problem in the sx‘g;yl'oid gland is a lack of iodination of
tyrosine in thyroglobuﬁn which is presumed to be due to lack
of the peroxidase enzyme system in the thyroid, although a
recent case deseription by Ljunggren and Vecchio (1969) has
cast doubt on this hypothesis, Medeiros-Neto et al (1968)
showed, as expected, that these hyperplastic glands contained
little thyroglobulin (about 15% of the total thyvoid proteins),
the main protein present being in the 3-838 region, They
further noted an increased amount of radioiodine associated
with the particulate {raction of the thyroid cells. This
abnormality has also heen described in a transplantable vat
thyroid tumour (Robbins et al, 1959), but its relationship to

thyroglobulin is not clear.
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Most of the vertebrate thyroid glands gave a similar pattern
of thyroid proteins to the vrat and human. Pwrevious studies by
Salvatore et al (1965a) have given broadly similar vesults,
although in the present work an appreciable amount of 125 protein
in the guinea pig and rabbit as described by these workers was
not found. It should he noted, bhowever, that in their studies the
thyroid tissue was frozen before analysis and it.may be,
especially in the guinea plg with its poorly iodinated thyroglobulin,
that this has resulted in the breakdown of some of the 198 protein,

The horse has no protein >195, confirming the vesults of
Salvatore et al (1965a). Histological examination of the horse
thyroid gland suggested that it was under excessive TSH
stimmulation as compared to the other animals studied, Nof enough
is known about thyroid metabolism in the horse to say if this is a
physiological state or not, Certainly, the lack of 278 protein
could not be attributed to lack of iodination since the values
obtained in the horse fell into the same range for.iodination of
thyroid protein as for most of the other vertebrates studied,
except the dog and cat « presumably due to fiéh-containing foods =

and the guinea pig ~ presumably due to its vegetarian habits,
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in Section O proteins larger than thyroglobulin ave
consideved, The loss of the 275 protein when a goitre is
produced in the val and its recovery when TSH activity is
diminished by T 4 medication, has been alveady discussed, as
has the difference in response. of the drug~trecated goitres to
iodine supplementation, depending on the parficular antithyroid
drug used,

Evidence is presented that the 328 material found in the
goitrous glands is not of iodopeptide naiure, but is composed of
RNA. Its viriual absence from novmmal glands (except for a
trace amount in the sheep, and very occasionally in the human)
and its comstant finding in the goitrous rat, would fit in well
with its origin in hyperplasia of the thyroid cell, Evidence in
support of this theory of origin comes from the work of Goldberg
et al (1968), who showed that in thyrotoxicosis, and especially
in Hashimoto's thyroiditis, the RNA content of the thyroid gland
was increased, as was the DNA content. The results obtained in
thyroid adenoma did not differ fvom novmal thyroid tissue, In
the present study, in addition to avtificially induced goitres in
the rat, a 325 QD peak was seen in Hashimoto's thyroiditis and

in a goitrous sheep thywvoid., If the mechanism of its production
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is simply thyroid cell hyperplasia, it was surpriging that it
wae not found in thyvrotoxic glands, especially in ones pre-

pared for surgery by KCIO , in which the greatest degree of

4
thyroid hyperplasia seen in the present work was found,
Terhaps in some way the antithyroid drug interferes with its
j«groduct\ion in the human, but not in the rat, No obvious.
explanation for this discrepancy is available and this too must
awalt further experimentation before it can be setiled,
Frevious wozk by others (Nunez et al, 196584 and Robbins
et al, 1966&1) has {indicated the presence of a small amount of
31-338 iodoiurotein material from non~stimulated rat thyvoid
glands, The evidence presented for its iodoprotein vatuvre is
based on the fact that radioiodine was incorporated into this
fraction both in equilibrium labelling experiments in vivo and
in slice incubation experiments in vitro, This was not found in
the present work and if an iodoprotein compound of this 8 value
is confirmed by other workers, it still remains to be fully
characterised and its velationship to 198 thyropglobulin and its

role in thyroid metabolism remains to he defined,
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SUMMARY

This work presents data on the biosynthesis of thyro-
globulin, This protein of 198 size constitutes the main
thyroid protein in most normal vertebrate thyroid glands;
smaller amounts of 2-85 and 275 protein are usually present,

Initially it is shown that in vivo in the rat, as has been
previously shown in vitro by other workere, labelled amino
acids are incorporated into proteins of 3~85 and 128 size
before the label is incorporated into thyrogiobulin, The
pattern of incorporation is consistent with the 128 and with
less certainty with the 3-85 proteins being precursor sub=
units of the 195 protein. At long time intervals after adminis«
tration of a pulse of 3I~I~1eucine » the pattern of labelling of the
3«88 fraction could also be consistent with this labelled fraction
being a breakdown product of the labelled 195 protein,

These findings with Bl-leeucine are in contrast to those seen
when 1251 is used, In this case 1251 is not incorporated into
proteins <183, except for a small percentage transiently incorpo=
rated inte a 125 protein at very early time intervals after
administration of the label. At no time, however, was a protein

lighter than 1835 present as the predominant labelled peak.
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The production of a goitrous state in the rat, by meaus
of one of the antithyreid drugs which block at various points
the biosynthesis of thyroxine, alters the diztvihution of the
thyvoid proteins, Thyroglobulin direinishes in awount whereas
the 3-89 proteins increase; the normally prezent 275 peak is
lost and a new OD peak is seen in the 328 region, Inthese:

. . R - Py ] 7~ 3-.. . . N 2 »
goitrous glands the incorporation of Hw-leueine into the thyrold
proteins is enhanced, but a truly 198 protein is not formed. As

: " . : . . 125,
would he anticlpated, the incorporation of I iz blocked to a
varying degree depending on the potency of the goitrogen used,

When a mild lodine deficiency state is induced by feeding a

. 3 1 frd

low iodine diet, the incovporation of "Heleucine or = 1 into
thyroglobulin is accelevated, preswmably due to increased TSH
production by the pituitary. When a more severe degree of
jodine deficiency iz prescnt, an 188, as opposed to a truly 198
protein, is labelled, There is comparatively little labelling
the 3~85 proteins of iodine deficient glands by I'f«»l sucine, as

compared to drug-induced geitres.

The administyration of T 4 te a goitrous, or normal, animal

”

. _ 3
virtually inhibits the incorporation of "H-leucline and, to a

N lzﬁ. - " - .
lesser extent, . I into the thyroid proteins. A stable 128
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protein peak is scen under these conditions, which suggests
that this may represent a failure of incorporation of sub=~units
. o . 125 ” s s
into 195 thyroglobulin, An I labelled 125 protein of high
specific activity is found during withdrawal of antithyroid
drugs in the rat.

The protein paiterns of a series of 100 human thyroid
glands were studied. The 'normal' hurman thyroid gland
showed a protein pattern similar to the rat and slices of ihe

3
tissue incorporaied "H-leucine into the 195 protein and its
v E s 125
presumed sub-~units in vitro, I on the other hand was
incorporated only into an 18~19S protein,
in thyrotoxicosis, whether preparved pre~operatively by

carbimazole/ iodide or by KC1QO ,, the notable feature was the

4
loes of proteins »195, This occurved despite differvences in
distribution of the thyrold proteins in thyroid glands treated pre-
operatively with these itwo different regimes, The glands from
patients treated with carbimazole/iodide contained more thyro=
globulin and a swmaller amount of 3-85 protein than glands treated
with I’Z,Cl()gj‘:. The lack of a 275 protein could not be correlated
with lodine deficiency = the thyrotoxic glands treated by either

method of pre=~opevative preparation having a similar iodine
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conteint which was furthermore similar to that found in non~
toxic goitre in which a 275 protein was regularly found,

Most non-toxic goitres and thyrold adenomas showed a

2
e

protéin pattern and patiern of incovporation of Heleucine and

2‘ 25 - » v

"1 similar to the 'normal' human material. In only two of
17 adenomas gtudied was a 3«89 protein found as the predominant
thyroid protein. . In both of these glands no thyroglobulin was
histologically demonstrable,

- In Hashimoto's thyroiditis a relative loss of thyroglobulin
with increased 3-83 protein was presént. A 328 OD peak was

- N r-- 1 . » 3 N - s
seen in two .of the 5 glands studied. T~leucine was not incorpo-
s 125 .

rated into proteins »>3-85, but ~ 1 was incorporated, not only
into thyroglobulin, but also into 128 and 3«88 proteins.

In malignant thy»old glands, as in the othe® human thyroid
glands studied, there was a good correlation between the fraciion
of the thyroid proteins present as thyroglobulin and the presence
of histologically demonstrable colloid., In poorly differentiated

. 125 3 . . .
turnours, neithexr I or He~leucine were incorporated into the
thyroid proteins,

The iodine content of 'normal' human thyroid protein was

approxiraately 3 times that of any group of pathological glands
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studied, Tumour tissue, as anticipated, contained the least
iodine.,

In a series of vevtebrate thyroid glands studied, the thyroid
protein pattern was similar to that of the normal vat or human;
the exception.being the horse in which no 275 protein was found.
The iodine content of the majority of vericbrates was approxi-
mately twice that of the normal human, the only excepiions.
béing the guinea pig, which contained less, and the cat and dog,
in whom the thyroid p:rotéin'e were moire highly lodinated than in
the other animals studied.. .

Evidence is presented that the 325 OD peak present in the
goitrous rat can be demonstrated after a variely of techniques
of preparation of the soluble thyroid proteins, Study of this
peak showed that it was not of iodoprotein nature; but was

consistent with it being composed of RNA.
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