B9-6 coupled with dose level effects had been checked against
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Dr. E. Karbe, ‘OR F“'\'
Batinelle Inscicutr, eV,
6 Frankfurt am Main 9%,
Postfach 9N0C1I4O,
Wesi Germany,

Dear Ebverhard,

Following myv visit to Frankfurt last week, I wouidl
confirm the main points of ourvr discussions as follows =

General

You informed me tnat the prosasal by Batvelle Columbus on the
storage and retrieval uf data on cancer resewnich had not besn

accepted Ly the NCI. Nc decision willhe tzken by the West ferman

Govermnent until 1974 regarding the preposzl by Batteile, Frankfurt
+o examine the effect 2f inhzling lead alone and together with
tobacco smoke.

Mouse-Skin Painting

(a) Long-Yerm Experiments

Steady progress is being made with the B9, BI1C and 311
experiments. No special problems had been expericniced. Tihe
possibility e¢f starcting tule next long-teim test (512) in the
was discuesed: ¥ was unzhle 2 confirm that samplos woudid e
availabie to start the experiment in Seprember. Referzrinc 0 a
recent letuer trom Carwerth, Dr. Sacherer suggested that by Dctobur,

clean mice should be available and that ihis could be an important
factor in deciding when to siart the next long-tcrm experimeat,

(») Promotion Experiments

The results of the extended comparison of samples BY-1 and

histological findings. The detailed results were examined in trerms
of hyperplasia and necplasia occurring in sebaccous gland cells
compared with the incideuce of :these lesicns in epidermal cells,
The highest incidence in the furmer occuirred in animals treaved
with the least active materials, ie. DMBa rlus solvent amnd low
levels of DMBA with B9-6 condensate. In discussing this fincii

you suggested that, with the more active materiales, the lesion l.ad
progressed so that the lesiosns in sebacenus gland cells were no —
ionger noied. (e
o
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It was alsa apparent that the incidence of keratin
granulomas was much lowey in this experiment compared with previous
promotion tests. The reason for this is not clear, but it may be
duc to the duration of the experiment, Tt appeared uniikely thar
it was due to increased experience in diagnosis or a change in the i
animals. I undertnok tu examine the possibility of having ihe '
results analysed statiscically prior to the DBattelle report bein:
finalised.

The current promotion experiment is also procecding satis-
factorily. On receipt, the animaliswere found to have a2 respiratory
infection, but no subhsequent health problems had been found.
Because of the initial infection and the possible risk te the BI11
experiment, the animals were housed in the F1 buildins together
with the few remaining animals in experiment B9 and thosein B10O,
The start of the experiment was delayed by two days due to concern
over the purity of the DMBA, despite the fact that fresh vials
stored in a refrigerator were to be used. A new supply was obtained
and the lag between pre-treatment and condensate painting was
maintained at 9 days. Approximately 12 animals had minor lesions
following DMBA treatment, but these were now healed. Battelle will
submit four-weekly reports on the incidence of lesions when
significant numbers occur.

(c) sStatistical analvsis _of Long-Term_Skin-painting Experiments

The proposed improvements in the definition of tumour bearing :
animals (TBA) had been communicated to Battelle prior to my visit. :
The first improvement, ie. to consider in the detailed analysis
only those animals which had a lesion (papilloma or "tumour") i
present at the week of death; had been agreed in correszpondence :
with Dr. K8nigsmann. You also agreed that this improved cdefinition

‘should be incerporated.

Therefore, the discussion with you and Frau Weiss centred on
the second propescd improvement, ic. whethier IT3A shwuld be e fined :
as those animals which had tumousrs contirmed by histology. You !
argued that when "no information" could be recorded concerning the "
character of the tumour (O in Col. 54), this usually applied to an i
animals bearing a-lesion at death, which was autolysed or cannibal-
ised . Acceptance of the second definition would exclude a number
of genuine TBA. You put forward two main points as follows :

(a) it has been iound large lesions, ie. 4%mm or greater in
diameter, can be classified as neoplastic with about $9%
certainty, and

(b) whereas small lcsions are seldom cannibalised; the
incidence of cannibalism is higher with large lesions.

On this basis, you considered that it would not be rcasonable to
define TBA as those with histologically confirmed twumours.

am—

At this stage, the discussion turned to the treatment to be ¢
used for the Battelle report on Experiment B2, I indicated that ¢
I had insisted that the statistical analysis of the experiment, ~NO
which had already been sent to Battelle, should stand and that thdO
revised definition should be used initiatly for the report on

-—
<
co

Eanesiment DJ. You .ireed Lo this proposal, butb ol that thoe
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Battelle assessment of IBA excluding ro;rcssions (Chapter §)
should be modified. I considereod that «hils could be confusing
at some time in the future, and that the re-definition of TRA
should take place simultancously in ithe report on N3. You
agreed with this argument, but in the discussion with Frau Weiss,
it was stated that Dr. K®nigsmann extractied for Chipter 8 data
on animals which had tumours characterised by histology.

In the abscnce of Dr., Kdnigsmann, the position was discussed
with Dr, Sacher=sr and yourself. Dr. Sache:rer had noted the
urgency of the nroblem and was able to conivivm that Dr. Kiéni:smann
was also concerned that the second proposed definition (confirmed
by histology) would exclude a number of genuine TBA from the
analysis. I pointed out that there was obviously a delicate
balance between excluding a small proportion of TBA from the
analysis and, on the other hand, including a small nwaber of TBA
which had "tumours" not confirmed by histology.

The considered opinion was that the definition of "animals
bearing tumours at death" should be adopiced and I agreed that the
analysis would proceced on this basis. Essentially, this mcans
that, starting with experiment B3, the anhalvsis will exclude thosze
animals which do not have at least one lesion present at the weak
of death.

Inhalation Research

(2) Promorion Experiment

Dr. K8ster had completed the histological assessment of all
the laryngeal lesions and, where appropriate, other pathologies.
Photographs of slides are being prepared to illustrate the
classification of laryngeal lesiens and a.few addivional cliecks
are being undertvaken with special stains. Although Dr. K&ster
will prepare the draft report, the final report will probably be
delayed until jou return from the USA in July. Certain aspects

arnd rha

of the repert and the tabulaticons were discussed with vou and
Dr. K8ster.

(v) Second Promotion Experiment

The design had been discussed during previous visits and I
asked when it would be possible io start the experiment.
Additional animal accommodation is available already and a third
Hamburg Type II inhalation machine has also been installed. You
agreed that facilities would be available in September and possibly
in August; an additional technician would have to be engased : and/
or trained for the smoke exposure/animal handling,

(e) Vitamin A Experimeny

You were pleased with the quality of the hamsters received—
from Roberts ot Basingstoke. The voung animals were acclimatis
to one round of smoke in 9 davs; the double exposure croun werg
maintained at that level for one week alter whieh the dose
increased ‘by I puff per day. The higher dose levol sroups

was
had On
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Been exposed (o the maximum dose for just over one week; very
few animals had died and deaths were ce¢venly spreand over all
groups. With the removal of the electron microscope from the F1
building, an air conditioning unit is now being uscd for these
(hamster) animai roouws.

The special diets have been made up into blocks using agar
gel and this appears to be a considerable improvement. Although
the special diev grouns had originally luver weights, there is now
no difference in the mean weignts compared with those of tune
control groups.

The one aspect of this experiment wiiich is causing some conceur:
is the anaiysis of the special and standard diets, Resulzts for
vitamin A cbtaiined in Batielle are low compared wiih those obtained
by the laboratory in Berlin, but even the latter are somewhat
variable. The latest results received from Berlin suggest that tho
level of vivamin A in the highest semi~synthetic diet is only abouc
60% c¢f that in the altromin diet. As the first batch is nearlyv
exhausted, all samplecs (except the lowesi) will be re-analysed.

A small number of animals raised on the normal diet were
switched to the lowest vitamin A diet on arrival. aAnimals are
being sacrificed at different times, so that the levels of vitamin
A in the liver can be checked and compared with those found in
animals reared on the special diets from birzth.

(c) #nalysis of Inhalation Experiments (Dr. D.-Langbein)

Dr. Langbein had prepared a first interim report which describes
the method he is proposing for the analysis of inhalation experim-~uts,

‘The report was cdiscussed and a number of aspectis clarified. The

approach has been simplified in that he now plans to consider
discrete numbers only, since the analysis will essentially alwayvs
be dealing with the isosulis from single hamoders. YHe zowzidered
that this was a logical improvement and, apart from simplifving
various stages, wculd materially reduce the number of successive
approximations which have to be made in determining the maximum
likelihood, compared with that necessary for the gaussian curves
suggested originally. The method will still assess the results
in terms of the transition rates from lesion class n to n + 1 and
Dr. Langbein stated that the variances can be determined from these
transition curves.

The report will be considered in detail in Southamptou and
comments will be scnt to Dr. Langbein prior to the developmenrtr or
the computer programs.

As usual, T will expect you tvo wriie to me if you do not
agree with this summary of our discussion or it I have omitted
any significant points,

017566001
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Pleaze pass on my kind rz2gards and thanks for yonr
excellent hospitality to all concerncd.

Yours sincerely,

/
S. R. EVELYN

cec: Dr. F. A..Sachcrer @zu
Battelle, London

15566001
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