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Dear Albert,

Thank you for your letter of April 11th with your questions on
the protocols of batches 4 and 6.

Wherever the phrase "Sabin seed" or "Sabin original seed" is
used, this refers to the vaccine that you sent us and not to any
passage prepared from it. The material designated Reference TA-2
is the same as the reference virus that has recently been distributed
by the N.I.H. under the designation TA-2, and in subsequent protocols
TB-2, TC~2 and NA-2 also refer to N.I.H. reference material. The
materials designated TA-2, TB-2 and TC-2 have been diluted and this
was done at the request of the N.I.H.

In the Ret/40 test, all tubes are incubated for one hour at 37°C
so that adsorption of virus to cells takes place at the same temperature
regardless of whether the tubes are subsequently to be incubated at
409C or at 36°C. We have found that this gives much more reproducible
results.

With regard to the bicarbonate concentrations used in the d marker
test, the concentrations quoted refer to the final concentration in
the overlay and we have used various low bicarbonate concentrations.
This test has given a great deal of trouble and we are now putting up
a series of low bicarbonate concentrations and selecting the one which
is found to give satisfactory results. Perhaps you would like to discuss
this further when you visit us in May.

With regard to the four monkey sera that neutralized 24TCD50
of virus in studies before neurovirulence testing, I am afraid that no
further studies were done on these sera. The monkeys were simply
discarded and replaced by sero-negatives.
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We have discussed the technique of neurovirulence testing with
Dr. Murray and he expressed a strong desire for us to perform the test
in the way which the N.I.H. have proposed. This has been accepted by
the M.R.C. as an equivalent method and although Lot 4 and Lot 5 were
inoculated with O.1 ml., all our subsequent tests have been done with fm¢£:~&
an inoculum of 0.2 ml, No deliberate attempt is made to the
spinal cord completely at the time of inoculation. The statement
"monkeys showing microscopic evidence of inoculation trauma" has
reference only to inoculation trauma in the gray matter in the spinal
cord for the intraspinal test and in the thalamus for the intracerebral
test. Day 1 in our protocol is the day after inoculation, the day of
inoculation being referred to as day 0. With regard to intramuscular
injections of antibiotics, all our monkeys for neurovirulence testing
have received intramuscularly, Penicillin and Chloramphenicol before
fthe start of the test. In our opinion and under our particular
conditions, this is necessary to minimize losses from inherent infections.
Any treatment which monkeys receive subsequently, i.e. during the course
of the test, is recorded on the clinical observation sheets of the
protocols. All monkeys which you refer to in your letter - 413, 431,
528, 530, 551 and 662 - therefore received intramuscularly antibiotics
before the start of the intracerebral test. Mr. Bywater is arranging
for sections of these monkeys to be sent to you within the next few days.

I am also despatching to you under separate cover, final copies of
protocols for batches 4 to 9 inclusive, representing two lots of each
type which we have submitted for M.R.C. licensing requirements. Would
you like me to send you also copies of the protocols for the N.I.H.
licensing lots? We have submitted the five type 1 protocols to Washington
and the type 2 and type 3 protocols will be completed in about one month's
time.

I understand that the community study in Harrisburg went over well
with the type 1 feedings and should like to express our thanks to you
for putting the local health advisers in touch with our organization.

Looking forward to seeing you next month, with best wishes,

Yours sincerely,

():”LY'

P. B. Stones.




