(a)

(b)

(c)

(a)

41

M. Smegmatis - The pellicle material has, on

surface and just below it, assumed a light

orange colour, and the under-surface of the
pellicle material that was growing in the broth
had the appearance of miniature bushy white
branches on short stalks. A small amount of
material has sunk to bottom.

M. Phlei - The whole of the pellicle material is
a marked orange colour and extends into the broth
for some distance. A small amount has sunk.

M. of Moeller - The pellicle material is cream

in colour, and extends into the broth. Very
small amounts have sunk.

M. of Rabinowitz - The pellicle material is

cream in cclour. A small amount has sunk.

The broth in all cases is water-clear.

Pellicle material in the flasks - This was seeded out on

10/8/33, and the following is a description of the growths

on 23/8/33 - 12 days later.

(a)

(b)

M. Smegmetis - The surface of the broth is

entirely covered by the seed material and it has
spread a short distance up the inner surface of
the flask. The growing surface is wrinkled,
showing well defined large folds; it is somewhat
creamy in colour and not very thick. The growth
has sunk in fair quantities and the immersed
growth is breaking away from the surface of

the flask.

covered by the seed material, and it has spread
a short distance up the surface of the flask.

The growing surface is irregular, and raised into
very many irregular elevationsi it is orange in

colour and thickes Very little of the growth

hases -/
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has sunk but it is starting to break away from
the inner surface of the flask. The surface
of the growth is somewhat dry in appearance.

(¢c) M. _of Moeller - The surface of the broth is

entirely covered by the seed material, and it
has spread a short distance up the surface of
the flask. The growing surface is a very fine
wrinkled massj the folds are thin and especially
numerouss it is very pale brown in colour and
fairly thick. A small amount of growth has
sunk. The surface of the growth is fairly dry.
(@) M. of Rabinowitz - The surface of the broth is

entirely covered by the seed material and it has
spread a short distance up the surface of the
flask. The growing surface is irregularly
wrinkled, being made up of large and small folds,
which are thick and fine in appearance. It is
cream coloured, thin and moist in appearance.

A few lumps of growth have sunk.

In the case of all of these organisms, where a
second batch was seeded out on 14/8/33 with thicker pellicle
material, growth by the 23/8/33 was almost as good as those
seeded on 10/8/33.

Actual Preparation of the ‘'Tuberculins' or Extracts.

On 1/9/33 work was started on all flasks. They
had been steamed for a short while, the day previous, with
the result, that all surface growth had sunk to the bottom
in a thick mass and the supernatant liquid was quite clear.
Filtration was carried out by means of small funnels and
small filter papers. This was very slow and for each
extract several filter papers had to be used. The filtrate
in most cases was clear, but in some, a slight fine surface
scum was noted. In these cases, another filtration was

carried.../
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carried out and the filtrate, this time, was quite clear.
These were now left 24 hours in an ice chest to see if any
further deposit would be thrown down - they remained as
before. Concentration to 1-10 strength was carried out in
white porcelain evaporating dishes over a bunsen flame.
The remaining liquid was now once more filtered into small
bottles - this filtration only proceeded slowly on account
of the liquid being somewhat thick in consistency. It was
perfectly clear and the 'tuberculins' varied in colour from
light to dark brown.

During the filiering off, of the killed organisms,
the only ones that had any odour at all, were M. Rabinowitz

and M. Smegmatis preparations.

In addition to the guinea pigs inoculated with
acid-fast organisms, not M. Tuberculosis, other guinea pigs

were infected with -

(a) Diphtheroids from an infected udder;
(b) Diphtheroids from a calf
(¢) T.100 (a human strain) of M. Tuberculosis;

(da) Br.abortus.

Extracts prepared from the acid-fast organisms, not
M. Tuberculosis, were tested on all these artificially

infected guinea pigs.

44.../
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DATE 7/9/33 - Incculated on 1/8/33.

CAGE 1 - GUINEA PIGS INFECTED WITH M.PHLEI
SUSPENDED IN LIQUID PARAFFIN

T e 0 e - D e e T G G N B s G W W G BD W D T O G dee I D e G T G G S G S S e e

L L
Tested with 50 and 100 dilutions of extracts from acid-

fast organisms, not M. Tuberculosis.

——Phlei _Sm%mﬂliﬁ_,___hlﬁl__-
Eﬁm rfao | o B0 % E ++ 1+
Fo o | o $o |) (|++ F £+
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o #o lm o ) ({+ - . 'f"" '
__Rhlei_“___J._Smegmahia_g é Ehlﬂ.___._t_._amﬁgmans_
) (
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DEAD ) ( DEAD
) (
tis - _Phlel —Smegmatis Phlei
F s o = ] (+ 17 7=
' ]
50 D 7o |) .. + +
| Rabinowitz . e SUB- (LRabipowitz | _ Moeller
binowitz ____ Moel llex.% COTRIEAE E_Ea_;_gﬂl_t_z__,__ _Moeller
— . er__
%o 7 :Jo 750 2 x gf*' *"77L 71
. (
3o o (% 760 |) 47+ +# 1~ +
Clnegmatis” [ pnies™ ) \Lsmegmatic "7 pniei’””
(
~Moeller . Rabinowitz ) (-Moeller ~_  Rabinowitz _
760 o 1ido & % § 7
A 'z ) ( Lo
Pfn1e1 o [ Snegrasis”]) (?_pnies 7 spegmatis? |

& 8/9/33. Reaction of M. Phlei in this guinea pig more
marked.
RESULIS:

Reactions were given to all test Extracts.

C&hiﬂwab*h%gaﬂﬁZM&
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Inoculated 1/8/33.

CAGE 2 - GUINEA PIGS INFECTED WITH M.RABINOWITZ

- - n S e e e e e 5 G KD D G D . GG G G MG Y ER B S G G T D et S G G G e G G e G S e o

1

1

Tested with 50 and 100 dilutions of Extracts from

Acid-fast organisms not M.Tuberculosis.
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RESULTS:

INTRA-
PERITONEAL

SUB-
CUTANEOQOUS

PHLEI reaction faded markedly 8/9/33.

Smegmatis Phlei
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Phlei | Smegmatis
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—— ' — ——e—
- (
{
- ..:7;_. -
Rabinowitz ! Moeller
Rabinowitz Moeller

7L_~

7 '
Smegmatis* {“f' Phlei

Pt F-
!

LN AT A B PN M PN G SN N NPT I SN PN SN PN

P

L A

Moeller Rabinowitz
e aaks 7

!
7 ! s
Phlei 7 Fﬁf‘ Smegmatis

Reactions were given to all test extracts.

In one guinea pig from the group injected subcutaneously, no reactions
were given to Smegmatis and Phlei reagents, but in the other two
guinea pigs the reactions were fairly marked.
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CAGE 3 - GUINEA PIGS INFECTED WITH M.SMEGMATIS
SUSPENDED IN LIQUID PARAFFIN

- e s . G G G e e G e WO G ST ML G S e Ehe BB g G A e S e G O d W BT G e W e G e e B S G e e aup

1 1

Tested with 50 and 100 dilutions of Extracts from

Acid-fast organisms not M. Tuberculosis.

8/9/33.
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' D
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RESULTS:s Reactions were given to all test extracts.
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DATE 7/9/33. Inoculated 1/8/33.

CAGE 4 - GUINEA PIGS INFECTED WITH MOELLER'S MIST
BACILLUS SUSPENDED IN LIQUID PARAFFIN

- — - ——— - = 4 T 6 We a0 e VS S s s S W G wn e S ME W e Re s e mE S S S G W We e e S

1 1
Tested with 50 and 100 dilutions of extracts from acid-fast

organisms not Bacillus Tuberculosis.
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) (
) ( N
Moeller ' Rab;powiz? ) (_lMoeller Rabinowitz
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\
c. | ) ( '
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P h1ei S0 0 qreomatiz® |) {"pnier 7 J'f Smegmatis/
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% /80 1 %o oo G+ 7717 #
I
Be ) ( l
\ |
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g CUTANEOUS g
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%o r’éo;éo 750 3 f—f-— #— :-f_. £ —
£ £ 2L z —_— —
| ) 7 — A
Smematis °°,F° phlei "° |) ‘ Smeg@atig‘ 4, Phlei 7
) (
' )
:Zgggller T Rabinowi}z ) *  Moeller Rabinowitz_
760 So /oo Xo ? (,f, 7}.|7L. +
{ |
v I 3 g :
» @ __L I_L _l 3 ,f' :
700 )
__Phlei S0 ®° smegmatis® |). i Phlei 7L'J7#‘ Smegmatié“

RESULTS: In the case of guinea pigs injected by the Intraperitoneal route,
reactions were slight except in No. ¢, i.e. Moeller extract
againet Moeller infected guinea pigs.

In the case of guinea pigs injected by the Subcutaneous route,
reactions were slight except in No. a, i.e. Smega Bacillus
extract against Moeller infected guinea pigs.

To sum up reactions with all extract were slight.
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Inoculated 1/8/33.

CAGE 5 - GUINEA PIGS INFECTED WITH A STRAIN OF
C.PREIZ-NOCARD ISOLATED FROM A HORSE

- —— B G @ e ST G e - S G - S S e G NG WP G G e G e S G LG B S e B B e BT S ST e G e

1

Tested with 50 and 100 dilutions of Extracts from

Acid-fast organisms not M.Tuberculosis.
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No reactions given to any of the test extracts.
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DATE 7/9/32 - Inoculated 1/8/33.

CAGE 6 - GUINEA

49

C.PREIZ-NOCARD ISOLATED FROM A SHEEP
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1

PIGS INFECTED WITH A STRAIN OF

Tested with 50 and 100 dilutions of Extracts from Acid-fast

organisms not M. Tuberculosis.
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Slight reactions were given in two guinea pigs of the group

these had completely faded.

that were inoculated subcutaneously,

50'0 o/

but by the following day,
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Inocculated 1/8/33.

CAGE 7 - GUINEA PIGS INFECTED WITH C.PYOGENES
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1

Tested with 50 and 100 dilutions of Extracts from Acid-

fast organisms not M. Tuberculosis.
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RESULTS: Slight reactions in 2 guinea pigs of intraperitoneal group, and
in 1 of subcutaneous group.
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RESULTS: No reactions in controls.

Digitised by the University of

5le../

Pretoria, Library Services, 2012



51

DATE 11/9/33.

I & J - GUINEA PIGS INFECTED WITH A DIPHTHEROID
ISOLATED FRCM AN UDDER OF A COW
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CAGES

Tested with 50 and 100 dilutions of Extracts from Acid-fast

organisms not Bacillus Tuberculosis.
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RESULTS:

Doubtful or very slight reactions were given

to test extracts in the case of guinea pigs

inoculated by the Subcutaneous route.
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CAGE G & H - GUINEA PIGS INFECTED WITH DIPETHEROID
ISCLATED FROM A CALF
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1

Tested with dilutions of 50 and 100 of Extracts from

Acid-fast organisms not Bacillus Tuberculosis.
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Doubtful or very slight reactions were given to

test extracts in the case of guinea pigs inoculated

by the Subcutaneous route.
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DATE 11/9/33.

CAGE K - GUINEA PIGS INFECTED INTRAMUSCULARLY
WITH A HUMAN STRAIN CF M.TUBERCULOSIS - T.100
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1 1
Tested with dilutions of £0 and 100 of extracts from

Acid-fast organisms notMBacillus Tuberculosis.
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| Rabinowitz "°° | O'Mggller oo Rabinowitz ,'L Moeller

RESULTS: Very slight reactions to test extracts in three

out of four guinea pigs.

54.../

Digitised by the University of Pretoria, Library Services, 2012



54

DATE 11/9/33.

CAGE L - GUINEA PIGS INFECTED SUBCUTANEOUSLY WITH

. T . o T B A oGP w0 D g W ET AT G S S B G5 M T GE S P BT N G0 L ST ST G b B e e S S e e e

1
Tested with 5C to 100 dilutions of Extracts from Acid-

fast organisms not Bacillus Tuberculogis.

Smegmatisg Phled Smegmatis . . Phlei
/ L L A | ,
L A& e (VT
2 | ) ( |
[ T -
SD i%o,«'éo 750 |) SUB- i . (Al ahe -
Rabinowitz Moeller |}  CUTANEOUS g Rabinowitz | Moeller
/
) (
) (
Rabinowitz Moeller ) (_Rabinowitz Moeller
7 7 v I £ | { !
S0 /00{«50 /oo i {-—~ — : —_— —
I 3 { I
L A ; —
SO . 7%0:3%> «Eéo / > T -
| Smegmatis Phlei | Smegmatis Phlei
RESULIS: Doubtful reactions in the case of one guinea pig.

SUMMARY

From this experiment it would appear as if the
Extracts made from M. Phlei, the Butter bacillus of
Rabinowitz, Moeller's Mist Bacillus and the Smegma Bacillus -
all acid-fast organisms - have gomething common to all members
of this group as ié shown by the cross intradermal reactions.
The extract of any one member, e.g. Smegma bacillus extract,
is not specific for its own 6rganism, i.e. Smegma bacillus.

No definite reactions were given with these Extracis
when tested against M. Tuberculosis infected guinea pigs.
The same applies to guinea pigs infected with the Preiz-Nocard
organism, Diphtheroid organisms or Br.abortus.

The extracts are evidently specific only for members
of their own group of organisms and for no others.

It was decided to repeat the former experiment using
dilutions of the Extracts made from this group of acid-fast
organisms not M. Tuberculosis, and similar dilutions cof
Tuberculin.
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More guinea pigs were now taken and inoculated in the same

manner with acid-fast organisms (not M.Tuberculosis).

DATE OF INOCULATION 30/10/33.

— ¢ No. of 3 Channel of Arti- :

ages G. Pigs: ficial Infection : Emulsion used and Amount
¢ __used : :

A. 3 & Subcutaneous ¢ M.Phlei ¢ Liquid Paraffin 1l c.c.
: 3 ¢ Intraperitoneal : M.Phlei ¢ Liquid Paraffin lc.c.
: 3 ¢ Controls ¢ Controls

B. 3 ¢ Subcutaneous ¢ M.Rabinowitz & Liquid Paraffin lc.ce.
s 3 ¢ Intraperitoneal : M.Rabinowitz & Liquid Paraffin 1l c.c.
: 3 ¢ Controls ¢ Controls

C. ¢ 3 ¢ Subcutaneous ¢ M.Smegmatis ¢ Liquid Paraffin 1l c.ce.
: 3 ¢ Intragperitconeal : M.Smegmatis ¢ Liquid Paraffin 1 c.c.
: 3 ¢ Controls $ Controls

D. 3 ¢ Subcutaneous : B. of Moeller (Mist) ¢ Liguid Paraffin 1 c.c.
3 3 3 Intraperitoneal : B. of Moeller (Mist) # Liquid Paraffin 1 c.c.
: 3 ¢ Controls ¢ Controls

E. ¢ 3 ¢ Subtutaneocus ¢ M.Phlei from lesions ¢ Liquid Paraffin 1 c.c.
s 3 ¢ Intraperitoneal : M.Phlei from lesions & Liquid Paraffin 1 c.c.
: 3 ¢ Controls ¢ Controls

F. s 3 ¢ Subcutaneous ¢ M.Rabinowitz from lesions ¢ Liquid
: s H . Paraffin 1 c.cC.
: 3 & Intumperitoneal ¢ M.Rabinowitz from lesions ¢ Liguid
t : : Paraffin l.c.c.
: 3 ¢ Controls ¢ Controls

Controls were placed in the same cages as thelr respective

groups of inoculated guinea pigs.
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DATE 27/11/33.

56

Inoculated 30/10/33.

CAGE A - GUINEA PIGS INFECTED WITH M.PHLEI
SUSPENDED IN LIQUID PARAFFIN

- A i e G S o S ST s G B T A G S S S N e G Bn L e G M GO ST A T e ea e G e G o o

Tested with 50 dilutions of Extracts from Acid-fast

1

1

organisms not M.Tuberculosis and dilutions of 5C and 100

of Tuberculin.

" Swegpa  Phlei  Rabino  Moeller
! 2 2 L )
<o S0 Lo so )
z %
<O 70
T.B. T.B. ) INTRA-
) PERI-
. . ) TONEAL
ller Phlei _ Rabino __ Smeemz)
4 ya A L b
8O Ky o] 5
4 Z )
So Foe )
T.B! T.B. )
:
Phlei T.B. T.B. Smegma )
L L A Z P
So S0 roo so |y
L L )
<0 SO )
Rabino_ _Moeller )
~Smegna Phlei Rabino MNoeller
2 £ £ )
\rs) SO S0 SO )
)
.fé o )
TQBL T.B. ) SI}B“
) CU-
)TANEOUS
geller Phlei Rabino Smegma )
4 Z Z Z )
So <0 go Fo )
2 2 )
S0 760 )
T.B. T.B. )
%
I.B. T.B. Moeller Smegma )
L L
SO oo é% ~éb g
L ’ )
SO SO )
Phled Rabino )

Smegma Phlei Rabino Moeller
(
( + + Yo +-
(
d - +
({ T.B. TeBo
2
( Moeller Phlei Rabino  Smegma
$r— =  # #-
(
{ 7 7=
q T.B. T.B.
E
( Phlei T.B. T.B. Smegma
17 I e 7
(
| _# 7

Rabino Moeller

Smegma  Phlei Rabino MNoeller
\
( DIED
{

T.B. T.B.

%

Moeller Phlei Rabino Smegma
( S —— ——
( r——
é T.B T.B.
é
- T.B. T.B. Moeller OSmegma
{ —
] - = A
(
(7/— #—

Phlei Rabino

RESULTS: Reactions were obtained with all extracts but only in

those guinea pigs that were injected intraperitoneally.

Reactions were also given to the Tuberculin (Standard)

in three guinea pigs.
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Inoculated 30/10/33.

CAGE B - GUINEA PIGS INFECTED WITH M.RABINOWITZ
SUSPENDED IN LIQUID PARAFFIN

. A e T Our G e R G e e e T o T S s T NS W b mh S M G . S G A D DD e A e e -

Tested with dilutions of 50 of Extract from Acid-fast

1

1

organisms not M. Tuberculosis and dilutions of 50 and 100

of Tuberculin.

?rg grma Philei Rabino Moeller
L . L WA

SO so S0 So R
‘ )
/
Ry 730 )
.B. T.B. N ;
] iy
Yoeller Phlei Rabino Smegma
L A A 2 y
SO SO NY 2] Nyo) )
L v )
SO reo /
B _T.B. )
)
J
Phled T+Be T.3. Rabino )
o o ko Z |
P )
~ 0 N 2] )
Loeller Smegma )
owegma . Moeller Rabino Phlei
L v va VA
<O Kys) S0 Kxs) )
L / )
Ry») 760 )
2B T.B. )
)
)
Noeller Prlei Rabino Smegnel
/ 3
Zo %o % %ol
7/
L )
Ry o) 7%0 )
T.B. _T.B. )
RESULTS

INTRA-
PERI-

JTONEAL.

SUB-
CU-
TANECUS

LY Wk «nll A atny

Smegma Phlei Rabino Moeller

(| — — — —_—

(

(

(—-—t Cv—

(| T.B. T.B.

2

(Moeller Phlei Rabino Smegma

{ — — — —_

(

¢

4 — —

{T.B. T.B‘

(

(Phlei T.B. T.B. Rabino

(— - - —

(

loeller Sme gnia

Smegma joeller Rabino Phlei
= A= =
T.B. T.B.

Moeller Phlei Rabino Smegma

1— — -+ -+
T.B. B T.B.

Very slight reactions were given, probably due

to the guinea pigs not being properly sensitised.
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68

Inoculated 30/10/33.

CAGE C - GUINEA PIGS INFECTED WITH SMEGMATIS
SUSPENURD IN LIZUID PARAFFIN

N - - - - - T — o G T S0 W W e e A D g G G e B WD T e e e G D e T W T e e e G

Tested with dilutions of 50 of Extracts from Acid-fast

1 1

organisms not M. Tuberculosis and dilutions of 5C and 10C

of Tuberculin.

_Spegma _ Moeller  Phlei _ Rabino Smegma _ Moeller _ Phlei  Rabino
A _
o & % % | 4#7 # PR 2
z 5 ) | — —
=) roo .
T.B. T.B. ) INTRA- (| T.B. T.B.
) PERI- (
) TONEAL ( | i
T.B.. T.B. Smegma_Moeller) (T.B. T.B. Smegma Moeller
j% 730 é% .é%b g §7L_.  — #~F #
) (
Zo % ) | 7~ #7
 Phledi ___Rabino - ) (Phlei Rabino ]
_Phlei _ Moeller Rabino Smegma Phlei  Moeller Rabino
% Fo £ g g 7 7 7 7
) ]
750 ) q4— —_—
___T.B. ) SuUB- T.B. T.B.
; ) CU- (
| ) TAWEQUS ( i
ReB. .. T.B. _.__ Smegma _ Phlei ) ‘T.B. _T.B. Sme gma Phlei
L . ;
{50 Feo o %o 2 — aa 7+
)
o EN ) 77 7
Mceller __ Rabino ) oeller Rabino
RESULTSS

Reactions throughout but none with Tuberculin.
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DATE 27/11/33.

CAGZ D - GUINEA PIG3

59

Inoculated 30/10/33.

INFECTED WITH THE MIST

BACILLUS OF MOELIL&R SUSPENDED IN LIQUID PARAFFIN

- o - e B B D W G e G e S S A e G B BT GO S e B e e S ORI Y e G G o e e G S e O A e e

Tested with dilutions of 50 of Extracts from Acid-fast

1 1

organisms not M. Tuberculosis and dilutions of 50 and 1CO

of Tuberculin.

Smezaa  Moelier ~ Phlei
4 4 A
X2 SO SO
% 7o
T.Bo TOBO ,‘
%
T.B. . _T.B. _Smegma Moeller
L L a4 4
S© r o0 Kyeo) sO )
Z )
SO 349 ¥
Phlei Rabino )
?
Rabino _ Phlei Moeller Smegnma;
| £ Z z 2
SO Ry~ SO SO |
/
L W 7
SO 70 /&.
_ILELA T.B. w‘)
me gma, Moeller Phlei Rabino
2
STo Géb «éé
£ z
S0 ’r S0,
T'B' T.B.
R TS¢

SUB-
CU-
TANEOUS

Smegma  Moeller Phlei Rabipo
(77— 7= 7= 7=
(

(Jb—‘ —

([‘OB. TOB‘

E

(T.B. T.B. Smegma Moeller
(| — _ R —
(

i_

(Fhlei Rabino

(

@Rabino__ Phlei Moeller Smegna
(7 7 7 7
(

(______. ——

T.B. - T'Bl —

Smegma  Moeller Phlei Rabino
{7+ =+ 77
(

T.B. T.B.

Slight reactions in the guinea pigs inoculated by

the intraperitoneal route, but very marked in the

guinea pigs inoculated by the subcutaneous route.

No reactions were given to Tuberculin.
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DATE 27/11/33 - Inoculated 30/10/33.

CAGE E - GUINEA PIGS INCCULATED WITE M.PHLEI
SUSPENDED IN LIQUID PARAFFIN

o . - o — G K T G TG G G T G WD G Yy o SR S G G G G e S e T G o

(This strain of M. Phlei was iso-
lated from lesions in a guinea pig
infected artificially with M.Phlei).
1
Tested with dilutions of 50 of Tuberculins from Acid-

fast organisms not M. Tuberculosis and dilutions of
-1‘- ——J-'—
50 and 100 of Tuberculin.

Smegma_ Moeller _ Phlel  Rabino . .omegma _ MNoeller Phlei _Rabino
L TRA-
2 o Fo ébg g&%gff' 7 vab S o
) TONEAL (
Z e ) d # #
TLB_. ToBo ) ( T.B. ToBo
, a _ Moeller _ Phlei __Rabino Sme gma Moeller Phlei Rabino
S & b Lo (r+  #+  #F  #F
/ ) (
&o 7o ) (R 7
T.B. T.B. ) suUB- (T.B. T.B.
) cu- (
) TANEOUS (
T.B. T.B. Smegma_Moeller) (T.B. T.B. Smegma Moeller
E% ré> .éb %o g d— — 7 v
) (
% Fo ) | 7 i%
Phlei Rabino ) (Phlei Rabino
3 (
Rabinoe =~ Phlei Moeller Smegma) (Rabino Phlei Moeller Smegnma
4 ya { ( .
3o 70 ) ¢ —
T.B. Te.B. ) (T.B. T.Be.
RESULTS®

Good reactions with all test extracts were
obtained. As in the guinea pigs infected with
M. Phlei from Cage A of this experiment, reactions

although not marked, were given to Tuberculin.
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DATE_27/11/33. Inoculated 30/10/33.

CAGE F - GUINEA PIGS INFECTED WITH M.RABINOWITZ
SUSPENDED IN LIQUID PARAFFIN

" - . an v - G T O G e G ey B G G SR R W G WG SR Gm W S s e GG G G G G e e O% OGN G0 ax O

This strain of the Bacillus was obtained from lesions in
a guinea pig infected artificially with M.Rabinowitz.
1
Tested with dilutions of 50 of Extracts from Acid-fast
1 L1
organisms not M.Tuberculosis and dilutions of 50 and 100

of Tuberculin.

Rabino Phlei Smegma Moeller Rabino  Phlei
o Fo ) ¢ # # ~
) £ —
) g TOBO (:Bo
) INTRA- E
PERI-
T.Bs 1.8, Smifma, Moeller )roNmal (. LB T.B. Smegma Moeller
-éb ﬁ%o SO é%: % E -— — 7ﬁ7p /—
£ £ :
) ) ( 7 )
,Jiﬁipm;_n- Pﬁlei % {(Rabino Pz;él
/
\
)
Rabino.  Phlei Moeller _ Smegma) §.Rabino' Phlei Moeller Smegma
| £ L A £ D 4 — — —
S0 $o so so ) ; —
Fo 70 ) J — —
TQB‘ I'_B‘ ) (T.BO T.B.
a__ Moeller _ Rabino _ Phlei Smegma  Moeller Rabino Phlei
Fo Fo Fo %o g g — _— —_ —
Zo So. ) | — —
T.B. T.B. ) SUB.. ( T.B. T.B.
g CU- E
TANEOUS
T.B. T.B. _Smegma Moeller) ! (_T.B. T.B. Smegma Moeller
Fo o % % ] (— — 4 &
& #o ) | — —
Rabino Phlei_ ) ( Rabino Phlei
% E
_Babino __Phjei  Moeller __Smegma) (_ Rabino _Phlei Moeller Smegma
o o Fo Fo ; E -+ 7 y o -+
£ L ) . _—
SO 700 {
T.B' T'BO ) (TOB' T.B'
RESULTS: Reactions were not marked but no reactions were
given to Tuberculin.
CONTROL
egma___Moeller Rabino Phlei ~Smegma  Moeller Rabino  Phlei
2 % Zo — - B
£ p — —
SO a0,
TQBJ TAB‘ TOBQ T.BA
RESULTS: Negative. 62.../
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These results confirmed those obtained in the
previous experiment. No reactions were given to Tuberculin
except slight ones in the case of guinea pigs infected with

M. Phlei.

In order to end up this work it was decided to
utilize the guinea pigs that had recovered from the test
of 30/10/33. These were again tested with the extracts
prepared from the group of acid-fast organisms used
throughout this work, and a preparation called Anaexo-Phlein
prepared from the M. Phlei. This preparation was made on
the same lines as Anaexo-Tuberculin as described by Garet
and Zeitoun (1933) Rec. de Med. Vet de 1l'Ecole Alfcrt.

109 - 9 - 513-18. L'anaexotuberculine.
The preparation is as follows:-

A human or bovine strain of Bacillus Tuberculosis
is grown on 5% glycerine peptone broth for 4 to 6 weeks.
The broth of the culture below the scum, formed by the
growth, is collected by very slow aspiration, by introducing
a pipette very carefully below the pellicle growth of the
bacilli. The liquid obtained should be clear and free
from fragments of pellicle, which should be left intact.
Filter this clear liquid and add .5w% Formalin. Dose for
cattle .25 cubic centimetres for ingradermal test.

This was reviewed in the Veterinary Record No. 48

Volume XIII of December 2nd, 1933.
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63

Inoculated 30/10/33.

CAGE A - GUINEA PIGS INOCULATED WITH M. PHLEI

SUSPENDED IN LIQUID PARAFFIN

- — - - - - ——— - — - =" D D Ty — D D 3w D T e W W KN M A N B e - W G = P

Tested with 50 dilutions of Extracts from acid-fast

organisms not M. Tuberculosis and Anaexo Phlein.

Smegma_ Phlei Rabino Moeller
£ L £ Z P
SO Ny o) <0 SO |
£ )
0

Phlei (1) )

%
rMlelQr Phled Rabino  Smegnma)
£ L W4 V)

SO SO0 RKrsl X< )
P )
Ka's) )

Phlei (1) )

hlei Phlei(l) Smegma Rabino

£L L £ £ D
7z )
Yol )
oceller )

%
Sme gma Phlei Rabino Moeller)

L £ 2 ),
o) &O & o so |)
i )
SO0. )

hlei (1) )

INTRA-
PERI-
TONEAL

SUB-
CU-
TANECUS

Sme gma Phlei Rabino Moeller
Grr 20 A A~
(Phlei (1)
(
( aa (cent.necr.)
E
(Moeller Phlei Rabino Smegma
Q77 7 AE A
(Phlei (1)
‘e

Phlei  Phlei(l) Smegma Rabino
( — —_ — —
roe 1
(Moeller
&
d —
(
(Sme gma Phlei Rabino Moeller
Qe #

hlei (1)

77 (Cent.necr.)

The site of injection of Anaexo-Phlein is marked Phlei (1).

RESULTS:

————c—_

the skin.

Marked reactions with all test extracts and
especially with Anaexo~-Phlein, which showed in

two of the guinea pigs, a central necrosis of
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DATE 4/1/34 - Inoculated 30/10/33.

CAGE B - GUINEA PIGS INOCULATED WITHE M. RABINOWITZ
SUSPENDED IN LIQUID PARAFFIN

Tested with 50 dilutions of Extracts from acid-fast

organisms not M. Tuberculosis and Anaexo-Phlein.

Smegma _Phlei Rabino Moeller Smegma  Phlei Rabino Moeller
L
o Fo % %o | (7= A= A= #—
) (Phlei (1)
so ) INTRA- (| 4
hlei (1) — ) PERI- (
3 TONEAL
celler Phlei _ Rabino Smegggj zMoeller Phlei  Rabino Smegnma
o N N dr = #=  #-  #-
L ) (Phlei (1)
0 ) A —
Polei (1) ) (
hlei _ Phlei(d) Rabino _ Moeller Phlei Phlei(l) Rabino Moeller
L — — —_
%o $o o fo g g 7 7 7 7 -
, ) (Pmegma
SO ) SUB- (J —
Cme gma ) CU- -~
% TANEOUS E
Moeller _Phlei _Rabino Smegma ) (Moeller Phlei Rabino  Smegma
Wi L A ), 4 — — —
SO0 So so So |
) hlei (1)
£
SO )
hiei (1) ) (- B}
RESULTS:

No reactions marked. Results inconclusive.
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DATE 4/1/34. Inoculated 30/10/33.

CAGE C - GUINEA PIGS INOCULATED WITH M.SMEGMATIS
SUSPENDED IN LIQUID PARAFFIN

Tested with dilutions 50 of Extracts of Acid-fast

organisms not M.Tuberculosis and Anaexo-Phlein.

Smegma.___Phlei Rabino _Moeller Sme gma Phlei Rabino Moeller
2 Z P (
SO é#b E%b so | ( Ve Ya 7/ +—
7 ) (Pnlei (1)
sO ) INTRA- ( #
Phlei (1) ) PERI- (
%TONEAL g
celler _Phlei Rabino  Smegma) (Moeller Phlei Rabino  Smegma
A
K Fo % <o 3 g 7+ 7 7 /-
ya ) (Phlei (1)
LPhlei (1) e J (
Smegna _ Phlei  Rabino _ Moeller Smegma  Phlei  Rabino  Moeller
L L
) (Phlei (1)
SO ) (
| Phlei (1) y sue- (7
) Ccu-  (
JTANEQUS  ( ' .
Mogller Phlei(l) Smegma Phlei) Moeller Phlei(l) Smegma  Phlei
£ L £ ), 1 —. —_—
SO Kx) &0 so |) — —_—
L ) Rabino
50. ) 1
Rgbino N
RALSULTS:

Slight reactions with all test reagents.
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DATE 4/1/34.
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Inoculated 3C/10/33.

CAGE D - GUINEA PIGS INOCULATED WITH MOELLER'S
MIST BACILLUS SUSPENDED IN LIQUID PARAFFIN

T o e o g G PR @ - e = e T e S S e B . S W O SR G G T G O B W S W e o W e v S 0w

Phlei _ Rabino _ Phlei (1) Smegma  Phlei  Rabino Phlei(l)
va L A ) (¢ . .
S0 S50 SO ) (
) (%oeller
) (
) ( R
R (
) INTRA- ( ) i
loeller Rabino Phlei(l) Smegma ) prrI- (Moeller Rabino Phlei(l) Smegma
Z 2 £ £ |) TONEAL ( —
SO so so so ) 1 — m—— —_—
Z ) ‘Phlei
s ) 1
hlei ) ( !
) E
Smegma__ Phlei _ Rabino__ Moeller ) Phlei(1l) Smegma Rabinc Moeller
£ . yA FASN ) é _—
s o Ny~ so S0 ) —_— —_— ~—
/ ) (Phlei
So ) | —
Philei 1) (
Sme gma Phlei Rabino Moeller
wa A
SO0 o so «éé SUB-
Y oU- DEAD
So. TANEQUS
hlei (1)
RESULTS:
Negative.
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DATE 4/1/34 - Inoculated 30/10/33.

CAGE E - GUINEA PIGS INOCULATZD WITH M.PHLEI
SUSPENDED IN LIQUID PARAFFIN

This strain of M. Phlei was obtained
from a guinea pig artificially infec-

ted with M.

Phlei.
1

Tested with dilutions 50 of Extracts of Acid-fast

organisms not M. Tuberculosis and Anaexo-Phlein.

?mggma, Phiei Rabino  Moeller

L L £
So So sO So
4
S0
hlei (1)

Fmsgza Phlei Rabino Moeller
w4 2z L L
SO S0 is) SO
va
S0

hlei (32
hlei Phlei(l) Rabino _Smegma
L A A W4
SO S50 X x) ale)
L
so
loeller
Phlei _ Smegma
L
SO SO
RESULTS:

INTRA-
PERI-
TONEA

SUB=-
CU-
TANEOUS

B e S Wl N NIV Wl Wt W A A S W G W L W L g

Sme gma Phlei Rabino loeller
A F
Phlei (1)
77 (Cent.necrosis)
Sme gma Phlei Rabino Moeller
(
(7 = =
(Phlei (1)
¢
(
E
(Phlei Phlei(l) Rabino Smegua
( S - —
(
(Moeller
(\-—-——-
(
(
(Rabino  Moeller Phlei  Smegma
(.-"
( 7 7 — /— 7 —
(Phlei (1)
( 7L__

Reactions were obtained with all test extracts

used.

Marked reactions were seen with the

Anaexo-Phlein used on guinea pigs inoculated with

M. Phlei by the intraperitoneal route.
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DATE 4/1/34 - Inoculated 30/10/33.

CAGE F - GUINEA PIGS INOCULATED WITH M.RABINOWITZ
SUSPENDED IN LIQUID FPARAFFIN
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This strain was obtained from lesions in a
guinea pig artificially infected with M.

1

Rabinowitz.

Tested with 50 dilutions of Extracts of Acid-fast

organisms not M.Tuberculosis and Anaexo-Phlein.

Smegma Phleil Rabino Moeller
w4 £ A L D
SO <0 _ s 0 & O )
Z )
s
Pnlei (1) ) INTRA-
) PERI-
. ) TONEAL
Phlei  Rabino  Smegma _ Phlei())
£ L )
So <o so so N
X )
<0
Moeller )
)
)
Rabino Smegma Phlei Moeller)
L ya ya L )
SO SO S©o S O \
&0 j
Phlei (1) )
_Smegma Phlei Rabino Moeller
L £ Z A );
Ly~ S O g 2] Ky's) )
= )
[CX ]
Pnlei (1) ) SuUB-
) CU-
YTANEOUS
Phlel Rabino Moeller Smegma )
L v L Z 3
SO Ry) ) o |
& )
&0
Phlei (1) )
RESULTS:

Moeller

Sme gma Phlei Rabino

( —— — W—— St

( .

(Phlei(1)

(————'

%

(Phlei Rabino Smegma Phlei(l)
( — —
Ehszzier 7

d *

(
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SUMMARY ¢
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This experiment also confirms work done in the two previous experi-
The reactions obtained by the use of so-called 'Anaexo-

Phlein' seems to indicate that this testing agent contains some-
thing that is specific for its own organism as judged by the reac-
tion given in guinea pigs artificially infected with M. Phlei.
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CONCLUSIONS:

1.

2

A sufficient degree of infectlion with the organism
of Tuberculosis can be set up, by artifical means,
to give reactions with Tuberculin within from 24 to
3C days. This means, that the period of 6 - 8
weeks usually undergone by subjects, injected with
suspicious Tubercular material, can be shortened by
testing the subject and a control, in from 24 to 30

days, thus expediting results of tests.

Animals infected with Br.abortus may give strongly

suspicious Tubercular reactions with Tuberculin.

Reactions strongly suspicious of Positive Tuberculous

reactions have been observed in cattle that were
pregnant and close to the time of parturition.

A similar case was obgerved in a control guinea pig.

Guinea pigs infected with Acid-fast organisms which
were not strains of M.Tuberculosis did not give
reactions when tested with Tuberculin by the Intra-

dermal method.

Extracts prepared from Acid-fast orgenisms, not
belonging to the M.Tuberculosis group, in the same
way as Standard Tuberculin is prepared, appear to
contain something common to all members of this
group that gives reactions when tested against small
animals artificially infected with separate member

of this group.

Extracts prepared on the lines of L'anaexo-Tuberculin'
may contain products that are gspecific for each

member of the Acid-fast group of organisms.
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