Lepra Experimental em Macacos

Acdo patogénica de bacilos acido-alcool resistentes isolados de leprosos

(amostras «Chavesy e «Emilia») para a Macaca mulatta e o
Cebus fatuellus (*)

(Com 10 estampas, sendo 1 em coéres)
pelo

Dr. H. C. pE Souza-ARrRAujo
(Instituto Oswaldo Cruz, Rio de Janeiro)

MATERIAL E METODOS

Resumimos neste trabalho os resultados de estudos sébre lepra expe-
rimental que fizemos, de Novembro de 1949 a Dezembro de 1954, em sete

exemplares de Macaca mulatta e dois Cebus fatuellus. Sabendo, por expe-
riéncias anteriores reiteradas, que os animais peludos sido refractarios 3 infec-
¢ao leprosa, démos preferéncia ao rhesus por ter a cara glabra.

Indculos — Como material infectante empregamos as seguintes culturas
de bacilos a.a.r. que isolamos de leprosos :

1. Amostra “Hecke” (“H"), cultura nao-cromogénica obtida da
biépsia (13-7-49) de lesdo lepromatosa de A.A. Hecke, homem de 26 anos,
caso L2-N1, apés 50 dias de incubagio a 37°C (1).

2. Amostra «Chaves I» («Cl»), cultura cromogénica obtida da 7°

biépsia (5-9-49) de lesdo lepromatosa de J. L. Chaves, homem de 30 anos,
caso L2-N2, apés 30 dias de incubacdo a 37°C.

3. Amostra «Chaves II» («CII»), cultura cromogénica obtida da 142

biopsia de lesao residual do joelho esquerdo do doente acima, apods ter tomado
3.220 ¢cm3 de Promin por via intravenosa; morfolégica e biologicamente idén-
tica a amostra “CI”,

4. Amostra “Maria D.” (“M.D.”), retrocultura da amostra “CI”
cbtida da biépsia (23-1-50) de abcesso formado em cicatriz de reacao de

Mitsuda +++, do antebraco esquerdo de Maria D., de 18 anos, caso Lt,
em consequéncia da inoculacdo, na sua coxa direita, de 0.2 cc. de emulsio

(*) Parte da conferéncia feita no “Cours Supérieur International sur Maladies Tro-

picales et le Paludisme” organizado pelo “Conseil des Organisations des Sciences Médi-ales’’.
Universidade de Istambul, Turquia, 25-8-1953.
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da cultura viva de Chaves, seu marido. Cultura cromogénica morfolégica e
biolégicamente idéntica & amostra “CI".

5. Amostra «Emilias («E»), cultura cromogénica obtida da bidpsia
(28-2-50) de lesdo lepromatosa de Emilia J. P., de 53 anos, caso L2-N2,
apés a incubacdo de 20 dias a 37°C. (2). Trata-se de bacilos fortemente
acido-alcool resistentes, Gram positivos e que, corados pelo método de
Fontes, mostram as férmas classicas das micobactérias patogénicas; positivos
a fluoroscopia e parcialmente positivos a reagdo cito-quimica de Dubos, para
viruléncia, sequndo a maior ou menor intensidade do seu pigmento amarelo.
Todos ésses bacilos ja foram examinados ao microscépio eletrénico e ao de
contraste de fases, cujos resultados serdo objecto de outro trabalho.

Via de inoculacdo e doses — Adotamos sempre a via subcutdnea para
as inoculacdes dos nossos simios. Para infectar ratos com o bacilo de Ste-
fansky, o Mestre Marchoux empregava a dose de 0,4 cc. de emulsdo fresca
de leproma. Nos simios, que pesam de 30 a 50 vezes mais que os ratos,
empregamos doses variando entre 1 e 2 cm3 de emulsdo de cultura viva, por-
tanto, no maximo 5 vezes maiores do que aquela. [Em tedr bacteriano as
suspensdes de culturas correspondem as de leproma.

SUMARIO DOS PROTOCOLOS

RHESUS N.° 1 — Femea de 4 meses. Foi inoculado a 11-11-49 com
05 cc. de emulsio da cultura «Hecke», 2* geracdo de 26-9-49, na fronte e
igual dose no peito. A 21-11 apresentava um nédulo no sobrolho esquerdo,
e nada palpavel no peito, regido muito peluda. A 25-11 foi inoculado na
fronte e em cada face com 0,5 cc. de emulsio da mesma cultura "H"., 3.
retrocultura, procedente de pus de tumor inguinal de camundongo preto. A
29-11 apresentava um nédulo na face direita, e a 15-12 dois pequenos né-
dulos na fronte, sendo um residual da 1* inoculagdo e outro da 2%, além de
um grande nédulo em cada face, cuja histopatologia, 60 dias apés a inocula-
cio (9-i-50), revelou granulomas, semelhantes ao leproma humano. (3)

RHESUS Ne¢ 2 — Macho de 4 meses, pesando 2,5 kg., foi inoculado a-

1 B

22-3-50, na fronte e regides malares, com 1,5 cc. da cultura “Chaves 1" em
caldo glicerinado a 5%, velha de 80 dias. Este simio foi inoculado sete

vezes, de 22-3-50 a 14-8-51, o que parecera exagerado, mas Charles Nicolle

e Blaizot (4) inocularam 16 vezes em 60 dias um Bonnet chinois, menor que
o Rhesus, com material de lepra humana. De 10-4-50 a 28-8-51 o rhesus 2

sofreu nove bidépsias para bacteriologia, histopatologia e passagens.

Na 12 biépsia, feita a 10-4-50, 19° dia da inoculagdo, o material obtido
revelou-se rico em bacilos a.a.r. nos esfregacos e cortes, e a sua histologia
era semelhante a do leproma humano, segundo o informe do Prof. Magari-
nos Torres (P.C. 16.398). A 2.2 inoculagdo feita a 29-4-50 com suspen-
sio de tumor do rhesus n.° 3. infectado com a cultura “Emilia”. Apés 15
dias os dois nédulos formados nas regides malares se assemelhavam a le-
promas fléridos, cuja baciloscopia foi positiva. 70 dias depois (20-6-50) o
simio ja apresentava aspecto normal e foi entfo inoculado com a retrocultura
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“Emilia” do mesmo rhesus n.” 3. A reacao local, assim como a geral, foram
muito mais violentas que a produzida pela inoculacio do tumor. Aos 5 de
Julho extirpei os 4 nédulos da cara desse macaco, oferecendo dois ao
Dr. Arthur Porto Marques, do Servi¢o de Lepra do Distrito Federal, para seus
estudos e utilizei os outros dois para bacteriologia e histopatologia. Os es-
fregacos desses tumores, corados pelos métodos de Ziehl-Neelsen, Gram e
Fontes deram resultados positivos.

A suspensdo desses tumores deram resultados positivos também & fluo-
roscopia e a reagao de Dubos para viruléncia. No dia 17 de julho a bacilo-
scopia das fezes do macaco foi positiva para bacilos a.a.r. Nesse dia ex-
tirpei-lhe o 1dltimo nédulo residual da fronte, também positivo para bacilos
a.a.r. Aos 10 de agosto, 50.° dia da ultima inoculacdo, verifiquei aue o
animal estava muito magro, com os ganglios inguinais palpaveis e o muco
nasal positivo (++) para bacilos a.a.r. semelhantes aos do inéculo. Nesse
dia re-incculei-o (4* inoculagdo) com a sua prépria cultura (cepa «Emilia»)
cbtida da biépsia de 5 de Julho, apresentando uma reagdo mais intensa que
as anteriores, produzindo ndédulos que dez dias depois comecaram a se ulcerar.
60 dias apds (10-10) estavam cicatrizados. Aos 20 de outubro (70.° dia da
altima inoculagdo) re-inoculei-o com a retrocultura de rato branco da mesma

cepa Emilia”. As reagdes, local e geral, foram mais intensas aque as ante-
riores. A passagem da cultura do bacilo humano no rato parece ter aumen-
tado muito a sua viruléncia. O exame - histopatolégico da 5* bidpsia, feita a
3-11-50, segundo relatério do Dr. Jorge P. Guimaraes (P.C. 16.792) re-

velou um esbogo de granuloma tuberculoide, facto de corsideravel importan-
cia patoldgica.

No 30.” dia da 5.* inoculagdo (20-11) o exame do pus colhido nas lesdes
tendo sido positivo (++), foi tratado e semeado nos meios préprios.

No 60.° dia (20-12) persistiam grandes tumores faciais e foram desco-
bertas placas de alopecia na cabec¢a e pelo corpo do animal. A baciloscopia
dos nédulos continuou positiva até ao 1.° de fevereiro de 1951 e a 19 e 26
do mesmo més ainda foi colhido material nesses nédulos para bacteriologia.
Apbés 6 meses de repouso fiz-lhe a 6?2 inoculagio (25-4-51), usando como
inoculum a 2* geracdo da propria retrocultura do rhesus, cepa «E». Ainda
desta vez o animal apresentou forte reacdo. Nos dias 3 e 9 de Maio colhi
material, pus e pele, das lesdes para bacteriologia. A baciloscopia desse ma-
terial foi positiva. Apés um repouso de 11 semanas, no biotério geral, fiz-
lhe a 7.# inoculagdo a 14-8-51, com apenas 1 cc. da cultura “E” obtida por
passagem no rhesus n.” 3. A reacdo local e a geral foram aindz bastante
intensas e formaram-se trés ndédulos, na raiz do nariz e regides malares. A
baciloscopia do muco nasal e das fezes desse animal, feita a 28 de Agosto,
foi positiva para bacilos a.a.r., como havia sido antes. Extirpei-lhe, entio,
os trés nddulos, cuja baciloscopia foi fortemente positiva. Enviado o mate-
rial desta 9? e ultima bidpsia para histopatologia, o relatério da Dra. Rita
Cardoso (P.C. 17.351) revelou um granuloma de células epitelioides, com
raras células gigantes. Esta tendéncia & regressdo de estrutura semelhante a
leproma humano (P.C. 16.398) para granuloma de tipo tuberculoide (PP.
CC. 16.792 e 17.351) é muito significativo.
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RHESUS N.° 3 — Inoculado a 13-4-50 com 2 ¢.c. de suspensdo da

cultura «Emilia», na fronte e regides malares. No 12° dia apresentava uma
facies lepromatosa tido caracteristica que, no 15.° dia (28-4-50) mandamos
decapita-lo para conservar a peca no Museu de Patologia do IOC. Desde o
11.° dia da inoculacdo ja o muco nasal e as fezes desse simio estavam posi-
tivos para bacilos a.a.r. O exame histopatolégico dos tumores da cara do
simio (P.C. 16.480) mostrou “um processo agudo hemorragico-purulento
associado a bacilos a.a.r.» e sequndo o Dr. Jorge P. Guimaraes nao seme-
lhante a leproma. Entretanto o mesmo anatomo-patologista examinando
novos cortes obtidos de fragmentos da peca do museu conservada em Kay-
serling ha 30 dias, diz: “Verificamos extenso processo intlamatério no
derma, em cujas margens existem numerosos macrdéfagos vacuolados com
mcrfologia que lembra a da celula leprosa.» 7-6-50.

Novos fragmentos dessa péca, conservada em Kayserling ha 51 meses
(P.C. 19.156), mostraram estrutura histolégica bem conservada e um
abcesso sub-cutaneo com bacilos a.a.r. Novos cortes do bléco P. C. 16.480,
de 30-5-50, corados a 30-12-54 pela HE e pelo ZN e examinados pelo
Dr. Eithel Duarte, mostraram a estrutura de granuloma tuberculoide com
inadmeros bacilos a.a.r. O mesmo bléco que a 30-5-50 apresentava numerosos
macrofagos vacuolados lembrando as celulas leprosas, a 30-12-54 apresen-
tava granuloma tuberculoide com numerosos bacilos a.a.r.

Dois anatomo-patologistas experimentados encontraram nas lesGes do

Rhesus n.° 3 aquilo que frequentemente se encontra na lepra humana: 6éra

granuloma lepromatoso, 6ra tuberculoide. Hoje chamam a isso de lepra bi-
polar.

RHESUS N.* 4 — Inoculado na cara a 13-4-50 com emulsdo pobre em
bacilos, proveniente de nédulos do rhesus n.” 2 infectado com a cultura “CI”
a 22-3-50. [Esta “passagem’ aparentemente foi negativa até 12-5-50, quando
o animal foi inoculado com a retrocultura “CI" obtida da mesma emulsido de
13-4, na dose de 2 cc. nos sobrdlhos e regides malares. Parece que o simio
ficou hipersensibilizado com a 1% inoculacao, pois, 24 hs. apds apresentava
forte tumefaccdo nos 4 pontos injectados e no 12.° dia (23-5) apresentava
4 grandes nédulos, simulando lepromas fléridos, nos sobrélhos e faces. O
pus colhido, entdo, do nédulo da face direita, revelou abundantes bacilos e
globias, confirmados por fluoroscopia fortemente positiva. Nesse mesmo
dia o muco nasal e as fezes do simio revelaram bacilos a.a.r.

No dia 25-5 foram extirpados os 2 grandes ndédulos malares para bacte-
riologia e histopatologia, cujos esfregagos corados pelo ZN revelaram inda-
meros bacilos e globias. O seu exame histopatolégico (P.C. 16.476, de
7-6-50) revelou um processo inflamatério peculiar, por ser constituido predo-
minantemente por macréfagos, sem celulas gigantes nem necrose de casei-
ficacado, mas positivo para b.a.a.r. “quadro histolégico que nao corres-
ponde estritamente ao do granuloma da lepra humana” (Dr. J. P. Guima-
raes) .

Ao 1.° de junho as semeaduras do pus colhido a 23-5 estavam germi-
nando em 6 tubos de Loewenstein. Foram extirpados os 2 nédulos frontais
(2.* biépsia) cujo pus foi fracamente positivo. No 15.° dia da 2.* bidpsia
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surgiram 2 pequenos nddulos secundarios, do tamanho de lentilhas, na
fronte e asa direita do nariz. As feridas das bidpsias estio custando a
cicatrizar porque o animal arranca e devora as suas créstas. A baciloscopia
do muco nasal feita a 10-8-50, trés meses apds a inoculacdo, foi fortemente
positiva, como se vé no desenho 5 da Estampa 1. Nesse dia ihe fizemos
inoculagdo de 1,5 cc. da suspensdo da sua prépria retrocultura, proveniente
da biépsia de 25-5-50. No dia seguinte o animal denunciava grande sofri-
mento e recusou alimento; no 2.° dia apresentou um intenso eritema difuso
em toda a cara, o qual persistiu durante 15 dias. A 26 de outubro apre-
sentava um nédulo secundario no sobrolho esquerdo, semelhante a leproma,
e estando cicatrizadas as feridas das biépsias, foi inoculado com 2 cc. da
emulsdo da cultura “CI”, retrocultura do rhesus n.> 5, passagem do rhesus
n.° 4, sOmente nas regides malares. Apés 48 hs. apresentava EG muito
abalado e eritéma difuso em téda a cara. Muito significativo foi o resultado
do exame histopatolégico da biépsia de 1.>-11-50 (P.C. 16.783) dum né-
dulo secundario e de outro de nova infeccdo. O relatério feito pelo Dr. ]J.
P. Guimardes e controlado pelo Dr. Magarinos Torres (8-12-50) diz em
Nota final: «O quadro histoldgico apresenta pontos de contacto com a rea-
¢do leprdtica, tipo lepromatoso, descrita em material humano.» As 5% e
6" reinocula¢des e bidpsias ndo ofereceram mais nada tdo importante quanto
0 que se 1é& acima.

RHESUS N.* 5 — Inoculado a 25-5-50 nos sobrélhos e regides malares
com 2cc. de suspensdo dum tumor do rhesus n® 4, infectado com a cultura
"CI", cuja baciloscopia foi positiva 3 +, somente no 20.° dia (14-6) mostrou
o inicio de nodulag¢des cutaneas. No dia 20-6 foi extirpado o tumor do so-
brolho direito, cujos esfregacos revelaram bacilos a.a.r. fortemente fluo-
rescentes e cuja semeadura produziu béa retrocultura. Re-inoculado, nesse
dia, com a retrocultura do rhesus n® 4 originaria do rhesus n° 2, nas mesmas
regides acima, o animal reagiu moderadamente e semeaduras de pus de um
dos seus nédulos, feitas a 28-6, a 8-7 comecaram a germinar. Com esta
sua retrocultura foi re-inoculado no dia 11-8, apresentando, no dia segquinte
reacao mais intensa que as anteriores, quando também o seu muco nasal foi
positivo a baciloscopia e fluoroscopia.

A 26-10 e 20-12 sofreu este macaco mais duas re-inoculacdes, cujos re-
sultados foram idénticos aos anteriores, porém a 6.* inoculacio, feita a 25-4-51
com a cultura “Maria D."” (retrocultura da “CI”), na dose de 1,5 cc.. foi
a que lhe produziu as mais violentas reagées. A 22-5 o simio apresentava
varios nédulos secundarios, quando foi exibido aos médicos da Seccio de
Bacteriologia e em seguida biopsiado. Do exame histoldgico feito pelo Dr.
J. P. Guimardes (P.C. 17.071 de 1-6-51) consta granuloma com predo-
minancia de macréfagos, algumas células gigantes e leucécitos eosinéfilos.
Depois dum repouso de 3 meses, no Biotério Geral, foi o rhesus reinoculado
a 14-8 com a mesma retrocultura “Ma. D."”, apresentando intensa reacio
local no dia seguinte. A 28-8 foram-lhe extirpados dois nédulos, da fronte
e face direita para bacteriologia. ‘O exame histopatolégico dum desses né-

dulos feito pela Dra. Rita Cardoso (P.C. 17.352 de 11-9-51). revelou

granuloma com células epitelidides e células gigantes do tipo Langhans,
facto de alta importidncia no tipo de lesdo estudada.
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Em dezembro de 1954 as retroculturas obtidas deste rhesus, &ssim como
os cortes e esfregagos da fase experimental, apresentavam os mesmos carac-
téres primitivos,

RHESUS N¢ 6 — Tendo verificado que a cultura «Maria D.» era
bastante virulenta para o rhesus, inoculei 1,5 cc. dela neste exemplar n.° 6,
fémea adulta, virgem de qualquer experiéncia anterior, com o fito especial de
produzir lepromas para o fabrico de Lepromina. Feitas injeccdes de 0,5 cc.
na fronte e regides malares a 5-11-51, no dia seguinte ja eram vistos grandes
rnédulos agudos nos trés pontos injectados. No 10.° dia (14-11) foram ex-
tirpados ésses 3 nédulos, (V. fig. 28, Est. 6) cujos esfregacos foram
fortemente positivos para bacilos a.a.r. isolados e em globias intra e extra-
celulares e feito exame histopatolégico (P.C. 17.537).

Com os outros dois ndédulos preparei 20 cc. de Lepromina pelo método
de Fumio Hayashi, a qual foi empregada em séres humanos, comparativa-
mente com as Leprominas Hansen e Stefansky, de que darei informes noutro
trabalho. No 62.° dia da inoculacio extirpei o noédulo residual da fronte do
macaco, cujo esfregaco foi negativo para bacilos a.a.r., assim como os cortes

(P.C. 17.608, de 23-1-52).

Cerca de 42 meses apds a b:idpsia, re-examinei os cértes do P.C. 17.537:
os corados pela HE mostram granulomas em que predominam os macro-
fagos, e os corados pelo ZN (surpreendentemente bem conservada a colo-
racao!) mostram granulomas pejados de bacilos a.a.r., isolados, em feixes
e em globias tanto extra como intracelulares, em macréfagos e leucécitos
polimorfocelulares. Estes cortes comparados com os lepromas humanos,
fléridos, sdo indistinguiveis.

RHESUS n. 7 — Este macaco, que servira ao Dr. Henrique Penna
para estudos da febre amarela, foi inoculado a 23-4-52 com a cultura de
«Jesus» (retrocultura de lesdo experimental nele produzida pela inoculacgdo
da "CII"), sendo 0.5 cc. da emulsio injectada na fronte e iguais doses nas
faces e sob o mamilo direito (pele muito pelada). 4 hs. apés as injecgdes
o animal, apezar de grande e forte, pesando 5 kg, apresentou-se muito caido
e com intensa inchacdo na cara e 48 hs. depois havia, nos pontos inoculados
da cara, trés noédulos avermelhados, do tamanho de grdos de milho. Na 2.2
semana (7-5) havia no peito um empastamento de 2 cms. de diametro e na
cara 3 nddulos do tamanho de avelas, que extirpei duas metades do da fronte
e da face direita para bacteriologia, histologia e passagens. Os esfregacos
desses nddulos, corados pelo ZN, revelaram bacilos a.a.r. gigantes e gra-
nulosos, e de um deles obtive excelente retrocultura. O exame histopatol6-
gico (P.C. 17.815) revelou um granuloma igual aos anteriormente descri-
tos com predominancia de células plasmaticas, gigantes e grandes células

mononucleares vacuoladas, muitas encerrando bacilos a.a.r. Com éste
rhesus encerrei esta série de experiéncias.

Cebus fatuellus ns. 1 e 2 — O Dr. Henrique Penna cedeu-me, gentil-
mente, um casal de Cebus para as minhas experiéncias. Apezar de serem
macacos de pele negra e peluda, de dificil observagao, inoculei-os a 26-10-50
cada um com 1 cc. do inoculum “CI”. Dois meses apds, o macho apre-
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sentava um nddulo discreto na fronte e a femea nada. A 5-1-51 re-inoculei-os
e a 8-1-51 a baciloscopia das fezes de ambos revelou muitos bacilos a.a.r. A

25-1-51 extirpei o nédulo frontal do macho, cujos esfregacos revelaram
abundantes bacilos, isolados e em globias, intra e extra-celulares, assim
como os cortes histolégicos (P.C. 16.905). Tais cortes corados pelo ZN
sao tao ricos em bacilos quanto os do rhesus n. 6. O Cebus femea nio
reagiu e sacrificado no 110° dia da 12 inoculagao, todos os exames da sua
pele, ganglios e visceras deram resultados negativos.

CONCLUSOES

1. A inoculacdo de culturas de bacilos a.a.r. isolados de leprosos
produziu na pele glabra de rhesus lesdes nodulares semelhantes a lepromas,
sem se generalizarem ao tequmento peludo nem as visceras, nao obstante a
procéce eliminacdo dos bacilos pelas fezes e pelo muco nasal.

2. A histopatologia desses nédulos mostrou, algumas vezes., estru-
tura lepromatosa, sequida de tuberculoide nas re-inoculag¢bes, o que prova

um certo qrau de imunidade.

3. Das lesées primarias os bacilos foram sempre re-isolados, sendo
tais retroculturas de regra mais virulentas para os simios que as suspensoes
dos respectivos tumores.

PROTOCOLOS DAS EXPERIENCIAS

RHESUS N° 2. Macho de 4 meses de idade, pesando 2,5 kgqg.

22.3.50. 1.% Inoculacdo: 1,5 c.c. de cultura em caldo glicerinado a 5%, de 29-12-49,
da amostra “Chaves”, (velha de 80 dias) em partes iguais na fronte e regides malares, igual

dose em cada regiio malar, por via subcutanea. LEstregaco do inoculum -+ . Sdmente

bacilos acido-alcool resistentes.
23.3-50. 24 hs. depois: grande reacdo local, sobretudo na fronte, apresentando-se o

animal muito agitado. -

74.3.50. O animal continiia muito agitado, aparentando arande sofrimento. Nodula-
cdo aguda em cada ponto da inoculagdo.

95.3.50. O animal estd mais calmo. O nédulo da face direita é o maior.

29.3.50. O animal ja4 se alimenta melhor e os nédulos regrediram.

1-4-50. O nédulo da fronte é o mais acentuado.

5.4.50. 14.° dia da inoculacdo. O animal, apresentando grandes tumores faciais, foi
mostrado aos Drs. Magarinos Torres e Aréa Ledo e fotografado. A’ palpagdo os nodulos
da fronte e face direita apresentam-se cduros, do tamanho duma azeitona comum. A pele da
face ciandtica. O nédulo da face esquerda estad achatado, de 2x1 cm de didmetro, e 1 cm
abaixo ha um nédulo secundario, cianético, de aspecto de um leproma humano flérido. No
dia 8 os nddulos estavam maiores. |

10-4-950. 19° dia da inoculacdo: 2* fotografia. 1* Biopsia — Tumor da face direita.
Esiregaco + -+ + Parte do tumor foi tratada e semeada em varios tubos de Loewenstein e
o resto foi enviado ao Dr. Magarinos Torres, para exame histopatoldgico.

P.C. 16.398, de 12-4-50 : Pele de macaco “Rhesus’ inoculado ha 19 dias com a cul-
tura Chaves :©° O derma mostra extensa reacdo inflanatéria, na qual tomam parte domi-
nante, grandes células monocucleares (macréfagos), por vezes com vacuolos no citoplasma.
Em diversas areas sio encontrados, ainda, leucécitos heterdfilos (inflamagdo purulenta).
Nos pontos em que o exsudacdo é constituido de modo quase exclusivo por macréfagos, nota-
se a presenca de bacilos acido-alcool resistentes, contudo, em pequeno nimero. Uma seme-




626 Memodrias do Instituto Oswaldo Cruz 52, (3/4) 1954

lhanga microscépica notada entre o presente granuloma e o leproma do homem, sio os seus
limites nitidos, seguindo-se & zona do granuloma tipico uma outra em que o derma con-
serva estrutura normal. A descricdo feita acima, aplica-se aos dois fraamentos enviados.

Manguinhos, 12 de abril de 1950. Dr. C. B. Magarinos Torres, Chefe da Divisdo de
Patologia.”

13-4-50. 22.° dia.da inoculagdo. 2.* Biépsia — Feita pelo Dr. Murillo Fontes, usando

a Novocaina como anestésico. Foram extirpados dois nédulos da fronte e um da face es-
querda. A suspensdo de dois desses nédulos foi inoculada no Rhesus n-® 4 e uma parte dela
tratada pela soda e semeada em 12 tubos de Loewenstein. O esfregaco do sangue cas

biopses, corado pelo Ziehl-Neelsen, revelou poucos bacilos a.a.r. Fragmentos da pele cir-
cundante desses tumores foram enviados ao Dr. Magarinos Torres, para exame histopato-
légico.

P.C. 16.406, de 15-4-50. Fragmentos de pele do M. rhesus n.° 2, inoculado em 22.3
com a cultura “Chaves'’: “O fragmento estd revestido por epitélio pavimentoso estratifi-
cado, sem particularidades. Profundamente situado no derma, existe um grande nédulo bem
circunscrito, constituido por células mononucleares, algumas de citoplasma vacuolado, cé-

lulas fusiformes e linfocitos. QOcasionalmente, notam-se polimorfonucleares. A pesquisa re-
veiou escassos bastonetes acido-alcool resistentes.

Rio, 20 de dezembro de 1950 — Dr. Jorge P. Guimardes.
14-4-50. O animal se ressentiu muito com a biépsia; estd comendo pouco, melhorando
no dia segquinte.

29-4-50. As feridas estfo cicatrizadas. Na regido malar esquerda restam dois peque-
nos nddulos residuais.

29-4.50. 2.* Inoculagdo, ap6és 5 semanas da primeira, na fronte e face direita, com
emulsdo, pobre em bacilos, de pus da lesdo facial do Rhesus n. 3, inoculado com a cultura
“"Emilia’.

1-5-50. Auséncia de reagdo local. Nalguns tubos de Loewenstein, semeados a 10 e
14-4 com material deste Rhesus (n.° 2), comecaram a germinar colonias amarelas, seme-
lhantes & da amostra «Chaves» inoculada. No 5° dia da re-inoculacdo apareceram ex-
crescéncias na fronte e face direita. 10-5. Dos 12 tubos de Loewenstein semeados em 14-4
sete apresentam germinagdao com aspecto da cultura original inoculada.

12-5-50. Exame: a vista e & palpacdo verificou-se a existencia de dois lepromas
nitidos, do tamanho dum grdo de milho, nos sobrélhos, e na face direita ligeiro empasta-
mento. Ao retirar o simio da gaiola éle feriu-se na antiga cicatriz da face esquerda, cujo
esfregaco revelou alguns bacilos a.a.r.

13.5-50. A incha¢do da face direita estad tomando o aspecto de nédulo: quéda de
pelos em redor dos nédulos frontais.

5-6-50. Franca regressdo das lesdes azima. 20-6-50. O animal aparenta aspecto
normal .

20-6-50. 3. Inoculagdo, suspensdo da retrocultura “Emilia’’ de 12-6, do Rhesus n. 3
Dose 0,5 c.c. na fronte e iguais nas regides malares.

21-6-50. O animal apresenta-se muito doente. A reacdo local foi muito violenta.
Ainda a 23-6 o animal apresentava grande abatimento, inapeténcia e tristeza. As inocula-
¢OGes produziram grandes nédulos, cianéticos. 26-6. Foram tomadas novas fotografias.

29-6-50. Persistem os 4 nédulos, 2 na fronte e 2 nas faces, do tamanho duma avels,
congestos. O estado geral (EG) do animal melhorou. O patologista Dr. Jorge P. Gui-
mardes viu os 3 rhesus inoculados,

30-6-50. O Dr. Arthur Marques Porto, do Servico de Lepra do Distrito Federal,
veiu ver ésses trés Rhesus, com facies leprosa. -

5-7-30. 3* Bidpsia — O Dr. Vianna Dias anestesiou o simioc com DiaL Ciba, na
dose de 0,5 c.c. por kg. O animal dormiu durante 2 hs. Biopsiei 4 nédulos ulcerados,
dando dois ao Dr. Arthur Marques, para os seus estudos. Com pus in nafura e suspensio
do tumor semeei 15 tubos de Loewenstein. O esfreqaco do pus de cada lesio revelow
muitos bacilos a.a.r. semelhantes aos da amostra “Chaves”, alguns ramificados, cuja fluo-
rescéncia, verificada pelo Dr. Laerte Andrade, foi positiva. Do nédulo enviado a Divisio
de Patologia veiu o seguinte resultado :

P.C. 16.559, 6-7-50. Fragmento de pele do macaco rhesus inoculado com a cultura
“Emilia” .

"O fragmento é revestido por epitélio pavimentoso estratificado, que mostra, em certa
altura, destrui¢do e infiltragdo por leucécitos polimorfonucleares e fibrina (ulceracdo). No
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derma existe um infiltrado celular inflamatério difuso, constituido predominantemente por
linfécitos e células mononucleares, algumas de ritoplasma vacuolado. Notam-se, ainda, cé-
lulas fusiformes e leucécitos polimorfocelulares. Chama a atencdo a presenca de hemorra-
gia. A pesquisa de bacilos acido-alcoo! resistentes, resultou negativa.

Rio, 20 de dezembro de 1950. — Dr. Jorge P. Guimarges” .

17-7-50. 4.* Bidpsia — Extirpagdo dum nédulo residual da fronte e de pele da axila,
enviados a Secgdo de Anatomia Patologica, para exame. As fezes eliminadas pelo animal
durante a bidpsia revelaram alguns bacilos a.a.r. P.C. 16.600 de 17-7-50. Fragmento
de pele da fronte (nédulo) do Rhesus n. 2, inoculado izom a cultura “Emilia”.

"O fragmento é revestido pela epiclerme’ aparentemente normal. No hipoderma apa-
recem diversos nédulos que correspondem a um processo inflamatério peculiar. As células
que o formam, sdo fundamentalmente grandes, mononucleadas, cujo citoplasma parece coa-
tinuar-se com fibras, estabelecendo ligagSes reciprocas entre elas; em outros pontos, tais
elementos sdo obscurecidos em razdo da presenga de granulos intensamente icorados ‘pela
hematoxilina (area de necrose com cariorrexis) ao nivel destes focos, existe acentuada
ectasia dos capilares e hemorragia. Auséncia de bacilos a.a.r. |

Manguinhos, 8 de agosto de 1950 — Dr. Jorge P. Guimarses.”

P.C. 16.601 data: 17-7-50. Fragmento de lesdo ulcerada da axila do Rhesus n. 2

iroculado com a cultura “Emilia’".

"O fragmento compreende misculo estriado e abundante tezido conjuntivo, fibroso, no
qual se nota processo inflamatério crénico. A proliferagdo de fibrocitos e de fibras cola-
genas, predomina sdbre a infiltragdo celular. Auséncia de bacilos Acido-alcool resistentes.

Manguinhos, 10 de agosto de 1950 — Dr. Jorge P. Guimaraes,”

10-8-50. Exame do animal: Magro, génglios impalpaveis, alopecia completa da
casuda. O exame do muco nasal, pelo Z-N foi positivo: -

10-8-50. 4.* Inoculacio, 1,5 iz.c. de emulsdo da propria cultura do animal, obtida de

pus tratado pela soda a 7-7, na raiz do nariz e nas regides malares.
11-8-50. Reacdo local intensa, com notavel inchac¢do nos trés pontos inoculados. O

EG do animal é bom e éle estd se alimentando regularmente.

12-8-50. O EG do simio é bom apezar da nodulagdo aguda nos pontos inoculacos.
A 20-8 os ndédulos estavam maiores e se ulcerando.

1-9-50. Todos os trés ndédulos estdo em regressio. O animal foi sangrado, obtendo-se
5 ¢.c. de sangue para os estudos do Dr. Nicanor Botafogo.

10-10-50. O EG do animal é bom e a pele estad cicatrizada.

20-10-50. O simio apresenta aparéncia normal : 70.° dia da 4.* inoculagdo. 5.* Ino-
culagdo, 2 c.c. de suspensdo da retrocultura “Emilia” obtida de rato branco sacrificado a
10-7-50, nos sobrélhos e regides malares. | o

21-10-50. O animal apresenta a cara toda inchada e cianética e parece sofrer muito.
A 24-10 a reagdo local estd majs intensa e j& li& nodulagao nos quatro pontos injectados.
Foi tomada fotografia. .

26-10-50. O animal apresenta o EG melhor, porém os nédulos maiores.

33-10-50. Apresenta dois grandes nédulos agudos nos sobrélhos, outro na face es-
querda e extensos empastamentos em ambas .as regides malares,

3-11-50. As lesGes cutdneas aumentaram, A 7-11 foi tomada nova fotografia. O
exame do pus que saiu das lesGes revelou-se fortemente positivo para bacilos a.a.r. intra
e extracelulares idénticos aos da amostra “Chaves I'', Parece que a passagem da cultura
“Emilia’”’ pelo rato aumentou a sua viruléncia.

8-11-50. 5.* Bidpsia. Foram extirpados, sem anestesia, trés nédulos, sendo dois da
fronte e um da reqgido malar direita. O esfregaco do pus revelou muitos bacilos a.a.r.
intra e extracelulares e o esfregago da pele em muito menor numero., Um nédulo foi tra-
tado para semeaduras, que déram, como de costume, retrocultura, A’ Seccio de Anatomia
Patologica mandei trés fragmentos de nédulos, cujo exame se 1é no P.C, 16,792 de 9-11-50.
Fragmento de péle do Rhesus reinoculado em 20-10-50 com a cultura “Emilia’™.

- "Os preparados microscépicos mostram a epiderme sem alterac¢des 'dignas de nota.
" Em téda a extensdo do derma, existe um granuloma inflamatério sob & forma de infiltrados
rodulares, constituidos predominantemente por izélulas fusiformes (células epitelioides?) e
linfécitos, esbogcando uma disposicdo folicular. Nédulos de maiores cdimensdes mostram
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a zona central necrética e infiltrado por polimorfonucleares. Pesquisa de bacilos acido-
alcool resistentes, negativa.

Rio, 11 de dezembro de 1950 — Dr. Jorge P. Guimarbes.”’

Infelizmente o melhor material dessa 5.* Biépsia ndo foi aproveitado e é extranhavel a
auséncia de bacilos nos cértes quando os havia em grande abundancia nos esfregacos. Diz
o relatério acima que foi examinado “um freamento de pele”’, e nio o nddulo simulando
leproma.

10-11-50. 6." Bidépsia sdOmente para bacteriologia.

20-11-50. Colhido pus e examinado, revelou-se positivo + 4. Foi tratado e semeado.

20-12-50. Persistem os grandes tumores da face e surgiram plzizas de alopecia na ca-
beca e pelo corpo. Semeado um tubo de Loewenstein, com pus escasso mas ainda posi-
tivo para bacilos a.a.r. No dia 26 o animal permanecia no mesmo estado.

5-1-51. Ao biopsiar um nédulo secundario da face esquerda do simio, que durou muitos
dias e simulava leproma, verifiquei estar o mesmo em regressio. Uma pungio do grande
tumor da face direita deu abundante pus caseoso, cujo esfregaco corado pelo Z-N revelou
raros bacilos. A 26-1 foi colhida nova amostra de pus, que foi tratado pela soda e se-
meado em 4 tubos dz Loewenstein.

1-2-51. O animal foi fotografado de novo. Nova puncio do tumor da face direita
deu abundante pus caseoso, cujo esfregaco foi fracamente positivo, apezar disso foi o
material tratado e semeado em Loewenstein.

10-2-51. Dois tubos de Loewenstein das tdltimas semeaduras mostram varias colénias
(aimarelas, circulares e esparsas, as quais a 19-2 estavam bem desenvolvidas e com aspecto

¢ pureza.

19-2-51. Colhidas duas amostras de pus, que foram tratadas separadamente e se-
meacas em 4 tubos de Loewenstein e 3 de caldo glicerinado.

26-2-51. Nova bidépsia da lesio da face direita para bacteriologia. O animal foi
transferido para o Biotério Geral. |

4-4-51. O simio foi de novo trazido para o laboratério em bom EG e com as lesdes
residuais da cara bastante atenuadas. Permaneceu em repouso por mais 20 dias, perfa-
zendo 56. B

25-4-51. 6.* Inoculagdo — Com 1,5 oz. de suspensdo da cultura “Emilia”, 2.* gera-
¢do de 4-1-51, re-inoculei o animal em dois pontos da fronte e nas reqides malares. No dia
sequinte apresentava reacgao intensa.

28-4-51. Apresenta nodulacdo franca e a pele rubra.

3-5-51. Nova fotografia. 7.® Biopsia — Material enviado ao Dr. M. Torres. 2.2
Sangria: 3 cc. para o Dr. Julio Muniz. Pus in nafura semeado em 4 tubos de Loewenstein.
Esfregacos corados pelo Z-N e Fontes, positivos. P.C. 17.040 de 3-5-51. Fragmento de
tumor do Rhesus inoculado a 25-4-51 com a sua prépria retrocultura da amostra “Emilia’.
“Os preparados microscépicos mostram, em um ponto, solugdo de continuidade da epiderme
(ulceragdo). No derma e hipodierma existe intensa infiltragio celular inflamatéria, -onsti-
tuida por grandes células mononucleares (macréfagos) por vezes de citoplasma wvacuoli-
zado e leucécitos poliformonucleares, estes altimos em alguns campos se acumulam formando
micro-abcessos. Os vasos da reqgido estdo dilatados e congestos. Nota-se, ainda, areas de
edema e pequenos focos de hemorragia. Presen¢a de bastonetes &zido-alcool resistentes.

Rio, 29 de maio de 1951. Dr. Jorge P. Guimarédes.”

9-5-51. Nova biépsia para bacteriologia, de nédulo da face direita. Exame de fezes
positivo para bacilos a.a.r. Houve germinag¢do em varias semeaduras.

22-5-51. 8&-* Biépsia — Extirpagdo de nédulos do sobrolho e face do lado esquerdo.
Parte do material foi utilizada em semeaduras e parte remetida a Sec¢ido de Anatomia Pa-
tclégica.

P.C. 17.072 de 23-5-51. Fragmento de lesio da face esquerda do Rhesus n. 2, ino-
culado a 25-4-51 com suspensio da cultura “Emilia” de 4-1-51. Resultado do exame: “Os
preparados microscépicos mostram, em um ponto, solu¢io de continuidade da epiderme
(ulceracdo). No derma e hipoderme existe um infiltrado celular inflamatério, constituido
predominantemente por grandes células mononucleares (macréfagos) frequentemente de
citoplasma vacuolizado, linfécitos e leucécitos polimorfonucleares. Os vasos da regido estdo
dilatados e congestos, e sdo frequentes focos de hemorragias. Areas circunscritas de necrose
sio também observadas. Nido foram vistos bacilos acido-alcool resistentes.

Rio, 1 de junho de 1951. Dr. Jorge P. Guimarédes.”
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O animal foi remetido para o Biotério Geral para repouso e engorda.
14-8-51. Voltou para o laboratério, em excelente E.G.

7.* Inoculagdo, 1 cm3 de suspensio da retrocultura “Emilia” do Rhesus n. 3, de Loe-
wenstein de 22-5-50, injectado na fronte e regides malares.

15-8-51. O animal esta deprimido e recusando alimento: apresenta inchac¢io ¢ eritema
em toda a cara. No dia seguinte o eritema regrediu e comecou a nodulacdo nos pontos das
injec¢Oes. A 17-8 essas nodulagdes tinham o tamanho de azeitonas medianas.

21-8-51. O nédulo da raiz do nariz é o maior e o da face direita supurou. Na face
esquerda se formaram dois nédulos, sendo um pequeno, no angulo do olho, parecendo
secundario.

24-8-51. O nédulo da fronte estd maior ¢ integro; os dois das faces estio regre-
dindo, e o nédulo secundario do angulo externo do olho esquerdo «resceu um pouco.

28-8-51. 9* Bi¢psia — Foram extirpados 3 nodulos, um da fronte e dois das reqious
malares. Como hemostatico se usou pé de café torrado, que é excelente. O pus que saiil
foi semeado in nafura em dois tubos de Loewenstein e a sua baciloscopia foi positiva, fra-
camente. As fezes do animal colhidas na ocasido revelaram poucos bacilos. Do fragmento
da bidpsia remetida a Sec¢io de Anatomia Patolégica consta: P.C. 17.351 de 29.8-51.
Fragmento de pele do Rhesus inoculado a 14-8 com cultura “Emilia’" (retrcicultura do
Rhesus n. 3). Resultado: «Infiltragdo do derma por agrupamento de grandes células mo-
nonucleares, dotadas de citoplasma abundante e de forma wvariavel, as vezes formando um
reticulo. Ao lado dessas células, as quais constituem maioria e tém a morfologia de células
epitelioides, notam-se linfécitos, alguns leucécitos polimorfonucleares e raras células gi-
gantes. Epiderme sem altera¢des. Ausencia de bacilos acido-alcool resistentes, nos cortes
examinados.

Rio, 11 de setembro de 1931 — Dra. Rita Alves de Almeida Cardoso.”

11-9-51. As lesBes da cara do simio estdo quase cicatrizadas. Restam um néculo na
face esquerda e outro menor, secundario, no anqulo externo do olho direito..

15-10-51. Exame das fezes negativo para b.a.a.r. O animal apresenta apenas um
nédulo residual na face esquerda e foi devolvido ao Biotério Geral para repouso, engérda
e posterior utilizacdo para outros fins.

Dezembro, 1954 — Cerca de 50 meses apds as experiéncias, os esfregacos do muco
nasal do rhesus 2, da péle da cara do rhesus 4, passagem da infeccio do rhesus 2 e do
inoculum (Cultura «E»), coradas pelo Z-N em 10-8-49, 25-5 e 7-7-1950 estavam inalterados,
apresentando os bacilos a.a.r. isolados, em feixes, intra e extracelulares. Também estavam
inalterados os cortes histologicos das lesdes, corados pela H-E.

RHESUS N.° 3 — Macho de 4 meses. 13-4-50. 1.* Inoculagdo : 2 c.c. de suspensio
da cultura “Emilia”’ em meio de Loewenstein, de 1-4-50: 12 dias de idade, nos sobrélhos
e regides malares.

17-4-50. Inflama¢do nodular nos pontos das inoculacdes.

20-4-50. 8.° dia: Inflamagio mais intensa, de coloracdo avermelhada, simulando uma
lepra lepromatosa L.3.

24-4-50. 11.° dia: Ao ser lacado o simio, para ser fotografado, arrebentaram-se trés
tumores da face. Com pipeta estirada colhi pus, que semeei, in nafura, em 3 tubos de
Loewestein. Qutra por¢do, apds tratamento pela soda a 109, semeei em 5 tubos do
mesmo meio. Os esfregagos diesse material, corados pelo Z-N, assemelham-se a esfregacos
de emulsdo de leproma. O exame das suas fezes revelou alguns bacilos a.a.r. Os esfre-
gacos do pus do muco nasal e das fezes, examinados no dia 25-4 pelo Dr. Laerte de An-
drade, foram positivos a fluoroscopia.

25-450. 12.° dia: O simio wcontinta, apezar da aspiragido de pus de trés tumores,
simulando uma cara lepromatosa L.3. (Vide fotos 13 e 14, Estampa 2).

28-4-50. 15° dia: O simio foi decapitado pelo Dr. Murillo Fontes para se con-
servar a pe¢a no muséu de patologia. Fragmentos de tumor e de visceras, e ganglios, foram
enviados ao Dr. Magarinos Torres para o exame histopatolégico. Os esfregacos do pus
revelaram abundantes b.a.a.r., enquanto que os da pele e dos ganglios, raros.

PP. CC. de 28-4-50. Rhesus N.° 3. Natureza e origem do tecido: P.C. 16.429:
Fragmento de pele da face, em que havia grande tumor; ganglios inguinais e axilares, e
testiculos. P.C. 16.430 : Figado, baco, rim e pulm3o. Observag¢do : Rhesus inoculado em
13-4-50 com emulsdo de cultura da leprosa Emilia. Resultado do exame anatomo-patol6-
gico: "Fragmento de pele (compreendendo a lesio referida na informagio). Nota-se um
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processo inflamatério agudo purulento-hemorragico, associado a destruicdio da epiderme
(ulceragdo) . Presenca de barcilos acido-alcool resistentes, no exsudato inflamatéric. O

exame das visceras, revela hiperemia do figado e rins, conservando o baco a estrutura
normal.

Resumo : ~O animal apresenta um processs agudo hemorragico-purulento na lesdo
cutdnea associada a presenga de bacilos acido-dlcool resistentes. N&o existe granuloma
semelhando leproma. Auséncia de lesdo inflamatdria nas visceras examinadas. Manguinhos,
25 de maio de 1950 — Dr. Jorge P. Guimarées.”

29-4-50. O pus colhido nos tumores e a ‘suspensido de triturado da pele, foram tra-
tados e semeados em 12 tubos de Loewenstein, um de batata e outro de caldo glicerinados.
Os esfregagos foram -+, assim como a:fluoroscopia do pus, verificada pelo Dr. Laerte.
Tais esfregagos re-examinados 15 dias apés (11/5) ainda estavam fluorescentes. 11-5.
Alguns tubos de Loewenstein semeadus com ‘o pus germinaram, produzindo colonias amare-
las. Esta retrocultura f6i- posteriormente inoculada no Rhesus N-° 2 (14-8-51).

. 28-5-50, Necropsia: Extirpa¢do dum fragmento de ‘pele” da lesdo frontal da peca

conservada durante 30 dias no liquido de Kayserling e enviddo a Secg¢io de Anatomia
Patologica. |

P.C. 16.480 de 30-5-50. Fragmento de pele da cara do Rhesus N.° 3. Resultado do
exame anatomo-patologico': “Os preparados compreendem epiderme que nio mostra lesdes
dignas~de’‘nota. Na parte’ profunda do derma, existe extenso processo inflamatério, que
parece ter’ sido''apanhado pela biépsia em apenas uma de suas margens. Chama a atengio,
nesta’ zoha, a ‘existéncia de grandes células mononucleares com o citoplasma vacuolado.
O reticulo intetposto entle os vacuolss, cora-se em azul pela hematoxilina. Entre esta
extensa area inflamatéria. profunda da epiderme, nota-se infiltracio peri-vascular (linfé-
citos e macréfagos) no ‘plexo subpapilar. Presenga de bacilos &cido-alcool resistentes.

Resumo : Verificamos a existéncia de extenso processo inflamatério no derma, em
Cujas margens existem numerosos macréfagos vacuolados com morfologia que lembra a da
célula leprosa. Manguinhos, 5 de junho de 1950. — Dr. Jorge P, Guimarées.”

Em 15-7-1954, ou sejam cerca de 51 meses de conservacdo do material (cabeca) do
Rhesus N.° 3, em liquido de Kayserling, cortei dois fragmentos das bordas de cduas lesdes

faciais, cujos esfregacos revelaram abundantes bacilos a.a.r, Remeti ésse material a Secao
de Anatomia Patolégica para estudo.

P.C. 19.156 de 15-7-54, Pele da face e da fronte de macaco Rhesus inoculado com
lepra pelo Dr. Souza-Araujo. Observagio: Conservado durante muito tempo em Kayser-
ling. Resultado: "Os cortes de pele mostram a estrutura histolégiza bem conservada, bem
como os tecidos estdo excelentemente corados pela hematoxilina-eosina. No tecido celular
subcutdneo existe um grande abcesso mal delimitado contendo leucécitos em desintegracio
e tecidos necrosados. Presenga de bacilos acido-alcool resistentes nos cortes corados pelo

Ziehl. — Rio, 1.° de outubro de 1954. — Dr. Eitel Duarte.”

A 30 de dezembro de 1954 re-examindmos o esfregaco do inoculum deste Rhesus
(13-4-50) corado pelo Z-N, apresentando massas bem coradas de bacilos finos a.a.r.; os
esfregagos de pele e pus da cara izorados a 28-4-50 pelo ZN, apresentando bacilos grandes
e granulésos bem corados; esfreqaco da sua retrocultura corado a 20-6-50 apresentando
bacilos de aspecto normal. Novos cortes feitos a 30-12454 do bloco P.C. 16.480 (frag-
mento da peca co museu, extirpado a 30-5-50) corados pelo HE apresentam, sequndo o
Dr. Eitel Duarte, a estrutura de granuloma tuberculoide, e corados pelo ZN apresentam,

além de massas fucsinéfilas, inimeros bacilos g.g.v. livres e intracelulares por todo o
corte, excepto na epiderme.

RHESUS N.° 4, macho de 1 ano de 'ideade, com 4 kgs.

13-4-50, 1.* inoculagdo: 3 c.c. de emulsdo de 2 nédulos de Rhesus, 2, inoculado
a 22-3 com a cultura “Chaves I'"" e biopsiado hoje. Essa emulsio tinha poucos bacilos.
1.* Passagem.

17-4-50, Aparentemente nenhuma reacio.

20-4-50. Até hoje, nacda. Mudado do biotério para o laboratério.

1 a 12-5 — Nada aparente, nem a palpacio.

12-5-50. 2.* inoculagdo: 2 c.c. de emulsdo da retrocultura “Chaves I obtida dos

nédulos do Rhesus 2, da biépsia de 13-4, sendo 1 c.c. nos sobrélhos e 1 c.c. nas regides
malares.

~
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13-5-50. Tumefacdo nos 4 pontos inoculados. O animal estda bocejando, repetida-
mente, o que nao fazia antes; estd triste e inapetente.

23.5-50. 12.° dia: Apresenta 2 nédulos nos sobrélho, dos quais um ulcerado, e outro,
bastante maior, em caca face. Colhi pus do nédulo da face direita e fiz dois esfregagos,
rum deles o Dr. Laerte verificou fluoroscopia positiva tanto em bacilos isolados como em
globias. O outro esfregago, corado pelo Z-N, revelou campos com 3 células, com globias.
Os exames das fézes pelo Z-N 4 e do muco nasal ++4+. O pus foi semeado in nafura e
tratado pela soda em 8 tubos de Loewenstein. Vide a foto do dia 23-5, n.° 19, Est. 4.

25-5-50. 1. biépsia: Mediante anestesia geral por injecdo na veia safena esquerda
de 3,5 c.c. da sequinte férmula: morfina 4,0; Hidrato ¢ cloral 80,0 e &agua destilada
400,0 g. O animal dormiu profundamente e o Dr. Murillo Fontes extirpou-lhe os 2 grandes
tumores malares (foto n. 20), para ba:teriologia ¢ inoculagdes. Os esfregagos do pus ¢ do
tumor, foram fortemente positives: —+----.

Foram tratzdcs pela scda a 10 % o sangue da ferida, o pus e o triturado dum frag-
mento do tumor, e semeados 3 tubos de Loewenstein com o sangue, 6 com o pus e 6 com o
sedimento do tumor. Fragmento dos 2 tumores foram encaminhados ao Dr. M. Torres,

para exame histopatolégico.

P.C. n® 16.476, de 25-5-50 : Fragmento de pele do Rhesus n.° 4 inoculado em 12-5,

com emulsio de cultura “Chaves’' .

Resultado do exame anatomo-patolégico: “Os fragmentos compreendem a epiderme
que n3o apresenta modifica¢cdes dignas de nota. Na parte profunda do edema, existe pro-
cesso inflamatério extenso, no qual aparecem vasos sanguineos (arteriolas e capilares) re-
gularmente distribuidos, sem' indicio de nova formagdo recente. As células do .exsudato
inflamatério, sio dominantemente mononu:leares. Em certos campos estdo associadas a
linfocitos e polimorfonucleares e ainda, em outros campos, predominam os polimorfonu-
cleares (inflamacio fibrino-purulenta) por vezes associados a extravasamento de hematias

(inflamac¢do purulenta hemorragica) . Auséncia de células gigantes e de necrose de casei-
ficacdo. Pesquisa positiva de bacilos acido-alcool resistentes. |

Resumo : - Verificamos um processo inflamatério com izaracteristicas peculiares devidas
4 sua constituicio por células que sdo dominantemente macréfagos e a-tendéncia para supu-
racio e hemorragia em areas circunscritas. O quadro histolégico ndo  corresponde estrita-

mente ao do granuloma da lepra observadc no homem. — Manguinhos, 7 de junho de
1950. — Dr. Jorge P. Guimarées.» ,

Quando o animal despertou arrancou e comeu oS curativos.
1-6-50. 2* biopsia: nédulo da fronte pdra o Dr. Jorge.

O esfregaco do pus da lesdo foi 4. Foi feito curativo das feridas da 1." bidpsia. O
animal arranca frequentemente as icrostas das lesdes e as come. Germinagdo nos 3 tubos
de Loewensteéin semeados com pus in natura a 23-5 e outros 3 semeados com pus-soda
(nestés a germinagdo é pobre). O animal continua com grandes ulceracdes na face.

10-6-50. 15.° dia de bidpsia : surgiram 2 nodulos secundarios na fronte e asa. direita
do nariz, do tamanho duma lentilha, semelhantes a lepromas. As dlceras estdo custando a

cicatrizar. O animal come tudo quanto arranca das ulceras.

14-6-50. No sobrolho direito 'contintta a crescer uma nodulagao.

20-6-50. As ilceras estdo quase cicatrizadas.

22-6-50. Os nécalos secundarios estacionaram. |

10-8-50. Exame do muco nasal: ++ 4. V. desenho 5, Estampa 1. Cicatrizes lisas;
pele de aspecto normal; ganglios impalpaveis. Regrediram todas as lesGes.

10-8-50.  3.* Inoculacdo: 1,5 cc. da emulsdo da sua propria retrocultura: da bidpsia
de 25-5, na raiz e regides malares.

11-8-50. Aparéncia de sofrimento; recusando comida, inclusive goiabada de que
muito nosta.

12-8-50. FEritéma difuso em toda a face. Estado geral melhor. Essa inflamagdo
durou 15 dias; supuracfo ocular varios dias; ulceragdo na, face cireita e sobrolho . esquerdo .

1-9-50. O nédulo do sobrolho esquerdo ulcerou. Exame do pis . Apareceu um
nédulo secundario no sobrolho direito. Baciloscopia da ulceragdo da face direita: 4 e do
muco +. 1." Sangria: 5 cc. para o Dr. Botafogo.
30-9-50. Esta zompletamente curado das lesGes e bidpsias.
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26-10-50. Apresenta 4 cm. acima do olho esquerdo um nédulo secundario, aspecto
lepromatoso, do tamanho dum aveld. 4* Inoculacéo: 2 cc. de emulsio da cultura «Cl»
obtida ¢ Rhesus n. 5 (passagem do 2 e do 4), de 11-8-50, sOmente nas faces.

27-10-50. Estado geral abalado. Apresenta intenso eritema em toda a face.

1-11-50. 3.* bidpsia: nédulos da fronte (o secundario) e da face esquerda. Pis da
face: 4 aspecto «Cl». Sangue da bidépsia +.

P.C. N.°* 16.783 — 1-11-50 Fragmento de pele do Rhesus n.” 4. Resultado do exame

anatomo-patolégico : O material enviado, compreence 2 fragmentos:

1.° tragmento — A epiderme ndo mostra alteragbes dignas de nota. Profundamente
situado no derma, ecxiste um grande nddulo izonstituicto por células fusiformes (células epi-
telidides?) e linfocitos, associaaos a leucdcitos polimorfonucleares. A parte central do no-
dulo mostra necrose e hemorragia.

2.° fragmento — A epiderme n3o mostra alterag¢bes dignas ¢ nota. Em téda a extensdo
do derma, notam-se infiltrados nodulares de limites mais ou menos bem nitidos, semelhando,
em sua histologia, o ndédulo descrito anteriormente. Sado constituidos por células mononu-
cleares com citoplasma vacuolado, células fusiformes, lintécitos e lew:écitos polimorfonuclea-
res. Nota-se, ainda, congestio e edema no derma. Pesquisa e bacilos a.a.r., positiva.

Nota — O quadro histolégico apresenta pontos de contacto com a reagdo leprotica,
tipo lepromatoso, descrita em material humano. (Revisdo do resultado anterior (10-11-50)
sob orientagdo do Dr. Torres). — Rio, 8 de dezembro de 1950. — Dr. Jorge P. Gui-
maraes.”’

20-12-50. Exame : cicatriz perfeita das biopsias; persistem nodulagbes na fronte.
5* Inoculagdo: 2 cc. da emulsio da retrocultura «Jesusy (CII), de 24-10 in natura
sendo 0,5 cc. na raiz do nariz e 1,5 nas reqgides malares. O simio estd muito magro e
apresenta alopé:ia no trem posterior e no dorso. 21-12 Muito caido; nao quiz comer nem
mesmo biscoito ddce, pelo que é louco. Toda a cara avermelhada, sem nodulagio: eritéma
intehso difuso. 22-12.Continda o mau estado geral. Cara sempre vermelha; inicio de
nodulac3o.

23-12-50. Ainda em estado de grande sofrimento; ndo liga & comida.

26-12-50. Apresenta 3 grandes nddulos na fronte e faces. com centro supurado. Es-

tado geral melhor.
5-1-51.. Persistem 3 grandes noédulos, 1 na raiz do nariz e 2 nas faces, estes ulcera-

dos. Estado gcral bom. 9-1 No mesmo estado.

16-1-51. Exame do piis 4, outro esfregaco 4+ 4 e feixes de bacilos a.a.r. com a
morfologia da cultura "Cli"”. Semeados 2 tubos de Loewenstein com o pas in natura.
‘Transferido para o biotério geral por estar muito magro.

4-4-51. Voltou para o laboratério, peludo e sadio.

25-4-51. Reexaminado: pele completamente icurada, 125 dias apés a 5." inoculagio.
6* Inoculagdo: 1,5 cc. de emulsdo da sua propria retrocultura (CI), semeada a 25-10-50,
sendo partes iguais nos sobrélhos e nas faces.

26-4-51. Reacido moderada. 28-4 Nodulag¢do incipiente.

30-4-51. Erisipela em tdda a face: inflamagio purulenta no olho direito.

7-3-51. Os 4 pontos inoculados ulceraram. Contintia com aspecto erisepelatoso.

9-5-51. Face purulenta, esfreqaco de pis +4; semeado num tubo de Loewenstein.
Sangrado para o Dr. Muniz.

4* biopsia: nédulo do sobrolho direito para o Dr. Jorge. P.C. N° 17.051, 10-5-51:
Noédulo do sobrolho direito do Rhesus n. 4, inoculado a 25-4 com emulsio de sua propria
cultura “ClI”. Resultado do exame anatomo-patolégico: “Os preparados microscépicos
mostram, situadas profundamente na hipoderme, areas de nocrose em cujo centro notam-se
ainda, vasos sanguineos. Estas areas estdo muito préximas e sdo circundadas por leucé-
citos polimorfonucleares. Mais na periferia veem-se grandes células mononucleares (ma-
crétagos), linfécitos e células plasmaticas, de mistura com os polimorfonucleares. A pes-
quisa de barcilos acido-alcool resistentes, resultou negativa. — Rio, 29 de maio de 1951.
— Dr. Jorge P. Guimarées>.

23-5-51. 5* biépsia: do nédulo secundario do sobrolho esquerdo e asa do nariz.
Esfregacos desse nédulo e do muco nasal, negativos.

PP. CC. 17.081-82 de 23-5-51: Fragmento do néddulo sobrolho esquerdo e fragmento
da asa do nariz do Rhesus n. 4, inoculado a 25-4 com a sua prépria cultura (Retrocultura

“Chaves I'").
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Resultado do exame anatomo-patolégico: 17.081: — Os preparados mostram no
derma e hipoderme, um infiltrado celular inflamatério, constituido, predominantemente, por
grandes células mononucleares (macréfagos), frequentemente de citoplasma vacuolizado e
linfécitos, notando-se, ainda, abundantes leucécitos polimorfonu:leares. Veem-se, tambem.
hemorragias e células plasmaticas. Ndo foram encontrados bacilos acido-alcool resistentes.

17-082 — Os preparados microscépicos mostram, no derma e hipoderme, um infiltrado
celular inflamatério, constituido por grandes células mononucleares (macréfagos), linfécitos
e leucécitos polimorfonucleares, notando-se, também, células plasmaticas. Em alquns pontos
do fragmento véem-se hemorragias. Ocasionalmente, véem-se leucécitos eosinéfilos. Nio
foram encontrados bacilos acido-alcool resistentes. — Rio, 6 de junho de 1951. — Dr.

Jorge P. Guimaréaesy.

Este Rresus foi transferido para o Biotério Geral onde fecundou a sua companheira de
laboratério, “Sofia’’ e morreu 1 ano -apés. O re-exame dos esfregagos e cortes de lesdes
deste rhesus, feito a 30-12-54, confirmou a presen¢a de bacilos a.a.r. perfeitanente corados,
assim também os esfregagos da cultura obtida de camundongo branco infectado com puas de

lesdo deste rhesus, em junho e julho de 1950.

RHESUS N.° 5. Fémea jovem, muito brava. 25-5-50. 1.* Inoculacdo: 2 c.c. de
cmulsdo -do tumor do Rhesus n.® 4, produzido pela inoculacdo da cultura “"Chaves 1", da
biépsia desta data, sendo 0,5 cc. em cada face e em cada sobrolho. Baciloscopia da
suspensao: —+ + . | |
- 26-5-50. 1.° exame do simio, com o Dr. Arthur Marques: notamos ligeiras excres-
céncias. ‘

10-6-50. Aparentemente nada importante. O animal estd amancando-se.

14-6-50. 2CG.° dia da inoculagio: estio se formando nédulos na face esquerda e so-
brolho direito.

20-6-50. Biopsia da lesdo do sobrolho direito. cujo esfregaco corado pelo Z-N revelou
bacilos a.a.r. fragmentados. Fluoroscopia +. Semeaduras - .

2.* Inoculagdo: 2 c.c. de emulsio da retrocultura do pus do Rhesus N.° 4 inoculado
com a retrocultura original de 23-5 do Rhesus n. 2, nos sobrélhos e faces. A fluoroscopia
cdessa emulsido foi positiva. .

21-6-50. O animal ndo mostra reaccido. notavel. |

23-6-50. Apareceram nédulos no sobrolho esquerdo e reqiGes malares.

26-6-50. O simio- foi fotografado.. 28-6 Os nddulos cederam um pouco. O esfre-
gago de pus dos mesmos revelou bacilos a.a.r. e globias. Tratado o pus pela soda foi
semeado em 10 tubos de Loewenstein. - - * | '

. 30-6-50. Novo exame do simio com o Dr. Arthur Marques.
5-7-50. Nova fotografia da cara do animal. 8-7 Em varios tubos de Loewenstein
surgiram colénias amarelas. , - | |

11-8-50. Cuidadoso exame do animal nfo revelou ganglios hipertrofiados, nem
lesGes cutaneas; os nédulos da face estdo quase desaparecidos.

3." Inoculagdo: 1,5 c.c. de suspensio da sua prépria icultura de 28-6 (passagens dos
Rhesus 2 e 4), sempre na pele da cara. O exame do inoculum estava fortemente positivo
para b.a.a.r. granulosos. |

12-8-50. O animal apresenta nédulos agudos nos pontos das inoculacdes. Colhido
seu muco nasal, corado pelo Z-N foi positivo. Fluoroscopia: -+

1-9-50. O animal apresenta cianése geral na face, com nédulos em regressio, e um
grande, integro no sobrolho direito e foi sangrado, obtendo-se 5 c.c. de sanque para os
estudos do Dr. Botafogo Gongalves.

30- 9-50. Aparentemente o animal esta curado.

26-10-50. 4* Inoculagdo: 2 cc. da suspensdo em séro fisiolégico da sua propria re-
trocultura ("CI""), de 11-8-50, originaria da 2-* inoculag¢do. Injectadas partes iguais nas
faces e sobrolhos. 27-10 Nédulos agudos nos 4 pontos da inoculagdo.

30-10-50. O animal foi fotografado. Esfrega¢o de pus da face direita, corado pelo
Z-N, foi 4++4. Esse pts foi semeado, in nafura, em 3 tubos de Loewenstein. 3-11 As
lesbes progrediram muito, mas o simio esta esperto.

7-11-50. Nova fotografia das lesdes. Colhido pus das lesdes a sua baciloscopia
mostrou bacilos idénticos aos da cultura “CI”. Esse pus foi semeado, e a 30-11 comecou a
germinar.
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8-11-50. Dois nédulos biopsiados dos sobrdlhos, apresentando o aspecto de lepromas
humarnos, foram enviados ao Dr. Jorge Guimaries para exame:

P. C. N.° 16.973 de 8-11-50: Fragmento de peie o Rhesus n.® 5, weinoculado em
26-10-50. Resultado do exame anatomo-patolégico : “Os preparados micros:épicos mostram
a epiderme sem altera¢des dignas de nota. No derma existe um granuloma inflamatério
constituido de arande nédulo formado por células mononucleares de citoplasma vacuolado,
células fusiformes e linfécitos. E’ intensa a infiltracdo por leucdcitos polimorfonucleaies,
muitos com cariorrexis e a zona central do nédwlo, correspondendo ao bordo do preparado,
mostra necrése e hemorragia. Pesquisa de bacilos a.a.r., negativa. — Rio, 11 de dezem-
bro de 1950. Dr. Jorge P. Guimarées.”

12-12-50. A semeadura de 7-11 apresenta germinag¢do amarela-punctiforme, sobre toda
a superficie do meio de Loewenstein.

20-12-50. Restam pequenas nodulagbes na fronte.

52 Inoculacdo: 0,8 c.c. da suspensdo da rcultura "L do doente 16 Mirueira, Re-
cife (de 13-10-50). Essa cultura foi obtida de lesdo produzida em cicatriz de Lepromino-
reacio, d'ai a decignagdo «L», no brago esquerdo do paciente, em cuja coxa direita inoculei
a cultura “"Emilia”, viva.

21-12-50. Reacdo local intensa; um grande nédulo na face. E.G. reqular.

23.12-50. Tornou-se mais intensa a reacdo local; nédulos maiores. E.G. bom.

26-12-50. Apresenta um grande ndédulo pustuloso em cada face. Baciloscopia nas
fezes + 4, assim como a fluoroscopia. ,

5-1-51. Apresenta dois grandes nédulos nas regides malares, o do lado cireito ia
nlccrado. As lesdes da fronte estdo cicatrizando. .

14-2-51. Restam pequeninos nédulos na fronte e um maior na face dircita.

26-2-51. Biépsia do nédulo da face direita. Removide para o biotério qeral.
4-4.51. Voltou para o laboratério em bom EG. e com as leses cicatrizadas.

25.4.51. Exame geral do simio: apresenta a pele c¢a face atrotiada e ciandlica e
alopécia em redor da cara toda.

6.* Inoculagdo: 1,5 cc. de suspensio da cultura “Chaves I (retrocultura de¢ Maria
Domingas) de 4-1-51,nas faces e sobrélhos.
26-4-51. Reaccdo local pouco intensa. A 28-4 nodulagdo mais accentuada.

3.5.51. O simio foi fotografado de frente e de perfil com grande sucesso. O pus
colhido num nédulo, cuja baciloscopia foi -+ 4, semeei, in natura, em 3 tubos de Loewens-
tein e 1 de caldo glicerinado.

4-5.51. Biépsia do nédulo da face direita para bacteriologia.

5.5.51. Extirpacdo dos nédulos da face esquerda e sobrolho e de noédulos secunda-
rios, cujos esfregacos foram 44+ e por isso wemetidos ao Dr. M. Torres.

No mesmo dia o animal foi sangrado, obtendo-se 5 cc. para o Dr. Muniz.

P.C. n. 17.052 de 10-5-51. Fragmentos ¢ nédulos da face esquerda do Rhesus
n.” 5, Chiquita, inoculado a 25-4 com :zultura de “Maria Domingas™ (retrocultura da amos-
tra Chaves I). Resultado do exame anatomo-patolégico: “Os fragmentos mostram, em
alguns pontos, solu¢do de continuidade da epiderma (ulceragdo). No derma e hipoderme,
existe infiltracio celular inflamatéria, constituida de grandes células mononucleares (ma-
crofagos) e leucécitos polimorfonuzleares. Em alguns campos éstes ultimos predominam,
formando micro-abcessos. Os vasos da regido estio moderadamente dilatados ¢ congestos.
Notam-se, ainda, pequenos focos de hemor:ragias. Presen¢a de raros bastonetes acido-alcool
resistentes. — Rio, 30 de maio de 1951. — Dr. Jorge Guimarédes’.

P.C. 17.053 de 10-3-11. Noédulo secundario do Rhesus Chiquita, inoculado a 25-4
com cultura de “Maria Domingas’’. Resultado do exame anatomo-patolégico: “O frag-
mento mostra, em um ponto, solu¢do de continuidade da epiderme (ulceragdo). No derma
e hipoderme, existe infiltragdo icelular inflamatéria, constituida por grandes células mono-
nucleares (macréfagos) e leucécitos polimorfonucleares, predominando os primeiros. No-
tam-se, ainda, linfocitos e células plasmaticas. Presenga de bastonetes e granulagdes
acido-alcool resistentes. — Rio, 30 de maio de 1951. Dr. Jorge P. Guimardes.”

22.5-51. Apresenta varios nédulos secundarios na face direita. Mostrei o simio aos
Drs. Genésio Pacheco, Gobert Costa e Laerte de Andrade. Em segquida extirpei dois
nédulos e os remeti ao Dr. Jorge Guimardes para exame.
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PP. CC. de 23-5-51. 17.070 e 17.071. Material do Rhesus n. 5 (Chiquita) ino-

culado com «ultura “"Maria Domingas™ a 25-4-51.
P.C. 17.070. Fragmento de pele do ponto de inoculagio. Resultado do exame :

"Os preparades microscopicos mostram a epiderme ulcerada em um ponto. No derma
existe um infiltrado inflamatério, constituido por grandes células mononucleares (macro-

fagos), frequentemente de citoplasma vacuolado, linfécitos e polimorfonucleares. Estes
ultimos formam, por vezes, micro-abcessos. Situada profundamente na hipcderme, vé-se

uma area de hemorragia. N&o foram encontrados bacilos acido-alcool resistentes .

P.C. 17.071. Fragmento de pele (nédulo se:undario). “Os preparacos microsco-
picos mostram a epiderme sem altera¢ées. No derma e hipcderme, existem infiltrados
celulares, mais ou menos bem circunscritos, constituidos, predominantemente, por grandes
células mononucleares (macréfagos) fiequentemente com citoplasma vacuolizado, nctando-

se, ainda, linfécitos e leucdcitos polimorfonucleares. No derma os infiltrados se dispSem,

de preferéncia, junto a foliculos pilosos e glandulas sebaceas. Leucécitos eosinéfilos e
células gigantes, sdo ocasionalmente vistos. N&io foram enccntrados bacilos acido-alcool

resistentes. — Rio, 1 de junho de 1951. Dr. Jorge P. Guimardes.'

14-8-51. Depois de um repouso de «cerca de 3 meses, no Biotério Geral, o simio foi

trazido de novo para o laboratério, apresentando apenas lesd2s residuais na fronte e regides
malares,

7.* Inoculagdo : 1,5 c.c. de suspensio da mesma retrocultura de “"Maria Domingas”,

de 4-1-51 (procedente de caldo lactosado de 1-8-50), injectado, em partes iquais na fronte
e regides malares.

15-8-51. Intensa reaccdo lcizal, com nodulagdo, nos trés pontos injectzdos.
16-8-51. Os nédulos téem o tamanho de grdos de milho.
17-8-51. Os nédulos estio mais condensados.

21-8-51. Os trés nédulos estio do tamanho cuma azeitona mediana, supurando.
24-8-51. Os trés nédulos continuam supurando.

28-8-51. Extirpei o nédulo da fronte e o da face direita. O pus obtido na ocasiio,

que se revelou positivo para b.a.a.r., foi semeado, in nafura. em 2 tubos do Loewenstein.
A pele foi enviada 3 Seccio de Anatomia Patolégica para exame.

P.C. 17.352, de 29-8-51. Fragmento de pele do Rhesus n. 5 (Chiquita), inoculado

a 14-8 com cultura “Maria Domingas’. Resultaco do exame anatomo-patolégico :

"Presenga, no derma e hipoderma, de infiltragdo celular inflamatéria descontinua, ven-
dc-se grande nimero de leucécitos polimorfonucleares, cs quais sio mais abundantes nas
porcoes mais profundas do d:rma e no hipoderma; ao lado dos leucécitos, encontram-se
grandes células mononucleares, de forma variada e Jde citoplasma abundante (Células Epi-
telioides) e células gigantes do tipo Langhans. Epiderme sem altera¢des. Ausencia de ba-
cilos acido-alcool resistentes, nos cortes examinados. — Rio, 11 de setembro de 1951.

Dra. Rita Alves de Almeida Cardoso.”

1-9-51. A cicatrizacdo das feridas das biopsias foi rapida por termos usado rcomo
hemostatico pé de café torrado. O simio apresenta dois pequenos nddulos secundarios no
angulo externo do olho direito.

11-9-51. Persistem ésses nddulos. 19-9. Melhor aspecto. A baciloscopia das

fezes do animal foi negativa e o Rhesus foi devolvido ao Piotério Geral para futura utili-
zac¢ao noutros fins.

RHESUS N.° 6 (Femea adulta). 5-11-51 — Inoculado com 1.5 cc. de emulsio da
cultura "Maria Domingues”’ em Loewenstein, de 2-6-51, sendo 0.5 cc. na fronte e iqual
dose em cada fzize e na virilha direita, todas as injecgOes por via sub-cutidnea, visando a
producdo de nédulos para o fabrico de Lepromina.

6-11-51. Apresenta nédulos agudos nos trés pontos inoculados. Estado gera] apa;
rentemente bom.

13-11--51. Os trés nécdulos da face estio maiores, endurecidos ¢ o da fronte com
pustula. central.
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14-11-51. 10.° dia da inoculagdo. Foram tomadas fotografias de cada lado da face
e em sequida extirpados os trés nddulos, que também foram fotografados. Os esfregagos
desses nodulos, corados pelo Z-IN se mostraram fortemente positives: Bacilos a.a.r. iso-
lados, em globias extra e intracelulares, e massas. Bacilos gigantes, granulosos e vacuola-
dos: g.g.v. Do nédulo pustuloso da fronte foi semeado pus, in nafura, em 2 tubos de
I .oewenstein, que germinaram, no devido tempo. Um tumor foi enviado a Dra. Rita CAr-
pOsO . para histopatologia e com o restante foram fabrizados 20 cc. de Lepromina para

aplicagdo no homem.

P.C. 17.537, 14-11-51. Rhesus n.° 6. Fragmento de tumor da face. Obscrvacdo :
O animal foi inoculado em 5-11 com cultura ““Maria Domingas’. : . a

Resultado do exame anatomo-patolégico : “Processo inflamatério agudo purulento ex-
tenso, associado & presenca de células mononucleares volumosas, contendo notavel quan-
tidade de bacilos acido-alcool resistentes. Estes germens também s3o encontradcs no cito-
plasma de leucdcitos polimorfonucleares. — Rio, 23 de janeiro de 1952. Dra. Rita A. A.
Cardoso. . | ‘

15-11-51. Esfregacos de pus das feridas das bidpsias, corados pelo Z-N e pelo "F'.
foram positivos. Tratado ésse pus pela soda a 10%, foi o seu sedimento semeado em "4
tubos de. Loewenstein, 1 de caldo e outro de batata glicerinados. Houve germina¢do mais
ou menos extensa, idéntica a cultura original, tanto desse pus como da emulsdo de tumor

tratada pela soda a 17-11-51. '

24-12-51. As feridas das bidpsias estdo cicatrizadas e o simio apresenta uma extensa
nodulacio secundaria, de 1,5 <m. de extensdo, no sobrolho direito.

4.1-52. 62.° dia da inoculacio. As cicatrizes da face estdo quase perfeitas. Ex-
tirpei o nodulo residual da fronte, cujo esfregago, corado pelo Z-N foi negativo. Esse
material foi remetido 2 Seccio de Anatomia Patolégica, para estudo.

P.C. 17.608, 4-1-52. Rhesus n.° 6. Biopsia da pele. Animal inoculado ha 60 dias
com cultura «Maria Dominguas». Resultado do exame anatomo-patolégico: «Nos cortes
corados pela hematoxilina-eosina, em ponto izircunscrito, vé-se solu¢do de continuidade da
epiderme, a cujo nivel existe actmulo de leucdcitos polimorfcnucleares. Em continuidade
com essa regido (ponto de inocula¢do ?), encontra-se zona de necrose do derma, associada
4 intensa infiltracdo por leucécitos polimorfonucleares. Em torno dessa zona, nota-se pro-
liferacdo de fibrécitos e de vasos sanguineos. Em fécos isolades, aparecem grandes células
mononucleares, dotadas de citoplasma abundante, muitas vezes vacuolado, no lado de lin-
focitos e leucocitos polimorfonucleares. Auséncia de bacilos &cido-alcool resistentes nos
cortes corados pelo método de Ziehl-Neelsen. — Rio, 23 de janeiro de 1952 — Dra. Rita
A. A. Cardoso.”

10-1-52. O simio foi transferido para o biotério geral para engorda e posterior uso
para outros fins.

RHESUS N.° 7 — Femea de 5 kg., namero 5.030, cedido por Dr. Henrique Penna.

23-4-52. Inoculado com 2 c.c. de suspensdo da cultura “Jesus' (retrccultura da
amostra “Chaves I11"), de Loewenstein de 1-2-52, sendo 0,5 cc. na fronte e igual dose, nas
regiGes malares e mamilo direito, todas por via subcutanea. A pele do peito é muito peluda.
4 horas ap6s as injeccBes o animal se apresentou muito caido, com intensa inchag¢do nos
pontos inoculados. 48 hs. apds apresentava na face 3 nodulos agudos, avermelhados e do
tamanho de araos de milho.

3-5-52. Nodulac¢do franca nos 3 pontos da face, tumores de tamanho varianco entre
grido de feijao e de milho: face eritematosa e infiltrada. O animal foi mostrado hoje ao
Prof. Dr. Mario Malfatti, de Buenos Aires. '

7-5-52. Apds exame e palpagdo das lesGes o animal foi fotografado. Os nédulos da
fronte e das regiBes malares téem o tamanho de avelds. O eritema se amainou; os nédulos
teem consisténcia dura. No peito, ao lado do mamilo direito a lesdo iconsiste num empas-
tamento duro, de 2 cm. de didmetro.

7-5-52. Para estudo bacteriolégico e histopatolégico extirpei metade do nédulo da
fronte e do nédulo da face direita. Os esfregacos desse material, corados pelo Z-N, reve-
laram bacilos a.a.r. gigantes e granulosos. Suspensdes cas duas amostras de tumores
foram inoculadas em murideos. -‘A emulsio tratada pela soda foi semeada em 5 tubos de
[Loewenstein e um de caldo glicerinado.
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P.C. 17.815, 7-5-52: Rhesus n.° 7. Fragmento de tumor do lado direito da face.
Animal inoculado a 23-4-52 com cultura “Jesus’, sub-strain “Chaves II'. Resultado do
exame anatomo-patolégico : “Intensa infiltracio do derma e da hipoderma por linfézitos,
células plasmaticas, células gigantes e, em maioria, grandes células mononucleares, de cito-
plasma vacuolado, muitas das quais encerram bacilos &cido-acool resistentes, longos, va-uo-
lados e granulosos. Epiderme sem alteragSes importantes. '

Rio, 28 de maio de 1952. Dra. Rita A. A. Cardoso."

10-5-52. O tumor da face esquerda estd maior e é formado por dois nédulos do ta-
manho duma aveld, avermelhados. As feridas das duas. bidpsias estdo cobertas de crostas.

15-5-52. Estdo supurando os dois grandes nédulos da face esquerda e do peito, que
ndo foram biopsiados. Colhido e semeado in nafura ésse pus no meio de Loewenstein, a
5-6-52 apresentava franca germinag¢do em 3 tubos, de aspecto semelhante a cultura “Chaves
II'" original.

17-2-34. A cultura obtida da biépsia acima estd otima e foi repicada.

Ccbus  fatuellus N-° 1. Macho caréza, n.° 29.905 do Laboratério Rockefeller.
26-10-50 — Inoculado com 1 c.c. de suspensio em séro fisiolégico da cultura “Chaves I,
retrocultura do Rhesus n.° 4 e passagem do Rhesus n.° 2, original de 25-5-50. Injectado

em partes iguais na fronte e regiGes malares. Este simio apresenta a pele negra e peluda,
de dificil observagdo. 20-12. Nascendo pelos na cabeca. Apresenta um nédulo na fronte
e completa cicatrizagdo dos pontos de inocula¢des nas faces.

5-1-51. Re-inoculado, nas mesmas reqides anteriores, com 1 cc. da mesma cultura
acima.

8-1-51. Exame das fezes: positivo para bacilos a.a.r. Apresenta um nédulo do
tamlanho duma pequena azeitona no lado direito da fronte.

25-1-51. Biépsia do nédulo frontal, que apresenta o aspecto macroscopizo de le-
proma, e mostra alopécia em redér. Metade do tumor e um fragmento de pele do peito
(zona de alopécia) enviados a Sec¢do de Anatomia Patolégica para estudo. Os esfregaros
do nédulo, corados pelo Z-N sio ricos em b.a.a.r. e globias intra e extracelulares.
Iniimeras células com globias. Nos esfregacos os bacilos afectam o tipo g.g.v. da cultura

“Chaves 1."

P.C. 16.905, 27-1-51. Cebus macho. Tumor da fronte e fragmento de pele da alo-
pécia do peito. Observa¢des: Animal inoculado a 26-10-50 e re-inoculado a 5-1-51 com =
cultura "Chaves I, de Rhesus.

Resultado do exame anatomo-patolégico: «Os preparados microscopicos mostram, em
alguns pontos, solu¢do de continuidade da epiderme (ulceracdo). No derma e hipoderma
existe intensa infiltracdo ielular inflamatéria, constituida, predominantemente, por grandes

c€lulas mononucleares . (macréfagos) e leucocitos polimorfonucleares, assumindo éstes tlti-
mos, frequentemente, uma disposi¢do peri-vascular. Os vasos da regido estio dilatados e
congestos, e sao vistos pequenos f6cos de hemorragia. Presenca, em grande abundancia,
de bacilos acido-alcool resistentes, principalmente intracelulares. Rio, 30 de maio de 1951.
Dr. Jorge P. Guimardes.”

O triturado do tumcr, semeado in natura a 21-1 a 29-1 estava contaminado.
A 13-2-51 foi sacrificado o Cebus para estudo das visceras. Nio havia nada anormal.

Cebus fatuellues N.° 2. Femea N.° 29.907 do l.aboratério Rockefeller. Cedido, como
o 1.°, pelo Dr. Henrique Penna. |

26-10-50. Inoculado com 1 c.c. de suspensdo da cultura “Chaves I passagens dos
Rhesus 2 e 4, de 25-5-50, nas reqgiées malares; pele negra e peluda.

20-12-50. Até agora o animal nio apresentou sinais de doenca.

5- 1-51. Foi re-inoculado com a mesma cultura na fronte e reaides malares, como
sempre por via sub-cutanea.

8-1-51. Exame das fezes: positivo para bacilos a.a.r.

14-2-31. Sacrificada, mediante injec¢do de cloroformio nos pulmdes. Necropsia: Cor-
tados fragmentos de pele da fronte, face, ganglics axilares, crurais, inguinais e sub-maxila-
res, fragmentos dos pulmées, figado, baco, pancreas, rim esquerdo e testiculo esquerdo.
Tudo negativo, no 110.° dia da 1.* inrculacio.
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LEPRA EXPERIMENTAL EM MACACOS

" EXPLICACAO DAS FIGURAS

ESTAMPA 1

Figs. 1 e ' la — Cultura «Chaves I» obtida em 1949 da pele do leproso }. L. Chaves.

Fig. 2 — Desenho de esfregaco de pe'e do Rhesus 2 inoculado com a cultura «Chaves I».
Coloragao pelo Ziehl-Neelsen, 25-5-3C.
Fig. 3 — Esfregago da retrocultura do Rhesus 2, corado pelo «Fontesy.

Fig. 4 — Esfregaco de pus do tumor do Rhesus 4 (passagem da infec¢cdo do Rhesus 2).
Biopsia de 25-5-50 e coloragdo pelo Z-IN. L | |

Fig. 5 — Esfregaco do muco nasal do Rhesus 4, em 10-8-50, apds trés meses de
incubacdc. Tanto ésse muco como as fezes do Rhesus 4 foram positivos a Fluoroscopia.

Fig. 6 — Esfregaco da retrccultura do Rhesus 4 (passagem da infec¢do do Rhesus 2),
que serviu para infectar o Rhesus 5. Corado pelo Z-N. | |

Fig. 7 — Esfregaco de pus da lesdo cutanea do Rhesus 5 (passagem da infecgdo do
Rhesus 4), corado pelo Z-N, em 28-6-50.

Fig. 8 — Esfrega¢o da cultura “Emilia”’ que serviu para infectar o Rhesus 3, .corado
pelo Z-N.

Fig. 9 — Esfregaco da cultura «Emiliay corado pelo método de Fontes.

Fig. 10 — Esfregaco da cultura «Maria Domingas» (4a. retrocultura da amostra

«Chaves I»), que serviu para infectar o Rhesus 6, em 5-11-51.

EXPLANATION OF THE FIGURES

PLATE N. 1

Figs. 1 and la — “Chaves I' strain obtained in 1949 from skin lesion of the leper
J. L. Chaves.

Fig. 2 — Drawing of smear of skin lesion of Rhesuz 2, inoculated with «Chaves I»
strain, staned by Ziehl-Neelsen method, in 25-5-30.

Fig. 3 — Smear of the retroculture from Rhesus 2-stained by “Fontes' .

Fig. 4 — Smear from pus of tumc: of Rhesus 4 (passage from Rhesus 2 infection).
biopsied in 25-5-50, stainec by Z-N.

Fig. 5 — Smear from nasal mucus of Rhesus 4 (passage from Rhesus 2) on Aug. 10,50,

after 3 months incubation. Both nasal mucus and feces of this Rhesus 4 were positive
to fluoroscopy.

Fig. 6 — Smear from retrocuiture of Rhesus 4 (passage from Rhesus 2), which was
used to infect Rhesus 5. Stained by Z-N.

Fig. 7 — Smear of pus from cutaneous lesion of Rhesus 5 (passage from Rhesus 4
infection), stained by Z-N, cn June 28th, 50. |

Fig. 8 — Smear of «Emiliay strain culture which was used to infect the Rhesus 3,
stained by Z-N.

Fig. 9 — Smear of the «Emilia» culture stained by «Fontes» method. |

Fig. 10 — Smear of the «Maria Domingasy strain (4th retrocuiture from the «Chaves I»

strain), which twas used to infect Rhesus 6, on 5-11-51.
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Fotos 11 e 12. Rhesus 2 infectado a 22-3-50 com a cultura «Chaves I». 149 dia de incubacido. Com
dois noédulos metastaticos. Da bidpsia do 229 dia se obteve retrocultura.

Fotos 11 and 12. Rhesus 2 infected on March 22-50 with «Chaves Iy strain, taken on 14th day incubation.
Sec two metastatics nodules. From biopsy of April 13 (22th day) was obtained retroculture.
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Fotos 13 e 14. Rhesus 3 inoculado a 13-4-50 c>m a cultura «Emiliay, tomadas no 12?9 dia de incubacio.
Dccapitado a 28-4-50.

Photos 13 and 14.Rhesus 3 inoculated on April 12-1950 with «Emiliay strain, taken on 12 day incubation.
Decapited on April 28-50.
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Fotos 15 e 16. Rhesus 2 (2% fase) inoculado a 26-6-50 com a cultura «Emiliay. Biépsia no 159 dia, a 5-7.50.
Foto 17. Rhesus 2 no 46° dia de incubagao da infecgao pela retrocultura de rato da amostra «Emiliay.

Foto 18. O mesmo no 959 dia de incubagao, cuji b:dpsia ainda deu retrocultura.

Photos 15 and 16. Rhesus 2 (2nd phase) ou 15th day after inoculation with «Emiliay strain and after biopsv.

Photo 17. The same after 46 days of inoculation with retrocultura from rat infected with «Emiliay strain.

Photo 18. The same after 95 days incubation. when still gave retroculture.
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Fotos 19 e 20. Rhesus 4 infectado por passagem do Rbesus 2 no 13?2 dia de incubacdo (25-5-50), quande
lhe foram extirpados os 3 tumores, que deram retrocultura idéntica a amostra «Chaves Iy.
Fotos 21 e 22. O Rhesus 4 no 7° e 15° dias apés as biépsias. A foto 22 mostra 2 nédulos secundarios.

Photos 19 and 20. Rhesus n. 4 infected by passaqe frem Rhesus n. 2 at the 13th day of incubation
(25-5-50) when where extirpated the three tumors., which gave subculture (Strain Chaves 1).
Photos 21 and 22. Rhesus n. 4 and 15th dayvs aft:r biopsies. N. 22 chows two secondary nodules.
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ESTAMPA 5

Fotos 23 a 25. Rhesus 5 inoculado com a cultura «Maria Domingasy (4#* retrocultura da Chaves I) a
25-4-51. Seu aspccto no 9¢ e 23¢ dias de incubacido. O animal mostrou-se hipersensibilisado.

Photos N. 23 to 25. Rhesus n. 5 inculated with «Maria Domingasy, culture (4th retroculture from Chaves I).
at 9th and 23th days of incubation. The monkey was hipersensitized.

Fotos 26 ¢ 27. Rhesus 6 inoculado a 5-11-51 com a cultura «Maria Domingas», no 92 dia de incubagao
quando lhe foram extirpados os tumores pa:a fabrico de lepromina.
Photos 26 and 27. Rhesus n. 6 inoculated on 5-11-5!1 with «Maria Domingasy strain, at 9th day incubation

when its tumors were extirpated for preparation of Lepromin.
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Foto 28. Tumores extirpados do Rhesus 6 a 14-11-51, utilizados no fabrico de Lepromina. Fotomicro 29.
Corte dum tumor da foto 28 pelo Ziehl-Neelsen mostrando bacilos a. a. r. intra e extracbl‘ulqrés. 1200x.

Fotomicros 30 e 31. Cortes das bidpsias do Rhesus 6§ no 90 e 60° dias de incuba¢ao, corados pela Hematoxilina-
Eosina mostrando granulomas. 128x.

Photomicro 29 Section of one tumor of photo 28 ctained by Ziehl-Neelsen, showing many acid-fast bacilli.
Photomicros 30 and 31. Sections of biopsies from Rhesus n. 6, performed on its 9th and 60th days of incubation
Photomicros 30 and 31. Scctions of biopsies from Rhesus n. 6, performed on its 9th and 60th days of incubation
stained by Hematoxylin-Eosin, showing granulomas. 128x.
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ESTAMPA 7

Fotomicros 32 e 33. Cortes de nédulo facial do Rhesus 2 inoculado a 22-3-50 com a cultura ¢Chaves Iy,

corados pela Hematoxilina-Eosina, mostrando granulomas (45x e 128x) que o Dr. Torres achou semelhantes
ao leproma do homem (P.C. 16.398).

Fotomicros 34 e 35. Cortes de nédulo facial dum Cebus fatuellus inoculado a 26-10-50 com a retrocultura

do Rhesus 4, passagem do Rhesus 2, biopsia de 25-1-51. Corados pelo Ziehl-Neelsen mostrando abundantes
bacilos a.a.r. (P.C. 15.905).

Photomicros 32 and 33. Sections of facial tumor of Rhesus n. 2 inoculated on 22-3-50 with strain

«Chaves I», stained by H. E. showing granulomata (45x and 128x) which Dr. Torres considered a- csimilar
to human leproma.

Photomicros 34 and 35. Sections of facial nodule of Cebus fatuellus inoculated on 26-10-50 with retroculture
of Rhesus n. 4. Biopsy of 25-1-51. Stained by Ziehl-Neelsen method showing abundant acid-fast bacilli. 1200x

Fotomicros de Miguel Cesar.
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EXPLICACAO DAS FIGURAS
ESTAMPA 8

1° Lado esquerdo: Rhesus 1 inoculado com a cultura «Heckes (20° dia): Estampa com
5 figuras coloridas, no centro um tubo de Loewenstein com a cultura original, 13-7-49,
A esquerda esfregago de piis do Rhesus acima, 1.300 x: massa de bacilos a.a.r.: e em
baixo circulo com 4 bacilos, 1 bipolar, 2 com 3 nédulos, nas extremidades e centro e
0 4. com 4 granulcs. Aumento 7.000x. Do pis do Rhesus obtive a 2.* retrocultura: csire-
gaco de bacilcs granulosos pelo Ziehl-Neelsen 1.300x e em baixo os mesmos a 7.000x
(germens idénticos aos do pis).

Figura la colorida, do mesmo Rhesus, no 20° dia de incubac¢io, apresentando os nédulos
da fronte e face esquerda, tendo ao seu lado uma fotografia cenfirmativa.

2° Lado direito: Rhesus 3 inoculado com a cultura «Emiliay (11° dia): figura colorica
mcstrando os 4 nédulos da cara do animal, 2 na fronte e dois nas faces. Em baixo uma
estampa colorida com 5 figuras: no centro 1 tubo de Loewenstein com a cultura amarela
obtda do pus do Rhesus 3, inoculado. A esquerda esfregago do pis que deu essa retro-
cultura 1.300x e em baixo 3 bacilos granulosos (cocétrices com 5 e 6 granulos). A direita
do tubo esfregago da retrocultura, pelo Ziehl-Neelsen a 1.300x e desenho de 4 bacilos
granulosos 7.000x.

2a estampa do Rhesus (11° dia) com nédulcs na fronte e faces e a fotografia a es-
querda confirmando essas lesdes. |

3° Em baixo do quadrc: 3 estampas coloridas, nos extremos as figuras de frente e
de perfil esquerdo do Rhesus 2 inoculado com a cultura «Chavesy, no 19° dia de incubac¢3o.
Acima da figura direita, uma fotografia confirmativa. No centrc, uma estampa colorida
com 5 figuras: & esquerda circulo representando o esfregaco da pele do tumor do
Rhesus 2: bacilos granulcsos 1.300x e circulo com 4 bacilos com condensacbes em barra
7.000x. No centro 1 tubo de Loewenstein com a cultura amarela obtida da emulsio do
tumor do Rhesus 2: Biopsia de 13-4-50. A direita esfregaco pelo Ziehl-Neelsen da retro-
cultura 1.300x: bacilos idénticos ao da cuitura original: a.a.r. granulosos. Do mesmo
esfregaco em baixo um cicrulo com 5 bacilos, todos bipolares, 7.C00x. |

EXPLANATION OF THE FIGURES
PLATE N. 8

1. Left side: Rhesus N. 1, inoculated with the «Heckes culture (20 days old):
plate with 5 color figures, in the «center a tube of Loewenstein medium with the original
culture of July 13th 1949. On the left side, pus smear from the above Rhesus, 1.300x:
bundle of a.a.f. bacilli; at the bottom, a circle with 4 bacilli, 1 bi-polar, 2 with 3 nodules
— at the extremes and center —, and the 4th with 4 granules, 7000x. From the pus of
Rhesus No. 1 there was obtained the 2nd retroculture: smear of granulated bacilli by
Ziehl-Neelsen, 1300x, and at the bottom, the same again, 7000x (germs identical to those
of the pus). Fig. No. 1a color, from the same Rhesus, on the 20th day of incubation,
showing the forehead and left cheek nodules, with a confirmative photo.

2. Right side: Rhesus N. 3 inoculated with the «Emilias culture (11th day): figure
in ‘color, showing 4 tumors, 2 on forehead and 2 on the cheeks. On the lower part, a color
plate, 'with 5 figures: in the center, one tube of Loewenstein medium with yellow culturd
obtained from the pus of Rhesus No. 3, inoculated. On the left, a pus smear from this
retroculture 1300x and, on the lower part, 3 granulated bacilli (coccotrices with 5 and
6 granules). On the right of the tube, a smear of the retroculture, by the Z-N method,
1300x, and a drawing of 4 granulated bacilli, 7000x 2a plate of Rhesus (11th day), with
nodules on the forehead and cheeks and, on the left, a confirmative photo of these lesions.

3. Lower portion of the plate: 3 color plates, at the 2 extremes, front and left profile
of Rhesus No. 2, inoculated with the «Chavess strain, on the 19th day of incubation. Above,
a confirmative photo. In the center, a color plate with 5 figures: on the left, a circle repre-
senting the smear of a skin tumor of Rhesus No. 2: granulated bacilli, 1300x, and another
circle with 4 bacilli with protoplasma condensations, 7000. In the center, one tube of
Loewenstein medium, with a yellow culture obtained from the emulsion of the tumor of
Rhesus No 2: biopsy from April 13th, 1950. On the right, a smear stained by the Z-N
method, of the retroculture, 1300x: bacilli are identical to those of the original culture:
granulated a.a.f. Below, from the same smear, a circle with 5 bacilli, all of them bi-

polar, 7000x.
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EXPLICACAO DAS FIGURAS

ESTAMPA 9

4° Rhesus inoculado com retrocultura do Rhesus 2 («Chaves»), 12° dia. Passagem do
Rhesus 2 ao Rhesus 4. E uma estampa cclorida mostrando o Rhesus 4 com 2 grandes
tumores nas faces e 2 meno.es nos sobrélhos. Em baixo dessa estampa outra ccm 5 tiguras:
A esquerda esfrojaco de pis de rato inoculado com a clltura «Chavesy, corado pelo
Ziehl-WNeelsen, mostrando bacilos granulcsos, alguns cocétrices; e em baixo désse circulo
outro representando 4 bacilcs do mesmo material 7.000x, todos com duas a 4 granulagdes,
das quais algumas em barra.

No centro 1 tubo de Loewenstein com 2/3 de cu.tura amarela, de pts-soda de tumor de
Camundongo. A direita, em cima, um circulo ccra esfregaco da cultura désse tubo, corado
pelo Ziehl-Neelsen, mostrando soOmente elementcs a.a.r., porém alguns homogéneos, a
maioria ja granulosos: Etiqueta: «Cultura camundongo «Chaves» inoculado com material
do Rhesus 4 (Chaves). Outro circulo com 8 elementos a.a.r., todos com condensac¢ido do
protcplasma em barras.

4a O mesmo Rhesus 4, desenho de perfil lado esquerdo, mostrando os noédulos da
face désse lado, do sobrolho, e um pequeno, secundario. Passagem do Rhesus 2, 12.° dia
de incubacdo. Em baixo uma fotografia confirmando o desenho acima.

5° Estampa do Rhesus 4 (passagem do Rhesus 2), representando as bidpsias de 25-5-30,
no 1.° de Junho seguinte: feridas ulceradas, rubras, sangrando pelo arrancamento do curativo
pelo simio. Sado 3 ulceracdes nos sobrdlhos e duas grandes nas faces.

Estampa central com 5 figuras coloridas, sendo: a esquerda circulo representando
esfregaco de pis do Rhesus 4 incculado com a cultura «Chavesy, 1.300x. Em baixo, um
circulo com 4 longos bacilos do mesmo pis, com 3 a 6 granulagdes ou condensagdes em
barra, ‘coradcs pelo Ziehl-Neelsen 7.000x. No centro 1 tubo de Loewenstein com 2/3 da
cerminacdo da cultura amarela obtida da semeadura de emulsdo-soda do tumor da tace do
Rhesus 4, passagem do Rhesus 2 (C. «Chavesy). A direita, em cima, um circulo repre-
sentando esfregaco da referida retrocultura, ccm predominéncia dos bacilos granulosos.
Em baixo, outro circulo com 5 elementos désse esfregaco corados pelo Ziehl-Neelsen, 4 bi-
pclares, com condensa¢des em barra e um com granulo circular no centro, 7.000x.

52 O mesmo Rhesus 4, em desenho 15 dias apés a biépsia (9-5-50) representando
pequenas ulcera¢des residuais nas faces e ndédulos secundarios junto a asa nasi direita e a
direita da raiz do nariz.

Etiqueta: «Rhesus 4 (passagem cultura «Chaves») com ndédulos secundarios. Em baixo
uma fotcgrafia confirmando essas lesdes.
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EXPLANATION OF THE FIGURES
PLATE N. 9

Rhesus No. 4, inoculated with the retroculture of Rhesus No. 2 («Chavesy), 12th day.
Passage from Rhesus No. 2 to Rhesus No. 4. This is a color plate, showing Rhesus No. 4
and No. 2 with 2 large facial tumors and 2 smaller ones over the eyebrows. Below, there is
another one, with 5 figures: at the left side, the pus smear of a rat inoculated with the
«Chavesy strain, stained by the Z-N method, showing granulated bacilli, some coccotrices:
below this circle, there is another one, with 4 bacilli of the same material, 7.000x, all of
them presenting 2 to 4 granulations, some of which in bars. In the center, one tube of
Loewenstein medium, with 2/3 of germination of yellow culture from the tumor of a mouse
treated with soda (Ary gave the designation «raty to both mice and rats, and so the
material that gave origin to the retroculture must be the same rat pus). In the upper
right-hand corner, a circle with a smear of the culture from that tube stained by the Z-N
method, showing only a.a.f. germs, some homecgeneous, and the majority already granulated:
Label: «<Mouse culture «Chavesy», inoculated with the material from Rhesus No. 4 (Chaves)s.

Another circle with 8 a.a.f. elements, all of them with condensation of the protoplasm,
forming bars.

4. The same Rhesus No. 4, left profile drawing, showing the nodules on this side
of the face, on the eyebrow, and a smaller seccndary one. Passage from Rhesus No. 2,
on the 12th day of incubation. Below, a confirmative photo of this drawing.

>. Plate of Rhesus No. 4 (passage of Rhesus No. 2), representing the biopsies from
May 25th 1950, on the following June Ist: ulcerated reddened wounds, bleeding, due to
tearing off of dressings by the monkey. There are 3 ulcerations on the eyebrows and two
larger ones on the cheeks. Central plate with, 5 color fiqures: on the left, a circle repres-
enting the pus smear from Rhesus No. 4, :inoculated with the «Chaves» strain, 1.300x.
Below this, a circle with 4 large bacilli of the same pus, with 3-6 granules or condensations
in bars, stained by the Ziehl-Neelsen method, 7.000x. In the center, one tube of Loewenstein
medium, with 2/3 of a yellow culture, obtained from the sowing of the soda-emulsion of
the facial tumor of Rhesus No. 4, passage from Rhesus No. 2 («Chaves» strain). On the
upper right-hand corner, a circle representing a smear of the above-mentioned retro-culture.
with a predominance of granulated bacilli. Below this, another :zircle with 5 elements of
this smear, stained by the Ziehl-Neelsen method, 4 of them bi-polar, with condensations in
bars, and one circular granule in the center, 7.000x. The same Rhesus No. 4, in a drawing
made 15 days after the biopsy (June 9th 1950), representing small residual ulcerations on
the cheeks and secondary nodules next to the right asa nasi and to the right side of the
root of the nose. Label: «Rhesus No. 4 (passage from the «Chaves» strain) with secondary
nodulesy». Below. a confirmative phcto of these lesions.
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CXPLICACAO DAS FIGURAS

ESTAMPA 106

6° Rhesus n® 2 inoculado com cultura «Emiliay (7° dia). Desenho mostrando 2 grandes
nédulos integros na face e sobrélho esquerdos, ¢ ottro alongado na face direita e um pequeno
circular na fronte direita, ulcerando. Em baixo estampa com 5 figuras, sendo a esquerda
uma circular representando esfregaco de piis-Rhesus 3 (ndo 2 como escreveu o desenhista),
inoculade com cultura «Emiliay 1.300x. Duas células de puis parasitadas, uma globia
frouxa com bacilos medianos, e espalhacs muitos bacilos longos, granulésos. Em baixo
outro circiulo com 4 elementos, 1 com 1 nédulo central de d.ametro duplo ac do bacils
e uma barra apical, 2 com 3 nédulos e 1 com 2 nédulos e uma barra apical lecnga. No
centro 1 tubo de Loewenstein, com cultura amarela, em mintsculas e indmeras colonias
circularcs, proveniente do ptis do Rhesus 3. A direita um circulo de esfregago desta cultura
corado pelo Ziehl-Neelsen, mostrando somente bacilos a.a.r., todos granulésos. Em baixo
outro circulo com 5 elementos a.a.r., 1 com uma barra apical, outro com 2 barras
bipolares, 1 com um granu'o central e 1 barra ap.cal, e o 5° com 3 nddulos nitidamente

circulares.

Um desenho da cabeca do Rhesus 3 no 7° dia da inoculagdo com cultura “Emilia’’,
de perfil esquerdo, mostrando 4 tumores. Outro desenho no 16° dia da mesma inoculagdo,
mostrando o simio de frente, wom 4 grandes tumores, 2 nos sobrélhos e 2 nas faces, todos
em inicio de ulceracdo. Em baixo 2 fotos confirmativas désses 2 desenhos: 6a e 6b.

70 Desenho do Rhesus 5, 2* passagem da cultura «Chaves» (7° dia), mostrando, de
frente, 2 enormes nodulcs nas faces e 3 menores na fronte. Em baixo outro desenho do
mesmo Rhesus no 7° dia, perfil esquerdo tendo debaixo uma foto confirmativa. A direita
déste desenho outro, de frente, do mesmc Rhesus 5 no 16° dia de incubagdo com a inoculagag
da retrocultura “C” do Rhesus 4 No centro uma estampa com 5 figuras, sendo uma circular
a esquerda, esfregago do piis do Rhesus 5 e cutro circulo com 3 elementos a.a.r. 7.000x.
No centro da estampa 1 tubo de Loewenstein da retrocultura do material do Rhesus 5:
com intimeras pequenas coldnias amarelas, pequeninas, tendo a sua direita um desenho do
esfregaco da mesma, 1.300x: bacilos a.a.r. granulésos e em baixo outro circulo repre-
sentando 4 désses elementos, bacilcs longos, granulésos, pleomérficos, com nédulos polares
ou centrais, ou barras = condensagdes nos pdlos, ou elemento cocotrice com nddulos

circulares ou barras de protcplasma condensado.

Desenhista Ary Gongalves.

N.B. — Todas as figuras foram desenhadas do natural e os macacos fotografados em
sequida. As culturas, desenhadas do natural, em tubos grcssos de Loewenstein,
estio um pcuco esquematizadas, mas perfeitas, assim como estao perfeitos os
desenhos das prepara¢des microscopicas. — Souza-Araujo.
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EXPLANATION OF THE FIGURES

PLATE No. 10

6. Rhesus N. 2, inoculated with the «Emiliay strain (7 days incubation). Drawing
showing 2 large, compact tumors on the left cheek and eybrow, and another long one on the
right cheek, and a smaller, circular one, on the right side of the forehead, this one ulcerating.

Below, a plate with 5 figures, of which the circular one on the left represents the pus
smear of Rhesus No 3 (and not No. 2, as according to the drawer), inoculated with the
«Emiliay strain, 1.300x. Two parasite pus cells, one lcose globia with median bacilli and
many scattered large bacilli, granulated. Below, another circle, 'with 4 elements, 1 ‘'with
1 central nodule, the diameter of which is twice that of the bacillus and 1 apical bar, 2 with
3 nodules and 1 with 2 nodules and a long apical bar. In the center, one tube of Lce-
wenstein medium, 'with a yellow culture within innumerable very small circular colonies,
originated from the pus of Rhesus No 3. On the right, a circle with a smear frem this
culture, stained by the Z-N method, showing a.a.f. bacilli, ail granulated. Below, another
circle with 5 a.a.f. elements, 1 with apical bar, another with 2 bi-polar bars, 1 with
a central] granule and | apical bar, and the 5th with 3 «clearly circular nodules. A drawing
of the head cf Rhesus No. 3, on the 7th day after inoculation with the «Emiliay strain, left
profile side, showing 4 tumors. Another drawing, made on the 16th day after this same
inoculation, showing the monkey front view, with 4 large tumors, 2 eyebrows and two on
the cheeks, all of them starting ulceration. Below, photos confirming the above drawings:

6a and 6b.

/. Drawing of Rhesus No. 5, 2nd passage from the «Chaves» strain (7 days cld),
showing 2 enormous nodules on the cheeks and 3 smaller ones on the forehead. Below
another draw.ng of this same Rhesus, on the 7th day, left profile view, with the respective
confirmative photo. On the right, another drawing, front view of the same Rhesus No 5.
on the 16th day of incubation with the inoculation of the "C’’ retroculture of Rhesus No. 4.
In the center, a plate with 5 figures, one of them circular, on the left, a pus smear of
Rhesus No. 5, and another circle containing 3 a.a.f. elements, 7.000x. In the center, one
tube of Loewenstein medium, retroculture of the material from Rhesus No. 5: with innu-
merable very small yellow colonies, and at the right, a drawing of the respective smear,
1.300x: granuiated a.a.f. bacilli, and below this another circle representing 4 of these
elements, large granulated pleomorphic bacilli, with polar or central nodules, or conden-
sation in bars at the poles, or zoccotrix element ‘with circular nodules or with protoplasma
condensated in bars.

Ary Gongalves, Del.

Nofe: all drawings were made ad naturam and the monkeys were photographed immediately
afferwards. The culture, also drawn from the natural, in thick Lcewenstein tubes,

are a little schematized, but still perfect, as are also perfect the drawings of the
microscopic preparations. — Souza-Araujo.
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TRANSLATION

Experimental Leprosy in Monkeys

Patogenic action of acid-alcohol fast bacilli isolated from lepers («Chaves»
and «Emilia» strains) for Macaca mulatta and Cebus fatuellus (*)

MATERIAL AND METHODS EMPLOYED

This is a resumé of our studies concerning experimental leprosy, in a
period extending from November 1949 to December 1954, with seven Ma-
caca mulatta and two Cebus f[atuellus specimens. Since we had repeatedly

noticed, in prev.ous experiments, that hairy animals are refractory to leprous
infections, we preferred the Rhesus monkey, due to its hairless face.

Inocula — The following a.a.f. bacilli cultures, isolated from lepers,
were used as infection agents:

1. "Hecke” (“H") strain, a non-chromogenic culture obtained from
the biopsy (July 13, 1949) of a lepromatous lesion of A. A. Hecke, male,
age 26, Case L2-N1, after a 50 days’ incubation period, at 37°C. (1)

2. «Chaves I» («ClI») strain, a chromogenic culture obtained from
the 7th biopsy (September 15, 1949) of a lepromatous lesions on J. L. Cha-
ves, male, age 30, Case L2-N2, after a 30 days' incubation period, at 37°C.

3. “Chaves II" ("CII") strain, a chromogenic culture obtained from
the 14th biopsy of the left knee residual lesion, on the above patient, after

a 3.220cc intravenous Promin injection; morphologically and biologically
identical to the “CI” strain.

4. “"Maria D.” ("M.D."”) strain, a retroculture of the “CI” strain,
obtained from the biopsy (January 23, 1950) of a cicatrised abcess result-
ing from a 3 - Mitsuda reaction, injected into the left forearm of Maria D.,
age 18, Case Lt, in consequence of an inoculation into the patient’'s right
thigh, using 0.2 cc of the emulsion of her husband’'s (Chaves) culture. A

chromogenic culture morphologically and biologically identical to the “CI”
strain.

5. "Emilia” (“E"”) strain, a chromogenic culture obtained from the
biopsy (Feb. 28, 1950) of a lepromatous lesion on Emilia J. P., age 53, case
L2-N2, after a 20 days, period of incubation, at 37°C (2). There are
highly acid-alcohol fast, Gram positive bacilli, which, when stained by the
Fontes method present the classic forms of pathogenic mycobacterias; posi-
tive reaction to fluoroscopy and partially positive reaction to the cyto-che-
mical reaction of Dubos for virulence, according to the intensity of their

(*) art of a lecture presented at the “Cours Supérieur International sur Maladies

Tropicales et le Paludisme’’, organized by the “Conseil des Oraanisations des Sciences Mé-
dicales». University of Stanbul, Turkey, Aug. 25, 1953.
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yellow pigmentation. These bacilli were all examined under the electronic
and phase contrast microscopy; the results of this examination will be the
subject of another paper.

Inoculation via and doses — QOur monkeys have always been inoculat-
ed by sub-cutaneous means. In order to infect rat with the Stefansky
bacillus, Marchoux used 0.4 cc of a fresh leproma emulsiorn. For monkeys,
that are frcm 30 to 50 times heavier than rat, we have used from 1 to 2 cc.
of a culture emulsion, therefore no more than 5 times that used for rat. As
to the bacteria, the culture suspensions correspond to those of the leproma.

SUMMARY OF RECORDS

RHESUS N¢ 1. Female, age 4 months. Inoculated on Nov. 11,
1949, using 0.5 cc of the “"Hecke” culture emulsion, 2nd generation, dated
Sept. 26, 1949, in equal dosis into forehead and chest. On Nov. 21 a
rodule made its appearance on the left brow; as regards the chest, a very
hairy region, nothing abnormal could be seen. On Nov. 25, it was ino-
culated intc forehead and cheeks, using 0.5 cc. of an emulsicn from the
same «H» culture, 3rd retroculture, originated from pus of an inquinal tumour
ot a black mouse. By Nov. 29th, a nodule could be perceived on the right
cheek, and by Dec. 15th, there appeared 2 small nodules on the forehead,
cne of them a residual of the first, the other of the second incculaticn, besides
one large nodule on each cheek, the histopathology of which, effected 60
days after the inoculation (Jan. 9, 1950), revealed granulcmas similar to
those found in the human leproma. (3)

RHESUS N.” 2. Male, age 4 months. weight 2.5 kq., inoculated on
March 22, 1950 into forehead ard malar regions, using 1.5 cc of the
“Chaves 1" culture, in 5% glycerin broth, 80 days old. This monkey was
submitted to 7 incculations, in a period extending cver March 22, 1950 to
August 14, 1951: this might appear exaggerated: Charles Nicolle and
Blaizot (4). however, inoculated a Bonneft chinois, which is smaller than
the Rhesus, 16 times in a period of 60 days, using human leprosy material.
From April 10, 1950 to August 8, 1951, Rhesus N.° 2 suffered 9 biopsies,
for bactericlogy, histopathology and inoculation purposes. The material
resulting from the first biopsy, effected on Aprl 10th 1950, the 19th day
after inoculation, revealed an abundance of a.a.f. bacilli in smears and
sections, its histopathology, according to Professor Magarinos Torres (P.C.
16.398), was found to be similar to that of the human leproma. The 2nd
inoculation was carried out on April 29, 1950, using a tumour suspension of
Rhesus N.” 3 infected by the “Emilia” culture. 15 days later the two
malar nodules looked like florid lepromas, and their bacilloscopy was found
to be positive. 70 days later (June 20, 1950) the monkey had a normal
appearance, and was inoculated with the “Emilia” retroculture of Rhesus
N.> 3. Both local and general reactions were much more violent than those
resulting from the tumour inoculation. On july 5th, [ extirpated this
mcnkey's four facial nodules, sending two to Dr. Arthur Porto Marques,

from the Leprosy Service of the D:strito Federal, for his personal studies,
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the remaining two being used for bacteriology and histopathology. The
smears of these tumours, stained by the Ziehl-Neelsen, Gram and Fontes
methods, were found to be positive. The suspensions of these tumours gave
positive results for fluorosccpy and the Dubos reaction for virulence. On
July 17th, the fluoroscopy of the monkey's faces was found to be positive
for a.a.f. bacilli. On this date I extirpated the last residual forehead
ncdule, also positive for a.a.f. bacilli. On August 10th, the 50th day after
inoculation, I found the animal to be very thin, with palpable inguinal
ganglions, nasal mucus (4 +) positive for a.a.f. bacilli, similar to these
of the inoculum. On that same day the arimal was reinoculated (4th ino-
culation) using its own culture (“Emilia” strain) obtained from the biopsy
effected on July 5th, this reaction being more intensive than the former ones,
resulting in nodules which started ulcerating 10 days later, and which were
healed after a 60 days period (October 10th). Onr October 20th (the 70th
day after the last inoculation), the monkey was once more inoculated with
a retroculture of a white rat, from the same «Emilia» strain. Reactions,
both local and general, were found to be stronger than the preceding ones.
Inoculation of human- bacillus culture into the rat seems to have greatly
increased its virulence. The histopathologic examiration of the 5th biopsy,
effected on Nov. 8, 1950, according to Dr. Jorge P. Guimaraes report
(P.C. 16.792), revealed outlines of a tuberculoid granuloma, which cons-

titutes a matter of considerable pathologic signiticance.

On the 30th day after the 5th inoculation (Nov. 20th), the (-4+-)
pos.t:ve pus collected from the lesions was treated and sown into the
adequate media. On the 60th day (Dec. 20th), there could still be seen
large facial tumours; alopecy spots were fourd cn head and body of the
monkey. The bacilloscopy of the nodules remained positive until Feb. 1,
1951 and on the 19th and 26th of this same month it was still possible to
effect material collection in these nodules, for bacilloscopy purposes. After
a 6 months’ reste, I proceded to the 6th inoculation of the monkey (April 25,
1951) using as an inoculum the 2nd gencration of the Rhesus own retro-
culture, “"E” strain. Once more the animal reacted violently. On the 3:d
and 9th cf May, pus and skin for bacteriology was collected from the le-
sions. The bacilloscopy resulted positive. After an eleven wezeks' rest
in the general bioterium, the 7th inoculation was carried out, on August 14,
1951, using only lcc. of the «E» culture, obtained by means of incculation
into Rhesus N.”"3. Local and general reactions were still found to be rather
strong; there were formed 3 nodules, at noseroot and malar regicrs. Ba-
cilloscopy of feces and nasal mucus of this monkey, effected on Auq. 28th,
was positive for a.a.f. bacilli. as before. The 3 nodules were then ex-
tirpated and their bacilloscopy was found to be strongly positive.

The material resulting from this 9th and last biopsy was submitted to
histopatholegy. Dr. Rita Cardoso’s report (P.C. 17.351) revealed a gra-
nuloma of epitelioid cells and rare giant cells. This retrogressive tendency
of a structure similar to that of the human leproma (P.C. 16.398). for a

granuloma of the tuberculoid type (PP. CC. 16.792 and 17.351), is very
significative.
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RHESUS N.* 3 — Inoculated on April 13, 1950, using 2cc. of a sus-
pension of the “Emilia” culture, into forehead and malar regions. On the
12th day after inoculation, it presented a facies lepromatosa so characteristic
that it was decided, 3 days later (April 28, 1950), to have it decapitated
in order to preserve the piece at the Pathology Museum of the Instituto
Oswaldo Cruz. After the 11th day of inoculation, nasal mucus and feces
of this monkey were found to be positive for a.a.f. bacilli.

Histopathologic examination of facial tumours of the monkey (P.C.
16.480) revealed «an acute haemorrhagic-purulent process associated with
a.a.f. bacilli» and, according to Dr. Jorge P. Guimaraes, not similar to a
leproma. However, upon examination of new sections from fragments of
the Museum piece, which had been preserved in Kayserling fluid for 30
days, the same anatomo-pathologist says: “We found an extensive in-
flammatory process in the derma, the border of which contain many vacuo-

lated macrophagi with a morphology resembling that of the leprous cell».
June 7, 1950.

New fragments of this piece, which had been preserved in Kayserling
for 51 months (P.C. 19.156) showed well-preserved histologic structure
and a sub-cutaneous abcess containing a.a.f.bacilli. New sections from
the P.C. 16.480 block, from May 30th 1950, stained on Dec. 30th 1954 by
the HE and ZN methods and examined by Dr. Eithel Duarte, revealed a
tuberculcid granuloma structure, with many a.a.f. bacilli. The same block
that on May 30, 1950 contained vacuolated macrophagi resembling leprous

cells, by Dec. 30, 1954 comprised a tuberculoid granuloma with many
a.a.f. baciili.

Two experimented anatomo-pathologists found in the lesions of Rhesus
Ne 3 the same that is frequently found in human leprosy, namely alterna-
tion of lepromatous and tuberculoid granulomas. This is what is nowadays
called bi-polar leprosy.

RHESUS N.” 4 — Inoculated into the face, on April 13, 1950, using
a bacilli poor emulsion, from the nodules of Rhesus N.° 2, infected with
the “CIl” culture on March 22, 1950. This “passage’ apparently remained
negative until May 5, 1950, when the monkey was inoculated with the “CI”
retroculture from the same April, 13th biopsy, 2cc into eyebrows and malar
regions. It seems that the monkey became hiper-sensitized as a result of
the first inoculation, because 24 hours later it showed strong tumetaction
at the four inoculation points and, on the 12th day (May 23), 4 large no-
dules resembling florid lepromas, on forehead and cheeks. The pus that
was collected on this occasion. from the right cheek nodule, revealed an
abundance of bacilli and globi, confirmed by a strongly positive fluoroscopy.
On that same day the examination of feces and nasal mucus of the monkey
revealed the existence of a.a.f. bacilli. '

On May 25 the 2 larger nodules were extirpated for bacteriology and
histopathology, the smears of which, stained by the ZN method, revealed
innumerable bacilli and globi. Their histopathologic examination (P.C.

16.476, dated June 7th 1950) disclosed a peculiar inflammatory process,
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constituted predominantly by macrophagi, without either giant cells or
caceation necrosis, posiive, however, to a.a.t. bacuii, «a histopatholo-
gic contiguration which does not strictly correspond to that of the granuloma
ot human leprosy’” (Dr. ]J. P. Guimaraes).

By June l1st the sowings of pus collected on May 23rd were germinat-
ing in 6 tubes with Loewenstein medium. ‘I'wo frontal nodules were
extirpated (2nd biopsy) and their pus was found slightly positive. On
the 15th day after the 2nd biopsy two small secondary nodules appeared.
the size of grains, on forehead and right nostril. The wounds resulting
from the biopsies took a long time cicatrising, since the animal insisted on
taering off and eating crusts. The nasal mucus bacilloscopy, effected on
August 8th 1950, three months after the inoculation, was strongly positive,
as can be seen in Fig. 5, Plate 1. On that date the monkey was inoculat-
ed using 1.5cc of a suspension of its own retroculture, originated from the
biopsy effected on May 25, 1950. Next day the animal demonstrated
great suffering and refused food; on the 2nd day an intense and diffuse
erithema appeared all over its face, persisting for 15 days. By Oct. 26th
a secondary nodule could be seen on 1its left eyebrow, resembling a leproma;
since the wounds resulting from biopsies were healed, the monkey was
again inoculated using 2cc of a «Cl» culture emulsion, retroculture of Rhesus
N.” 5, passage of Rhesus N.° 4, into malar regions only. Forty-eight
hours later general conditions were much worse and a diffuse erithema
appeared all over the monkey's face. The results of the histopathologic
examination of the biopsy eftected on Nov. 1st, 1950 (P.C. 16.783), of
a secondary nodule and of a nodule resulting from the new infection, were
very significative. The report, prepared By Dr. J. P. Guimaries under
Dr. Magarinos Torres’s supervision (Dec. 8, 1950), reads as follows in a
final Note : “The histopathologic configuration maintains points of contact
with the leprotic reaction, lepromatous type, as described for human ma-
terial.” 'The fifth and sixth reinoculations presented nothing of impertance
comparable to the above described.

RHESUS N°. 5. Inoculated on May 25th, into eyebrows and malar
regions, using 2cc of the tumour suspension of Rhesus N.° 4, infected with
the “CI” culture, 3 + positive bacilloscopy; beginnings of cutaneous nodu-
lations were observed only 20 days later (June 14th). On June 6th the
right-eyebrow tumour was extirpated, the smears of which revealed strongly
fluorescent a.a.f. bacilli; the sowings produced a good retroculture. On
that same day, it was reinoculated with a retroculture of Rhesus N.° 4, ori-
ginated from Rhesus N.° 2, again into eyebrows and malar regions; reaction
was moderate and pus sowings from one of its nodules, effected on June 28th,
started germinating on July 8th. It was reinoculated on August 11th, with
this same retroculture, with more violent reaction than the former ones
whereupon its nasal mucus was found to be positive to bacilloscopy and
fluoroscopy.

On Oct. 26th and Dec. 20th this monkey was submitted to two further

reinoculations, and their results were similar to the preceding ones; the 6th
inoculation, however, effected on April 25th 1951, using a «Maria D» cul-
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ture (retroculture of the “CI” strain), in a dosis of 1.5cc, had the most
violent reactions. By May 22nd, the monkey presented several secondary
ncdules: on this occasion it was exhibited to the doctors of the Bacteriology
Section and biopsied. In accordance with a histologic examination carried
out by Dr. ]J. P. Guimardes (P.C. 17.071, on June lIst, 1951}, a granu-
lcma with macrophagi predominance was found, as well as some giant cells
and eosirophile leucocytes. After a 3 months’ rest in the General Biote-
rium, this Rhesus was again inoculated, on Aug. 14th, using the same "M.
D.” jptroculture; strong local reactions appeared on the following day. On
Aug. 28th. two of its forehead and right cheek nodules were extirpated and
used for bacteriology. From the histopathologic examination of one of
these nodules, effected by Dr. Rita Cardoso (P.C. 17.352, Sept. 11th, 1951)
there resulted a granuloma with epitelioid cells and giant cells of the Lan-

ghans type, which is of the greatest importance for the type of lesion
studied.

The retrocuiture obtained from this Rhesus, examined in December

1954. and sections and smears of the experimental phase present the same
primitive characteristics.

RHESUS N. 6 — Having noticed that the “Maria D.” culture was
rather virulent for the Rhesus, I inoculated Rhesus N.° 6, adult female. not
exposed to any prior experiments, with 1.5cc emulsion of this culture, for
the special purpose of producing lepromas for the preparation of Lepro-
mina. A 0.5cc dosis of this culture was injected into the forehead and equal
dosis into each malar region, on Nov. 5th 1951; on the following day there
could already be seen large and acute nodules at the points of inoculation.
Ten days later (Nov. 14th) the three nodules (Fig. 28, Plate 6) were
extirpated and their smears resulted strongly positive for isolated a.a.f.
bacilli. as well as for intra and extracellular globi; histopathology was per-

formed (P.C. 17.537).

With the remaining two nodules I prepared 20cc of Lepromina, accord-
ing to the Fumio Hayashi method, and used on human beings in compa-
rison with Hansen and Stefansky Lepromins, a subject about which I shall
make a report in another paper.

On the 62nd day after this inoculation I proceded to the extirpation of
the residual nodule on the monkey’'s forehead; which smear was negative for

a.a.f. bacilli, as were the sections (P.C. 17.608, Jan. 23rd, 1952).

More or less 48 months after this biopsy. I, re-examined the sections
corresponding to P.C. 17.537: those stained by the HE method revealed
granulomas in which there was found a predominance of macrophagi and
the ones stained by the ZN method (the coloration of which was surprisin-~
gly well-preserved) showed granulomas heavy with a.a.f. bacilli, either

isolated, in bundles or in globi, both extra- and intracellular, in mocrophagi

and in polymorphocellular leucocytes. It is not possible to tell the diffe-
rence between these sections and those of human florid lepromata.

RHESUS N.° 7. This monkey, that had already been used by Dr.

Henrique Penna in connection with yellow fever studies, was inoculated on
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April 23rd, using a «Jesuss culture (retroculture of an experimental
lesion caused by inject.on of the «ClI» culture). A dosis of 0.5cc
‘of this suspension was injected into the monkey's forehead, and the
same amounts into cheeks and under right nippe (where the skin is
very hairy). Four hours later the animal, despite its size (it weighed 5kgq)
‘and strength, seemed very tired, with strong swelling on the face: forty-
eight hours later there could be seen three large, lentil-sized reddish no-
dules. During the second week (May 7th) a hard infiltration was felt
on its chest, with a diameter of about 2cm, and on its face three grain-sized
nodules; one half of the forehead and right cheek nodules was extirpated

for bacteriology, histology and inoculations, which smears, stained by the
ZN method revealed the existence of giant and granulous a.a.f. bacilli and

from one of the nodules and excellent retroculture was obtained. From the
‘histopathologic examination there resulted (P.C. 17.815) a granuloma

similar to the ones previously described, with a predominance of plasmatic,
giant and large mononuclear vacuolated cells, many of which containing

a.a.f. bacilli. With this Rhesus the series of experiments was stopped.

Cebus fatuellus Ns. 1 and 2. Dr. Henrique Penna had the kindness
of sending me a couple of Cebus for my experiments and, despite the fact
that these are monkeys with very dark and hairy skin, of difficult observat-
ion, | inoculated them, on Oct. 26th, 1950, using lcc. of the «Cly inoculum
for each. Two months later the male Cebus presented a small nodule on
the forehead, whereas nothing could be noticed in the female. On Jan.
5th, 1951 1 again inoculated them and the feces bacilloscopy of both,
effected on Jan. 8th, 1951, revealed many a.a.f.bacilli. On Jan. 25th I
extirpated the male’s frontal nodule and the corresponding smears revealed

an abundance of bacilli, either isolated or in globi, intra and extracellular,

as did also the histologic cuts (P.C. 16.905). These cuts, stained by
the ZN methed, were found to be as rich in bacilli as those of Rhesus N° 6.

The female Cebus did not react and was killed 110 days after the first
inoculation: the examinations of skin, lymph-nodes and viscera all resulted
negative.

CONCLUSIONS

1. The inoculation of a.a.f. bacilli cultures from lepers produced in
the Rhesus’ hairless skin nodular lesions which were found similar to lepro-
mas, without generalization to either hairy skin or entrails, notwithstanding
timely elimination of bacilli through feces and nasal mucus.

2. The histopathology of these nodules revealed, in some instances,

a lepromatous structure followed by a tuberculoid one in reinoculations,
‘which was a proof that there exists a certain degree of immunity.

3. Bacilli were always re-isolated from primary lesions, and, as a

rule, these retrocultures were found to be more virulent for monkeys than
the suspensions of the respective tumours.
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RECORDS OF THE INOCULATIONS

Rhesus n° 2 — Male, age four months, weight 2,500 gms.

22-3-50. First inoculation — A total culture of 1.5cc. in 59, glycerin broth, of
26-12-49 from a “Chaves’ strain, (80 days old) 0.5cc of which ‘were inoculated into the
forehead and 0.5cc into each malar region, subcutaneously.

Inoculum smear ++4 4+ . Acid-alcohol fast bacilli only.

23-3-50. 24 hcurs later: a violent local reaction could be noticed, especially on
foreheacdt. The animal ‘was very restless.

24-3-50.  Restlessness persists and animal suffers intensely. Acute nodulation appear-
ed at each inoculation place.

25-3.50. The animal is calmer, and the nodule on the right cheek is the more noti-
ceable.

29.3.50. The animal begins to take more nourishment and the inflammation went
back. 1-4-50. Forehead nodule biager. -

5-4.50. 14th day after inoculation : the animal, presenting wide-spread facial tumours.
is shown to Drs. Magarinos Torres and Aréa Ledo. It was photoaraphed on this date.
Cyanotic facial skin. Left-side cheek nodule is flattened, size of about 2x1 cm.; 1 cm.
below, a secondary cyanotic nodule was noticed, looking like a florid human leproma. On
April 8th, the noduies were considerably larger.

10-4-50. 19th day after inoculation: a new photo ‘was taken. First Biopsy — Right
majar tumour. Smear J+-+-. A portion of the tumour was treated and inoculated into
several tubes with Loewenstein medium; the rest was sent to Dr. Magarinos Towmres, for
histopathologic examination. P.C. 16.398, 12-4-50. Result of anatomo-pathologic exa-
mination of the skin of a Rhesus inoculated with “Chaves” strain culture 19 days before :

“Extensive inflammatory reaction of the derma, predominance of large mononuclear
cells (macrophagi) and occasionally vacuolated cytoplasm. Heterophile leucocytes (puru-
lent inflammation) also found in several areas. Where exsudate is formed almost entirely
by macrophagi, there could be noticed acid alcohol fast bacilli in small numbers. The
microscopic similarity noticed between this granuloma and the human leproma consists in
their 'well-defined limits, the zone of the typical granuloma being followed by another one,



Souza-Araujo: Lepra Experimental em Macacos 661

where the derma maintains its normal structure. The above description applies to both
pieces that were sent us by Dr. Souza-Araujo.

Manguinhos, April 12th 1950. Dr. C. B. Magarinos Torres, Chief of the Pathology
Division."”

13-4-50. 22nd day after the inoculation : The second Biopsy was performed by Dr.
Murillo Fontes, using Novocain as anaesthetic. T'wo nodules 'were extirpated, one on fo-
rchead and one on the left ckeek. A suspension of these two nodules was inoculated into
Rhesus N.° 4, and part of it was treared with a KOH solution and inoculated into
12 tubes with Loewenstein medium. The biopsy blood smears, stained by Ziehl-Neelsen

revealed some a.a.f.bacilli. Fragments of tlie skin around these tumours were sent to
Dr. Magarinos Torres, for histopathologic examination, results of which were as follows :

P.C. 16.406, 1544-50. Fragments of the skin of Rhesus N.° 2, inoculated 'with o
“Chaves” culture on March 22nd. “The fragment is surrounded by stratified pavement
epithelium. Deeply seated in the derma there is a large 'well-defined nodule, composed of
mononuclear cells, some with vacuolated cytoplasm, spindle-shaped cells and lymphocytes.

Occasional polymorphonuclear cells may be noticed. Research revealed a few acid-
alzohol fast rods.

Rio, December 20th 1950. Dr. Jorge P. Guimaraes.”

14-4-50. The animal suffers under the effects of the biopsy and takes wvery little
rourishment.

15-4-50. 'The animal begins to feed better and the wounds are healing.

29-4.50. Wounds cicatrized. Tho small residual nodules remain on the left malar
region.

29-4-50. Second Inoculation — 5 weeks after the first a second inoculation ‘was made
into the right malar region and into the forehead, with a bacilli-poor emulsion, from pus
extracted from the facial lesion of Rhesus N.® 3, that had been inoculated with the “Emilia”
culture.

1.5-50. No local reaction coulds be noticed. Some of the tubes with Loewesntein
medium, sown on April 10th and 15th ‘with material from this Rhesus showed germination
of yellow izolonies, similar to the inoculated “Chaves’ strain. On the fifth day after ino-
culation there began to appear excrescences on forehead and right malar region.

10-5-50. From the 12 tubes of Loewenstein medium, sown cn April 15th, 7 show
germination similar to that of the inoculated culture.

12-5-50. Examination: Two distinct grain-sized lepromata could be seen on the
forehead and felt, infiltration on the right side of the face. When the monkey ‘was taken
out of its cage, its left malar scar ‘was hurt; a smear thereof revealed some a.a.f. bacilli.

13-5-50. The swelling on the right malar region begins to look like a nodule; hairs
rounc: the frontal nodule fell off.

5-6-50. There 'was noticed a definite regression of the above lesions.

20-6-50. Third inoculation — Inoculation of 2 c.c. of a suspension of the “Emilia”
retroculture from June 12th obtained from Rhesus N.° 3, in equal amounts (0.5 cc.) injected
into each malar region and over each brow.

' 21-6-50. The animal looks very sick, with violent local reaction. On June 23rd the
monkey still seemed sick, inappetent and sad. The inoculation produced large cyanotic

nodules. 26-6-50. New photos were taken.

29-6-50. The four congested nodules — two on forehead and one on each cheek are
still apparent, about the size of a hazel-nut. ‘The animal's aeneral condition is improved.
The pathologist Dr. Jorge P. Guimaries examined all three Rhesus inoculated with a.a.f.
bacilli cultures from leprous patients.

30-6-50. Dr. Arthur Marques Porto, from the Federal District Leprosy Service,
came to see the three monkeys affecting leprotic facies.

5-7-50. Third Biopsy — Dr. Vianna Dias anaesthetized the monkey with Ciba DIAL,
0.5 cc. p/kg. The animal slept for 2 hours. Four ulcerated nodules were biopsicd by
myself, and two ‘were sent to Dr. Arthur Marques for his own studies. Fifteea tubes
w:th Loewenstein medium were inoculated with pus in nafura and tumour suspension. The
pus smears of each lesion revealed many a.a.f.bacilli similar to those of the “Chaves”
strain, some of them ‘with ramifications, positive by fluoroscopy, as verified by Dr. Laerte
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Andrade. The results of the examination of a nocule sent to the Pathology Division are
included in P.C. 16.559, 6-7-50. Anatomo-pathologic examination of a skin fragment
of a Rhesus monkey inoculated ‘with the “Emilia” culture :

“The fragment is surrounded by stratified pavement epithelium 'with partial destruction.
and infiltration by polymorphonuclear leucocytes and tfibrine (ulceration) . In the derma,
2 diffuse inflammatory cell infiltrate was found, composed especially by lymphocytes and
mononuclear cells, some of which with vacuolated cytoplasm. Spincle-shaped cells and
polymorphocellular leucocytes were also notized. Attention was called to the presence of
hemorrhag.e. No acid-alcohcl fast bacilli.

Rio, December 20th 1950 — Jorge P. Guimarées.”

17.7-50. Fourth Biopsy — One of the monkey's residual forehead nodules -was
removed and sent to the Pathologic Anatomy Section, for examination. Some a.a.f. bacilli
were found in the feces of the animal, as expelled during the biopsy.

P.C. 16.600. July 17th 1950. Examination of a forehead skin fragment (nodule).
of Rhesus N.° 2, inoculated with the “Emilia” culture: “The fragment is covered by
apparently normal epidermis. Several nodules of a peculir inflammatory process are noticed
in the hypoderma. Fundamentally large, mononuclear cells, the cytoplasm of which
seems to be continued Dy fibres, establishing reciprocous connections among them; in some
parts these elements are shaded due to the presence of intensely hematoxylin stained gra-
nules (necrosis area ‘with caryorrhexis); a strong ectasia of capillaries and hemorrhage are
noticed at the level of these foci. No a.a.f. bacilli were found .

Manguinhos, August 8th, 1950. Dr. Jorge P. Guimarées.”

P.C. 16.601. July 17th 1950. Fragment of the ulcerated lesion of the axilla of
Rhesus n.® 2. inoculated with the «Emilia» strain. «The fragment comprises striate muscle
nd an abundance of fibrous conjunctive tissue, in ‘which a chronic intlammatory process is
noticed. The proliferation of fibrocytes and collagen fibres predominates over the cellular
infiltration. Absence of acid-alcohol fast bacilli.

Manguinhos, August 10th, 1950. .Dr. Jorge P. Guimaraes’”

10-8-50. FExamination of the animal: thin; unpalpable lymph nodes; complete alopeci#
of tail. Bacilloscopy of the nasal mucus; positive (4++).

10.8.50 Fourth Inoculafion — Suspension of the animal’s own culture, obtainect
from pus treated with soda, at 7-7. 1.5 cc. ‘were inoculated into three different points :
nose root and malar regions.

11-8-50. -Intense local reaction, with remarkable swelling in the inoculated areas. The
animal's general condition is good and it takes nourishment regularly.

12-850. Animal still in good general condition, in spite of acute nodulation in the
inoculated areas. On August 20th the nodules were larger and started ulceration.

1.9-50. Regress of all three nodules. The animal ‘was bled, and 5cz. of blood were
oktained for Dr. Nicanor Botafogo's studies.

10-10-50. Animal in good general conditions and skin is cicatrized.

20-10-50. Monkey's appearance is normal : 70th day after last inoculation.

Fifth Inoculation — 2cc. of an “Emilia” retroculture suspension, obtained from a
white rat killed on July 10th, 1950, were injected into four different points, in the forehead
and malar regions.

71.10.50. The animal's face is all swollen up and cyanotic and the monkey seems
to be suffering very much. On October 24th the local reaction was still worse and the
four injected points already presented nodulation.

26-10-50. Improvement in general condition of the animal, but nodules are larger.

30-10-50. The animal presents two large and acute nodules over the brows, another
on the left cheek and extensive infiltration in both malar regions.

3.11.50. Increase of cutaneous lesions. On November 7th a new photo ‘was made.
The pus extracted from the lesions was strongly positive for intra and extra-cellular
+ a.f bacilli similar to those of the “Chaves 1" strain. Apparently the passage of the
“Emilia"™ strain culture in a rat increased its virulence,

8.11-50. Fifth Biopsy — Three nodules were excised, without use ot anaesthetic,
‘wo from the forehead and one the right malar region. The pus smear revealed many intra
-nd extra-cellular a.a.f.bacilli and much less in a skin smear. One nodule ‘was treated
for sowings, which, as usual, produced retroculture. Fragments of three nodules ‘were
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sent to the Pathologic Anatomy Section, and the results of their examination are as
follows :

P.C. 16.792. November 9th, 1950. Skin fragment of a Rhesus reinoculated with
“Emilia’’ culture on October 20th, 1950 : |

“The sections show that the epidermis does not reveal noticeable whanges. All over
the derma an inflammatory granuloma, in the form of nodular infiltrates formec: predomi-
nantly by spindle-shaped cells (epithelioid cells?), and lymphocytes, in a follicular dispo-
sition, may be noticed. Nodules of larger proportions indicate the central necrotic zone,
with polymorphonuclear infiltration. Research for acid-alcohol fast bacilli 'was mnegative.

Rio, December 11th, 1950. Dr. Jorge P. Guimarges.” -

Unfortunately the better part of the material of this 5th Biopsy has not been used,
and the absence of bacilli, which ‘were found in great numbers in the smears, is rather
strange. The above report states that an examination was effected “of a skin fragment”
and not of a nodule that simulates a leproma.

10-11-50. Sixth Biopsy, for bacterioloay, only.

70-11-50. Pus was collected: and examined and found positive (4 +4). It was treated
and inoculated into adequate media.

20-12-50. The large facial tumours persist and there appeared alopecia on the head
and all over the body. A tube with Loewenstein medium was inoculated with pus still
positive for a.a.f. bacilli. On the 26th, the animal’s condition was the same.

5.1-51. Peopsying a secondary nocule of the monkey’s left cheek, which 'was seve-
ral days old and simulatect leproma, I found it to be going back. A punction of the right-
side face tumour furnished plenty of a caseous pus, the smear of which, stained by Z-N, in-
dicated scarcity of bacilli. On January 26th, a new pus extraction was made, which was
trcated by soda and inoculated into four tubes with Loewenstein medium.

1.9.51. The animal was once more photographed. A new punction of the right-
side face tumour gave an abundance of caseous pus, the smear of which was feebly positive,
but in spite of this condition the pus was treated and sown into [Loewenstein.

"10.2.5]1. Two of the last inoculated tubes present several yellow colonies, circular
and wide-spread, ‘which, by the 19th of the same month, were welldeveloped and pure.

19.2.51. Two pus samples were aspirated from the lesions, treated separately and
naculated into four tubes with Loewenstein mecdium and three with glycerin broth.
26-12-51. A new biopsy of the right malar region ‘was performed for bacteriology.
The animal was transferred to the General Bioterium, while I undertake a trip to Argentina.
 4.4.51. The monkey ‘was once more transferred to the laboratory, in good general
condition and with the residual facial lesions much reduced. It rested for twenty more
days, complecting 56 days’ rest. |

25.4-51. Sixth Inoculation — The animal was re-inoculated into two different points
of the forehead and into the malar regions, with 1.5cc. of an "Emilia” culture suspension,
second generation, from 4-1-51.- On the next day, intense reaction could be seen.

28-4-51. Definite nodulation and reddish skin.

3.5.51. A new photo was taken. Seventh Biopsy. The material obtained was
sent to Dr. M. Torres. Second bleeding : 3cc. were sent to Dr. Julio Muniz. Pus in
natura ‘was inoculated into four tubes with Loewenstein medium. Pus smears stained by
7Z-N and Fontes, were positive .P.C. 17.040. May 3rd, 1951. Tumour fragment of a
Rhesus inoculatec: on 25-4-51 with its own retroculture from the "Emilia™ strain.

. “Microscopic examination of the sections shows, at one point, an interruption in the epi-
dermis continuity (ulzeration). Intensive inflammatory cell infiltration in derma and
hypoderma, consisting of great mononuclear cells (macrophagi), occasionally of vacuolated
cytoplasm and polyphormonuclear leucocytes; these do sometimes from micro-abcesses.
Veins and arteries of this region are dilated and congested. Areas of edema and small

hemorrhage -foci may also be noticed. Presence of acid-alcohol fast rods.
" Rio, May:29th, 1951. Dr. Jorge P. Guimarées.”

9.5.51. A new biopsy for bacteriology 'was performec, from the rightside facial no-
dule. Feces positive for a.a.f.bacilli. Germination was found present in several sowings.
22-5-51. Eighth Biopsy — Nodules were excised from brow and left cheek. A part

ot such material ‘was used for bacteriology and the rest was sent to the Pathologic: Anatomy
Section for examination. |
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P.C. 17.072. May 23rd, 1951. Fragment from the left cheek lesion of Rhesus

N.° 2, inoculated on 25-4-51, with a suspension of the «Emiliay culture from 4-1-51.
Results of the examination :

“The sections examination shows, at one point, interruption of the epidermis (ulcera-
tion) . In the derma and hypoderma, there was found an inflammatory well infiltrate, with
a predominance of large mononuclear cells (macrophagi) and sometimes of wvacuolatec
cytoplasm and polymorphonuclear leucocytes. The blood vessels of the region are dilated
and congested, and hemorrhage foci are frequent. Circumscribed necrose areas can also
be observed. No acid-alcohol fast bacilli were found. Rio, June 1st, 1951. S/ Dr. Jorge
P. Guimar3es."

(May 22nd) The animal was sent back to the General Bioterium, for rest and fatte-
ning.
14-8-51. The monkey returned to the laboratory in excellent general concitions.

Sevienth Inoculation — With 1.0 cc of a suspension of an “Emilia”' retroculture from
Rhesus N.° 3, was inoculated into the forehead and malar regions, 1/3 cc into each point.
The inoculum was a 22-5-50 Loewenstein culture. “

15-8-51. The animal looks depressed and refuses to take nourishment; swellings and
erithema all over its face. On the next day, erithema had decreased and' nodulation began
to form at the inoculation places. On 17-8 these nodulations ‘were about the size of
common olives.

21-8-51. The nodule at the root of the nose is the larger and the one on the right
cheek suppurated. Two nodules were formed on the left cheek, the smaller, apparently a
secondary one, situated in the angle of the eye.

24.8451. The forehead nodule is the larger and more integrated; those on the
cheeks are regressing,and the small secondary nodule augmented a little.

28-8-51. Nineth Biopsy — Three nodules were extirpated, onde from the forehead,
and two from the malar regions. Roasted coffee powder, which is an excellent hemostatic,
was used. The pus obtained ‘was inoculated in nafura into two tubes with Loewenstein
medium and its bacilloscopy resulted slightly positive. The animal's feces, collected on
that oacasion, also contained but few bacilli. A fragment sent to the Pathologic Division
for study resulted in the following P.C. 17.351, 29-8-51:

Skin fragment of a Rhesus inoculated with an “Emilia” culture (retroculture from
Rhesus N.° 3) inoculated on August 14th :

“Derma infiltration of groups of large mononuclear cells, with abundant cytoplasm of
variable form, occasionally forming a reticule. Besides these cells, which constitute the
majority and which have a morphology of epithelioid cells, there are also noticed lympho-
cytes, some polymorphonuclear leucocytes and a few giant cells. Epidermis without

-lterations. Absence of acid-alcohol fast bacilli, in the cuts that were examined,
Rio, September 11th 1951. Dra. Rita Alves de Almeida Cardoso.”

11-9-51. The monkey's facial lesions are almost cicatrized. There still remain one
nodule on the left cheek and another, a secondary one, in the outer angle of the right eye.

15-10-51. Examination of feces: Negative for a.a.f.bacilli. The animal presents
only one residual nodule on the left cheek and was returned to the Bioterium for resting
and fattening and later utilization for other purposes.

December, 1954 — About 50 months after the experiments, a reexamination of the
smears of the nasal mucus of rhesus 2, the skin of the cheek of rhesus 4, passage of the
info-tion from rhesus 2 and the inoculum (culture “E”), stained by Z-N respectively on
August 10, 1949, May 25 and July 7, 1950, were inalterated, showing acid-fast bacilli isolated,
in bundles, intra or extracelulares. Also the sections of the lesions, stained by H-E were
inalteratedt. |

RHESUS N.° 3. Male, four months old. 13-4-50, Ist Inoculation: With 2 c.c.

of suspension of the “Emilia” culture, in Loewenstein medium, from 1-4-50: 12 days old.
One half of the suspension ‘was injected into the eyebrows and: the other half into the
malar regions, as always sub-cutaneously.

17-4-50. Nodular inflammation at the points of inoculation.

21-4-50. 8th day after the inoculation : more intensive inflammation, redcoloured and
simulating a lepromatous leprosy L3. - t
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24-4-50. 11th day after inoculation: as the monkey 'was roped in order to be pho-
tographed, thre facial tumcurs burst open. The pus was collected with a pipette and
inoculated, in nafura, into 3 tubes with Loewenstein medium. Another portion of that pus,
after treatment, was sown into 5 tubes of Loewenstein. The smears obtained from this
material, stained by the Ziehl-Neelsen method, resembled the smears of a leproma emulsion.
The feces revealed some a.a.f.bacilli. The nasal mucus, feces and pus smears, examined
on the 25th by Dr. Laerte de Andrade, resulted positive to flucroscopy.

25-4-50. 12th day after inoculation: The monkey was decapitated by Dr. Murillo
Fontes, for conservation of the head in the pathology museum. Fragments of the tumor
and viscera and lymph nodi2s were sent to Dr. Magarinos Torres for the respective his-
topathologiz examination. The pus smears revealed an abundance of a.a.f.bacilli, while

those of skin and lymph nodes ‘were poor.
P.C. frcm 28-4-50. Rhesus N” 3. Nature and origin of the tissue: P.C. 16.429.

Facial skin fragment, comprising a large tumour; inguinal and axilar lymph nodes, and
testicles. P.C. 16.430: liver, spleen, kidney and lung. Observation: the Rhesus was
inoculated, with an emulsion obtained from a culture of the leprous Emilia, on 13-4-50.
Results of the anatomo-pathologic examination: “Skin fragment (comprising the lesion
referred to in the above information). An acute purulent-haemorrhagic inflammatory
process can be noticed, associated to destruction of the epidermis (ulceration). Presence of
a.a.f.bacilli, in the inflammatory exsudate. The examination of the viscera reveals hiper-
haemia of liver and kidneys, while the spleen retains its normal structure.

Resumé: The animal presents an acute haemorrhagic-purulent process in the skin
lesion, associated to the presense of a.a.f. bacilli. There is no leproma-like granuloma.
Absence of inflammatory lesion in the examined viscera. Manguinhos, May 25th, 1950.
s/ Dr. Jorge P. Guimaréaes.” | o

29-4-50. The pus taken from the tumours was submitted to a soda treatment as well
as the suspension of the skin triturate, and ‘were sown into 12 tubes with Loewenstein
medium, one with potato and another with glycerin broth. The smears were found -+ 4,
as well as the fluoroscopy of the pus, as verified by Dr. Laerte. When the smears ‘were
re-examined 15 days later (on the 1ith of May) they were still fluorescent. On May
11th some of the tubes with Loewenstein mecdium showed germination of yellow colonies.
This retro-culture 'was later on inoculated into Rhesus IN.° 2. (14-8-51) .

28-5-50. Necropsy : Extirpation of o skin fragment from the frontal lesion of the
head which had been preserved during 30 days in Kayserling solution and sent to the
Pathologic Anatomy Section.

P.C. 16.480, from 30-5-50. Facial skin fragment of Rhesus N.° 3. Results of the

anatomo-pathologic examination : “The material comprises an epidermis that does not
show any noteworthy lesions. In the deep portion of the derma there is an inflammatory
process, which seems to have been caught by the biopsy in only one its margins. In this
zone attention was called by the existence of great mononuclear cells, with wvacuolated
cytoplasm. The reticule interposed between the vacuoles is stained blue by hematoxylin.
In this extensive inflammatory area in the deep portion of the epidermis there was notizec:
peri-vascular infiltration (lymphocytes and macrophagi) in the sub-papillar plexus. The
presence a.a.f. bacilli was observed.

Resumé : An extensive inflammatory process could be noticed in the derma, at the
borders of which there were numerous vacuolated macrophages, with a morphology re-
sembling that of the leprosy cell. — Manguinhos, June 7th, 1950. — Dr. Jorge P- Gui-
mares.”’ |

On the 15th of July, 1954, after about 51 months that the material (head) of Rhesus
N.® 3 having been preserved in Kayserling solution, two fragments were cut by me from
the borders of two facial lesions and their smears revealed an abundance of a.a.f.bacilli.
This material was sent to the Pathologic Anatomy Seztion, for study. |

P.C. 19.156, from 15-7-54. Facial and forehead skin of a Rhesus monkey inoculated

with leprosy by Dr. Souza-Araujo. Observation : the material was preserved, for a long
time, in a Kayserling solution.

Results: “The skin sections show a well-preserved histhologic structure, and the
tissues are excellently stained by the hematoxylin eosin. In the sub-cutaneous cellular
tissue there is a large badly-defined abcess, with leucccytes in a state of desintegration and
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necrosed tissues. Presence of a.a.f.bacilli in the sections by the Ziehl method. — Rio,
October Ist, 1954. Dr. Eitel Duarte.”

RHESUS N.° 4, Male, one year old. Weight 4 kgs.

13-4.50. Ist Inoculation: with 3 c.c. of an emulsion from two nodules of Rhesus
N* 2. which had been inoculated on Ma.ch 22nd, with the «Chaves I» strain, and biopsied
to day. This emulsion presented but few bacilli. Ist passage.

17-5-50. Apparently, there is no reaction.

20-4-50. To this date, nothing has been noticed. The animal was transferred from
the bioterium to the laboratory. From the Ist until the 12th of May nothing could be per-
ceived or felt by palpation.

12.5.50. 2nd Inoculation: 2 cc. of an emulsion from the “Chaves I retroculture,
obtained from the leproma of Rhesus N-° 2, which had been biopsied on 13-4, were sub-
cutaneously injected — 1 cc into the forehead, in two ditterent places, and 1 cc into the
cheeks.

13-5.50. Tumefaction at the four points of inoculation. The animal is yawning re-
peatedly, ‘which had not been noticied before; it seems sad and has no appetite.

23.5.50. 12th day after inoculation: two nodules on the eyebrows, one being
ulcerated, and another, much larger, on each wheek. Pus had been collectec from the
right malar region and two smears were prepared; Dr. Laerte observed positive fluoroscopy,
both in isolated bacilli and in globi. The other smear, stained by the Ziehl-Neelsen
covealed fieds with 3 cells with globi. Examination of feces by Z-N 4. Nasal

mucus —+-+.

Some pus was sown in natura into 3 tubes with Loewenstein medium and some ‘was
treated with soda and smeared into 5 tubes of the same medium. See photo from May
23rd N.° 19 plate 4.

25.5.50. JIst Biopsy. By means of general anaesthesia, after an injection into the
left safena vein with 3,5 cc of a solution of 4,0 morphine, 80,0 chloral hydrate and 400,09
of distilled water. The animal slept profouandly and Dr. Murillo Fontes extirpated the
two large facial tumours of the monkey, for bacteriology and inoculations. (See photo
n. 20). Smear of this pus -4--+-. Smear of one biopsied tumour +-4-+. The blod from
the wound. the pus, and one fragment from the tumour were treated Wwith 109 soda, after
which the blcod was sown into 3 tubes with Loewenstein, medium, 6 tubes were inoculated
with the pus and 6 with the tumour triturate. The two biopsied tumours were sent to
Dr. Torres, for histopathologic examination.

P.C. N.° 16.475. from 25-5-50: Skin fragment of Rhesus N.° 4, inoculated with
an emulsion from the “Chaves” culture, on May 12th. - |

Results from the anatomo-pathologic examination : “The fragments comprise the epi-
dermis, which does not show any noteworthy modifications. In the deeper portion of
the derma, there is an extensive inflammatory process, with regular distribution of blooc
vessels (small arteries and capillaries), without indication of a recent formation. The cells
of the inflammatory exsudate are predominantly mononuclears. In some portions there is
an association of lymphocytes and polymorphonuclear cells and also, in other regions,,
there is a predominance of polymorphonuclear cells (fibrinouspurulent inflammation),
occasionally associated to infiltration of hematias (purulent haemorrhagic inflammation) .
Absence of giant cells and of caseation necrosis. Positive research for acid-alcohol fast

bacilli. J

Resumé : We have observed an inflammatory process with peculiar characteristics,
due to its constitution by cells in their majority macrophage and to its tendency towards
suppuration and haemorrhage in circumscribed areas. The histhologic configuration does
not strictly correspond to that of the leprosy granulome as observed in man. — Manguinhos,

June 7th 1950. — Dr. Jorge P. Guimarées.” |
After the animal came out of the anaesthesy, it tore off and ate the dressings of the

wounds.

1.6-50. 2nd Biopsy: The forehead nodule was sent Dr. Jorge. The pus smear
of the lesion was found 4. The wounds resulting from the Ist Biopsy were dressed.
The animal frequently removes and eats the crusts of the lesions. Germination was found
in the 3 tubes with Loewenstein medium inoculate¢ with pus in natura on May 23rd, as
well as in the other 3 sown with pus treated with soda (in these germination is poor) .

The animal stil shows large facial ulcerations.
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10-6-50. 15th day after the biopsy: two secondary nodules appeared on the checek,
forehead and right nostril, lentil-sized ana ieproma-like. The ulcers are slow to cicatrize.
The animal eats all he can get off the ulcers.

14-6-50. A nodulation continues to grow on the right eyebrow.

20-6-50. The ulcers are almost cicatiized.

22.6-50. 'The secondary nodules remain stationary.

10-8-50. All lesions went back. Smooth cicatrization; skin with normal appea-
rance, lymph-nodes could not be felt. Examination of nasal mucus: -+ . See fig. 5,

plate 1.
10-8-50. 3rd Inoculation: 'with 1,5 cc of the emulsion from the monkeys own

retroculture, from the biopsy effected on May 25th, which were injected into the cheeks
and root of the nose.

11-8-50. The animal seems to be suffering : it refuses all food, including some guava
sweets, of which it uses to be very fond.

12-8-50. Diffuse erythema all over the cheek. General conditions seem to be
improved. This inflammation persisted for 2 weeks, with ocular suppuration during
several days; ulceration on the right cheek and left eyebrow.

1-9-50. The left eyebrow nodule has ulcerated. Pus examination 4. A secon-
dary nodule has shown up on the right eyebrow. Results from the bacilloscopy of the
right cheek +, and from nasal mucus +. lst Bleeding: 5 cc for Dr. Botafogo.

30-9-50. The monkey is completely cured from lesions and biopsies.

26-10-50. 4th Inoculation : Injection of 2 cc of the emulsion of the "CI" culture
obtained from Rhesus N.° 5 (passage from Ns. 2 and 4), from August 1ith 1950, into
the cheeks only. It presents a secondary hazelnutsized nodule, of lepromatous zspect, 4 cm
above the left eye.

27-10-50. General state rather weakened. Intense erythema all over the face.

1-11-50. 3rd Biopsy : Forehead (secondary) and left cheek nodules. Facial pus
+ with «Cl» aspect. Blood from the biopsy --+. |

P.C. N-° 16.783, from 1-11-50. Skin fragment of Rhesus N.° 4. Results from

the anatomo-pathologic examination : the examined material comprises two fragments :

1st fragment: There are no noteworthy alterations in the epidermis. Profouncly
seated into the derma, there is a large nodule consisting of spindle-shaped cells (epithe-
lioid cells?) and lymphocytes, associated to polymorphonuclear leucozytes. The central
part of the nodule shows necrosis and haemorrhage.

2nd fragment: No noteworthy alterations of the epidermis could be perceived. In
the 'whole extension of the derma one can notice nodular infiltrations with morlz or less
clear limits, the histology of which resembles that of the nodwle des:ribed zbove. They
are formed by mononuclear cells, with vacuolated cytoplasm, spindle-shaped cell, lympho-
cytes, and polymorphonuclear leucocytes. Congestion and edema of the derma could
furthermore be observed. Positive results in the research for a.a.f.bacilli.

Note — The histhologic configuration presents points of contact with the leprotic
reaction, lepromatous type, as described in human material. (Revision of the preceding
result (10-11-50) under the oiientation of Dr. Torres) — Rio, December 8th 1950. —

Jorge P. Guimarées.”’

20-12-50. Examination : perfect cicatrization of the biopsies; some nodulations
persist on forehead. 5th Inoculation: 2 cc of the emulsion of the “Jesus retroculture
(CIi) (from 24-10 in natura), 0,5 cc of which into the root of the nose and 1,5 zc. into
the malar regions. The monkey is very thin and presents alopecia om the back and
dorsum.

21-12-50. Very dejected; it does not eat, not even sweet cookies, about which it is
crazy. The whole face is reddened, without nodulation : intense and diffuse erythema.

22-12-50. The general state remains bad. Face still reddened; beginnings of nodu-
lation. '

23-12-50. Still in a state of great suffering and does not care about food.

26-12-50. 3 large nodules can be seen on forehead and cheeks. the center of one of
which is suppurating. General state improved. -

5-1-51. Three large nodules persist, 1 at the root of the nose and 2 on the cheeks,
these last already ulcerated. General health conditions good. 9-1-51. The same con-
ditions persist,
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16-1-51. Pus examination -, another smear -+ and bundles of a.a.f. bacilli with
the same morphology as that of the “CII” culture. Two tubes with Loewenstein medium
were inoculated with the pus in natura.

The monkev was transferreds to the general bioterium, because it was very thin.

4.4.51. The monkey was returned to the laboratory, very hairy and healthy.

95.4.51. It was re-examined and found to be radically cured: 125 days after the
5th inoculation.

6th Inoculation : with 1.5 izc of the emulsion of its own retroculture (Cl), which
had been sown on 25-10-50, in equal portions iuto eyebrows and cheeks.

26-4-51. Moderate reaction. On the 28th nodulation began to form.

30-4-51. Erysipelas all over the face: purulent inflammation in the right eye.

7-5.51. The four inoculated points have ulcerated. The erysipellous aspect con-
tinues.

9.5.51. Suppurating face; pus -+, sown onto Loewenstein. A bleeding 'was made
fo# Dr. Julio Muniz studies. 4th Biopsy : right eyebrow nodule, for Dr. Jorge.

P.C. N.° 17.051, from 10-3-51: Right eyebrow nodule of Rhesus N.° 4, inoculated

on 25-4-51 with an emulsion of its own culture “CI"™. Results of the anatomo-pathologic
examination : “The sections show mnecrose areas, deeply seated in the hypoderma, at
the center of which it is possible to notice blood vessels. These areas are very near
to each other, and are surrounded by polymorphonuclear leucocytes. More to the peri-
phery, one sees large mononuclear cells (macrophages), lymphocytes and plasmatic cells,
mingled with the polymorphonuclear ones. Research for a.a.f. bacilli resulted negative.
— Rio, May 29th 1951. — Dr. Jorge P. Guimardes.”

23-5-51. 5th Biopsy: left eyebrow and secondary nostril nodules, for bacteriology.
Nodule ancd' nasal mucus smears: negatives.

P.C. 17.081/P.C. 17.032, from 23-5-51: fragment of the left eyebrow nodule and
fragment of nostril of Rhesus N.° 4, inoculated with its own culture ("Chaves I retro-
culture) on April 25th.

Results of the anatomo-pathologic examination : 17.081 —— The sections reveal, in
the derma and hypoderma, an inflammatory cellular infiltration, with a predominance of
large mononuclear icells (mocrophages), frequently of vacuolated cytoplasm, and lympho-
cytes; it is also possible to see an abundance of polymorphonuclear leucocytes. Also hae-
morrhages and plasmatic cells. No a.a.f. bacilli were found.

17.082.In the derma and hypoderma there was noticed an inflammatory cellular
infiltration, comprising large mononuclear cells (macrophages), lymphocytes anc poly-
morphonuclear leucocytes, as well as plasmatic cells. In some points of the fragment it
is pcssible to observe haemorrahages. Occacionally, eosinophile leucocytes are found. No
a.a.f. bacilli were seen. — Rio, Tune 6th, 1951. — Dr. Jorge P. Guimarées>.

This Rhesus was transferred to the General Bioterium, where it was matched to its
labcratory compan’sn, «Sofia», and died: one year later.

RHESUS N.°°5 — Young female, very fierce.
25-5-5C. Ist Inoculatin: with 2 cc of the emulsioan of the tumour of Rhesus N.? 4,
which had been produced by the inoculation of the «Chaves I» strain, biopsied cn this date,

0.5 cc into eazh cheek and on each eyebrow.

Bacilloscopy of the suspension: 4 +4+4-.

26-5-50. The first examination of the monkey was effected, with Dr. Arthur
Marques : ‘we noticed some slight excrescences.

10-6-50. Apparently nothing important can be noticed. The animal is becoming
tamer.

14-6-50. 20th day after the inoculation: nodules are forming on the left cheek anc
right eyebrow.

20-650. The right eyebrow lesion was biopsied, and its smear, stained by Z-N
revealed fragmented a.a.f. bacilli. Fluoroscopy: 4. Sowings: .

2nd Inoculation: 2 cc of the emulsion of the retroculture of the pus of Rhesus
N.® 4, inoculated with the original retroculture from May 23rd of Rhesus N.° 2, into
eyebrows and cheeks. The fluoroscopy of this emulsion was positive.

21-6-50. No remarkable reactions.

23-6-50. Nodules begin to appear on the left eyebrow and malar regions.
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26-6-50. The monkey was photographed. 28-6-50. The nodules became slightly
less pronounced. A pus smear of same revealed the presence of a.a.f. bacilli anc' globi.
After a soda treatment, it was sown into 10 tubes of Loewenstein.

30-6-50. A new examination was effected, again with Dr. Arthur Marques.

5.7-50. The animal's face was photographed again.

8.7-553. In several of the tubes with Loewenstein medium there appeared yellow
colonies.

11.8-50. A careful examination of the animal did not reveal any hipertrophied lymph
nodes or cutaneous lesions; the facial nodules have almost disappeared.

3rd Inoculation: 1.5 oz of a suspension of its own culture from June 28th (passages
from Rhesus N.° 4), as always in the skin of the face. The inoculum examination was
found to be strongly positive for granulous a.a.f. bacilli.

12-8-50. The animal presents acute nodules at the points of inoculations. Some
nasal mucus was collected, stained by Ziehl-Neelsen method, and found positive. Fluo-
roscopy : .

1-9-50. The animal presents general cyanose of the face, with decreasing nodules,
one of them large and compact, on the right eyebrow. The animal was Lled, 5 cc being
obtained for Dr. Botafogo Goncalves studies.

30- 9-50. The animal is apparently cured.
26-10-50. 4th Inoculation: 2 c of the suspension in saline solution of its own re-

troculture (“CI"’), original from the 2nd inoculation. Culture from 11-8-50: equal quan-
tities into cheeks and eyebrows.
27-10-50. Acute nodules at the four inoculated points. |

30-10-50. The amimal 'was photographed. The right cheek pus smear, stained by
the Ziehl-Neelsen method, was +-+. This pus was sown, in nafura, into 3 tubes of
Loewenstein medium.

3-11-50. The lesions progressed very much, but the monkey is lively.

7-11-50. Again the lesions were photographed. Pus was collected from the lesions
and its bacilloszopy showed bacilli identical to those of the “CI' culture. This pus was
sown and by the 30th of November germination started.

8-11-50. Twn nodules from the eyebrows were biopsied, presenting the aspect of
human lepromas: they were sent to Dr. Jorge Guimardes, for examination:

P.C. N.° 16.973, from 8-11-50: skin fragment of Rhesus N.° 5, reinoculated on
26-10-50. Results of the anatomo-pathologic examination: “The sections show an
epidermis without alteration. In the derma, there is an inflammatory granulome, consist-
ing of a large nodule composed by mononuclear cells and vacuolatect cytoplasm, spindle-
shaped cells and lymphocytes. Intense infiltration by polymorphonuclear leucocytes,
many of them with «caryorrhexis, and the central zone of the nodule, ‘which corresponds to
the border of the section, presents necrose and haemorrhage. The research for a.a.f.
bacilli resulted negative. Rio, December 11th, 1950. — Dr. Jorge P. Guimardes.”

12-12-50. The culture in the tube inoculated on Nov. 7th presents punctiform yellow
germination, all over the surface of the Loewenstein medium. «

20-12-50. Small nodulations remain on the brow.

5¢th. Inoculation : 0,8 cc of the suspension of the "L culture of patient N.-° 16,
from Mirueira, Recife (from 13-10-50). This culture was obtained from a lesion which
had been produced in a lepromin reaction sear (where from the designation “L"), in the
patient’s left arm, and into whose right tight I had inoculated the “Emilia” culture, alive.

21-12-50. Intense local reaction; one large nodule appeared on the face. (General
health conditions are satisfactory.

23-12-50. Local reaction has become more intense, the nodules are larger and ge-
neral health conditions remain good. |

26-12-50. A large pustulous nodule is noticedd on each cheek. Bacilloscopy of
feces: + 4, as also the fluoroscopy.

5-1.51. Two large nodules on malar regions, the one on the right-side heinq already
ulcerated. The forehead lesions are cicatrizing.

14-2-51. Very small nodules remain on the forehead, and a larger one on the right
cheek. .

26-2-51.The right cheek nodule was biopsied, and the monkey was removed to the
general bioterium.
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4-4.51. The monkey was returned to the laboratory, in good health conditions, and
with cicatrized lesions.

75.4.51. General examination of the monkey: the facial skin is atrophied and
cyanotic and alopecia was observed all round the face.

6th Inoculation: 1.5 cc of the suspension of the “Chaves 1" culture (retroculture
from Maria Domingas), from 4-1-51, into icheeks and eyebrows.

26-4-51. Not very intense local reaction. By the 28th the nodulation was more
pronounced.

3-5-51. The monkey was photographed, front and profile with the best success.
Pus was collected from one nodule, and ist bacilloscopy was positive. Such pus in natura
was sown into 3 tubes with Loewenstein medium and 1 with glycerin broth.

4.5-51. The right cheek nodule was biopsied for bacteriology.

9.5-51. Extirpation of left cheek and eyebrow and secondary nodules was effected,
whose smears were -+ - -, on account of which they were sent to Dr. M. Torres. On
that same day, the animal was bled and 5 cc of blood were obtained for Dr. Muniz.

P.C. N.° 17.052, from 10-5-51. Fragments of the left cheek nodule of Rhesus
N.® 5, Chiquita, inoculated on 25-4 with a “"Maria Domingas” culture (retroculture from
the Chaves I strain). Results of the anatomo-pathologic examination: “The fragments
show, in some points, interruption of continuity of the epidermis (ulceration). In the derma
and hypodzrma, there is inflammatory cellular infiltration, formed by large mononuclear
cells (macrophages) and polymorphonuclear leucocytes. In some pagts these last are
predominant, forming micro-abcesses. The vessels of this region are moderately dilated
and congested. There can still be noticed some small haemorrhage foci. Presence of a

few a.a.f. bacilli. Rio, May 30th 1951. — Dr. Jorge P. Guimarées.”

P.C. N.» 17.053, from 10-5-51. Secondary nodule from Chiquita Rhesus, inozulated
on April 25th with a «Maria Domingas» culture. Results of the anatomo-pathologic exa-
mination : “At a point there is interruption of the continuity of the epidermis (ulceration).
In the derma and hypoderma there is inflammatory cellular infiltration, consisting of large
mononuclear cells (macrophages) and polymorphonuclear leucocytes of which the first are
in the majority. There may still be noticed lymphocytes and plasmatic cells. Acid alco-
hol fast bacilli and granulations ‘were noticed. Rio, May 30th, 1351. Dr. Jorge P. Gui-
mardées . -

22-5-51. Several secondary nodules can be perceived on the right icheek. I showed
the monkey to Drs. Genésio Pacheco, Gobert Costa and Laerte de Andrade. Afterwards,
these nodules were extirpated and sent to Dr. Jorge Guimardes, for histopathology.

P.C. N° 17.070 and P.C. N.® 17.071, from 23-5-51. Material from Rhesus N.° 5
(Chiquita), inoculated 'whith a “Maria Domingas”™ strain on 25-4-51.

| P.C. N.© 17.070. Skin fragment from the point of inoculation. Results of the
examination : “The sections show that the epidermis is ulceratec: at a point. In the derma,
there is an inflammatory infiltration, consisting of large mononuclear cells (macrophages),
frequently 'with vacuolated cytoplasm, lymphocytes and polymorphonuclears. These do
occasionally from micro-abcesses. Deeply situated in the hypoderma, there was found a
haemorrhage area- No a.a.f. bacilli were found.

P.C. N.° 17.071. Skin fragment (secondary nodule). “The sections present an
epidermis without alterations. In the derma and hypoderma there are cellular infiltrations
more or less well-circumszcribed, consisting, predominantly, of large mononuclear cells
(macrophages), and frequently with vacuolated cytoplasm, ‘while it is still possible to
notice lymphocytes and polymorphonuclear leucocytes. In the derma the intiltrations are
placed, generally, next to pillous foliculi and sebaceous glands. Eosinophile leucocytes
and giant cells are seen occasionally. No a.a.f. bacilli were found. — Rio, June Ist, 1951.
— Dr. Jorge P. Guimardes.” .

14-8-51. After a rest of around 3 months, in the General Bioterium, the monkey was
brought back to the laboratory, presenting only residual lesions on the forehead and malar

reqions. -

7th. Inoculation: 1.5 cc. of the suspension of the same “Maria Domingas” retro-
culture, from 4-1-51 (originated from a lactose broth from 1-8-50), which were injected
into the forehead and malar reqgions, in equal quantities. 15-8-51. Intense local reaction,
with nodulation at the three points of inoculation. |
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16-8-51. The nodules are the size of corn-grains.

17-8-51. The nodules have become more condensed.

21-8-51. The nodules are the size of a medium olive, and are suppurating.

24-8-51. The three nodules continue suppurating. '

78-8-51. The forehead and right ccheek nodules were extirpated. The pus obtained
on this occasion, which ‘was found positive for a.a.f. bacilli. ‘was sown, in nafura, into
7 tubes of Loewenstein medium. The skin ‘was sent to the Pathologic Anatomy Section
for examination. -

P.C. N-° 17.352, from 29-851. Skin fragment of Rhesus N.° 5 (Chiquita), ino-
culated on Auqust 14th 'with the “Maria Domingas” strain. Results of the anatomo-
pathologic examination: | |

“Presence, in the derma and hypoderma, of discontinued inflammatory cellular intil-
tration, and also of a great number of polymorphonuclear leucocytes, which are more
sbundant in the deeper portions of the derma and in the hypoderma; next to the leucozytes,
there are large mononuclear cells, with varying forms and abundant cytoplasm (spindle-
shaped cells) and gigantic cells of the Langhans type. Epidermis without any alterations.
Absence of a.a.f. bacilli in the cuts that were examined. — Rio, September 11th, 1551.
— Dra. Rita Alves de Almeida Cardoso.” |

1.9.51. Cicatrization of the wounds resulting from the biopsies 'was very quick,
because we used rost coffee powder as haemostatic. The monkey presents two small
secondary nodules in the outer angle of the right eye.

11-9-51. These nodules persist. 19-9-51. The aspects is better. The bacilloscopy
of the feces of the animal resulted negative, and the Rhesus was returned to the General
Bioterium to be used for other purposes.

RHESUS N.° 6 (Adult female).

5.11-51. The monkey ‘was inoculated with 1.5 cc of an emulsion of the “Maria Do-
mingas’’ strain retroculture grown on Loewenstein medium of 2-6-51, 0.5 cc of which were
injected subcutaneously into the forehead and equal portions on each cheek and right
groin, having in view the formation of nudules to make Lepromin.

6-11-51. The animal presents acute nodules at the three points of facial inoculation.
Its general condition seems to be good.

13-11-51. The three facial nodules are larger and hardened and the one on the
forehead shows a central pustule.

14-11-51. 10th day after inoculation. Photos were taken of each side of the face
-nd afterwards the three nodules, which were also photographed, were extirpated. The
smears of these nodules, sained by Ziehl-Neslsen, were strongly positive: isolated a.a.f.
bacilli, in extra-and intra-cellular globi and masses. Giantic, granulated and vacuolated
(g.g.v.) bacilli. From the pustulous forehead nodule some pus ‘was sow:, in natura,
into 2 tubes with Loewenstein. medium, which cerminated in due course. One tumour was
cent to Dr. Rita Cardoso for histopathology and 'with the rest there were produced 20 c

of Lepromin for human use. |

P.C. 17.537, 14-11-51. Rhesus N.® 6. Fraoment of facial tumour. The animal was

inoculated with “Maria Domingas’ strain on 5.11. Results of the anatomo-pathologic
examination : “Extensively purulent and acute inflammatory process, associated to volu-
minous mononuclear cells containing an extraordinary quantity of a.a.f. bacilli. The
same germs are also found in the cytoplasm cf polymorphonuclear leucocytes. Rio, Ja-
nuary 23rd, 1954. Dr. Rita A. A. Cardoso.”

15-11-51. A pus icollection was effected from the biopsied wounds, the smears of
which, stained by Ziehl-Neelsen and “Fontes”’, were found positive. After a treatment
with 109 soda, the sediment of this pus was sown into 4 tubes with Loewenstein medium,
1 with glycerin broth and 1 with potato, in all of which more or less extensive germinat-
ion took place, similar to the original culture, both from this pus as from the tumour
emulsion treated ‘with soda on 17-11-51. '

24-12-51. ‘The biopsied ‘wounds are healing and the monkey presents one secondary
nodulation, of about 1,5 cm. on the right brow.

4-1.52. 62nd after inoculation. ‘The facial scars are almost completely healer.
] extirpated the forehead residual nodule, the smear of which, stained by Z-N, was found
negative. This material was sent to the Pathologic Anatomy Section.
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P.C. 17.608, 4-1-52. Rhesus N.° 6. Skin biopsy. The animal has been ino-
culated ‘with “Maria Domingas’’ strain, 60 days ago. Results of the anatomo-pathologic
examination : In the hematoxylin-eosin stained sections, in a circumscribed point, there
is effraction of the epidermis, with an accumulation of polymorphonuclear leucocytes.
Next to this region (point of inoculation?), there is necrosis of the derma, associated to
intense infiltration by polymorphonuclear leucocytes. Surrounding this zone, there were
observed proliferation of fibrozytes and blood vessels. In isolate foci are seen large
mononuclear cells, with abundance of cytoplasma, very frequently wvacuolated, besides
lymphocytes and polymorphonuclear leucocytes. Absence of a.a.f. bacilli in the
sections stained by the Ziehl-Neelsen method. Rio, January 23rd, 1952. Dr. Rita A.
A. Cardoso.”

10-1-52. The monkey was transferred on this date to the General Bioterium for
fattening and utilization for other purposes. |

RHESUS N. 7. Female, weighing 5 kg, n.° 5.030, sent us by Dr. Henrique Penna.

23-4.52. The monkey was inoculated with 2 cc of a suspension of the "Jesus”
strain (a retro-culture of the “"Chaves II" strain), grown in Loewesntein medium, of
1-2-52; 0.5 cc were injected into the forehead, and equal portions into the malar regions
and right-side nipple, all of them subcutaneously. The skin covering the chest was found to
be very hairy. Four hours after the inoculation, the animal looked very downcast, with
intense swelling at the points of inoculation. "48 hours later, the 3 facial inoculation points
presented acute reddened nodules, about the size of a corn grain.

3.5.52. Definite nodulation on the three facial spots, with tumours the size of wich
varies between that of a grain of maize and a bean; erythematous and infiltrated face.
The animal was shown today to Prof. Dr. Mario Malfatti, from Buenos Aires.

= 5.59  After examination and palpation of the lesions the animal was photcgraphed.
The forehead and malar nodules are more or less the size of hazel-nuts. The erythema has
become less intense and the nodules are of hard consistency. As to the wchest, the right
nipple lesion consists of a hard pasting, with a ciameter of about 2cm.

7.5.57 One half of the forehead and right malar nodules respectively wus extirpated -
by me for histopathologic and bacteriologic studies. The smears of this material, stained
by the Ziehl-Neelsen method, revealed gigantic and granulated a.a.f.bacilli. Suspensions
of the two tumours were inoculated into murines. The soda-treated emulsion was inoculated
into 5 tubes with Loewenstein medium and in one glycerin broth.

P.C. 17.815, 7-5-52. Rhesus N.° 7. Fragment of a right-side cheek tumour. The
animal had been inoculated with the “Jesus” strain, - a sub-strain of “Chaves 17, on
25.4.52. Results of the anatomo-pathologic examination: “Intense infiltration of derma
and hypoderma by lymphocytes, plasmatic and sigantic cells, and by a majority of large
monontclear cells with vacuolated cytoplasm, many of which containing long, vacuolated.
and granulated acid-alcohol fast bacilli. The epidermis shows no important alterations.
Rio, May 28th, 1952 — Dr. Rita A. A. Cardoso.”

10-5-52. The left-side cheek tumour is larger and is formed by two reddened hazel-
nut-sized nodules. The wounds which resulted from the two biopsies are covered with
crusts.

15-5-52. 'The two large left-side facial nodules and the one on the chest, ail of whichk
had not been biopsied, are supurating, ‘which pus ‘was collected and sown in nafura, in
Loewenstein medium presenting definite germination on June 5th in 3 tubes, with aspect
similar to that of the original “Chaves II'" strain. d

17-2-54. The culture obtained from the above biopsies is very goods and has been
transplanted.

CEBUS FATUELLUS N.° 1 — Male, bald, N.° 29.905 from the Rockefeller Laboré-

tory. It was inoculated on October 26, 1950 with lcc of a suspension in saline solution ot
the “Chaves I’ strain, retroculture from Rhesus N.° 4, passage from Rhesus N.° 2, an
original from 25-5-50. It ‘was inoculated, in equal parts, into the forehead and malar
regiors. This monkey has dark and hairy skin, as a result of 'which, observatioa is rather
ditficult.

20-12-50. There begins to appear a. capillary growth on the head.One nodule may
be observed in the forehead and complete cicatrization at the tacial inoculation points.

5.1-51. The animal was reinoculated, in the same points as before, with the same
culture referred to above.
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8-1-51. Examination of feces: positive for a.a.f.bacilli. On the right sidc¢ of the
forehead there can be observed a nodule about the size of a small olive.

25-1-51. Biopsy of the frontal nodule, presenting a macroscopic leproimaticc aspect,
surrounded by alopecia. One half of the tumour and a fragment of the chest skin (alopecic
zone) were sent to the Pathologic Anatomy Laboratory for study. The smears of the
nodule stained by Z-I are rich in a.a.f.bacilli and in intra- and extra-cellular globi. Un-
countable number of cells with globi. In the smears the bacilli present the g.g.v. type
of the “Chaves I’ culture.

P.C. 16.905, 27-1-51. Male cebus. Frontal tumour and skin fragment of chest alo-

pecic zona. The animal was inoculated on 26-10-50, and re-inoculated on 5-1-51 with
the “Chaves [I'" Rhesus culture.

Results of the anatomo-pathologic examination : “The sections show int . rruption o
continuity of the epidermis (ulceration) at some points. The derma and nypoderma
present intense inflammatory cellular infiltration, consisting predominantly of large mono-
nuclear cells (macrophages) and polymorphonuclear leucocytes, these last, very frequently,
in @ peri-vascular distribution. The vessels of this region are dilated and congested and
small hamorrhage foci may be seen. Abundance of a.a.f. bacilli especially intra-cellular.
Rio, May 30th, 1951. — Dr. Jorge P. Guimaraes.”

The tumour trituration, sown in nafura or 25. on 29 january, was contaminated and
discarded.

13-2-51. The cebus was killed and its viscera were examined. Nothing abnormal
was found,

CEBUS FATUELLUS N.° 2 — Female, N.° 29.907 from the Rockefeller Laboratory.
As the other one, it was sent us by Dr. Henrique Penna.

26-10-50. The monkey was inoculated with 1 cc of a suspension of the “Chaves I
strain, passage from Rhesus N. 2 and Rhesus N. 4, from 25-5-50. into the malar regions;
black and hairy skin.

20-12-50. To this no signs of sickness were observed.

5-1-51. The animal was re-inoculated with the same culture, on the forehead and
malar regions, as always sub-cutaneously.

8-1-51. Feces examination : positive for a.a.f.bacilli.

14-4-51. The aminal ‘was killed, by means of chloroform injection into the lungs.

Necropsy: There ‘were cut fragments from forehead skin, face, axillar, crural, and
inquinal and sub-maxillar lymph nodes: fragments of lungs, liver, spleen, pancreas, left
kidney and left testicle, all of which were negative for a.a.f.bacilli at the 110th day after
inoculation.



