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14th Feb. 1989
6 P.il.
Received from Dr. Scott-Wilson (Lzboratories of Pathology and
Public Health Ltd.) the following stock culiures:

one of each on slants

l. Staph. Aureus
2. . Albus

3. Pheunococcus

4, 3, Influenza

5. 3. Coli

6. 3. Tyzhosum

7« Strep. Viridans
B. €. Diptheriae
9. Ts B.

Received from Dr. Parsons, the following:

one each on slants

1. Strep. Faecalis
n

2. Viridans
. Yy Lactis
4. » Rheumaticus

5. Staph. Pyogenea albus
6 . (Insecticide Strain)

ALL THZ ASOVE CULTURZS WZRE PLACZD I THE INCUZATOR AT 37'C.
IT IS INTZIIDED 0 STIMULATZ GROWTH I ZACH TO IAXE RTADY IOR
TRAIISPLAITATIONS.
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CA3LIS LA3SORATORY

15th Feb. 1939

The entire da;” until 6 P.M. was taken up in tie preparation
of culture media. e have on hand the following:

24 tubes Beef Infusion ZBroth
12 " " L Azar
12 " Blood Agar

24 » Medium "X"

250 cc Beef Infusion (sterile)
250 cc Tyrode Solution for Medium "X" (sterile)

5:30 P..

Dr. Parsons called and plans were made to start work on (L.0.R)
this coming Saturday (Feb. 18th, 1939)

6:00 P,d,

Dr. Gonin came with Dr. Brocklehurst who was shown the Rife
Xicroscope. These gentlemen were here for one hour.

7:00 P.M,

The following sub=-cultures vere made from slants received
yesterday (Dr. Scott=-Wilson) and labled "S-W"g

one each transplantsd into 3eef Infusion 3roth:

1. Staph. Aur,
2. _ " Alb.
3. 3trep. Vir.
4. 3. Typh.
5. 3. Coli

The above were placed i1 the incubator at 7:25 P.M.
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GASLSS LABORATORY

16th Teb. 1939

The following examinations were made today of the cultur=s
received from Dr. Scott-Wilson; and transplants made 7yesterday:

B. COLI (Se¥)

Slant (original)
The colonies appearsd rounded, slightly raised, rataer moist
grayish, and tended to coalesce.

BROTH (initial transplant from original slant)
Macroscopiet A very heavy turbidity was noted in 15 hrs.
Microscopic: (a) STAINZD: All ‘organisms were sram neg.
rods and the morphology was
tynical of the Colon=-Typhoid
Zroupe
(b) UNSTAINZD: Zacia field contained nwisrous,
moderately rnotile, rods. Long,
thread forms were seen
occasionally.

RIMARKS: A transplant of the broth culture {appareatly pure)
must be made on lac Conkey's medium to differeatiate
between the Typhoid and Ceolon gzroups.

B. Trohosum (SeW)

Slant (orizinal)
the colonies were minute, coalescz=nt, and very slightly
raised.

Broth (Initial %ransplant from original slant)
Macroscopict In 15 hours the medium was clouded with a
heavy growth.
Microscopic: (a) STAINED: all organisms were grem neg.;
mornholégically typical of <the
Typhoid=Colon zroup.

{b) UNSTAINZD: each field was loaded with
highly motile rod forms. The
high motility 1is strongly
suggestive of the Typhoid=-
Paratyphoid group.

RTIARKS: A transplant on Yag Conkey's medium necessary.

continuedsesessscesssne
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15th Feb., 1939

(continued from previous page)

STIEP VIRIDANS (S-%)

No growth apparent in broth (5 P.M.)

RAEARKS: The broth culture was returned to the incubator %o
allow organisms to srow if they ars nresent and
conaitions are favorable. therwise it will be

necessary to use other liquid media such as DJextrose
Srain Broth. '

Slant (orginal)

colonies were very minute, smooth and shining, slightly
elevated, and characteristically white in color.

Broth (initial transplant from original slant)
Macroscopict The media was very cloudr in 15 hours.
Uicroscopic: UNSTAIITZD: the picture was typical of Staph.
STAI=D: each field contained numerous, gram
positive coceci; occuring singly,
in pairs, fours, and bunches.

2ZIARKS: The above reactions are sufficient to clagsify these
organisms as Staph Albus.

STAPH AUR=US (8=

WMorphology and staining reactions same as above except that
colonies on slant were medium vellow in color instead of vhite.

Since we are waiting for culture tubes and other materials, we

cannot proceed with the o®her organisms. The slants of thege
are in the incubator at 37' C.

The following broth cultures seem pure, and can be used for
testing HOR's 3Saturdey:

Continued..ouanit.-.oo-
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l.
Re

e

4.

5 P.:\‘r.

FASLIES LASO2ATORY

16th Feb. 1939

(continued from prev. page)
Staph. Pyogzenes Albus (positive,
Staph. Pyogenes Aureus [positive)
Be Coli (not positive until MacConkey's test)

Be Typnosum (ditto)

A transfer was made into Zeef Infusion Zroth of the organisms
on the slant given us by Sr. Parsons (labeled Strsp Vir). The
broth transplant was labeled "Par", and placed in the
incubator at 37'C.
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ZATLIS LASORATORY

LA30SATORY TLOSZD "ODAY. CALLTDD OF BAID & =
LATZNIAL.  3AY 2R. ZROZTEN AT C"TLR OF STALIYe AZOTE
CULIT2E OF "F00T & IOUTH® BACT. FICY OR. 4 T3] AiD WILL

ATZZ®PT T0 O3TAIN TUS TIAUS OF SATE.

- 2

18th Feb. 1939

xemined tae culture of "foot and mouta" (Dr. Croften)
and noted the following:
US3TAT ST

~3cALDt motile rod forms and s feu: larze diplococci were
seen.

STAITD (GRAI'S)t All the beecilli vere sram negati-e. The
diplococei ‘rere rrea sositive and avereged 2 or 3 to the field.
A subculture was made into Beef Infusion Broth and incubsztied
at 37'C.

A transplant waes made on 3eef Infision Agar and iacubated at
o7,

3oth of the above vere placed in the incutator at li:A.K.

The subculture of Strep Vir (Par) transferred froum the original
slant into. Zeef Infusion 3roth on Teb. 16th vas studied as
follows:

The medium was very turbid indiceting a henvy grovitha
Microscopic examination revealed:
ULSTAINZD: Small cocei 8ingly and in short chains.
STAINZD (GRAM'S): All orgenism in cheins were ram pos.
A few of the individual coceci vere
gram nezetive,

AIARKS: A Bile Test rust be rade to differentizte -etvaeen Zirep
Pneunococci.

The entire afternoon was talen D in determining the MOR of
Staph Albus. This was ilone =s follous: .

A hanging drop preparation of Stapn Albus E roth subculture of
S-¥) was placed unier the 2ife icroscope (megnific-tion

"3500 Diam). Dr. Parszons, Mr. 3iner, and Mr. Fo.a -4 21l zoreed

.
i @
=
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2. (con't of Fet. 13+h 1939)
iat tlle wroranisms sean Ty =sea tl.ro = Lil2 miIcrascops vrare
Stephylococai with trzicel ngrpikelogre Ir. Prrzons, aas;at =24
DT (e .owerd, meainunlated ths so0atrals 3f %he 23naratns,
alle L. Siner studiad s'.e srzsnisms toroizh tie icroscope.
A3 3¢c0n &35 “ia satting "X" vas ?eached. 3iner auanouncad *iat
2 cranze nal taken nlace and 2 readinz vz3 “aksn of “hs
control dizl. The hangin: drop was 2z inad sni 1o organizn
conld te foun Zacl. micreoses 9ic fi21i veas filled +:ith cnloran-

ous zlotules. 111 present (the ztove mantions three) cone-
firmed these findinzaz. A diffarent anparzat-1s =3 et up
by "re. Parsons eud e o 9 :o‘erd, and ihe sa.iz arcédeelurs

vay pone tlrough twice using Cieph Albus z2zzin. It Tas
fcu;d that f“e gare pleno ‘enon oceursed ePc" Tize vl the
setting "X"
Two suocth“
and s=e =zx»
Trhese rere

.'l

s rsacned.

vere male of 38

Alrns i Bee? In‘.ta*'on Iroth
e ttillg . < Jn

T
Qoo }
e Kol

.'-‘-IIJ

19th Tetriiary 1829

l CO I .._.

Tie subcultures of ~taph Altus maie last evening (eud reysd)
sio% no_growth at this time.

The subcultures of "foot and mouti" shoved profuse growth
whaich rend-red the medie ‘urbvid.

Srem stalinzd smeers ajpeeared 2s follews:
B207H: Crem megetive bacilli vorying in leng-h from 3 to 8 nmicrns
e, 'I'l'l-

2 Tt The saue 23 in “ro+h but cnntalned gram D0Se 1ipe as well,

RAZTIABKS: The broth culture snall »e tirice-plated and *hen
transferred to medium X",

Trensplante vere mede into Teef Inf-sion 3roth 23 follows:
(3315 - 3:30 P.:.)

1. Steph. Pyo Altus (s-")

2. atEDb Pyo Aur.

S.B.Tﬁm "
4. B. Colil "
5. Strep. Vir, EParsonsg
6e 2+ Foot I IZouthr (Croften

Transplants vere made on ZSeef Infusion Agar s follous:
(3:20 = 3:45 P..)
(con't
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S (coz't of 184tk Tab. 193¢)

le 2. Foot & Touth ’
2e Strep. TTirs

20th zeb, 1939

10:CO A,M.,

The subculturss of Staph. Altus mzde (a2nd rayed) 13th Feb.
e gtill =3;8tive for growth. The mediwn wess exemined Tor

ar
Iyirocen= ion-concentrﬂtlon and found to Te pd 7.6 in both
28

Received a2 shipment from Taird & Tatlock vhizh inecluisd tlhe
incubator intended for uz originally. The incubotor +tiat
188 10an=d to us, pending the arrival of the ons delivered

tode vas r=turned +o ;nlri é& Tatlock wit: the dr:v Ta
5 qave & 3igned receint on hand ts that effect. Tha

vas short 12 tubes of lfac Coukey's medie. (marksd short on

5
a3 order

All trausplents made ye:terday into 2:ef Infusion “roth =
#ood growtl. in the tubes,

bt
.4

ved

Gram stained smears were made as follows
BROTH

l. 3Staph. Pyo Al»us (S-W) typical

2. Ctaph Pyo Aur " "

3« B. Typh " .

4. B« Coli . .

5. 3trep Vir (Parsons) "

¢e D. Foot &« Ilouth Only sran neg. bacilli : szen (no
dlplococci:

AGAR 3LANTS

l. B. Foot & Mouth Croften) szme find: nzs &8 ia *roth

2. Strep Vir Parsons) typical

The transplant of 3trep Vir (8-W) made inte 2eef Infusion
3roth on 15th Fsb. is still n:g for growth (4:00) 2.::.

24 tubes of Zeef Infusion 3roth containing 10j% Dextrose
vere prepsred.

A transfer was made of the origi-al Strep Vir. (S-7) slent
into Zeef Inf.-Bextrose Zroth, (5:15 Piil.) & irmediately
incukated at 37'C.

(con't.)
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A trrasylant vwas mele of I, Foot & llouth (Srofisn) from
“esf Infusion Acar to a sterils tube of *he ssiie. This
18 %ie second »lating; ono nore teing nscesssry vefore
trensferring to medium "X,

2lst February 1939

S cc of Ox 3ile m=dium vas prepared, nlemed in tes* tudes
end autocleved.

The following bacteriological exsminations vere mades

l. Strep. Rheumaticus (ver) origzinel slant
{unstaine2) non-wotile coccl, very =mall, singlyy

gnd
in short cheing, no cheine contsine} rore + .=n
6 cocci.
(steined) most of the individual cocci wers :zrem neg.

viiile those in pairs or in chains were sraa 2csd

s

A subcult're vwes made into Beef-Dextrose Zroth (3 P.'.)
incubated a2t 37'C.

10

nd

2. Staph. Pyo. Albus. (Parsons) original slent
(unstainad) non-rotile cocei, singly, in pairs, fours,
typical staph formation.
(stained) =211 cocei vere sram positive.

{0
o
.

A subculture was rede Into B:ef Infusion Broth and on “eef AZETr.

S« 3trep. Pyé. (Persons) original slant
iunstained[ non-motile cocci singly, pairs, and short
ciiains,

(stained) sram pos. cocei vwith morpholozy of Strep.

A subculture was made into Resf-Dextrose 3roth (3:30 2.:7.) zad
incubated a2t 37'C.

4. Pneumococcus (8-W) originel slant

unstained) exceptionally swall, non-motile dipe.
stained) gram pos. dip. with typical morphology,
and unstained "halo".

Subc-ltures were rmade into Reef Broth end 2eef-Dextrose Troth
media.

(con't.)
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Se (con't from 21st of Feb. 1939)

The culture of "foot end mouth"“ was plated again for the tuird
time end should re ready for trensfer into medium "K" tomorrow
at this time (6 P.l.)

Six tubes of Staph. Pyo. Aur. were preparei z¢ transplants
of “the troth culture cf this orgenism mede on 15th reb.
These vere incutzted (6 P.).) et 37.C., and shall be used
for tests on MOR tomorrow et 2 P%li. using Dr. Pcrson's
apperetus.

22nd February 1939

10 AL
Dr. Desch visited the laboratory and wes showvn the Rife
Yicroscope. The Doctor was here until 12:30 P.l.

1:00 P.I,

The following bacterioclogicel examinations were made of
vesterday's transplantsi

1. Streptococcus Rheumaticus (Par) Beef-Dextrose (from slent)
Heavy growth epparent in broth.

Yicroscopic examination reveeled the typicel strep forms.
The chzins were considerably longer in the liquicd media.

The bile medium test indicated strep.

2. Staphylococcus Pyogenes Albus (Par) both subcultures exemined.

TEZF INFUSIOW BROTH: moderete growth apparent in broth,
microscopically typicel of steph.

BETF INFUSION AGAR: appearence on elant typicel; rorshology end
etaining the same.

3. Strep. Pvo. (Persons) Beef-Dextrose 3roth

No growth apparent in troth.

Yicrosconic examination showed no or-znisms (centrifuge zietiiod)
The medium was ehecked by colorimetric metliod and found to te
PH 6,2. From these fi:dings it'wes decided thet &ll medis on
hand ust te chiecked for PX using the colorimetric metiod es
the media hed heen aedjustei by the titration medhod (colorimetric

b

apparatus not being eveilable &t the time.)

(con't on Zolliowing nare)
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W

Sa (con't Feb. 22, 1939)

i

Pnauwiococeus (S=7) Yoth subcultures exanined

BER IFUSION CR0TEY nepgative for growiils

STEF=DE0T2033 3’078 negative Tor srowutin.

T:e PH of *he media wss cliecked z2nd Iound to be telow P3 8.

Since Pneumococci reqire a2 PX of 7.8 it vwas necessary to
re-adjust tie media by colorimetric method.

3230 P..Is

Dr. Parsons -nd iMr. Hovard arrived and immediately comzenced
setting up the apparatus.

All six culutrss of 3taph. Pyo. Aur. (transplanted yesterday)
were oxanined. The masdia was turdid with growth, and
nicroscopic exaiination siovwed orgeanisms typically Staph.

The =2xperiment on !0R was a decided failure todal” since 2o
effect o1 ths organisms could be seen in nenging dron. 3everal
different settings were tried with the same negative resilis.
A test on 3tanh Albus (which was dafinitely destroyed bty .ett=-
ing "X" on 18ta TFsb.) was trisd with nssative results. Upon
Surther exanination it was found that tlie apparatus had
suffered a jolt ia transit and was definilEly out of adjustment.
Zxperimentation wes stopped at 8 2.4,

The above mentioned (6) cultires of 3tapn Aur. ware destroyed
by autoclavins =2t 20 pounds pressure for 25 minutes.

23rd Feb. 1939
CALLED 0 BAIRD & TATLOCKX TODAY Ii REGARD 70 FILTZR APPARATUS.
SELICTEN HMATERIALS WITE "ZiICH ™0 CONSTRUCT Al APPROPRIATE
APPARATUSe s« 23TURTED TO LABCRATORY AT 3: P.M.

T3 APPARATYS VAZ 337 UP AND FOIND TO ANSTTR Tad PURPORI
AD.TIRAZLY.

4:00 P.If,

Re-adjusted PH of Nutrient-Dextrose 3roth to PI 7.5.

5:00 P. .

An inventory was taaken (of all orgenisms on hand) which shous
as follows:

IN PURZ CULTURE: 3taph. Pyo. Alous (3eef Infusion 3roth)
3taph. Pyo. Aur. ’ .

Bacerium Typhosum - -
Bacterium Coli-Comrune ® »

Strep. Pyo. (Beef-Dextrose Zroth)
Strep. Vir. . i "
Dip. Pneunoniae " " .

(con't)
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;" (con't Feb. 23, 1939)

TO ZE T=SSTED: Corynetacterium Diptheriae
Bacterium Influenzae (Pfeiffer)
Mycobacterium Tuberculosis ZHominum
Streptococcus Rheumaticus
Streptococcus Lactis
Streptococcus Faecalis

24th Feb. 1939

The MOR experiments depend a great dezl for results upon the
hydrogen-ion-concentrztion of the medie. It has been
demonstrated that the slightest change in the reaction of the
media effects a corresponding change in the mstabolism of the
organism. Since organisms of different metabtolism react

to different vibratory rates, the necessity for ebsolute
control of PH in media is clearly indicated.

The entire moming was devoted to the study of indicztors and =
techinique incorporatinz the proper indicator in mediz so thet
any change in re-action can be noted. (during growth of
organisms

The following tests viere made:

1. 10 cc of Beef=Dextrose Broth, of PZ 7.6 (contzining one
¢rop of Phenol Red indicator) wes inoculzted wiih tiree
dro»s Bazcterium Typhosum and inc betedi et 37'C.

2. 10 cc of Beef Dextrose 3roth, of P 7.6, (contzining
one drop of phenolpthalein indicator) wzs inoculated with
t.ree drops Bacterium Typiosum and incubeted at 37'C.

Control tubes wvere :z._e of “he elove coniaining ell except
tie tyohoid orgenisms end elsd incubzted vith the others.

It ie hoped that the amount of Phenol in the medie will not
effect the grovth of the organisms, and that the production
of acid by the 3. Trnhosun shall clear tlie riedia.

The culture of Corynebzc-erium Diptherize (S-V) on Loffler's
Slant was studied as follows:

TISTAIITED: chiarzcteristice, non-motile, tacilli with rounded
ends were seen., The irregularity of chare end
form 2:d the numerous degenerative fomnas inualcete
the probebility thet tl:e orgznie 8 &re irue
diptheriae bacilli.

(con't)
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8. (con't 24tz -sbe 1vud)
3TAI.TD: Tlhe orgenisms were irragi

1ar in taking the pram stzine
ranr invelution forms wers s2°

n, end .03t were Irain 20Se

A subeculture was mzade on Loffler's blood-serum :ledla.
A s o " in ediun “K“o

6:00 P..l.

A subculture was made into medium nx" of the tirice-plated slant
o foot and mouth (Croften), and incubated at 37'C at 6 P.ll.

25t Feb. 1939
Q:30 A.ll.

An examination of the 3. Typh. Cultures contzining the phenol
indicator »roved that this —edthod of chsczinz PZ is not satis-
factorv. The sa.e was trus of *the culture contain:ng Phenolptina-
lein, The organisms viers: definitely affected by the indicators.

After discussing the problem with Or. Parsons it was decided trat
8 3 meter would prove most satisfactory. :T. Eowerd is in=
vestigating the 1ocation of materials and shall aubnit a rensort
onn th= ma-ter bafore tie eund of the weeka

This afternoon jlans were made with Dr. Parsons and lir. Eoward
in regard to fitting up the electrical room. work shall start
on Tuesday, and it is hoped that the elestrical departTent
shall be ready for service at the beginning of next week.

5100 P.1s

A VIRUS VA3 RTCOVERED I ZEDIUL X" OF DR. CROFT=N'S CULTURS

0F FOOT % 4OUTH. The media was turbid with growth and micro-
scopic exaiination (Leitz microscone) at 1,000 diam. gaoved

+he same type of bacilli seen in otner cultures. The culiure in
"K' was then diluted with five times it's volume of sterile
distilled water and then passed through a berkefeld "w" filter
using 2" of (mercury) vaccum. An examination was mad=z of the
filtrate (Leitz nicroscope) at 1,000 diam. and no orgenisms could
b2 found, even thoth an exitensive search for tliem vas made in
over onz hundred filds of the hanging drop. The same slide

wes exanined with the Rife microscope at 8,000 diam., and wvhen
the prisms were set at "X", each fidd was loaded with nhizhly
motlle elongated granui=s. It shell he necessary to inoculate
the filatrete into susceptible animals and the results sihall
establisn the status of this virus. A subculture was made of tne
fiitrate into "K® medium (6:30 P.:Z.) and incubated at 37'C.

(con't on following sage)
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e . linte. I et B Pt b V.
OAZTES TAZCDRATCH

, e
~

™ine following ™ectariologicel exsnminratlons wer: nades

1

1. I*rcotacterium Tuberc:ilasis Honinum (s=77) originel slant

- -

The appnearznce of the colonies on the zlent is typicel of T.3.
A 7ichi-l'eelsen stained slide showed (microscoppicell;r) t:e
t:opicel, acid-fest, rods.

2, Descterium Influsnzse (3-V7) ori-inal slant

The slant seered “o bhe "chocolate-zger" end it was difficult
to 3tudy the charscter of thsz colonies.

271320320010 oo LUNSTAIITD: non-motile, cocco-taccili, and occasion

el taread forms vere seel.
STALTDe 21l orgsinismms on slide ;rea neg

]

tiva.

3., Streotococcus Rheuraticus (8S=-W) see srevisus exexzinstlions

A bile-nedium test was carried out snd lysis was not produced.
This indicates that the organisms are not Pneumococci, and
mev be classified as 3trep. This was the second bile test

(2s a check).

4., B3treptococcus Lectis (Par) orizinal slont

Tais orzenism wes stulied for imorphology and «faining re-action
only and found to »e of sirep morphology and sram positive.

The pathogenicity of this orzanism is queztioned by Rife cud
his vorkers. Further expverimentation on Strep Leactis shall not
te carried out.

5. B3treptococcus Faecalis (Par) orizinal slant

This is another orgeznism of doubtful pathogsnicity and is
sometimes krown 23 the Interococcus. At the preseiut no furtier
v;ork shall he done on this organism.

The following viruses (in sxmpules from e Rife Laborstoriss) were
trznsplantsd into medium "X". -
Moe 48eecessecaeeBe "X Noe 29....Poliomyelitis (from Strep)

. SRS - [ Call 50....1{3{‘11‘09110'{:13 (from "negr

12 S ———— 1 T:{phosum bCl‘uiiES")
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GABISS LABORATORY

28th Februery 1°3

2:30 A.M.

500 cc of Beef Infusion Broth was prepared with peptone and

Na Cl in usual proportions.

During the process of adjusting the re-zction of the medie it wes
noted that color iones in the media undergoing adjustment difered
considerably in body from the color sheces of the stendsrd tubes.
Further investigztion proved that our instructions for use of *he
phenol-red indicator (given us bty someone connected with Zzird &
Tatlock) were not correct.

I0TE: The Tollowing is conied from the 3aird & Tatlock invoice on
which the Phenol-red vas billedtecssces

Order XNo. 112517222.39 22.2.39
50 pc. PHEIOL 22D IMNDICATOR, 02%

Kindly notet
For use &dd 0.1 cc of indicator to 10.0 cec
of the liquid under eXamination.

The proper emount of indicetor to be sdded to the licuid unier
exeninetion is 0.5 cc instead of 0.1 cc. This correct informastion
wes given us by the Chemist connected with Paird & Tetlock.

Of cource this error on the pert of Zeird & Tetlock Les set us beck
coreidereily in our work, as £ll culture medis must te re-sijusted.

A full renort of this diffiogulty muest be maie to Zeird & Tatlock
irrnedietely.

The following experiments were started to check tiie results obtainzd
vith the Toot end mouth virus.

S:P.X. ¢ A traneplent was mede on Beef Azer of the originzl slent
rec'd from Dr., Crofton. This shall te checked snd :lzted
(three times in 211) before trensferring to “K".

The trensplanis of virus (nos

s 48, 37, 38, 29, 50) into X media
ere necative for grovth (6:P.M.

— Y
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1lst llarch 1938

Tae entire day was occupied in making culliure nedia.

e nave on hand the Following:

24 tutes 2eef Infusion Sroth PH 7.6
330 cc " - - ” .

24 tubes rutriﬂnt :*otn (Bacu) Pn ¥ 6
350 co

6 P.lls

A transplant was made of the Foot & llouth tacillus into
3eef Azrar Slant.

The —irus treansplents in "X" (from Rife) are still negative
for growth.

2nd M=rch 1939

Tar

The culturss received by us on l4th Feb., from Zr. Scott-Wilson
end Jr. Pzrsons have all teen esxaninedi

The charscteristics of most of ths organisms are acceptabvle
from the standpoint of tie Rile techniﬁue.

Tach of the acceptakle varieties shall be transplanted into
Medium *K* (using the Rifse technicue] and the filtrates of
‘the transnalants studied for viruses

U=TEOD USED BY RIIFE FOR TEE CULTIVATION OF FILTXR PASSIIG VIAUS

1. The culture under examination iz studied for stability. If
pleomorphic forms are found in excess, *he culture is not
acceptable. The PH of *‘he medium mmust »e the optimum for the
organiss uncder examination.

2. ter it has been dernonstrated eonclusively that the culture
is pure, the culture is thrice plated; the sesond from the
first, and the tiird from the second. It &5 importaat at this
stage to study esch trensplant. If a contanination is found
or if oleomorphic phorms are seen it is neccary to start over
at Step Cne.

3e If the organiasms remaind constant tarougn the third plating, it
( con't,)
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2e con't Merech 2, 1239,

agsuned that ther are ready for trensier into K n=dia.
diun is prepared a2s follows:

Ta
o2
a3
L2

a. Place 0.2 gzm of "X" into sach test tube (3"x5")

Y. Fill test tubes hzlf=way vith TYRODE 3CLUTIOH

c. 3terilize in autoclave at 15 1lbs. for 15 ninutes,
after plunging with ticht cotton-wool stoppers.

iz inmoortant to incubete tie madia for 24 hors baefore

inoculation to te sure it is sterile.
Use three or zore loop-fulls of 2 24 hcur culture for
inoculating "X".

4.

8.

Trens-lants in "X" should be Iancuvatsd for at 1
vefore heins removed from the incurator. If a 3

erident by cloudinzg of the media at this >oint

prepare for filtration. If no%, allow 438 nhours mor: Ior srowin

to appe-r. If growth does not appeer in one week from time

of inoculation, start over from step one.

Filtration:

ae. prepare three filtering spparastus ty autoclaving

for at least 20 minutes at 15 lts. pressure. Only
new Zerkefeld cendle filters (W) should bs used.

be dil te culture with five times it's volume of
sterile, normal saline. Transfer to an appropriate
sterile test “ube eand proceed with filtration
using two inches of vaccum. At no time can the
pressure be increa:zed.

c. repeat nrocess u:til first filtrate hes b=en twice
filtered using sterile ajparatus easch time.

Fill "Wright's" caphles with the triple filtrate and stare
in ice chest, leaving one at room tempe. for further study.

Yeke 2 hanging drop slide of the filtrate and exanine under
tae o"dinar? microscopne et 1,000 dianeters. ilo bacteria should
vissble at this - taze.

Place three drons of the filtrate into a tube »f "X" and
incutate at 37" Cs for 24 hours.

Make the followinz examinations of the 24 hour culture;

a2« study a hanging drop slide of the filtrate under an
ordinery microscope at 1,000 diam. to make sure the filtrate
is not contaminated.

b. after consulting the Rife table for the "refractory index"
of the organism, place slide under Rife Licroscope at
8,000 diam. and set wedge-shaped prisms so that_the
rroper monochromatic beam is coming through.

c.8t this stage the virus should eppear in the field prov-

iding the oreparation has been carelfully iade.

( con't )
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