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Purjoce of tie jroblen.

Thie iaportencce oi fecal or_rmisis in swiadng pools
lieg long been tiie intcrest of :en, investigctors and
especially tihose connected in ony monncer witic t.e _.roovleis
ofiered by tiie denrgers of swisniing pools.

It vas with tiic desire to detcrmine thwe releative
recictince of t..e stroins of Streptococci found in the pools
to ti.ose of B. coli end 3. eecrogencs t.et t..is proolenm wes
undertekciie

Ti:e tvo later or_cndicis itave bee.. uged as a standeoia
for 2 mcaus of devising a zetilod ol control via tihie c.lorince
net..od ana tle presence of Streptococci heas been nc_lccted,

It is vwiti.out a couot tlils orjenisy is as i pportoant or even
moreso tiian citi.er 3. coli or 3. @€ero_CiiCSa

Yiti: tuds fact in mine it lics oecn =y desire to cdeterine
tl.e reletive rescictence of t .esc orgonisms to eac:: ot..cr.

Uany thanks ere due to Lr. VL.L.IIllasn. and Ure l.: JKoch.
v::0 llave offered xon, voeluaole suggesticus vw..icly liave been

viely benieiicicl to Liee



After o tlhiwrougsit stuuy of verious aet..ods fos ti:e isoletion
and iccrtitication oi tiie orgoniczs to te uscd tie folloviig
have becn ciiosern.

For tiic isoloation of B. coll ond 3. acrogenes & sethiod
devised by Prescott and Winslow Lias been ¢ osen, firct because
of its sin_licity cnd seccond beczuge oi itc accurcc).

Thie net.od is cs follovis:

Place 10 c.ce. 0i lezctoge brotiz in 1C0 c.c. of tize veater
from which the orgonisms are to be isolated.

Incuvate at 37°C. for <4 ..ours.

Place 10 c.c. of tlie above incuvsted saiagle in encir of (U)
feracntetion tuoes of co.ble strengta leciose broth aend 1 c.c.
in a tube of sin_le sirei ti..

Incuoate tiicse tubes at $79C. for li-io4 liouss or until yos
a,))ealse

Froa the tubes glioving goo, ctreak o0 eosin-netiylerne=bluc

iTake cuplicrtes for 209 znd &79C. incubdations rnd inc. wete
for £4 and 48 :ours.

Pick tysical 3. coli colonies wiic. cre black witii a
netallic shieon anu 3. aerogenes wi.icii are olack vituicut tle
netallic color end coifira vitii tiie Vo_ues=Proccuaucr cud the
Letiiyl=Zed te.ts.

The V-P test igc .xue og follows:

rick tiie typical coloniecs ainé plant in desitrosc brotile

Incubate for 5 deys at ©7°C.



At tuae en. oi tize incubation _eriod cdu o c.c. ol 2

solution of potasciua hydroxice (KCil) to ¢ ce.ce 0i Lie o
brotii culture.

Hold tuis solution over ni .t for tie {foruactioc. of
eocin=pink color, vhich constitutes a pogitive test fox
B. eeroenes.

Ihe Ilethyl led test is nede as follows:

Inoculate thc acxtrose tuves wita typical colonies
ircubate for  urjc.

To D cece. 0f tiie culture cda O «ivps of zetiiyl red
ution,

Aftcr a s..ort period ofi incuwctlion o red or e low
will develoy. whe red is _ocltive for t.c preccuce ol B.
Tie Vo uec- ioscihauer ond letiyyl-=Ilcu scincziec icg:

3. coli B. cerc_cnc

VeP = Ve A
=R A Lel =

The brothh used in the Tlcethyl-..cd test lLias a nuber
speeiel in_redaients v.ere:s t.ot usced for tiie V-2 tust i
plaii dextrose broul, ilie ior.aer is :wde : g follows:
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Digcolve ti:e ziiture of ntericlso over ¢ irce flaicy
naze upn to voluae, filter end steri.ize i1o04 o0 minutces ot
lo soui:ds presuure.

The Metiyl=licd incicctor is p.odce by cis.olving Lol Triiis
cf netiyl red in 3UU co.c. 0of tlcoliol cud diluteu to &Ll c.c.

vitil digtilled water,.

To igolete Stretucoceus tie weter gaiplep usci to
icol:te 3. coli el 3. acrog.nes cre pernitted to incu.ote iox
- cours or u..til & sedi:ient occurs in tiic tuoes Tic
su ernataint iluiu ig reaovew zi. t e scui.iciv steined and
e€xaained aicrogcoicolly Lo tue pregsence of tiie 0r_cuic is.

If tuc, erc pregsent ¢ c.ll porticn of tie souinciit is cus-
peided in saline ena tocen s.oicarced o. 1.5 liv r c_cr pictes.

T..e coloides are viviole onl, citers =0 wi, o dic..cti watl C79C.
and are ver, v.ite anw usurlly oin olit in gsize, Yiie igoicted
coloniec ¢re Cli.iil.Cw oot in wdcrovco icclly for tiedir truc
idcentity, if poucitive liver egoi slenlo €re stred’icd.

As tiuc vicoilioy oi Jhic Otreps. ig more va loo: lisited

"

it it s been found nececeg ary t..et trarnsicrg of t.ic culture ve

eGe ol.ce inn 4o Liourse.



To deteraince thic aiount of avcileole chilorii.c in the test
solution a uetlhiod devicceu b, . 3. Bucieneon elud ... G, Pe.lking

Las beun exnp.ojyjed witua caticsfocti one Thie zetliod is very; ciple
as vicll cs rapid therefore mzikin; it especiactly cowvenient for
a tust of tuils nature.

Tvio 8" x " blocks 1o" in lengtll ere fastecinea togeti.er on
tlie flat gurfacces oand loles cufiiciently lcrse &0 perrzit the
inscition of lesticrs tuwves ere nade t.iough tiie six iich
discnsion. Fourteen of ti.ese tubes ere ploe.d in tiie blocik end
nuwaibercd and t e following azounts of resgeuts erc slcced in

each tuocet

Cl/p.p.a Cul0,/c.c. K.Cr, 0y
0.C1 .0 C.8
0.0x Ue0 k.l
0,05 G.0 Sek
0.04 0.0 4.3
C.05 C.4 DO
0.G6 eS8 6.6
Va7 lea 7.5
0.03 1.9 Ge7
0.09 1. Vel
0.10 1.0 10.¢C
0.20 1.9 : <040
0..0 1.9 ' $0.0
0.ca a0 SEGU

0.50 2.0 040



A rupver stopper ic fitted viti a @ escerirn tuve rne the
closed end of tiie tuve crultted to _roject tiroug:: tiie coll
end of the stop .er., tiils pernits t... closed cud of t. ¢ tuve to
oc¢ im.cerscd in tlie standerd. Tite rocik is o counctructed v t
ligkt is neraitted to pego thwooghy tlie botton o tie tuou,
tierefore wuien lookilg turou a tac :.ole oi t.e gto_.ci tiroush

t..e siasll tubec it is pooscible to meolke 2 cowmerison wita jreat

J

reidity end a degree of eccurec, ootocincuwle onl, oy ..ecus of

a culorinecter.



¥ctuod for the test.
£ ooracll eno nt of clloride of li.e ic zdeew to awvuut
threc liters of sterile ta vater and ti.c mixturc stirred
well anu peraitvted to stord ior et leoct thirt, minutes.
A tvent, -four cilture of tile or_anis:i to be tcsted is

ves.icd froa t..e liver eger slon. with sterile wolire. A looo

H

treicf. r 1c ode to a larg.r cuantit, of scline. “he riazper

)
n

or_anisis in tlids cugpceirsion ig detorined b, erns ol 2

k4
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licciace, tocters I tiic nidver deciivcw i. wifierent tian tust
in this susoeuglion eit.cr cilution wit.. saline or aa ition
of t..e culture mey wC 2w UCe ..Cii w.C nuaber cecircd ic ootoinca
i, tie suspeucion fovr _letoo cre iode to coeck L..c ectual
number. Two plates of t..e vri_i.el sugpencivi exre arde by

% c.c. aoounts cnd tuo of 2 1/10u dilution usin, & c.c.

using
CI30UL- Ve

At a convenient tiae a portioi. of tiic ori_incl sugper.siou
is adeeu to the solution cowtediidn t..e cilloriie, tihic ccuut

of residual chilorine haviig been detciizined cnd at tie end o

W™

o~ A - e . . b 3 L.
s 3y D, 10, 10 and IC iiiutclitciv: s [ ce.Ce azounts of Ul

1
tcost solutiv.. is reuavedona iiiicdiately plated. T..e plote
being poured viti ulkie liver zgar,.

It ig i evrtive it tie latc pe .uurca ia .cdiately
aftcer tiie portion ios beou reuovew to ervect the acliou of
t..e cizlorine wel.. , reoeved - it tae couic, also it ig degize

S

aple (0 luve thic tea cucture oi vie coer guiiiclicuntly low
that it 111l Lot lwera ..o or_ciuieng as tuaeclr recictance to

i:cot would be louvcred aue to tiic rcetiow of t.c cilori:c.
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TLe pletes are iwnverted aiter cooliny ena iincuvated 10T
t-enty-four hours at ¢79C. aiter vitich ti..e tuc, arc coulteu.
The counting siate of " olihugel's ve.ny; casl.yed ioxr the
purpose. (Gilirer's Lebp, Nenwl Pege Le)

Fr i tic nesber of colotiics roving t..e percent ci thic

or_anisiic dootr.jeu 1o ceiteliiiltCu.
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j..e r.sults oif o teoo ucgirg Stretococcus os the t .ot
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