
-t ECUIPMh.Nl GLASSWARE

2. G ral juipment

Centrifuge with tachometer.1.
2o

one 37°C and one 56°C.3.
4.

z- Cenco Meinzeor othe r shaker .
laboratory shaker is satisfactory for small laboratories.

5.

B. Glassware
(manufactured by Kimble andO.D.100 x 11-.- mm.

Ideliver to th? tip.2.
1.0 ml. graduated in hundredths.

10.0 ml* grucutted in tenths.
3* with inverted V-shaped ridge in bottom

that produces two semicircular compartments (so-called
• Bin:on flasks).
125 ml.

Flasks, '.rlonmeyer, glass-stoppered.4»
500 ml.

1 liter

5. Graduated cy 1 Ind er s.
100 ml.
250 ml.

6.

are much more difficult to reach-

500 ml.
1 liter

with 1 1/2 inch stroke),

1.

250 ml.

6.
Interval timer.

5.0 ml. graduated in tenths.

'test tubes,

Maximum and minimum thermometer.

test tube.
Vater baths,
Kahn shaking machine (275 - 235 oscillations per minute,

Racks,

Filter funnels, fluted, 200 mm.
*3ubes 100 x 13 mm. O.D. are not as desirable as the small ones because with the weakly-positive scrums the reactions

ila sks, ”1enmey er,

Serological,Pipettes,
•described as 45060/S73) *

ECUIPMh.Nl


HI.JTON TEST

RK-AGEMIS

(See page 1 Hinton Indicator.
Ira icutor”) .

2. 5/

. eigh 5 gms. of previously dri-d sodium chloride (A.C.L.).Cl 0

Add sodium chloride to 100 ml. of freshly istilledb.
water and heat solution in an utoclave at 15 pounds

Store salt solution in .-lass-stoppered bottles at roomc.
This solution may be used for three weeks.temperature.

50 J solution of glycerine3.
Mix equal volumes of Baker and Adamson’s Glycerine (Reagent)a.
and distilled water.

PhrP..2 AllON OF Si.RuM

1. Remove serums from clots by centrifuging and pipetting or

2. Heat the serums in the 56°C. water bath for 30 minutes. •Serums
should not be heated before the day of testing. If it is

use serum freshly separated
from the clot if available.
Recentrifuge any s pecimen in which visible particles have3.
formed during heating.

PREPahallUh OF GLl'ChKINAlED HINTON INDICATOR

1. Pipette one part of Hinton Indicator into one compartment of
a Hinton flask.
(Note: Not less than 1 ml. or more than 5 ml. of uinton

Indicator should be mixed at one time.)

sodium chloride solution.

decanting.

pressure for 15 minutes.

’’Preparation of Hinton

This solution keeps indefinitely.

necessary to retest a specimen,
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Pipette 0*8 part of 5h sodium chloride solution into the other2

compartment of the flask. Cure should be used in pipetting
the salt solution into the flask in order to avoid premature

Mix by shaking the flask very rapidly from side to side for3.
one minute.
Let the mixture stand exactly five minutes.4.
2.dd 13.2 parts of 5> salt solution and shake thoroughly.5.

6. Add 15 parts of 50: glycerol solution and shake thoroughly

ftore in ■ :lass-stoppered bottle or flask in the refrigerator.7.

referred to us glycerinated indicator solu-

LiAhDal-.l) LIN‘ION TEbl Willi bEhUM

Arrange test tubes (100 x 11 £ mm. O.D.) in suitable racks1.
so that there is one tube for each serum to be tested and

Number tubes tofor positive and negative serum controls.
correspond to the identifying number of scrums.
Pipette 0.5 ml. of each heated serum into its corresponding
tube.
(dote: Occasionally very strongly-posiiive serums will
elicit a negative reaction when 0.5 ml. of serum is employed

When this type of reaction ist he testing quan ti ty •as

glycerinated Linton Indicator intoPipette 0.5 ml. of the3*
each serum tube.
(Note: Flask containing glycerinated ninton Indicator should

suspected, 0.1 ml. serum should also be tested in addition 
to the 0.5 ml. quantity of serum.)

until the suspension is homogenous.

mixing of these ;olutions.

1 ill s sus p ens ion,
tion, remains usable for at least three weeks.
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Kemov e quun ti ty ofshuk:.n when taken from refrigerator#

glycerinated indicator needed and return flask to cold storage
i : eel lately.)

4*
remove the rack from the shaking machine and place in 37°C.5.

(Motes

1.
T-.e bulb

c-houl-.- be about 10 - 14 inches above the level of trie eyes

angle in front of the eyes and on the3. Hol-
. level with them'c

4> Look for claiification of th. fluid and for presence or
absence of a ring of white flakes or white coarse granules
at the meniscus.

5. Lift to. . tube about 10 inches above the eyes, tilt it so that

to determine- the presence or absence of flocculation and

Negative: Those reactions demons Crating absence of ring or

Those reactions demonstrating white flakes or white 
coarse granules .at the meniscus, and definite 
flocculation when tubes are gently shaken.

The water bath nust not be cover--! curing this period#
water ba tit for 16 hours#

record positive oi negative'findings#
Positive:

conten is#

Snake rack of tubes on siiaklng machine for 5 minutes#

mure inohu: Ion* in front of a darkened background.

7 inches in front of them.

The bath should be equipped with a maximum and minimum 
thermometer^ and the temperature shoul not fall below 34°^* 
nor rise above 39°C. for reliable tests.)

HlfJJlNG A-Jl- RHPOEIIjG

> -r: 5

Pl:co a shaded cylindrical fluorescent electric bulb 18 or

1.amove each tube from tue rucn. carefully without disturbing

the tube at a 45°

it is almost parallel with the bulb, and, while slightly agitat­
ing the tube, look through it towards trie darkened background



- 4 -
and no flocculation or granularity

v.hen tubes are gentl; shaken Occasionally a non-
gr&nular scum at the meniscus may be caused by

'.emoly: ed serums baeterially
cont:.-.minatec. frequently produce rhltish -in..: uhich
is strongly uherent to tube.

Centrifuge all tubes in •.-.rich clear-cut negative or positive6 -

Hemove tubes from centrifuge ann read as described in No7>
only doubtful anc negative find in cs as f olio? ssrecor^-in;
lhos : reactions 'emonstr. ing coarse .granulationDoubtful?
at tnc meniscus an? definite flocculation when
tub -■ s ar■? .ent ly s ’■:aken•
.•.11 specimens failing to react as uescribed underjlegt •■ ive :

84 ? port triose sp-cin ns c s

unles; Uv- reaction is strongly

14.2I-. .-I./1C4 iff? bld.x SU-.uZa

Hnat fresh scrum 1’or 3 minutes at 60°C1.
O.t.) in suitabl racks

so
for positive anc‘. neyutive serum controls.
Pipette 0*5 ml. of serum to be tested into properly
numbered test tube.

of glycerinated in- lea tor to eac? se:um tubeadd 0.5 ml.4.
and shaice un shaking machine for 10 minutes.
1 emove rack of tubes from shaking machine and place in the5.
37OC. water bath for 20 minutes.

i: ulV toc_.nl ue.

,:unsa■■!?.factory5* ..■ ica are hemolyzed

arrange tesJ’ tubes (100 x 11$ mm.

positive.

5,

b: .ju?/ t f uln a dove o

real.in s cannot be v.-.,.de at .000 r.p.rn. for 5 rdLnutes.

or-he! -.Icily ?on' .minatp- ,>

band of flocculcs,

that t^ere is on. cube for cac.. s:n*urn to be tested and

toc_.nl
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Remove tubes from water bath and centrifuge tubes at 20006.
r.o.m. for 10 minutes.
i-emove tubes from centrifuge without agitating contents.
Read each tube as described under ’’heading and reporting”•8.
lieport in accordance with the following outline:9.

Those reactions uemonstruting plainly visiblede-itive:
and •’•ell-marked

Those reactions demonstrating absence of ring11 era tive:
and no

flocculation when tubes are gently shaken.
Those specimens nemolyzed or bacteria.llyunsatisfactory:

unless this reaction- is strongly

positive.
(Note: lx suite very close agreement between he results by the
standard. 7 e clinic ue ana tna Rapid Technique it is best to places

the Lubes ir_ the refrigerator until such a time as they can be
placed in a water bat.i for sixteen hours and-. then r ad as
Standard tests.)

PHfPrJa.. loll OF CIOCK INDICATOR

/a chol :-sterolized alcoholic extract of beef noart muscle

is employed. prep reu by the Difco
Laboratories may be used.
1. Weigh 103 grams of t- ef hart powaer transfer to a onean-.

liter glass-stoppered •...nn-eyor flask.
Add 400 ml. pure anesthesia ether an:\ slake t horou.ahly by
hand for 10 z.inulP-*

flocculation v/hen tubes are gently shaken.

contain ina tod,

i-ichi; an,
_ ■ c to-beef R a i-15

or bc.nd of floccules at trie meniscus,

Detroit,

flaxes at the meniscus,
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th-n pour off ether ilirougii filter3.
discarding this and all oth-r ether extractions

4.
flask.

allov: -rain portion of extracted tissue to dryLo noi

Add 400 ml. pure anesthesia et-er to tho moist powder and5.

Repeat ethex* extractions for total of five extractions e

cry thoroughly

Place'cry pov/aer in t8.
or alcohol for each ?;rc.m of powder.

an- snake9.

10e Filter alcoholic e7-.tr ct throu n f.-..t-free filter paper into

a c-Loc.n lass-stop • re;. fl sk

11. i-.da. 0.4 Ox

of alcoholic extract.

Ik. V;‘c.rm stock inflcator (chol st n oli ed alcoholic extract.) in

13. Stock Indicator should bo tested a. Inst an in-.lector found

to be wholly satisfactory as determined by both clinical

and s -:• olo/ic means.

(l,ote: Occasionally, adjustment of the lipoidal concentra­
tion is necessary for the preparation of a satisfactory stock

a

gm. chol.s’h ol ( xrck’s

6.

con cents ol flc.uk /lyorously by hand 3 tlaos each day.

i.lcobol, UisiiiL 5 ml.

extract for t ree <uys a\ room tenpe. a:ur $

repc.ar extractions as beforeo

indicator, a pi’oeodure uas been described whereby lipoidal 

concentration can be chm^ed :s may be required.^)

a. . igtu

.;llo?.f pow. er to settle5

a 37°C, water bath until the c.iolcsterol is in solution.

(hotes
be tv. *en extract ions«)

P-P-'-h
Scrape moisL powder from filter paper ana return to original

C.P.) to everjr 100 ml.

1. Harris, ad; l-os^nborg, A.; Bossak, u.N.: Standardization of binton 
Indicator; Ven. Lis. Inform., 23:263-265, 1942.

Ix-moVe powder from flask,

lass-stoppered bottle xith 95’ etl-.yl

flc.uk
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ORb C.^LIOLIPIdlx. If

f-.ock aintori Indicators have been prepared from cardiolipin

and the tests performed with these indicators thus far liave been
more accurate than those performed with indicators made from

Our experience bas been confined toextracts of beef heart.
the use of three batches of lecitnin an . cardiolipin prepared
in Lr. Pangborn’s laboratory and one batch prepared in the
Lederle Laboratories. Until cardiolipin and lecithin are
obtainable copjraerei^lly of specified concentration and potency »

it ’.in be impossible to five a brief description of how to

adjust the amounts of these substances for optimum results o

ihe stock in-ledtor prepared from cardiolipin and
cholesterol is diluted exactly as it is if a dilute indicator

were bolnx prepared from tao .f:t-.n-xurd clock ^Inton in’intor.

lecitJ. inP

and lecithin manufacture a accor, in . to < • direction of Pangborn,


