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1. P.m.:leua:r For1L2.tion, Place a s~ll drop of fres:lly drmm blood on a slide and 
observe c.:ter two to live ninuten t!::e c;r:mulo.tod nppearruice. Co7er wi tl:: n 
slip and exC'.!:linB under the r:iicroscope; 1!::.ny of t~e reel cello wi 11 !lave nd:1P.red 
to one anot2er by their broad surinces and ~ave nssemblcd into loUG colucne 
rcseublint; pilen of coins - tbese colw:ms nre often c~rved and branched. 

2. Pern~_ent PrepQrntion of ~Utl.':l.:l Blood. T~c leucocytes or white blood corpuscles 
arc best stu0ied in ttin even filns o~ blood, iixe~ and stained appropriately 
to show the cho.racteristicn of tbeir nuclei and cytoplas~. 

To ootQin e thin and even filo of blood, the slides r.nd covernlips cust be 
a0oolutcly grease-free; they are t~eroforc ~loc..ne<l in acid tlichrooate I!rixturc, 
rinsed thorou.ehly in distilled water nnC: <lrie<l iron alcoi:lol. 

illl t:'.le stains uoed. below a.re nnde up in nethyl alcocol ao thct it is ~ 
igportent tbnt the filllil should be covered while okining. Uethyl elcobol 
fi~es the blood corpuscles, but only when water-free. Tbe stains nro cosinates 
of ruettylene blue, they therefore contain both an acid end a basic stnining 
coaponcnt. 

Prepcration oi Blood Filru::. 

-{a) Covcrslip Tec!m.ique. Place a soc..11 drop of blood in t~e centre oi a 
coverslip ~G ir.JDedi:i.tely lower nnotter crosswioe on it. The blood spreads 
quietly between tbc two coverslips. Drn:w r..purt by slipping one over the other. 
Dry by wovinc in tbe uir. 

(b) SliGe Tec~ique. Place n so~ll drop of bloou nenr one end oi a elide. 
Take o oecoz:C. slide (t::.is s!J.oulcl be a cood thic'..: slide vritt :i. sr::ooth ede;e), 
hold ut un nncle of ~'.5° to the f irst anc! slide it up to the clrop. ..~s soon 
ao t~c blood sprc~<ls ri~ht across, pust the second sli6e iiroly Cl.Ild r~pidly 
along tte ourf ace of the first slide oa!::ing c thin unif orn f ilo. Dry by 
wnvins in the nir. 

Stnininr !:iethoun. 

{N,B. Filon nust be nbsolutely tlr; ~efore staininE.) 

{a) Jenner's Stnin. PlJce slice or cover slip in auit~cle dish. Cover 
filn with Jenner 1 n stain ~n<l le~ve covcrcG ior 3-5 ninutcs. ~nsh in ncutr~l 
c1ir;tilled w3ter m:til pir..k. :Slot dry o.nd. cxaoinc under L,F. - R.B.C. 1 s are 
copperJ red, t~c nuclei of i'!b.ite corpusoles are blue. l:Iount i!l Canada Dalean 
and exnci.nc under IT.? • 
(Note. Tbi9 stain ce~onstrates the cranulen in tbe cytopleso of the leucocytee 
well: tho nuclei are bricht blue.) 

{b) LcisI::nnnn 1 s Stnin. Plnce 7-8 drops o1 stain on the slide - tbis will 
sprca<l in a t~in l nyor over the ~ilc. Leave covered for 2 r:rinuteo, dilute 
wit~ 15 c1rop9 of neutral distilled water and leave for another 10 oi.nutes. 
Wash in neutral distilled w3ter nntil pink, anc blot ~ry. EJcanine under L.P. 
- ~.B.C, 1 s are a3~in coppe!'"IJ red and tbe nuclei of white corpusclcn purple. 
Mount in c.~. nn<l exaoine under H.P. 
(l~o~e. Tho Erunule9 i n t~e cytoplnso oi t~e leucocyten are not GO clear nn 
in filtlS stainec cy Jenner 1 s cet~od. T~e ~uclei are very clearly st~ined 
purple; iliis filn in t:i.erefore suitable for a differel'!tinl wZ:i te cell count.) 
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. J.. Demonstration of Amoeboid !.fovement and Phagocytosis • . In these experiments 
-·-·- living cells from warm blooded animals ure studied so the slides aro examined 

in a hot box at 37°c and the coverslip is ringed . round with vasoline to 
prevent evnporation. 

(a) Amoeboid movement and Phngocytosis by Leucocytes. A small drop ef 
freshly drawn human blood and n drop of carmine suspension in isotonic 
saline nre placed side by side on n slide, covered with a slip nnd examined 
at 37°c. All leucocytes nre capable of amoeboid movement, though the 
neutrophils exhibit the greatest ~otility. The neutrophils only wil~ be 
seen ingesting the carmine particles. 

(b) Supravital Staining of Leucocytes. An alcoholic solution of Janus 
dreen and Neutral iied is poured on to a slide, drained off by placing the 
slide vertically and dried so that a thin film of the steins remains. A 
small drop of blood is plnced on the slide, covered with a slip nnd examined 
at 37°c. 

I 

Note. Granules in the neutrophils are a brownish-red. Rod-shaped mito-
chondria, blue-green in colour, are well seen in lymphocytes o.nd monocytes. 

4. Staining of Marrow Smear. Cut a long bone longitudinally or split open a 
rib bone and take a small piece of red marrow from as near the epiphysis 
as possible. Place between two coverslips and rub together and slip apart. 
\yhen smear is dry, stain with Jenner 1 s stain (keeping covered) for 7-10 
thnutes. Drain off stain, cover with dilute Giemsn and leave for 10-15 min.a. 
Wash in neutral buffer, blot dry end exmnine, A!ount in c.B .. after 5-10 mins. 
Jenner 1 s stain demonstrates the granules in the developing cells; Giemsa 
shows up the nuclei. 

Make a blood film from the same animal and stain with Jenner. Correlate 
staining reaction of leucocytes in marrow with those in the blood. 

5. Staining of Reticulocytes. To prepare slide for supravitnl staining: pour 
a drop of 1% Brilliant Cresyl Blue in absolute alcohol on to a clean slide 
and drain it off; leave the slide in a vertical position to dry. Apply a 
dro~ of blood to the slide, cover with a coverslip nnd leave for 2 minutes. 
Rem0ve covers lip and allow the film to dry. Stain with Jen.q.er, as for blood. 
Thi\ fixes the corpuscles as well as staining the leucocytes, 
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