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Abstract: Pure separation of various leukocytes is required for the assessment of their roles
in immunological and phisiological function.

In this study, pure separation of monocytes from canine peripheral blood was attempted. At
first, mononuclear cells (PBMC) were separated by ficoll-hypaque gradient method and then
monocytes were recovered from PBMC suspensions in sucrose gradient Sol. (PBMC-Sucrose),
autologous plasma (PBMC-Plasma) and autologous serum (PBMC-Serum) incubated at 37°C
for 2 hours.

1. In the separation of. PBMC by .ficoll-hypaque gradient method in canine blood, higher
relative centrifugal force (RCF) was required, as high as more than 1, 300xg RCF for 40 min-
utes, for clear formation of PBMC layer than that in human blood as usually used 400xg RCF
~ for 40 minutes.

2. In monocytes-separation from three PBMC suspensions following PBMC separation, reco-
very-, purity- and viability- rate of monocytes showed better results in PBMC-Plasma and
PBMC-Serum than in PBMC-Sucrose suspension, particulary showing better results from PBMC

suspensions performed by centrifugation at 1,500xg RCF for 40 minutes.
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Fig 1. Flow sheet for monocytes separation from canine peripheral blood: Solid lines show

modified method by authors.

X4 Hd monocytes 4o WELEE FA .
A Z8L trypan blue exclusion testE A A]3l<] mon-
ocytes ¥ Fof A PE(¥]94) monocytes 52| ¥
E&2 BAAG

E 3

PBMCe| #2| : 9|4 monocytesE %4323}
7 9% 49A4 024 WA whole bloods] 4 PBMC
& ool &, o] AAAA AFEAL H S
+ histopaque gradient method2 400xg, 30~40%7-
fAE s A P 8% PBMCEo) 4. o

el At e A7 548 dAEEE o] L3l w)
L AYEE A FA ) AR AR A
$obe 28 PBMCES A7t 83890, =i
MERE Ago] vzPgadsy (RCHE AAHez F
JFAA ¥ A 1,300xg, 40N A RLE A S B
PBMCZ9 #4& o|5% 4 Act. =aha Ay
o] 4 monocytes®] el E % A4 PBMC
¥ E33ted slel A RCF ol 7t #F <42 mono-
cytes 3ol oJmFt G FL vj A Er+E Falds] 43
o histopaque gradient® .2 RCF 400xg, 408 94
¥-2] (400 xg¥) 5} RCF 1,500 xg, 4039 94438

—35—



Table 1. Comparison of recovery-, purity- and viability-rate of monocytes recovered from different
cell-suspensions in sucrose solution, autologous plasma and autologous serum

RCF 400xg, 40min in antecedent

___PBMC separation

RCF 1,500xg, 40min in antecedent
PBMC separation

Sucrose Plasma - Serum Sucrose Plasma Serum

Recovery rate

Range 18.0~39.9 39.7~51.8 32.5~44.1 35.0~42.7 55.0~59.3 52.0~58.9

Mean & SD 33.7+ 8.0 42.7+ 4.6% 38.0% 4.6% 39.7% 2.6 57.6& 1.6%F#F 55 0+ 2 grrEs
Purity rate

Range 23.0~32.5 26.0~33.5 29.0~35.0 29.0~31.5 36.0~40.0 36.0~39.5

Mean & SD 27.8+ 3.6 31.54 2.8 32.7+ 2.1%  30.6% 1.0 37.67- 1.4%#% 37 8+ 1, 2%*ss
Viability rate

Range 80.0~88.0 91.0~97.5 91.5~97.0 79.0~82.0 94.0~99.0 96.0~98.0

Mean & SD 83.0+ 3.9 95.3+ 2.3%* 94,51+ 2.3% 80.7+ 1.0 96.2+4 1.4%*% 97.0% 0.6%**

* { Data from cell-suspensions in plasma and serum were compared to data from cell-suspension in sucrose

(¥ p<0.05, **:p<0.01).

# ! Data from RCF 1,500xg were compared to data form RCF 400xg (*: p<{0.05, *#: p<0.01).
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