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FRODUCT DESCRIPTION

1-5Gtep™ 1077 Animal |5 & ready made, sterlle and endotosin tested
solution of Nycodenz, NN'- Bis (2 3-dihydroypropyl) -5- [N- 13,3-
difwdroneypromyd) acetamido] - 24,6 ~ iricdo<sopivalamide, far the
Isoiation of monouctear calia from most mammalan specles. -

Camposilion:

Nycodanz 14,1 % {wiv)
Mac1 - 0,30 % i)
Tricine™Ma0H pH 7.2 5mh

Prysicak-chemical characteristics:;

Density
Oamotafity

1OTT & 0001 gimi (20°C)
265 + 15 mOsm

PRINCIPLE OF THE SEPARATION PROCEDURE

The miost commar: bechnigue up til now for separating leucoeyias is
1o layer the blood semple on top of a solufion containing an
eggragating agant mixed with & comgound of high density, Using a
mixburs of Sodium Mebizoate and Ficoll, Beyur (1968) developed a
anestep  cenmiriegal  techrigus  for isolation of  lymphooytes
{Lymghoprep™]. Blood ssparaticn media containing sythrocyte
apgrogsting compounds may aiter mitegen responsiveness of
isciated lymphocyte preparations. Therglore, invasligations have
been done to avold such compounds in the separation solution.
Using & mobure of Mycatenz and NaCl, Bayum {1883) publshad a
new method for Bsolaton of mongruciear calls withautl any erylh-
recyla aggregaling compoend. In 1883 Bayum modified this method
to be able 1o [solate tha mononuclear caells from other specias than
merman blood,

Mononuclear cells Tram mast mammalisn seacies have a hioher
dansgity ran buman mencauzlear cells, § the osmalality of the solu-
tion Is decreased, the cells wil gain waler and their density wil
decreass, Experimants hava shovm that a solution with deosity
1.077 géml and an esmalelity of 285 midsm gives the Best resulls,

STABILITY AND STORAGE
1-Stap™ 1.077 Als slable for 5 years provided the solulion 35 kapl
staribe and prolechéd lrom Gght

The solution should be stored st or balow 20°C.
1-Sap™ 1077 A s aulodavable.

SEPARATION PROCEDURE
t. Collect blood into a wuba comaining anfcoagulant (EDTA
haparin, ACH).

2. Diute ine blood by eddition of an equal woleme o 0.9 % NaCl.

2. Carehully layer & i of the diuted blood ever 3 ml 1-Sep™ A
in & 12.95 mf genviuge whe. Aveid midng of blead and
ssparation fluid, Cap the -
iy b prevent the formation

of aerosgls ! I
4. Cantrifuge at BOD ¥ g for 20 woad
mir. l
5. The mononuclear cells can 1 { :L e
] E
[
A

be harvestad from the Inter- -5k |
lace baetwesn the plasrma
isyer end the 1-Step™ A

solufion vsing & Pasteur | Bofws  Akar
pipste, Sea figura. 1

6. Transfer e cols 0 A smaller iube, and add some Tri-355 (Trle-
balanced sall solutfon] or @ similar physiciogical solulion, and
cantrifegs at 400 = g for 15 min,

-

. Aasuspand the pali=t and spin doem Bgain.

PURITY AND VIABILITY
Tha descrived methed has found to be rapkl simple and gives
arcallent results wilh bload gamples from rabosts, rale and mics,

The failowing rasults are obtalred with rabbit bieod;

Qranuis- =TT Erythoos
cyles calls 100 calls
Linper fractlon P17 =09 1683
Battam fraction =l el o) EBx12

The ymphooytes responded by blasioin vansformalion in responss
ks PHA, The raspoase was weaksr than in paeliell cutures with
human |ymprasytes Significant chamoiuminisoancs wis oheensd
whien the granulocytes were stimdatsd with zymasan, but 2oain the
redpeisa veid vwisiar lhan with humars ;:_ani.fa-cylu.
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