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Isolation of Allergens from Cow Hair

and Dander

PALLE PRAHIL

The Labovate

the purpose of the present work has been 1o ise
three of the mast

"
important allergens in cow hair and
dander, and o verify the
and in vitro.

allergenic activities in vivn

Rabbit antibodies against an aqueous extract from
cow hair and dander were raised and puriticd (8). By
means of crossed-immunoclecnophoresis (1) a standard
vefivence precipitaring pattern was established. The
cxwact consisied of e least 17 different. proteins of
which 1wo were moving towards the cathode. Crossed
vadivimmunoclecrophoresis (1, 61 have shown four of
the precipitates 1 be the major allergens of the exiract
One of these (no. 14) was identified as [gG (51 As the
way of ng 1G is well known [ have not dealt with

sola

this problen
The clut

of the proteins from the columns du
the chromatography  was shown by fused
were identified in
nunoclectrophoresis (11,

In order 1o find optimal conditions for ion-exchange
separation two anion and two cation exchange re:
were tested ar different pH and fonie strength values.
These analyses were canied out in plastic syringes with
2l of fon exchange gel

£

vocket
immunoclecophoresis. The antige

crossed Hine i

ins

To ensure an opiinial separati s il loss as
possible, combinations of the following chromato-
graphic principles were e exchange-,
Bydrophob-. con-A- and gel filwation chromatography.

Based upon these analytical analyses the following™

on with

ionic

methods were chosen for the isolation of the allergens:

The initial fon-exchinge chromatography was carried
out with an anion exchange resin: DEAE Sepharose CL-
6B (Pharmacia, Sweden). Using sodiun phosphate
Dutlers a pil gradient from 7.6-5.0, ionic strength 0.85,
followed by a salt grac strength 0.
20 pH A0 cnployed for the clution.
separatd the extract into o major pools. One
ned one major allergen and the other conrained
ning wo allergens,

from

were

This

The o pools were
disysed against 0.005 w1 ammonium bicabonate, freczc-
dried and dissolved i the equilibrating and stare ine

bulter of the hy interaction

of Clinical Allergology, Medical Department TA, Rigshospi

let, Copenliagen, Denmark

Ph('n)I—S('pl\:n()\(' CL-4B (Pharmacia, Sweden) was
chosen for - hydrophobic chromatography with  30%
sarurated ammonivm sulphate as equilibrating bulfer. A
wradient of decreasing ammonium sulphate 10 a final
concentration of 5% was followed by clwion with
detergents: cthylen-glyeol 50% n 2% and sodi
deoxycholue 2%, Two of the major allergens were
cluted during the salt gradient and the third at the end
by sodium deoxycholaie.

A pool ol RAST-cow positive sera earlier used for
idenntification of the allergens in crossed radioimmuno-
clectrophoresis (51 were used  for
experiments with the purified major allergens (2). All
s « T-class 3 with a standard cxtract from
cow hair and dander coupled 0 the paper dises, which
served as reference. The inhibition experiments were

ied out with the reference extract and the isolated
allergens diluted 1-107" steps of one decade. The con-
contration of e isolawed allergens was equal 1o the

ion of those in the refere

, diox:

1 RAS

@ wel

e exira.
hibitony activity of Ag 1 and 8 made up about
0% of the capaciy of the reference exiract. Ag 6 nade
up 50%. Ag 1 and 3 form aboui two thirds of the
extract, whereas Ag 6 only is present in a small quantiy.
Judyed o quandiative immmsorlectophoresis ()
and RAS
stop at \\nl.\llnx Agl and 3.
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Many proteins have bydrophobic sites exposed on their
swaces. By (his technigue substances are separaied on
basis of different strengihs of their hydrophobic groups.
The sueagth of this hydrophobic interaction can be
vedueed by lowering the fonic sirengil of the eluent or by
addinga deiergent
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