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A COMPOSITE METHOD FOR THE PREPARATION OF PURE
HEPATITIS B SURFACE ANTIGEN (HBsAg) |

Xie Yan-bo, Wang Ji-zhang, Li Yan, Shu Jun
{Beijing Institule of Biologicails, Beijing)

Taking acecount of the fact that the
physico-chemieal properties of HBsAg
were similar to those of some normal
human serum proteins (HUSP) and that
IBsAg always complexed with seme pro-
teing in the serum, the authors believed
that it might be quite diffienlt to purify
HBsAg by one single procedure. There-
fore, a composite method based on dif-
ferent principles of purification has been
developed.

HBsAg positive human
placental sera with a counter-current
electrophoretic (CCEP) titer equal to
or greater than 1:16 were first digested
by pepsin at pH 2.0-—2.3 for 5 hours at
37°C. HBsAg was freed from complexed
components and most of the sernm pro-
teins were split into Ffragments. The
digested sera were fractionated into several

sera  Or

peaks by DEAE.cellulose ion-exehange -

chromatography, using gradient elution
with 0.003M P. B. pH 8.0 as the starting
butfer and O. 1¥ P. B.—05M NaCl pH
4.0 as the upper limiting buffer. The
IIBsAg was eluted in the peaks at the
conductivity about 9—14 mQ/em. The
partically purified HIBsAg were then pas-
sed through an affinity chromatographic
column, prepared by erosslinking horse

anti-HuSP antibodies to CNBr-activated
4% agar gel beads to absorb the remain-
ing HuSP. The HBsAg containing break-
through-peak fraction ~was subsequently
pagsed through a Sephadex G-200 gel
filtration column. HBsAg was found in
the void wvolumn fraction and was con-
centrated to 0.3—0.4 mg/ml resulting in
a CCEP titer of 1:16. The recovery rate
estimated by the CCEP titer was about
13—15%.

CCEP, agar immunodiffusion and
immuno-electrophoresis were used to verify
the purity of the HBsAg and HuS8P was
undetectable- 5 guinea pigs were immu--
nized with the purified HBsAg and
mono-specific anti-HBs sera with high
CCEP titer were obtained. Now, horses
are routinely immunized in a production
seale in our Imstitute by 3—35 inoeula-
tions of this HBsAg given at 8—4 week-
interval. The monospecific anti-HBs sera
are obtained and their CCEP titer are
recorded up to 1:256—1:512.

This cotnposite method requires no
expensive ultracentrifugation equipments,
can be aecomplished in an ordinary bio-
chemical laboratory and gives reproducible
results.
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