1.

CLAIMS
A method of increasing the amount of a protein of interest available for recovery from a
sample containing other components and following a first purification step of the sample

comprising:

assing the sample through a depth filler with a positive charge:

exposing a-the depth filter hrough-which-the-sample-has-been : d-to an salt elution
buffer wherein exposure fo the salt elution buffer releases the protein of interest from the
filter for subsequent recovery.

A method of claim 1 further comprising: recovering the released protein of interest from
the galt elution buffer.

43.

A method of claim 1 wherein the sali elution buffer has a conductivity of at least 20
mS/cm.
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{ 467. A method of manufacturing and recovering a protein of interest comprising:

74,

A method of claim 1 wherein the protein of interest is a therapeutic protein.
. A method of claim 1 wherein the protein of interest is FVIIL.

. A method of claim 1 wherein the protein of interest is rFVIII.

recombinantly producing a protein of interest using a host cell within a medium;
filtering the medium using depth filtration;

exposing the-g depth filter wilh a2 posilive charge fo an salt_elution buffer to release

protein of interest from the depth filter;

recovering released protein of interest from the sali elution buffer;

recovering further protein of interest from the sample passed through the depth filter.
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128. A method of claim 40-7 wherein the salt elution buffer has a conductivity of at least
20 mS/cm.
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449. A method of claim 46-7 wherein the recombinantly-produced protein of interest is a
therapeutic protein.

48510. A method of claim 48-7 wherein the recombinantly-produced protein of interest is
rFVIIL

4611. A method of claim 4&-7 further comprising:
combining the protein of interest recovered from the salt_elution buffer and the protein of
interest recovered from the sample passed through the depth filter into a pharmaceutical
composition with pharmaceutically acceptable carriers.

4¥12. A method of manufacturing a pharmaceutical composition comprising:

recombinantly producing a therapeutic protein of interest using a host cell within a
medium;

filtering the medium using a CUMNE-depth filter with a positive charge;

exposing the depth filter to a salt elution buffer with a conductivity of at least 20 mS/cm to
release protein of interest from the dapth filter,;

recovering released protein of interest from the salt elution buffer;
recovering further protein of interest from the sample passed through the depth filter;

combining recovered protein of interest with pharmaceutically acceptable carriers
thereby forming the pharmaceutical composition.

4813. A method of claim 4412 wherein the salt elution buffer has a conductivity of at least
30 mS/cm.

4914. A method of claim 4712 wherein the salt elution buffer has a conductivity of at least
50 mS/cm.

2015. A method of claim 4712 wherein the protein of interest is recombinantly-produced
rEVIIL
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