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One step 1gG puriﬁcation from raw
undiluted plasma by Mixed mode

A280
Column size: 1.6cm x 2cm (i.d.xH) Reducing 12.5%(wiv) SDS-PAGE electrophoretic
Sorbent volume: 4mi analysis of chromatographic fractions
Load:  8mlraw undiluted plasma
Plasma/Sorbent ratio: 2/1 _ F.T. - flow through the column
Sorption Condition-pH7.4 line1-IgG marker

line2-1gG elution fraction 5 (pH5)
line3-IgG elution fraction 6 (pH5.5)
line4-igG elution fraction 7 (pH5.5)
lineS-elution fraction 8 (pHB)
line6-fr.9-1M NaOH, absence of proteins

Binding capacity10 mg/ml resin ~ Fraction number

Raw plasma before loading  F.T.123456
on the column

FIG.2

One step IgG purification from raw human
plasma by New anion exchange resin

Column size: 1.6cm x 2cm (i.d. xH)
Sorbent volume: 4 m|
Load: 12.8 ml raw plasma diluted two fold

A280 Plasma/Sorbent ratio: 1.6/1
| Sorption condition - pH7.4
Binding capacity 7 mg/ml resin
N Line1-flow through fr.1
Line2-washing fr.2-4
"“.M Line 3,4,5,6-1gG elution
fractions 7-18 (pH6.8-7.8)
Fraction number ~ Line7-1M NaOH, fraction 21-27
Reducing 12.5% (w/v) SDS-PAGE :
g‘*"&f"%‘ Serum Abumin-in flow through
“*‘5"'3%?. lgG sorption practically full
1M NaOH treatment no showed proteins
1234567 100% - recovery
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One step IgG purification from raw
undiluted plasma by New HIC

Reducing 12.5%{w#) SDS-PAGE electrophoretic
- A280 analysis of chromatographic fractions

Column size: 1.6cm x 2cm (i.d. x H)
Sorbent volume: 4ml
Load: 6.4ml raw undiluted plasma
Plasma/sorbent ratio: 1.6/1
Sorption condition-pH7.5
Binding capacity Smg/ml resin

Fraction number

Line1-fiow through
Line2-IgG, elution fraction 6-9 (pH7)
Line3-lg6 marker

~ Line4-fr.10-12, 1MNaOH, ethanol, DW-absence
any proteins
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Prepare Sorbent 502
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Sorption test of whey proteins on new Mixed Mode

Lanes 1,2-somtion of whey

proteins on the low pore Mixed Mode

Lane3-initial whey -
Lane4-Marker ;;

Lanes5,6 -somption of whey

> 19G region

proteins on the large pore Mixed Mode ﬂ TTRIIEE ﬁ ?

12 3 4 58

FIG.6

Chromatography of whey proteins on the Mixed Mode
with small pore size and considerable hydrophoby

Elution fractions: -
Lane1-pH5 —E
Lane2-pH5.2 Y
Lane3,4-pH55 - s v
Lane5-Markers 12345
: Sorption-pH4
pH5.2 / Elution-step gradient
pH5 0.36 M NH4Acetate
, pH: 45,5,5.255,6;7,8
Elution fractions™
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Chromatography of whey proteins on the large pore Mixed Mode |

Elution fractions: 97

Lanet,2-pH5 gg =z
Lanes 3,4-pH52 N z
Lane5pH5.5 g . -
Lane6-pHb ‘. .s
Lane7-pH7 1 YA IS
Lane8-pH8 12345678

A260 | sompfion-pH6

pHs2.71 | - pHSg;,g Elution-step gradient
H5 < v oHg 0,36 MNH4 Aceiate
P il pH:4.5,5,5.2,5.5,6,7;8

Elution fractions

FIG.7

Chromatography of whey proteins by large pore Mixed
Mode at initial pH of whey -

Elution fractions: =
Lanel,2-pHS =
Lane3-Markers > T
Laned-pH5.2 -
Lane5-pH5,5 12345
Sorption-pH4.6 A280 pHS
Elution-step gradient €«—-7> _pH52
0.36 M NH4Acetate pH: et —s pH55
45552550678 /2 2385
Elution fractions
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