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Molecular types

Significant contaminants

Quantity

Source: native

Human serum

Paolyclonal 1gG,
lzM, IgA, 12D, IgE

albumin, transferrin,
o-macroglobulin, other
serum proteins

lgG 8-16 mg/ml
lgM 0.5-2 mg/ml
lgh 1-4 mgiml

lgE 10400 ng/ml
gD up to 0.4 mgfml

Hybridomas
cell culture supernatant
with 10% foetal calf serum

Monoclonal

Phenaol red, water, albumin,
transferrin, bovine g3,

o -macroglobulin, other
serum proteins, viruses

Upto 1l mg/ml

Hybridoma:
cell culture supernatant
serum free

Monoclonal

Albumin, transferrin
(often added as supplements)

Up to 0.05% mg/ml

Ascites fluid

Monoclonal

Lipids, albumin, transferrin,
lipoproteins, endogenous 1gG,
other host proteins

1-1% mg/ml

Egg volk

F=4d

Lipids, lipoproteins and vitellin

¥ 3-4 mg/ml

Source: recombinant

Extracellular protein
expressed into supernatant

Tagged antibodies,
antibody fusion proteins,
Fab or Flab'); fragments

Proteins from the host, e.g. E. coll.

General low level of contamination

Depends upon
expression system

Intracellular protein
expression

Proteins from the host,
e.g. E coli, phage

Depends upon
expression system




Heavy Light Sedimentation Mol. Wt M, heavy  Carhohydrate

Immunoglobulin ~ chain  chain  coefficient (M,) chain content (%) Aszonm
125, / . A 75 145 000 B0 Q00 13.8
2G5 / 75 14& Q00 50000
lgG,, 75 170000 B0 Q00
l2G, 75 14& Q00 B0 000
lgM 195 SO0 000 BE Q00
l2A, 75 160 000 56 000
lghs 75 160 000 B2 000
lghs 115 370000 256 000
gD 75 184 000 58 000
=l 85 190 000 72000

Table 1a. Physico-chemical properties of human immunoglobulins.
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Heavy Light Sedimentation Mol. Wt M, heavy  Carhohydrate
Immunoglobulin~ chain  chain  coefficient (M) chain content (%)
12G, ) 75 150 000G 50 000
12Go, 75 150 000 50 000
| 2Gia, 75 150 000 50 000
12Gy 75 150 000 50 000
lgM 195 900 000 80 000
lgA 75 170000 70000
lgD 75 180 000 68 000
|gE 85 190 000 80 000
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Table 1b. Physico-chemical properties of mouse immunoglobulins.




rProteinA Sepharose

lgG, 1gG, +4+4++ 1gG3 +
1gG3 1gG4 | + +4
IgG1 * ++++
1gG2a s s
lgG2b +++ ++
Iy ++ ++
TR +




pH pH
[o[CH ++++ 6.0-7.0 3.5-4.5
1gG, ++++ 6.0-70 3.5-4.5
1gG, + 8.0-9.0 =/.0
19G, + 7.0-8.0 3.0-6.0
lgG, + 8.0-9.0 4.5:6.0
19G,, ++++ 7.0-8.0 3.5-5.5
[o[CP +++ =1/.0 3.0-4.0
lgG, + =7.0 3.5-5.5
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2ml, 4.6mg
rProtein A sepharose 1ml
BufferA:20mM PBS pH7.4
BufferB:0.1M pH4.0
8.5ml, 3.9mg
4ml, 0.6mg
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1.5ml 4.6mg
Blue sepharose FF  1ml
BufferA  50mM KH,PO,, pH7.0
BufferB  50mM KH,PO,, 1.5M KCI
pH7.0
6.2ml, 2.4mg
3.7ml, 1.9mg
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a FF SDS-PAGE
Phenyl sepharose FF 5ml
Buffer A:50mM PBS  0.6M pH7.0 1marker 2. 3 4. 5.

Buffer B: 50mM PBS pH7.0
4.5mg/ml><20mI=90mg
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volume(ml)

FF 20mi
Buffer A: 20mM PBS,0.8M Na,SO,,pH7.5
Buffer B: 20mM PBS, pH7.5
Buffer C: 20mM PBS, pH7.5,30%
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