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http://www.clipartkid.com/red-blood-cell-weak-cliparts/
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https://en.wikipedia.org/wiki/Erythropoietin
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Advanced Help

Format: Abstract Send to ~

Full text links
Eur J Clin Imvest. 2005 Dec;35 Suppl 3:95-9. D T wiley
Erythropoietin-induced, antibody-mediated pure red cell aplasia. —

Rossert J'; Pure Red Cell Aplasia Global Scientific Advisory Board (GSAB).

Author information

"Hapital Européen Georges Pompidou, Paris, France. jerome_rossert@egp.aphp_fr

Abstract

Pure red cell aplasia (PRCA) is a rare hasmatological condition that is characterized by severe aregenerative anaemia due to an almost
complete cessation of red blood cell production. While antibody-mediated PRCA was extremely rare before 1998, the incidence of this
disorder increased sharply after 1998 in patients receiving subcutaneous epoetin alfa produced by Ortho-Biotech and marketed outside the
USA. The diagnosis of antibody-mediated PRCA relies mostly on the results of bone marrow biopsy or aspirate, which shows an absence of
erythroid precursors and/or red cell maturation arrest while counts of white cell and platelet precursors are normal, and on the identification of
circulating anti-erythropoietin antibodies. Retrospective analysis of PRCA cases has shown that immunosuppressive therapy can induce a
disappearance of anti-erythropoietin antibodies in most patients. Eur J Clin Invest 2005; 35 (Suppl. 3): 95-99.

PMID: 16281965 DOl 10.1111/.1365-2362 . 2005.01536 x

[PubMed - indexed for MEDLINE]
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Nephrol Dial Transplant (2014) 0: 1-9

doi: 10,1093/ ndtgfu297 n

Original Article

Incidence of erythropoietin antibody-mediated pure
red cell aplasia: the Prospective Immunogenicity Surveillance
Registry (PRIMS)
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Quality Control for Erythropoietin Products
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e SDS-Page/Western Blotting
le Conform to standard |

« BP
oH [+ 6.6-7.4 |

* BP
Bact |- Less than 20 1U/ 10000 1U of erythropoietin |

s\ e BP/USP (Harmonization)
Parti I- > 10 um not exceed 6000/container and = 25 um not exceed 600/container|

e BP
|- Sterile |

¢ Size Exclusion Chromatography/ SDS-PAGE/Western Blotting
l* Not greater than 2% |

¢ Enzyme linked immunosorbent assay (ELISA)
|* Not less than 80% and not more than 125% |




Identification by SDS-PAGE/Western Blotting

e Separate by

SDS-PAGE molecular

weight

Western e Transfer to
membrane for

Blotting detection




SDS-
PAGE

https://www.youtube.co
m/watch?v=IWZN_G_pC
8U

ETC I ml )



Western

Blotting

https.//www.youtube.co
m/watch?v=VgAuZ6dBO
fs




Dimers and related substances of higher molecular weight

i Pharmacopoeia

Erythropoietin injection (BP 2016)

Size exclusion

Production
Where the product contains human serum albumin, it chromatography
does not comply with the test for Dimers and related (SEC)

substances of higher molecular weight; however the

manufacturing process is validated to show that
aggregation does not occur




Dimers and
related
substances
of higher
molecular
weight

Aggregate



Dimers and related substances of higher molecular weight

chromatography  ;ggregate
(SEC) standard

SDS-PAGE/ * Semi-quantitate
_ aggregate in
Western blotting  sample
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HPLC Data aquisition
solvent

waste

Size exclusion

chromatography ‘ High Performance(quuu):I Chromatography
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Size exclusion
chromatography

(SEC)

https://www.youtube.com/watch
?v=rPRbqYWISEo

Let's take a look inside.
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Potency by ELISA

HRP-Linked Anllbody

Detection hntrbR *fﬁ

l&pture Antibody

Sandwich Elisa

http://www.cstj.co.jp/ddt/elisa_line.php




https.//www.youtube.com/watch?v=6
UelHd3dyaQ
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Glycosylation for Erythropoietin



Erythropoietin
product
(Drug product)

Erythropoietin
concentrated
solution
(Drug substance)

Photos from http://www.process-worldwide.com/single-use-systems-for-flexible-operations-in-biopharmaceutical-production-a-439523/ and
http://www.equinechronicle.com/new-withdrawal-period-for-intra-articular-injections-and-shockwave-therapy-in-competition-horses/



Isoelectric focusing

Erythropoietin
product
(Drug product)

(A)

— P
LowpH [ o < = . - e High pH
(+) 9 N o— (-)

(B)

Low pH | High pH
(+) (-)

Figure 3.11
Biochemistry, Seventh Edition
© 2012 W. H. Freeman and Company

https.//senthilarivan.wordpress.com/2015/12/06/isoelectric-focusing/



Capillary
electrophoresis

Erythropoietin
concentrated

solution
(Drug substance)

https://www.youtube.com/watch?v=-rDRU_gxwYA and
http://aem.asm.org/content/64/7/2572/F1.expansion.htm|

Sample Zone
UV Detector

Data Acquistition

Capillary l N

Capillary

Inlet

Buffer Reservoir
for Anode

High Voltage
Power Source

Qutlet

e i

Buffer Reservoir
for Cathode
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