Bih

BIOO SCIENTIFIC,

MAXIMIZE SCIENCE FOR LIFE

FOR REFERENCE PURPOSES

This manual is for Reference Purposes Only.
DO NOT use this protocol to run your assays.
Periodically, optimizations and revisions are made to theikand protocol,
So it is important to always use the protocol included wth the kit.

MAXCARRIER"

T3" Conjugation Kit forAb 75 kD

Catalog #: 5151

©BIOO Scientific Corp. 2009



TABLE OF CONTENTS

GENERAL INFORMATION ....ocuiiiiiieiieieesiesisineere e seeese e e sseneseeseseesesseanannens 1
ProducCt OVEIVIEW ......cooiiiiiiiiiiie et eeemmm et eeaenes 1..
Y o] o] [ ox= (o] o H PRSP 1
KIt OVEIVIEW ..ottt e et e e e e et eammnas 1
Contents, Storage and Shelf Life........oocooceoe e, 1
Required Materials Not Provided.............coeeiiiiiiiiiiiiiieeececeeee e 2
Warnings and PreCautiONS .............oiee e vccmmmmee e e e e e e eeainee s e e e e eeeaaaneeeeeeees 2
PROTOCOL FOR ANTIBODY — CARRIER PROTEIN CONJUGATION .............. 3
BUTTEIS e e 3
Sample Preparation ..........coooiiiieeiieeee et 3..
Antibody and Carrier Protein Calculations ...........ccccccovvvviieiiiiinnnenee, 4
Conjugation FIOW Chart...........cooiiiiiiiiee e 5
Antibody — T3 Carrier Conjugation ...........ccceeevveeriiiiiieeereeiiiine e eeeeennns 6
PROTOCOL TO QUANTITATE AND VISUALIZE T3 CONJUGATION  ............... 9
Reagents and BUfErs ........cooo i, 9..
Gl INSTIUCHIONS ... e eeeees 9
PROTOCOL FOR IN VIVO CONJUGATED ANTIBODY DELIVERY.........c......... 11
In Vivo Injection of RNAI Agent/Conjugated Antibdclymplexes......... 11
Animal Harvest and Sample Preparation......ccccceccooevvciiiieeveeennnnnnnn. 12
PROTOCOL FOR IN VITRO ANTIBODY CONJUGATE DELIVERY .................. 13
Reverse Transfection of Adherent Cells for 96-Rkltes .................... 13
TROUBLESHOOTING ...ttt ettt sttt b nannnssens 14
Low Conjugation EffiCIENCY.........cooiiiiiiiemeeme e, 14
PreCIPItatioN......cooieeei e e eee 14
LOSS Of PIOtEIN ..uveeiiiiiieiie e e 14
Low Transfection EffiCienCY..........coovviiceme i 14

R $ %#H&



=]
h MaxCarrier™ T3™ Conjugation Kit for Ab 75 kDa - 5151

GENERAL INFORMATION
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Required Materials Not Provided
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Warnings and Precautions
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PROTOCOL FOR ANTIBODY — CARRIER PROTEIN CONJUGATION

Buffers
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Note: Discard any extra Immobilizing Attachmentsdhremain after performing the
conjugation(s). The Immobilizing Attachments are kneffective for 24 hours once
reconstituted in DMF.
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Antibody and Carrier Protein Calculations
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Conjugation Flow Chart

Read Manual

4

Determine Reagent Amount Needed
Based on Tables A, B, C

!

Make 1X Conjugation Buffer

4

Maodifications:
Antibody / Control Antibody T3 Carrier/ Control T3 Carrier
Add Immobilizing Attachment A Add Immobilizing Attachment B
Incubate 4 hours Incubate 2 hours
Desalt Antibody Desalt T3 Carrier
Conjugation:

U

Combine desalted antibody and T3 Carrier together.
Combine desalted control antibody and control T3 Carrier together.
Incubate overnight 14-16 hours

4

Use Centriprep to stop r
Step not necessary for control)
el for analysis

BIOO LIFE SCIENCE PRODUCTS +« WWW.BIOOSCIENTIFIGOM 5



=]
h MaxCarrier™ T3™ Conjugation Kit for Ab 75 kDa - 5151

Antibody — T3 Carrier Conjugation

Note: To ensure proper antibody-T3 Carrier conjugan, we highly recommend conjugating
the control antibody side-by-side with your antibody of choidéhe control in the kit includes
prepared Bovine IgG (1 mg) and the T3 Carrier Coolr(1.6 mg), both reconstituted in
Modification Buffer.
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Note: Adding reconstituted Immobilizing AttachmBngjuickly to TZarrier may cause
precipitation. It is important that the ImmobiliziPAttachment B is added slowly while

mixing.
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Note: The Control Conjugate does not need to barsin a Centriprep® column, as it
will not be used in downstream experimentation.
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J contains flow-through

O' — Solution added to
the Sample Container
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PROTOCOL TO QUANTITATE AND VISUALIZE T3 CONJUGATION
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Lanes:
Ladder
1 — scFv CD7 unconjugated
2 — scFv CD7 conjugated with T3 Carrier
3 — Bovine IgG Control unconjugated
4 — Bovine IgG Control conjugated with T3 Carrier

BIOO LIFE SCIENCE PRODUCTS

WWW.BIOOSCIENTIFIGOM 10



MaxCarrier™ T3™ Conjugation Kit for Ab 75 kDa - 5151

PROTOCOL FOR IN VIVO CONJUGATED ANTIBODY DELIVERY
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In Vivo Injection of RNAiI Agent/Conjugated Antibody Complexes

2

ROUTES OF DELIVERY

Intrathecalllntracerebellar j - <

Inhalation —
Intraperitoneal
Svstemic Delivery Routes: LocalDelivery Routes:
+ Intravenous (IV) + Intraperitoneal (IP)
* Subcutaneous (Sub-0j} + inhaiation
+ Low Pressure Tail Vein (LPTV) + Intrathecal (spinal canal)
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PROTOCOL FOR IN VITRO CONJUGATED ANTIBODY DELIVERY

Reverse Transfection of Adherent Cells for 96-welPlates
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TROUBLESHOOTING

Low Conjugation Efficiency
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Bioo Scientific Corporation Made in USA
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