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QUICKGUIDE

Glycoprotein Sample Plate Preparation

Print the “Sample Info & Reagent Prep” and "Reagent Source Plate Setup" tabs of the Reagent Volume Calculator.

Prepare the Glycoprotein Sample Plate with required volumes using the Sample Info & Reagent Prep tab
in the “Sample Info & Reagent Prep” tab to compute starting volumes.

Dispense the Glycoprotein Samples into either a PCR Plate or a U-Bottom Plate depending on the final
Denatured Glycoprotein Sample Volume.

NOTE:

Be sure not to introduce bubbles; spin down if necessary.

Reagent Source Plate Preparation

Prepare the reagents and solutions needed as described below and in the grey section of the Reagent
Volume Calculator.

1.

-

Digestion Buffer
Digestion Buffer may be prepared up to one week before use. Store at 2-8 °C.

In a separate vial, add the amounts of 25x Digestion Buffer and ultrapure water as indicated in the
Reagent Volume Calculator, and then vortex to mix thoroughly.

Enzyme Solution
Enzyme Solution should be prepared on the day of use; store at RT.

Vortex the vial of N-Glycanase to mix, and then spin down briefly to collect the contents in the
base of the vial.

In a separate vial, add the amounts of Digestion Buffer (prepared above) and N-Glycanase
indicated in the Reagent Volume Calculator, and then vortex to mix thoroughly.

InstantAB Labeling Reagent

Add 1.1 ml of Dye Solvent directly into each 50 mg InstantAB Dye vial.

2 vials provide sufficient dye for 12 separate runs of 8 samples.

Replace the cap and vortex the vial to ensure the dye is completely dissolved.
InstantAB Solution

InstantAB Labeling Reagent, prepared above
100% Acetonitrile

In a solvent-resistant, 15-ml tube, add the amounts of InstantAB Labeling Reagent and 100% Acetonitrile
indicated in the Sample Info & Reagent Prep tab, 1 Plate & Reagent Setup section of the Reagent Volume

Calculator.

Cap and vortex to mix thoroughly.
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5. Blocking Reagent (supplied with the Kit)

6. Denaturation Reagent (supplied with the Kit)

Pipette prepared solutions from the previous step into each well location in the Reagent Source Plate as shown in

the table in the "Reagent Source Plate Setup" tab.

Preparation of the AssayMAP Bravo and Associated Equipment
Turn on the AssayMAP Bravo, computer, pump and Inheco controller.
Open the AssayMAP LaunchPad from the desktop.

Under the N-Glycan Sample Prep tab, click on the TAB icon to launch N-Glycan
Sample Prep: RX digestion & TAB labeling.

Verify that the Wash Station is installed on position#1.

* Connect appropriate tubing from DI water container to the pump, and from the pump to the wash station,
and from the wash station to the waste container.

* Fill the wash station source container with DI water (if necessary).

*  Empty the wash station waste container (if necessary).

* Click on "Prime and Wash" to prime the chimneys.

e Verify that all chimneys have water flowing.

Verify that the Peltier Thermal Station with PCR Plate Adapter is installed on postion#4.

Verify that the Orbital Shaking Station is installed on position#9.

WARNING: Do not ever reach into the AssayMAP Bravo space while it is operating. This will break the

security line; the AssayMAP Bravo will make an emergency stop, and may not be able to be restarted
without intervention from a knowledgeable operator.
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1 Plate & Reagent Setup Protocol
Deck Layout Labware Table Application Settings
LA LI & 1 96AM Tip Wash Station Parameter Value
Number of Columns to Manage 1

Starting Column of Destination I—
Plate t

- 3. Empty Seating
1. Wash Station Station None

& Processing ||5. Reagent, " 1lg. Pipette Tips 96AM Cartridge Seating Station

7. 95.well 96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt,
U-bottom stack PolyPro

96 AbGene 1127, 1TmL Deep Well, Square Well,

Round Bottom

96 V11 LT250 Tip Box (19477.002)

Stack of 4: 96 Greiner 650201, U-Bottom Standard,
PolyPro

None

None (® Run Protocol 1 | 1] |

1 Plate & Reagent Setup Protocol

Set the parameters in the Application Settings section:
1. Number of Columns to Manage (columns of 8 samples) =
2. Starting Column of Destination Plate =
Check the previously prepared Reagent Source Plate for bubbles; centrifuge briefly if necessary to clear bubbles.
Place the Reagent Source Plate on position#5.
Place the empty Seating Station on position#3.

Label a clean PCR Plate as "Processing Plate" and place it on the Heater Station Adaptor on position#4

Place a Pipette-Tip Box on position#6; REMOVE THE LID.
Label and stack 4 U-Bottom Plates:

Digestion Buffer (top)
Blocking Reagent
Denaturation Reagent
InstantAB Solution (bottom)

anTe

Place the stack on position#3.
Click "Run Protocol 1"

The approximate run time is 15 minutes. A Status line will show when the protocol is complete: "Run complete.
Module idle."

Proceed to Protocol 2.
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2 Digestion (RX) Cartridge Setup Protocol

Deck Layout Labware Tahle Application Settings
o P - . Parameter
I'é’w : - g 96 Lip Wemlhi hdtion Starting Column of RX Cartridge
1. Wash Station ||= EPLY Scating|, . 96AM Cartridge Seating Station Rack
Number of Columns to Manage
4.p i |5. ion ||6. RX Cartridg None
Plate Reagent Rack | Starting Column of Destination
7.InctantAB 8. Digestion 9. Blocking 3BIP|I;:R Block + 96 Eppendorf 30129300, PCR, Full Skirt, Plate
Solitico Hffer i Reagent | el Undo RX Cartridge Transfer

96 Greiner 650201, U-Bottom Standard, PolyPro
Digestion (RX) Cartridges WS0253

96 Greiner 650201, U-Bottom Standard, PolyPro

B 96 Greiner 650201, U-Bottom Standard, PolyPro

96 Greiner 650201, U-Bottom Standard, PolyPro ® Run Protocol 2

2 RX Cartridge Setup Protocol

Rearrange the deck in preparation for processing:

1. Remove the Reagent Source Plate from position#2; discard.

2. Remove the Seating Station on position#3 and discard the used pipette tips.

O

Place the now empty Seating Station on position#2.

4. Remove the pipette tips from position#06.

5. Remove the lid from a Rack of RX Cartridges and place it with its Receiver Plate on position#6.
Set the parameters in the Application Settings section:

1. Indicate the first column of RX Cartridges to be used in the RX Cartridge Rack in position#6.

2. Indicate the number of columns to transfer. The columns directly follow the first column indicated above
in the left to right direction.

3. Indicate the first column in the Seating Station into which these columns of RX Cartridges will be placed.
Make sure that the AssayMAP Bravo deck looks like the Deck Layout shown above.
Click on "Run 2 RX Cartridge Setup."

The approximate run time is 1 minute. A Status line will show when the protocol is complete: “Run complete.
Module idle.”

Proceed to Protocol 3.
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3 Immobhilization, Digestion & InstantAB Labeling Protocol

Deck Layout Labware Tahle Application Settings
1_91"\\.\“5:_ _ /»"’"’?L ;; 1 96AM Tip Wash Station Parameter Value Units
- Denaturant Volume 55 pL
1.Wash Station || 2. RX Cartridges || 3- BX Priming 2 96AM Cartridae Seating Stati
Solution ge sSeating on
Starting Sample Volume 55
4. Processing 5. Denaturation 3 %
i Ridgeit 6.Samples 3 12 Column, Low Profile Reservoir, Natural PP Danataral S ample boad )
' 7.instantAB  ||8. Digestion 9. Blocking 96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt, Volume H
Aohtien ki Resgem PolyPro Sample Loading Flow Rate l_5_ pL/min

5 96 Greiner 650201, U-Bottom Standard, PolyPro Temperature Set Point for -

6 [96 Eppendorf 30129300, PCR, Full Skirt, PolyPro ~| | D'destion
Duration of Digestion Step 30  minutes

C

7 96 Greiner 650201, U-Bottom Standard, PalyPro

8 96 Greiner 650201, U-Bottom Standard, PolyPro

9 96 Greiner 650201, U-Bottom Standard, PalyPro 3 Run Protocol 3 ‘ 1 ‘

3 Immobilization, Digestion & InstantAB Labeling Protocol

Dispense the RX Priming Solution (100% Acetonitrile) into a 12-Column Reservoir Plate, corresponding to the
columns of RX Cartridges to be processed.

Fill the channels with the volume specified in the Blue section of the printed Reagent Volume Calculator “Sample
Info & reagent Prep” tab.

Rearrange the deck in preparation for processing:

1. Remove the RX Cartridge Rack, Receiver Plate and tape from position#6. Replace the lid to protect any
remaining RX Cartridges and store appropriately.

2. Place the 12-Column, Reservoir Plate containing the RX Priming Solution on position#3, making sure that
the filled reservoirs correspond to the RX Cartridge positions.

3. Place the Glycoprotein Sample Plate on position#06.
Set the sample plate type in the “Labware Table” section, line 6 above:

Select PCR Plate (low volume) or U-Bottom Plate (high volume).
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Set the parameters in the Application Settings section (Third section of the blue graphic above.):
1. Enter the Denaturant Volume (cell D16 in the Reagent Volume Calculator).
2. Enter the Starting Sample Volume (cell D15 in the Reagent Volume Calculator).
3. Denatured Sample Volume (calculated value, grey).
4. Enter the Sample Loading Flow Rate.
5. Enter the Temperature Set Point for Digestion.
6. Enter the Duration of the Digestion step.
Make sure that the AssayMAP Bravo deck looks like the Deck Layout above.

Click on “Run 3 Immobilization & Digestion.”

The protocol will take between 90 and 120 minutes depending on the sample volume and incubation time. The

status line will show when the protocol is complete: "Run complete. Module idle."
The U-bottom plate at position#7 now contains the N-glycans.
In last step the released N-glycans are added to the InstantAB in Acetonitrile and instantly labeled.

Proceed to 4 CU Cartridge Setup Protocol
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4 Cleanup (CU) Cartridge Setup Protocol

Deck Layout Labware Table Application Settings
_ o ; Parameter
I . )| - -
13:',): = e’ (u;-‘“ 96AM Tip Wash Station Starting Column of CU Cartridge
1.Wash Sttion | 2 EnBY Seating 9BAM Cartridge Seating Station HEEY

- Number of Columns to Manage
5 glujcﬁmnd” Nons Starting Column of Destination
96 PCR Block Flata

Undo CU Cartridge Transfer

None
Cleanup (CU) Cartridges WS0263

None

None (® Run Protocol 4 | 1 |

4 CU Cartridge Setup Protocol

Rearrange the deck in preparation for processing:

*  Remove all Immobilization and Digestion labware from deck.
* Discard used RX Cartridges.

Remove the lid from a Rack of CU Cartridges and place it with its Receiver Plate on position#6.
Tape the CU Cartridge Rack and Receiver Plate to the deck.
Place the empty Seating Station in position#2.
Set the parameters in the Application Settings section:
1. Indicate the first column from which to take the CU Cartridges from Rack in position#6.
2. Indicate the number of columns to transfer.
3. Indicate the first column in the Seating Station where the CU Cartridges are to be placed.
Make sure that the AssayMAP Bravo deck looks like the Deck Layout shown above.
Click on "Run 4 CU Cartridge Setup."
Prepare 1% Formic Acid in ACN Solution for Cleanup Protocol (CU Priming and Washing Solutions):
Add the Formic Acid to a glass, graduated cylinder. Bring the volume up to the correct volume with 100%

acetonitrile. Transfer to a similarly sized glass storage vessel, cap tightly and swirl gently to mix.

& 1% Formic Acid in ACN may be prepared up to one week before use. Store sealed in a similarly sized glass
container at room temperature.

Proceed to Protocol 5.
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5 Cleanup Protocol

Deck Layout
- o]
. . 3. Organic

1. Wash Station | 2, CU Cartridges Waste

4.CU Eluate 5. 1% Formic 6. 1% Formic
Collection Acid in ACN Acid in ACN

7.1% Formic_ ||8.Ulropure || % [nstontAB
Acid in ACN Water Glycans

5 Cleanup Protocol

Labware Table
96AM Tip Wash Station

96AM Cartridge Seating Station

96 AbGene 1127, TmL Deep Well, Square Well, Round
Bottom

96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt,

PolyPro

12 Column, Low Profile Reservoir, Natural PP
12 Column, Low Profile Reservoir, Natural PP
12 Column, Low Profile Reservoir, Natural PP
12 Column, Low Profile Reservoir, Natural PP

96 Greiner 650201, U-Bottom Standard, PolyPro

Application Settings
Parameter Value Units
Final Eluate Volume 50 pL

e —

® Run Pratocol 5 | 1 |

Remove the CU Cartridge Rack, Receiver Plate and tape from position#6. Replace the lid and store appropriately.

Set the parameters in the Application Settings section above:

Indicate the Final Eluate Volume (25-100 pD.

Place the previously prepared Cleanup Solutions on the deck, making sure that the filled reservoirs correspond to
the CU Cartridge positions:

Place the 12-Column, Reservoir Plate containing Load and Wash Solution (6 ml each reservoir of 1% Formic
Acid in Acetonitrile) on position#5.

Place the 12-Column, Reservoir Plate containing Load and Wash Solution (6 ml each reservoir of 1% Formic
Acid in Acetonitrile) on position#0.

Place a 12-Column, Reservoir Plate containing Load and Wash Solution (6 ml each reservoir of 1% Formic
Acid in Acetonitrile) on position#7.

Place a 12-Column, Reservoir Plate containing HPLC-grade water (6 ml each reservoir) on position#8.

Place an empty, Square, Deep-Well Plate on position#3 for Waste.

Label an empty PCR Plate “CU Eluate” and on position#4.

Place the U-bottom Plate containing the InstantAB labeled N-glycans on position#9.
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Make sure that the AssayMAP Bravo deck looks like the Deck Layout shown above.
Click on "Run 5 Cleanup."
Upon completion of the protocol:

a. Remove the Eluate Collection Plate containing the Labeled N-Glycan Samples from position#4. The
Labeled N-Glycan Samples are ready for analysis.

b. Proceed directly to analysis, or seal the plate with Aluminum Seal and store at -20°C.

¢. Remove all other labware from the deck and discard any remaining solutions and waste appropriately.

NOTE: Waste plate at position#3 contains Acetonitrile; discard according to waste disposal proceduires.
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ANALYSIS OF LABELED N-GLYCANS

Use standard techniques, such as Liquid Chromatography (LC), to analyze the aqueous eluate containing eluted,
labeled N-glycans (see Tips and Hints, below).

TIPS & HINTS
Optimizing Excitation/Emission Wavelengths
The optimal excitation/emission wavelengths for InstantAB Dye conjugated to an N-glycan are:

Excitation: 278 nm
Emission: 344 nm

Recovery of the Deglycosylated Protein from the Digestion (RX) Cartridge

Often, the deglycosylated protein is analyzed to evaluate the completeness of deglycosylation using such
electrophoretic methods as SDS-PAGE or microfluidic lab-on-a-chip technology. Please contact us for guidelines
for eluting your glycoprotein from the RX Cartridge.

Calculating the MW of N-Glycans Labeled with InstantAB

The mass of the InstantAB-labeled N-glycan is obtained using the following formula:

MaSSGlyczm + MasslnstantAB = Masslnst:mtAB-Lubeled Glycan

Mass Added to Glycan
Monoisotopic 161.05891
Average 161.2

Direct LC Analysis of N-Glycans After Elution

If N-Glycan Samples will be analyzed by LC directly following elution from the CU Cartridges, the 96-well,
polypropylene plate with a pierceable lid available from MicroLiter Analytical Supplies (cat# 07-1211N) may serve
as a Collection Plate.

Alternatively, Cleanup Collection Plates may be heat sealed with pierceable foil (e.g., Thermo Easy Pierce 20 pm

Foil, #AB-1720) using a microplate heat sealer (e.g., Thermo ALPS 50 V Semi automated Microplate Heat Sealer,
#AB-1443).
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REFERENCES
Visit ProZyme’s website for additional information, downloadable posters and instructional videos:
http://www.prozyme.com/glykoprep

TechNote TNGP100 GlykoPrep Guidebook - General tips, tricks and troubleshooting suggestions when using
Kits or modules:

bttp://www.prozyme.com/documents/TNGP100.pdf

TECHNICAL ASSISTANCE

ProZyme is committed to developing rapid, automatable methods for glycan analysis. Call us to discuss products
in development.

If you have any questions or experience difficulties regarding any aspect of our products, please contact us:

TOLL FREE (800) 457'9444 (US & CANADA)
PHONE (510) 638-6900
FAX(510) 638-6919
swAl info@prozyme.com
WEB www.prozyme.com

ProZyme values customer opinions and considers customers an important source for information regarding
advanced or specialized uses of our products. We encourage you to contact us. We welcome your suggestions
about product performance or new applications and techniques.
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LICENSE TO USE

Purchase of this ProZyme product (the "Product") from ProZyme or one of its authorized distributors comes with
a limited, non-transferable Use License to the purchaser ("Purchaser") under ProZyme patents (the "ProZyme
Patents"), which Use License is subject to the following terms and conditions.

1. The Use License is only for Purchaser's in-house, in-vitro use of the purchased Product. Purchaser is not
licensed to use, and shall not use the Product in any in vivo application and, for avoidance of doubt, is
specifically prohibited from any use of the Product in humans.

2. The Product shall not be made available by Purchaser to any third party in any form, separately or in
combinations, whether for any monetary or other consideration or at no charge, with the following
exception: the Product may be made available to a third party who (a) agrees to be bound by all the
terms and restrictions of this Agreement and (b) agrees to use it only for purposes of evaluation.

3. This Use License does not include the right to use the Product to perform for, or offer commercial services
of any kind to, a third party, such as, without limitation, reporting the results of analyses or other activities
to the third party for a fee or other commercial consideration. Persons wishing to perform such services
must obtain a separate Commercial Services License from ProZyme, Inc.

4. Purchaser is responsible for qualification of the Product for the Purchaser's specific use.

Certain ProZyme products include components or reagents obtained under license from other companies.
Purchase of these ProZyme products from ProZyme or one of its authorized distributors includes a license from
the originating company to use the component(s) or reagent(s), but only (1) with the other materials included in
the ProZyme product, and (2) for the purposes specified on ProZyme's product, on its packaging, or in the
accompanying literature.

For a complete list of ProZyme Patents, please visit our website at bttp:/www.prozyme.comy/patent.html

The AssayMAP technology is licensed from Agilent Technologies.

TRADEMARKS AND TRADENAMES

ProZyme, GlykoPrep, Rapid-Reductive-Amination and N-Glycanase are trademarks or registered trademarks of
ProZyme, Inc. in the United States and other countries.

SpeedVacis a registered trademark of Thermo Fisher Scientific or its affiliates.

Milli-Q is a registered trademark of Millipore Corporation in the United States and/or other countries.

PRODUCT USE AND WARRANTY

Terms and conditions of sale may be found at:

bttp.//www .prozyme.com/terms.html

OTHER PROZYME PRODUCTS & KITS

A wide variety of glycoanalysis products are available from ProZyme. A complete listing is accessible on our
website by clicking on GlykoPrep™ Rapid Sample Preparation Platform:

bitp./www.prozyme.com
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ORDERING INFORMATION

For North American destinations: telephone orders may be placed between 8:00 am and 5:00 pm Pacific
Time. Telefax or e-mail orders may be sent or messages recorded anytime.

TolIREE (800) 457-9444 (US & CANADA)
rioNE (510) 638-6900
" (510) 638-6919
et info@prozyme.com
VEE www.prozyme.com

Outside North America:
A list of ProZyme’s distributors, with contact information, may be found at:
http://www .prozyme.com/distributors.html
If there is no distributor in your area, instructions for placing an international order may be found at:

http://www.prozyme.com/ordering.html

Pkcg,?fma@ AssayMAP

3832 Bay Center Place
Hayward, CA 94545-3619

TOLLFREE (800) 457-9444
EWL info@prozyme.com
PHONE (510) 638-6900

WES www.prozyme.com

" (510) 638-6919
Rev. AC
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