PROTOCOL: Protein Level Normalization (DIL)

Purpose

To create a plate with variable amounts of excess lysis buffer to be mixed with a uniform amount of sample in
order to normalize protein concentration across samples.

Preparation

1. Prepare Bender for use by purging and flushing the lines.
2. Place all labware (tips, plates, reagents, etc...) on the deck.

Materials

P100 Lysis Buffer {DIL-M01} - from LYSIS protocol

96-Well 2.2mL Deep Well plate, VWR, Cat. No. 82006-448 {DIL-M02}

900uL Conductive Tips with Filter, Perkin EImer, Cat. No. 6001256 {DIL-M03}
175uL Conductive Tips with Filter, Perkin Elmer, Cat. No. 6000687 {DIL-M04}
50uL Conductive Tips, Perkin Elmer, Cat. No. 6001264 {DIL-M05}

Reagent Trough (double 25mL), Perkin Elmer, Cat. No. 6000662 {DIL-M06}

Assets
e Perkin EImer JANUS (Bender) {DIL-A01}
Reagent Mixes

N/A



Procedure

1. Purge the system fluid on Bender {DIL-A01} by opening Janus Application Assistant on the desktop:

2.  When the application opens, click on Maintain and check the box titled “Prime the Varispan Fluid Path”
Click on “Start Maintenance”.
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[ Prime the Varispan Fluid Path  Prime the system at the start of the wark day and as often as needed. PerkinEimer recommends degassed. 3/3/2015 BA422 AM
distiled or de-sonized waler be used as the JANUS system liquid. Once the desired number of prime cycles are
completed, inspect the tubing and syringes for the presence of air bubbles. If you notice any air, repeat the
prime process as necessary to purge the air from the system.

T

[7] Fill System Liquid Bottie Barkinéimer recommends degassed, distilled of de-ionized water ba used a5 the JANUS system liguid
¥ Inspect the level of the system liquid as needed during cperation, and at the beginning and end of each working
day. Bt is good Isboratory practice to replace the system liquid flud once 3 day and dean the system liquid
container with a dilute solution of bleach o laboratory deaner once 2 weelk.

[7] Empty Liquid Waste Container  Empty the waste container as needed during operation and at the end of each work day. Dispose of il iquid
waste according to accepted aibosatory practices

The ing are imended to be performed on a regular basis.

Last Run Date

Inspect Syringe and Peri-pump  After prirning the system, visuslly inspect the syringe and peri-pump tubing for air bubbles. leaks and signs of Weeldy
Tubing and Syringe Valves wear. 1f lnaks are found, finger tighten the tubing connections o replace the tubing as needed.

Syringes: Syringes should be dean and leak free. A syringe should be replaced if the glass barrel is domaged, or

i it is leaking from the valve fitting located at the top of the syringe.

Vahves: If dripping is abserved at the end of a sampie tip and all liquid path connections have been checked, the

vabve may vequire replacement. Generally, PerkinElmer recommends fluid path components 1o be replaced every

six months.

[7] Clean the Waste Tubing Clear, the Varispan waste tubing by carefully pouring @ solution of laboratory detergent or dute bleach into the Monthly
Warispan washDowl The sclution will run down theough the washbow! dran and pass imo the wasta tulng,
Flush the washbawl and 1ubing of any remaining detergent By pouring clean, distiied or de-ionized water into
the Varispan washbowl,

[7] Clean Full VariSpan Liquid Path  Chean the JANUS liquid path with 2 0.5% sohution ef Lysol 8 IC, 70% Ethancl. dilute bleach or equivalent Manthly
Iaboeatony dleaning solution. Fluching the entirs bguid path from eystem bauid bottle 1o sample tips prevents

3. Input the Flush and Wash volume as 8000uL and the number of cycles to 3.

27 Prime the Varispan Fluid Path

2 The JANUS instrument will start running!
%
LN

It will perform the 'Prime the Varispan Fluid Path® maintenance activitity.

_rln itial User Query

Enter the Flush Volume (ul): 2000
Enter the Wash Volume (uL): 8000

[ Flush System Liquid \ Flush_1] Flush Cycles: |3

[ Continue ]( Abort ]
\




4.  Press continue and the following screen will come up:

27 Prime the Varispan Fluid Path

- 1 The JANUS instrument will start running!

1t will perform the 'Prime the Varispan Fluid Path’ maintenance activitity.

,
User Message
& User - Message 1
This maintenance activity requires this labware:
* "Washbowl + 1 Trough' at Deck Position Middle [G4]

Please verify the labware is in place before continuing.

Press Ok to continue or Cancel to abort.

[ Qk J( Cancel J

5.  Press ok to run the startup protocol.
When the protocol is complete, press ok on the popup and the Janus Application Assistant will close.
7.  Open WIinPREP for JANUS:

o

8.  Open the protocol file “Diluent Plate Prep_AllTipTypes TipsToWaste USETHIS” found at
C:\\Packard\JANUS\Protocol Files\.



9.  When the file is open, the screen will display how the deck should be setup. Press “Run” to start the

protocol.
i \ ANTipTyy = = Eon ==
' Fle Edit View Protocl Run \niliies Window Help =]l
VS H Y X GIEO . O D DA Ll
New  Open fucel Protocol  Evalurte Loop  Tomer Maker Progom Mesage Ak | MoveRlate o =h
NoMm Mmoo et 7+ T+ %t 1 4
VU W TV TVHD Wl oY L bn . mmms - Gan - moen - menm - Soim - s - men - sammm
LR LS LA L LSRR
TEC Contiol § : 7 8 v 2 24 5 BT 8 %
SO
1:«;]&::;% S0uls - & @ o - A
1 Diluent Transfe ¢
1] Flush/Wash 2 T1])5
End of Protocol - =8
Diluent
- . C
Plate
- = D
- = . « E
- . F
Reagents'
Wash LA K] L] * . - = G
Station
r a8 By z 3 4 5 8 T 8 L]
Protocol Qutiine View —

10.  You can check or uncheck which portions of the protocol to run. Browse to choose the appropriate
worklist file which will be created when you calculate the amounts of diluent to deliver.

« 5-Cleanup “\ Maintain

Choosa the appropr fie. | ¢
W Flushywash 1
[P Use 900uL Filter Tips for transfer.

(W Use 1750 Filter Tips for transfer.
@ use souL Tips for transfer.
[ Flushwash 2

—




11.  Press Run at the top of the screen.

Initial User Query

Flush/Wash
4 Flushywash 1
Diluent Transfer
“ Dilvent Transfer 900uL
“ Dilvent Transfer 1754l
% Dilugnt Transfer S0ul

Flush/Wash 2

oo

12.  Ensure that all tip boxes are filled, then press ok to run the protocol.

27 JANUS® Application Assistant
: Diluent Plate Prep_AllTipTypes TipsToWaste 240ct2014
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Labs Deck Pesitian
Flush/Wash

Left Deck [a1]
 Flush/Wash 1
Rmmk'{[;‘““‘“‘ Lek Dok (o)) Diluent Transfer
- 4 Diluent Transfer S0DuL
S0uL Tips 50ul Conductive Left Deck [A3]

RoboRack Tips “ Diluent Transfer 175uL

* Diluent Transfer S0uL

Flush/Wash 2
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13.  When the protocol is complete:
13.1.  Clear the deck.
13.2.  Continue on to transfer sample lysate to the newly created Diluent Plate.



