Probing Slides:
IMPORTANT:
· Store Slides in a light proof box & in a desiccated cabinet

· Each batch of array slides should already have QC done i.e HA & HIS probed but in case this hasn’t been done, this should be carried out before starting the samples. Poly HIS & HA antibodies are diluted 1:50 in BB alone.

· In each batch probe one pad that is a NO Sera control i.e BB + 10 % E. coli lysate only

· NEVER let the pads go dry.
· Use autoclaved tips.
· Usually the slide # written at the top indicates the orientation of the slide

REAGENTS:
TTBS 1L
20 ml
1M TrisHCL (20 mM) pH 7.5

30 ml 
5M NaCl (0.15 M)

500 ul Tween 20 (0.05 %)

ddH20 (Filter if you see ppts)

TBS 1L
20 ml
1M TrisHCL (20 mM) pH 7.5

30 ml 
5M NaCl (0.15 M)

ddH20(Filter if you see ppts)
E. coli Lysate
MC labs (www.mclab.com Cat# ECCL-100 (10 tubes)

Reconstitute in 1 ml of BB, pipette up & down, zip spin. Freeze left overs (-20 C)
Array Blocking Buffer
Whatman Schleicher & Schuell: Cat # 10-485-356 (1 bottle – 100 ml)

Whatman distributed by Sigma (Cat# Z721352-1EA)

Antibodies For QC HIS
1° For HIS -Sigma Monoclonal Anit-polyHistidine (Mouse) (Cat# H1029, 0.5ml) use 1/200

1° For HA  -  Roche Anti-HA High Affinity (Rat) (Cat# 11867423001, 50 ug) use 1/200
                   Upon delivery label with date of arrival and store lyophilized Ab at 4 C.

Reconstitute per manufacturer’s instructions, Aliquot in small volumes (25 ul).

When an aliquot is taken out, thaw and keep at 4 C for up to 1 month. Then throw out.

Antibodies For Sera Samples
1°  Sera 5 ul.. diluted in BB+10% E.coli Lysate and incubated for 30 minutes

2°  Jackson ImmunoResearch (Australian distributor - ABACUS ALS AUSTRALIA)
Human: Biotin-conjugated Affini Pure Goat α-human IgG Fc Fragment (Cat # 109-065-098)

Mouse: Biotin-conjugated Affini Pure Goat α-mouse IgG Fc Fragment (Cat # 115-065-071)

Rat: Biotin-SP-AffiniPure Donkey Anti- Rat IgG (H+L) ( Cat # 712-065-150) 
              Upon delivery label with date of arrival and store lyophilized Ab at 4 C.

Reconstitute per manufacturers instructions, but reconstitute with 50 % glycerol, then aliquot & store at -20C.

Aliquot in small volumes (25 ul). With glycerol, tubes can be stored at -20 C and can be taken in & out of the freezer without the worry of freeze/thaw damage.
Discard all aliquots if not used within one year. 

3°-Columbia Biosciences P-3 StreptAvidin Surelight  1mg (Cy5 fluorophore)Cat# D7-2212

          As above for 2° Ab Dilutions: Cy5 1/200 ( 1:400 final concenteration if in glycerol )
DAY 1: After lunch

1. For each slide: label chip type, Sera #, Sera type (mouse/human) & Slide # - use alcohol resistant pen/diamond pen. 
2. Position chamber over slide & slide into a Frame Slide Plate

3. Rehydrate pad with 1x Array Blocking Buffer (BB), leave at RT for 30 mts on a platform rocker, gentle rocking (2-pad & 3-pad = 500 ul, 16-pad = 100 ul, 8-pad = 200 ul).
4. Brief vortex the sera (3 s), then centrifuge (in case there are particulates) (optional)(Cryo vials (In falcon tube), 1’ for 4000 rpm or microfuge ,14000 rpm for 30 s).
5. Label sterile eppendorfs with sera #
6. Make up fresh 10 % E. Coli lysate in BB, [Ex. 9 ml BB + 1 ml E. coli lysate ) .
7. Aliquot the required volume of diluted EBB into the eppendorf tubes (sera dilution: 1:100)
8. IN FUME HOOD: add required volume of Sera into the E. coli/BB mix. 
9. Immediately freeze aliquoted Sera back into -80C, put diluted Sera onto the platform rocker to block for Anti-E. Coli antibodies at RT for 30 min.
10. IN FUME HOOD: Aspirate BB from chambers with Deville fine tips, aspirate into the corner so you don’t scratch the pad. 

11. IN FUME HOOD: Add the required volume of diluted Sera; place a foiled lid on the chamber plate (to prevent evaporation) and a moist towel on the bottom.

12.  Incubate overnight 4 C on a slow platform rocker (4-6 rpm).
DAY TWO: Morning

13. IN FUME HOOD: Aspirate 1° Ab, Three quick washes with TTBS. Change tips for each pad.

14. Wash pad 3x with 100 ul TTBS, place on a rapid rocker for 5’
15. Dilute Biotin labeled conjugated 2° Ab 1/200 in BB e.g Anti-human FC Ab, vortex & leave on platform rocker to mix for a couple of minutes at RT. 


16. Aspirate pad, add required volume diluted 2° Ab for 1 hour , fast RPM @ RT platform rocker. 

17. Aspirate 2° Ab. Do three quick washes with TTBS
18. Wash with 100 ul TTBS.  Place on a high speed rocker for  5 Minutes . Repeat two times 

19. During the washes , Dilute 3° Ab – Streptavidin conjugated PBXL3 (1: 200 dilution) in Blocking buffer. Cover  15 ml conical tube with the foil as antibody solution should not be exposed to light , vortex & place on platform rocker.

 

20. After the third wash, Aspirate TTBS , add required volume 3 ° Ab for 45 mts, cover with foiled lid, fast RPM at RT platform rocker. 

21. Aspirate 3° Ab. Do three quick washes with TTBS

22. Wash with 100 ul TTBS.  Place on a high speed rocker for  5 Minutes . Repeat two times 

23. Wash with 100 ul TBS.  Place on a high speed rocker for  5 Minutes . Repeat two times 

24. Remove slides from frame, be careful not to scratch surface of pad with chambers. Rinse slides with DI water .
25. Place slides in a 50 ml centrifuge tube, 5’ @ 2000 rpm.
26. Store in a light proof box until scanning. 
27. Wash plate & chambers in a little TTBS & hot water. Cover & soak for a little while, then tip out & air dry on tissue.
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