[bookmark: _GoBack]Alternative protocol using Tecan HS4800 Pro Hybridization Station
[bookmark: _Hlk3560545]Tecan HS4800 Pro Hybridization Station can be used to automatize all hybridizations and washes on the NAPPA arrays, including the protein expression step (IVTT). The protocol listed below is for drug screening, however it is suitable to measure protein display as well, just skip steps 1.3 and 1.4.
1.1. Blocking:
a) WASH: Temp. °C: 23.0, First: Yes, Ch.: 4, Runs: 1, Wash time: 0:00:50, Soak time: 0:00:00 
b) SAMPLE INJECTION: Temp. °C: 23.0, Agitation: Yes, BCR: No
c) HYBRIDIZATION: Temp. °C: 23.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:45:00
d) [bookmark: _Hlk527705860]WASH: Temp. °C: 23.0, First: No, Ch.: 3, Runs: 1, Wash time: 0:00:30, Soak time: 0:00:00
1.2. [bookmark: _Hlk527705916]Protein expression (in vitro transcription and translation)
a) SAMPLE INJECTION: Temp. °C: 23.0, Agitation: Yes, BCR: No
b) HYBRIDIZATION: Temp. °C: 30.0, Agitation Frequency: No, High Viscosity Mode: No, Time: 1:30:00
c) HYBRIDIZATION: Temp. °C: 15.0, Agitation Frequency: No, High Viscosity Mode: No, Time: 0:30:00
d) WASH: Temp. °C: 23.0, First: No, Ch.: 1, Runs: 3, Wash time: 0:00:20, Soak time: 0:00:00
e) WASH: Temp. °C: 23.0, First: No, Ch.: 2, Runs: 2, Wash time: 0:00:30, Soak time: 0:00:00
f) HYBRIDIZATION: Temp. °C: 25.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:20:00
g) WASH: Temp. °C: 25.0, First: No, Ch.: 2, Runs: 1, Wash time: 0:00:20, Soak time: 0:00:00
h) HYBRIDIZATION: Temp. °C: 25.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:20:00
i) WASH: Temp. °C: 25.0, First: No, Ch.: 2, Runs: 1, Wash time: 0:00:20, Soak time: 0:00:00
j) HYBRIDIZATION: Temp. °C: 25.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:20:00
k) WASH: Temp. °C: 23.0, First: No, Ch.: 1, Runs: 3, Wash time: 0:00:20, Soak time: 0:00:00
l) [bookmark: _Hlk527706045]WASH: Temp. °C: 23.0, First: No, Ch.: 3, Runs: 1, Wash time: 0:00:30, Soak time: 0:00:00
1.3. [bookmark: _Ref527706609]Phosphatase and DNase treatment
a) SAMPLE INJECTION: Temp. °C: 23.0, Agitation: Yes, BCR: No
b) HYBRIDIZATION    Temp. °C: 30.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:45:00
c) SAMPLE INJECTION: Temp. °C: 30.0, Agitation: Yes, BCR: No
d) HYBRIDIZATION    Temp. °C: 30.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 0:45:00
e) WASH: Temp. °C: 23.0, First: No, Ch.: 5, Runs: 3, Wash time: 0:00:40, Soak time: 0:00:30
f) WASH: Temp. °C: 23.0, First: No, Ch.: 3, Runs: 1, Wash time: 0:00:30, Soak time: 0:00:30
1.4. [bookmark: _Ref527706614]Drug Screening 
a) SAMPLE INJECTION: Temp. °C: 30.0, Agitation: Yes, BCR: No
b) HYBRIDIZATION    Temp. °C: 30.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 1:00:00
c) WASH: Temp. °C: 23.0, First: No, Ch.: 5, Runs: 3, Wash time: 0:00:40, Soak time: 0:00:30
1.5. Primary antibody
a) WASH: Temp. °C: 23.0, First: No, Ch.: 2, Runs: 2, Wash time: 0:00:30, Soak time: 0:00:00
b) SAMPLE INJECTION: Temp. °C: 23.0, Agitation: Yes, BCR: No
c) HYBRIDIZATION: Temp. °C: 25.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 1:00:00
d) WASH:  Temp. °C: 23.0, First: No, Ch.: 2, Runs: 3, Wash time: 0:00:40, Soak time: 0:30:00
1.6. Secondary antibody
a) SAMPLE INJECTION: Temp. °C: 23.0, Agitation: Yes, BCR: No
b) HYBRIDIZATION: Temp. °C: 25.0, Agitation Frequency: Medium, High Viscosity Mode: Yes, Time: 1:00:00
1.7. Final wash and drying
a) WASH: Temp. °C: 23.0, First: No, Ch.: 1, Runs: 3, Wash time: 0:00:40, Soak time: 0:30:00
b) WASH: Temp. °C: 23.0, First: No, Ch.: 6, Runs: 1, Wash time: 0:00:40, Soak time: 0:00:00
c) SLIDE DRYING: Temp. °C: 23.0, Time: 0:03:00, Final Manifold Cleaning: No, Ch.: No
1.8. Solutions
Liquid for channel 1: 1X TBST + 0.2% Tween 20
Liquid for channel 2: 1X TBST + 3% BSA
Liquid for channel 3: 1X TBST 
Liquid for channel 4: Superblock
Liquid for channel 5: 1X TBST + 0.2M NaCl
Liquid for channel 6: Milli-Q water

