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[bookmark: _Toc34488976]January 2020 
[bookmark: _Toc20507457][bookmark: _Toc28699350][bookmark: _Toc34488977]Monday, January 6th, 2020 
To Do: 
1. Make a 35 mg/mL tetracycline stock 
2. Perform an MIC on LVS and ∆rpsu1-∆rpsu2 using tetracycline and streptomycin 
3. Streak plates for propolis assay with different starting OD600 (LVS .05, .005 and .0005) 
Results and Methods: 
[bookmark: _MIC_protocol_for][bookmark: _Toc34488978]MIC Protocol for two strains (96- well plate assay) 
1. For each strain to be tested, prepare 20 mL of media (supplemented MHB) in 1 sterile 50 mL conical.
2. Resuspend cells for strains being tested in about 400 µL of MHB (if necessary). Measure the OD600. 
3. Aim for an OD600 of 0.005. Dilute the appropriate amount of culture in the 50 mL conical that contains media to get required OD600. 
4. Using the multichannel and a reservoir, add 190 µL of the diluted culture into the wells of a non-treated 96 well plate, such that three rows and all 12 columns are filled for each strain. 
5. In 4th and 8th rows, add same volume of supplemented MHB using a new reservoir and multichannel.  
6. The next steps will vary based on the concentrations of antibiotic you want to use. An example for tetracycline, with the highest concentration in the wells of 64 µg/mL and 1:2 dilutions, is shown here. A starting concentration of 1,280 µg/mL in stock tube A is required, because it will be diluted 1:20 when added to the 96-well plate. An example for streptomycin, with the highest concentration in the wells of 50 µg/mL and 1:2 dilutions, is shown here. A starting concentration of 1,000 µg/mL in stock tube A is required, because it will be dilute 1:20 when added to the 96-well plate 
7. In 12 sterile strip tubes for each antibiotic, prepare 100 µL of media. 
8. Prepare a working stock of tetracycline that is a concentration of 2.56 mg/mL, by adding 8.0 µL of our stock 35 mg/mL solution to 102.0 µL of MHB. Prepare a working stock of streptomycin that is a concentration of 2.00 mg/mL, by adding 4.4 µL of our stock 50 mg/mL solution to 105.6 µL of MHB. 
9. Serially dilute 1:2 by transferring 100 µL from the first strip tube to the next, mixing, and repeating through the 11th tube. In the last tube, do not add any antibiotic. This will be the control. 
10. Using the multi-channel, pipet 10 µL from the strip tubes to the corresponding wells on the plate with media and mix (you can use pipet and mix function to take up 10 µL and mix with 100 µL 3x).
11. Cover plate with lid and put in 37°C incubator overnight.
12. In the morning, mix and pipet 150 µL from each well to a new 96-well plate. 
13. Use the plate reader to measure OD600.
Making Tetracycline Stock: 
1. Measure out .35 g of tetracycline (it is stored in the -20°C) 
2. Cover conical in foil 
3. Add 10 mL of methanol 
4. Vortex and store in the -20°C freezer 



Tetracycline 

Streptomycin 

Measuring OD600 for LVS: OD600 LVS: .112 A 
C1V1=C2V2 			5.6*V1=.005*20,000 
V1= 17.86 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .168 A 
C1V1=C2V2 			8.4*V1=.005*20,000 
V1= 11.9 μL 
Plates were incubated at 12:28 PM 
Propolis Assay: 
3 LVS plates with different starting OD600 
LVS .05 
C1V1=C2V2 			5.6XV1= .05X1300 
V1= 11.61 µL 
LVS .005 
C1V1=C2V2 			.053XV1=.005X200
LVS .0005 
C1V1=C2V2 			.005XV1=.0005X200 
V1= 20 µL 
I plated 100 µL of each starting OD600 and used the beads to spread the culture. 
Plates were incubated at 11:53 AM 
[bookmark: _Toc34488979]Tuesday, January 7th, 2020 
To Do
1. Hannah sent me pictures of the 3 plates I incubated yesterday 
Results and Methods: 1. .0005 2. .005.  3. .05 











Hannah placed the plates back in the incubator for another day. 
[bookmark: _Toc34488980]Wednesday, January 8th, 2020 
To Do: 
1. Read MIC results for tetracycline and streptomycin 
2. Make tetracycline stock 
3. Perform an MIC on LVS and ∆rpsu1-∆rpsu2 using tetracycline and streptomycin 
4. Look at the plates from Monday 
5. Make hemoglobin
6. Autoclave trash 
Results and Methods: 
MIC plates were removed from the incubator at 9:00 AM 
MIC graph: MIC results /LVS and ∆rpsu 1-∆rpsu2/200106_TA_tet_strep/200106_TA_MIC.xlsx
	Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	50
	0.060
	0.060

	25.0
	0.061
	0.061

	12.50
	0.061
	0.060

	6.25
	0.062
	0.061

	3.13
	0.079
	0.061

	1.56
	0.186
	0.061

	0.78
	0.231
	0.072

	0.39
	0.237
	0.090

	2.0E-01
	0.239
	0.103

	9.8E-02
	0.246
	0.104

	4.9E-02
	0.250
	0.099

	0.0E+00
	0.255
	0.099



	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	64
	0.087
	0.083

	32.0
	0.073
	0.072

	16.0
	0.066
	0.065

	8.0
	0.063
	0.061

	4.0
	0.066
	0.061

	2.00
	0.089
	0.060

	1.00
	0.114
	0.061

	0.50
	0.153
	0.062

	2.5E-01
	0.202
	0.076

	1.3E-01
	0.215
	0.097

	6.3E-02
	0.230
	0.106

	0.0E+00
	0.237
	0.100



These results didn’t match last week’s results for streptomycin. I suspect that ∆rpsu1-∆rpsu2 didn’t grow well because the initial plate was incubated for two nights so the cells might have been stressed prior to the assay. I will repeat again today.




The tetracycline stock made on Monday had precipitation. I tried using the vortex but that didn’t help. 
I made new tetracycline stock but at a lower concentration (10 mg/mL)
Tetracycline stock 10 mg/mL 
1. Measure out .2 g of tetracycline 
2. Cover conical in foil 
3. Add 20 mL of methanol 
4. vortex
5. Made aliquots of 50 µL 
6. Store in the -20ºC freezer 
MIC on LVS and ∆rpsu1-∆rpsu2 using tetracycline and streptomycin:
MIC Protocol: MIC protocol for two strains (96- well plate assay)
Tetracycline MIC stock:

Streptomycin MIC Stock:

Measuring OD600 for LVS: OD600 LVS: .147 A 
C1V1=C2V2 			7.35*V1=.005*20,000 
V1= 13.61 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .176 A 
C1V1=C2V2 			8.8*V1=.005*20,000 
V1= 11.36 µL
Plates were incubated at 12:52 PM


LVS plates for disk diffusion assay:
Starting OD600 0.05: 

Starting OD600 0.005:

Starting OD600 0.0005:

[bookmark: _Toc34488981]Friday, January 10th, 2020 
To Do: 
1. Read MIC results 
2. Make single use aliquots of ∆rpsu2-∆rpsu3
Results and Methods:
MIC plates were removed from the incubator at 9:05 AM 
MIC graphs: MIC results /LVS and ∆rpsu 1-∆rpsu2/200108_TA_tet_strep/200108_TA_MIC.xlsx
	Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	50
	0.058
	0.059

	25.0
	0.059
	0.059

	12.50
	0.060
	0.059

	6.25
	0.060
	0.060

	3.13
	0.067
	0.062

	1.56
	0.183
	0.070

	0.78
	0.203
	0.085

	0.39
	0.210
	0.088

	2.0E-01
	0.224
	0.094

	9.8E-02
	0.220
	0.098

	4.9E-02
	0.220
	0.095

	0.0E+00
	0.245
	0.101


LVS MIC: 6.25 µg/mL 						∆rpsu1-∆rpsu2 MIC: 3.13 µg/mL 
I am a little skeptical about these results because there might not be real difference in the MIC between the two strains. I got different MIC values for ∆rpsu1-∆rpsu2 every time I tried it so I will repeat again to confirm. 
	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	64
	0.076
	0.076

	32.0
	0.080
	0.066

	16.0
	0.063
	0.062

	8.0
	0.060
	0.060

	4.0
	0.062
	0.060

	2.00
	0.076
	0.059

	1.00
	0.097
	0.062

	0.50
	0.110
	0.063

	2.5E-01
	0.152
	0.074

	1.3E-01
	0.169
	0.075

	6.3E-02
	0.194
	0.083

	0.0E+00
	0.205
	0.097



LVS MIC: 4.0 µg/mL 							∆rpsu1-∆rpsu2 MIC: 0.50 µg/mL 
Those are the same values I got on Monday. I will talk to Dr. Ramsey to decide if I should repeat this assay again using the 96-well plate or culture tubes. 


Making single use aliquots for ∆rpsu2-∆rpsu3: 
1. Add 400 μL of MHB to a 1.5 mL microcentrifuge tube
2. Scrape all the cells on the plate and resuspend
3. Add 400 μL of more MHB (or amount needed to get to 800 μL solution)
4.  Add 200 μL of 75% glycerol and mix by pipetting
5. Pipette 50 μL of solution per microcentrifuge tube
6. Store in -80 freezer  
I spoke with Dr. Ramsey and we have decided to give the 96 well plate assay another shot for both streptomycin and tetracycline. For the upcoming disk diffusion assays, we will be using a starting OD600 of 0.005. 
[bookmark: _Toc34488982]Monday, January 12th, 2020 
To Do: 
1. Perform an MIC on LVS and ∆rpsu1-∆rpsu2 using streptomycin and tetracycline 
2. Perform an MIC on LVS and ∆rpsu2-∆rpsu3 using kanamycin and hygromycin 
3. Make hemoglobin
Results and Methods: 
MIC protocol: MIC protocol for two strains (96- well plate assay)
MIC on LVS and ∆rpsu1-∆rpsu2:
Tetracycline MIC stock:

Streptomycin MIC Stock:

I messed up and forgot to dilute the streptomycin stock 1:10 so the highest concentration in the 96 well-plate will be 100 µg/mL and not 50 µg/mL 
MIC on LVS and ∆rpsu2-∆rpsu3:
Kanamycin MIC Stock:

Hygromycin MIC stock: 

Measuring OD600 for LVS: OD600 LVS: .332 A 
C1V1=C2V2 			1.66*V1=.005*30,000 
V1= 90.36 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .407 A 
C1V1=C2V2 			2.035*V1=.005*20,000 
V1= 49.14 µL
Measuring OD600 for ∆rpsu 2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3: .240 A 
C1V1=C2V2 			1.2*V1=.005*20,000 
V1= 83.33 µL
Plates were incubated at 12:10 PM
[bookmark: _Toc34488983]Tuesday, January 13th, 2020 
To Do: 
1. Read MIC results for kanamycin 
2. Make filter disks and sterilize them 
3. Load dishwasher 
4. Hannah taught me how to UV sterilize 
Results and Methods: 
Kanamycin plate was removed from the incubator at 9:00 AM 
I only read the kanamycin plate to see how the new strain grows overnight. I have concluded that two days will be better to produce good data. 
MIC graph: MIC results /LVS and ∆rpsu2-∆rpsu3/200113_TA_kan_hyg/200113_TA_MIC.xlsx
	Kanamycin Conc (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	200
	0.057
	0.059

	100.0
	0.058
	0.059

	50.0
	0.059
	0.059

	25.0
	0.058
	0.058

	12.5
	0.058
	0.059

	6.25
	0.059
	0.060

	3.13
	0.076
	0.064

	1.56
	0.126
	0.066

	7.8E-01
	0.137
	0.068

	3.9E-01
	0.141
	0.070

	2.0E-01
	0.144
	0.070

	0.0E+00
	0.148
	0.070



LVS MIC: 6.25 µg/mL 						∆rpsu2-∆rpsu3 MIC: 6.25 µg/mL 
These results might not be right due to the poor growth of ∆rpsu2-∆rpsu3 when incubated for only one night. 

Making filter disks:
I have obtained a glass dish and made filter disks from filter paper using a hole puncher. The glass dish will be autoclaved whenever we run a dry cycle. 
[bookmark: _Toc34488984]Wednesday, January 14th, 2020 
To Do: 
1. Read MIC results for hygromycin, tetracycline, and streptomycin
Results and Methods: 
Plates were removed from the incubator at 9:00 AM 
MIC graphs for tetracycline and streptomycin:
 MIC results /LVS and ∆rpsu 1-∆rpsu2/200113_TA_tet_strep/200113_TA_MIC.xlsx
MIC graph for hygromycin:
MIC results /LVS and ∆rpsu2-∆rpsu3/200113_TA_kan_hyg/200113_TA_MIC.xlsx
Hygromycin results:
	[bookmark: OLE_LINK1]Hygromycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	675
	0.062
	0.064

	337.5
	0.062
	0.063

	168.8
	0.062
	0.063

	84.38
	0.062
	0.062

	42.19
	0.078
	0.063

	21.09
	0.154
	0.067

	10.55
	0.188
	0.071

	5.27
	0.205
	0.078

	2.64
	0.211
	0.084

	1.32
	0.214
	0.089

	0.66
	0.229
	0.104

	0.00
	0.231
	0.092


 
LVS MIC: 84.38 µg/mL 			∆rpsu2-∆rpsu3 MIC: 42.19 µg/mL 

Streptomycin Results:
	Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	100
	0.061
	0.061

	50.0
	0.061
	0.062

	25.00
	0.061
	0.061

	12.50
	0.061
	0.062

	6.25
	0.062
	0.065

	3.13
	0.075
	0.077

	1.56
	0.158
	0.092

	0.78
	0.211
	0.110

	3.9E-01
	0.220
	0.121

	2.0E-01
	0.231
	0.129

	9.8E-02
	0.231
	0.132

	0.0E+00
	0.230
	0.134



LVS MIC: 6.25 µg/mL			∆rpsu1-∆rpsu2 MIC: 6.25 µg/mL

There was some contamination so I will repeat again next week. 
Tetracycline Results: 
	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	64
	0.091
	0.090

	32.0
	0.077
	0.076

	16.0
	0.069
	0.067

	8.0
	0.066
	0.064

	4.0
	0.064
	0.062

	2.00
	0.074
	0.064

	1.00
	0.097
	0.065

	0.50
	0.115
	0.069

	2.5E-01
	0.161
	0.091

	1.3E-01
	0.200
	0.111

	6.3E-02
	0.218
	0.125

	0.0E+00
	0.232
	0.136



LVS MIC: 4.0 µg/mL 				∆rpsu1-∆rpsu2 MIC: 2.0 µg/mL 
These results are slightly different than the previous ones. Tetracycline concentrations of 1.0 µg/mL and 0.50 µg/mL still showed inhibition, but the values were a little higher than the control. I will repeat again to confirm the MIC value using the culture tube MIC assay. 

[bookmark: _Toc34488985]Sunday, January 19th, 2020 
To Do:  
1. Streak LVS, ∆rpsu1-∆rpsu2, and ∆rpsu2-∆rpsu3
Results and Methods: 
[bookmark: _Toc34488986]Monday, January 20th, 2020 
To Do: 
1. Supplement MHB 
2. Autoclave trash 
3. Autoclave dry cycle 
4. Perform a culture tube MIC assay on LVS and ∆rpsu1-∆rpsu2 using tetracycline 
Results and Methods:


[bookmark: _MIC_Protocol_(Two][bookmark: _Toc34488987]MIC Protocol (Two strain Culture tube assay) 

1. Create desired tetracycline concentrations 
2. Preparing cell dilutions:
a. For each strain being tested: 
i. Resuspend cells in 400 µL of MHB 
ii. Dilute the resuspended cells 1:10 in 900 µL of MHB. 
iii. Prepare 100 mL of media (supplemented MHB) in a 125 mL sterile flask
iv. Aim for an OD600 of 0.005 for LVS and a 0.010 for ∆rpsu1-∆rpsu2. Dilute the appropriate amount of culture in the 125 mL sterile flask that contains media to get required OD600. 
3. Transfer 4.75 mL of LVS diluted culture into 16 test-tubes. 
4. Transfer 4.75 mL of ∆rpsu1-∆rpsu2 diluted culture into 16 test-tubes. 
5. Add 0.25 mL of MHB to the tubes with no antibiotic. These will be the control.  
6. Transfer 4.75 mL of MHB into 8 test-tubes. These will be the blank. 
7. Transfer 0.25 mL from the antibiotic tubes to the corresponding culture tubes and mix. 
8. Place culture tubes in the shaking incubator overnight. 

Antibiotics dilutions were made according to this table: 
	Tube
	Final tetracycline concentration (µg/mL)
	Final volume (µL)
	Concentrated tetracycline concentration
	Final volume MHB in 2 mL tubes
	MHB in tubes (-tetracycline)
	Stock tetracycline concentration (µg/mL)
	Volume stock tetracycline to add (µl)

	1
	16
	5000
	320
	1500
	1452.0
	10000
	48.0

	2
	8
	5000
	160
	1500
	1476.0
	10000
	24.0

	3
	4
	5000
	80
	1500
	1488.0
	10000
	12.0

	4
	2
	5000
	40
	1500
	1494.0
	10000
	6.0

	5
	1
	5000
	20
	1500
	1470.0
	1000
	30.0

	6
	0.5
	5000
	10
	1500
	1485.0
	1000
	15.0

	7
	2.50E-01
	5000
	5
	1500
	1492.5
	1000
	7.5

	8
	0
	5000
	0
	1500
	1500
	 -
	0



Test-tube codes:
	1
	Tet 16-1 LVS
	2
	Tet 16-2 LVS

	3
	Tet 8-1 LVS
	4
	Tet 8-2 LVS

	5
	Tet 4-1 LVS
	6
	Tet 4-2 LVS

	7
	Tet 2-1 LVS
	8
	Tet 2-2 LVS

	9
	Tet 1-1 LVS 
	10
	Tet 1-2 LVS 

	11
	Tet 0.50-1 LVS 
	12
	Tet 0.50-2 LVS 

	13
	Tet .25-1 LVS
	14
	Tet .25-2 LVS

	15
	Tet 0-1 LVS 
	16
	Tet 0-2 LVS 

	17
	Tet 16-1 d1-d2
	18
	Tet 16-2 d1-d2

	19
	Tet 8-1 d1-d2
	20
	Tet 8-2 d1-d2

	21
	Tet 4-1 d1-d2
	22
	Tet 4-2 d1-d2

	23
	Tet 2-1 d1-d2
	24
	Tet 2-2 d1-d2

	25
	Tet 1-1 d1-d2
	26
	Tet 1-2 d1-d2

	27
	Tet 0.50-1 d1-d2
	28
	Tet 0.50-2 d1-d2

	29
	Tet .25-1 d1-d2
	30
	Tet .25-2 d1-d2

	31
	Tet 0-1 d1-d2
	32
	Tet 0-2 d1-d2

	33
	Tet 16 MHB
	34
	Tet 8 MHB

	35
	Tet 4 MHB
	36
	Tet 2 MHB

	37
	Tet 1 MHB
	38
	Tet 0.50 MHB

	39
	Tet .25 MHB 
	40
	Tet 0 MHB



Measuring OD600 for LVS: OD600 LVS: .425 A 
C1V1=C2V2 			2.125*V1=.0053*100,000 
V1= 249.4 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .414 A 
C1V1=C2V2 			2.07*V1=.0105*100,000 
V1= 507.2 µL
Culture tubes were incubated at 12:00 PM 

[bookmark: _Toc34488988]Tuesday, January 21th, 2020 
To Do: 
1. Check on culture tubes 
2. Make single use aliquots for LVS 
Results and Methods: 
The culture tubes look good and they were turbid around the expected values. I didn’t read their OD600 because ∆rpsu1-∆rpsu2 didn’t have sufficient growth. 
I will read the results tomorrow. 
Making single use aliquots for LVS: 
1. Add 400 μL of MHB to a 2 mL microcentrifuge tube
2. Scrape all the cells on the plate and resuspend
3. Add 800 μL of more MHB 
4. Add 300 μL of 75% glycerol and mix by pipetting
5. Pipette 50 μL of solution per microcentrifuge tube
6. Store in -80 freezer  
I plated one of the aliquots to make sure that the cells are okay. 
[bookmark: _Toc34488989]Wednesday, January 22th, 2020 
To Do: 
1. Read MIC results 
2. Prepare streptomycin antibiotic dilutions 
3. Check LVS test plate 
Results and methods:
LVS plate had sufficient amount of growth with no contamination so the aliquots I made yesterday should be all good. 
Tetracycline Results: MIC results /LVS and ∆rpsu 1-∆rpsu2/200120_TA_tet/200120_TA_MIC.xlsx
	[bookmark: OLE_LINK2]Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	16.0
	0.075
	0.078

	8.0
	0.070
	0.073

	4.0
	0.075
	0.071

	2.0
	0.138
	0.068

	1.0
	0.194
	0.082

	0.5
	0.321
	0.106

	0.25
	0.438
	0.113

	0
	0.585
	0.149



LVS MIC: 4.0 µg/mL 							∆rpsu1-∆rpsu2 MIC: 2.0 µg/mL 

Culture tube OD600 was read at 10:00 AM 
Streptomycin MIC stock: 

[bookmark: _Toc34488990]Monday, January 27th, 2020 
To Do: 
1. Perform an MIC on LVS and ∆rpsu1-∆rpsu2 using streptomycin 
2. Supplement MHB 
3. Conduct a disk diffusion assay using kanamycin and ethanol as control 
Results and Methods:
I supplemented MHB and placed it in the cold room. I made an aliquot and placed it in the shaking incubator to make sure there are no contamination. 
MIC on LVS and ∆rpsu1-∆rpsu2 using streptomycin:
MIC protocol: MIC Protocol for two strains (96- well plate assay)
I used the streptomycin dilution that I made last week. 
Measuring OD600 for LVS: OD600 LVS: .333 A 
C1V1=C2V2 			1.665*V1=.005*8,000 
V1= 24 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .282 A 
C1V1=C2V2 			1.41*V1=.005*8,000 
V1= 28.37 µL
Plate was incubated 11:36 AM 
Disk Diffusion assay:
1. Apply 20 µL of kanamycin and 200 proof ethanol to the filter disk 
2. Allow to dry in the flow hood for at least 30 minutes 
3. Plate 100 µL of LVS OD600 0.005 onto a regular plate 
4. Use a plate spreader and wait for cells to dry before adding the disks. 
Plate was incubated at 11:55 AM. 
[bookmark: _Toc34488991]Tuesday, January 28th, 2020 
To Do: 
1. Check disk diffusion plates 
2. Streak LVS and ∆rpsu1-∆rpsu2 for tetracycline MIC 
Results and Methods: 
Disk Diffusion Results:
The plate didn’t show any growth @ 9:00 AM so I placed it back in the incubator for another day. 
[bookmark: _Toc34488992]Wednesday, January 29th, 2020 
To Do: 
1. Perform a culture tube MIC assay on LVS and ∆rpsu1-∆rpsu2 using tetracycline 
2. Read streptomycin MIC results 
3. Check disk diffusion plates 
4. Refill tip boxes  
Results and Methods:
Streptomycin MIC results: 
MIC excel sheet: MIC results /LVS and ∆rpsu 1-∆rpsu2/200127_TA_strep/200127_TA_MIC.xlsx
	Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	50.0
	0.064
	0.063

	25.00
	0.064
	0.063

	12.50
	0.065
	0.063

	6.25
	0.065
	0.065

	3.13
	0.079
	0.080

	1.56
	0.210
	0.102

	0.78
	0.246
	0.110

	3.9E-01
	0.249
	0.115

	2.0E-01
	0.250
	0.119

	9.8E-02
	0.247
	0.120

	4.9E-02
	0.252
	0.124

	0.0E+00
	0.259
	0.132



Plate was removed from the incubator at 8:30 AM
Disk Diffusion results:

Plate was removed from the incubator at 8:00 AM 
The kanamycin disks had wide zones of inhibition around them while the ethanol disk didn’t seem to have any antimicrobial activity as there were no zones of inhibition. 
I will repeat this again with propolis after Dr. Ramsey submits her grants. 

Tetracycline MIC:
MIC protocol: MIC Protocol (Two strain Culture tube assay)
Antibiotics dilutions were made according to this table: 
	Tube
	Final tetracycline concentration (µg/mL)
	Final volume (µL)
	Concentrated tetracycline concentration
	Final volume MHB in 2 mL tubes
	MHB in tubes (-tetracycline)
	Stock tetracycline concentration (µg/mL)
	Volume stock tetracycline to add (µl)

	1
	8
	5000
	160
	1500
	1476.0
	10000
	24.0

	2
	4
	5000
	80
	1500
	1488.0
	10000
	12.0

	3
	2
	5000
	40
	1500
	1494.0
	10000
	6.0

	4
	1
	5000
	20
	1500
	1470.0
	1000
	30.0

	5
	0.5
	5000
	10
	1500
	1485.0
	1000
	15.0

	6
	0
	5000
	0
	1500
	1500
	 -
	0



Test tube codes: 
	1
	Tet 8-1 LVS
	2
	Tet 8-2 LVS

	3
	Tet 4-1 LVS
	4
	Tet 4-2 LVS

	5
	Tet 2-1 LVS
	6
	Tet 2-2 LVS

	7
	Tet 1-1 LVS 
	8
	Tet 1-2 LVS 

	9
	Tet 0.50-1 LVS 
	10
	Tet 0.50-2 LVS 

	11
	Tet 0-1 LVS 
	12
	Tet 0-2 LVS 

	13
	Tet 8-1 d1-d2
	14
	Tet 8-2 d1-d2

	15
	Tet 4-1 d1-d2
	16
	Tet 4-2 d1-d2

	17
	Tet 2-1 d1-d2
	18
	Tet 2-2 d1-d2

	19
	Tet 1-1 d1-d2
	20
	Tet 1-2 d1-d2

	21
	Tet 0.50-1 d1-d2
	22
	Tet 0.50-2 d1-d2

	23
	Tet 0-1 d1-d2
	24
	Tet 0-2 d1-d2

	25
	Tet 8 MHB
	26
	Tet 4 MHB

	27
	Tet 2 MHB
	28
	Tet 1 MHB

	29
	Tet .50 MHB 
	30
	Tet 0 MHB


Measuring OD600 for LVS: OD600 LVS: .416 A 
C1V1=C2V2 			2.08*V1=.0053*70,000 
V1= 178 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 2: OD600 ∆rpsu1-∆rpsu2: .283 A 
C1V1=C2V2 			1.415*V1=.0105*70,000 
V1= 519 µL
Culture tubes were placed in the incubator at 1:40 PM 
[bookmark: _Toc34488993]Friday, January 31st, 2020 
To Do: 
1. Read tetracycline MIC results 
2. Make iron pyrophosphate 
Results and Methods: 
Tetracycline MIC Results:
Culture tubes were removed from the incubator at 8:20 AM 
There was contamination in two of the blank tubes. I will repeat again when we receive more isovitalex. 
MIC excel sheet: MIC results /LVS and ∆rpsu 1-∆rpsu2/200129_TA_tet/200129_TA_MIC.xlsx
	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	8.0
	0.069
	0.072

	4.0
	0.067
	0.070

	2.0
	0.073
	0.069

	1.0
	0.391
	0.073

	0.5
	0.230
	0.132

	0
	0.570
	0.110



LVS MIC: 4.0 µg/mL 							∆rpsu1-∆rpsu2 MIC: 2.0 µg/mL 
Highlighted average includes the contaminated tube, but value is omitted from the graph. 

[bookmark: _Toc34488994]February 2020 
[bookmark: _Toc34488995]Monday, February 3rd, 2020 
To do: 
1. Perform an MIC on LVS and ∆rpsu2-∆rpsu3 using kanamycin and tetracycline
2. Refill tip boxes 
Results and Methods:
MIC protocol: MIC Protocol for two strains (96- well plate assay)
Kanamycin Stock:

Tetracycline Stock:

Measuring OD600 for LVS: OD600 LVS= .453 A 
C1V1=C2V2 			2.265*V1=.005*20,000 
V1= 44.2 μL 
Measuring OD600 for ∆rpsu 2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3= .393 A 
C1V1=C2V2 			1.965*V1=.005*20,000 
V1= 50.9 µL
Plates were placed in the incubator at 12:32 PM. 
[bookmark: _Toc34488996]Tuesday, February 4th,2020 
To do: 
1. Streak LVS and ∆rpsu2-∆rpsu3 for streptomycin MIC
2. Watch Jamie prepare a colony PCR 
Results and Methods:
Colony PCR protocol: 
-Take small amounts of each cross-out patch and resuspend in sterile water. 
	-Heat samples at 95°C for 10’ to lyse and kill cells 
	-Dilute lysates 1:10  
	-Use 1-2 μL of heat-killed cells as template in colony PCR to check for desired mutation. As of August 2019, the KRamsey lab is primarily using PrimeStar GXL polymerase (Takara Bio). For controls, use LVS cells, LVS gDNA, the pEX-based allelic exchange vector, and water only. 
Example colony PCR using KOD (use a master mix):
		Water								  4.0 μL
		2X KOD Buffer						10.0 μL
		2 mM dNTPs							  4.0 μL
		Forward primer (10 μM)					  0.6 μL
		Reverse primer (10 μM) 					  0.6 μL
		KOD enzyme							  0.4 μL	 
		Cell lysate							  1.00 μL
		Total volume						            ~20.00 μL
Example colony PCR using PrimeSTAR GXL DNA Polymerase (use a master mix):
		Water								12.5 μL
		5X PrimeStar GXL buffer					 4.0 μL
		2.5 mM dNTPs						 1.6 μL
		Forward primer (10 μM)					  0.6 μL
		Reverse primer (10 μM) 					  0.6 μL
		KOD enzyme							  0.4 μL	 
		Cell lysate							  1.00 μL
		Total volume						            ~20.00 μL
	-Use PCR program: 
		1. 94°C 2'
2. 94°C 20"
3. 50°C 30"
4. 68°C (1' per kb)
5. Go to step 2, rep 32x
6. 68°C 5'
7. Hold 12°C
	Total reaction volume
	20
	
	
	

	Total number of reactions
	19 
	
	
	

	
	
	
	
	Factor

	Component
	Stock concentration
	Final concentration
	1 rxn volume
	20

	ddiH2O
	 
	 
	10.8
	216 

	PrimeSTAR GXL Buffer
	5x
	1x
	4
	80

	dNTPs
	2.5 mM
	0.2 mM
	1.6
	32

	oligo F KROL
	10 uM
	0.3 uM
	0.6
	12

	oligo R KROL
	10 uM
	0.3 uM
	0.6
	12

	Template
	100 ng/ul
	2 ng/ul
	2
	

	 PrimeSTAR GXL DNA Polymerase
	1.25 U/ul
	0.025 U/ul
	0.4
	8

	
	
	Total volume
	20
	 



[bookmark: _Toc34488997]Wednesday, February 5th,2020 
To do: 
1. Perform an MIC on LVS and ∆rpsu2-∆rpsu3 using streptomycin 
2. Read kanamycin and tetracycline MIC results 
3. Refill tip boxes 
Results and Methods:
Plates were removed from the incubator at 8:30 AM 
MIC excel sheet: MIC results /LVS and ∆rpsu2-∆rpsu3/200203_TA_kan_tet/200203_TA_MIC.xlsx
	[bookmark: OLE_LINK3]Kanamycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	200
	0.059
	0.062

	100.0
	0.060
	0.061

	50.0
	0.061
	0.061

	25.0
	0.060
	0.061

	12.5
	0.060
	0.062

	6.25
	0.065
	0.063

	3.13
	0.125
	0.067

	1.56
	0.211
	0.070

	7.8E-01
	0.239
	0.076

	3.9E-01
	0.242
	0.082

	2.0E-01
	0.245
	0.081

	0.0E+00
	0.247
	0.083


 
LVS MIC: 6.25 µg/mL 						∆rpsu2-∆rpsu3 MIC: 6.25 µg/mL 

	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	64
	0.101
	0.099

	32.0
	0.081
	0.080

	16.0
	0.071
	0.071

	8.0
	0.067
	0.066

	4.0
	0.066
	0.064

	2.00
	0.076
	0.064

	1.00
	0.098
	0.067

	0.50
	0.121
	0.071

	2.5E-01
	0.169
	0.074

	1.3E-01
	0.209
	0.077

	6.3E-02
	0.233
	0.080

	0.0E+00
	0.250
	0.083



LVS MIC: 4.0 µg/mL 							∆rpsu2-∆rpsu3 MIC: 2.00 µg/mL 

MIC protocol: MIC Protocol for two strains (96- well plate assay)
Streptomycin Stock: 

Measuring OD600 for LVS: OD600 LVS= .192 A 
C1V1=C2V2 			0.96*V1=.005*8,000 
V1= 41.67 μL 
Measuring OD600 for ∆rpsu 2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3= .210 A 
C1V1=C2V2 			1.05*V1=.005*8,000 
V1= 38.10 µL
Plate was placed in the incubator at 1:50 PM 
[bookmark: _Toc34488998]Friday, February 7th,2020 
To do: 
1. Read streptomycin MIC results 
Results and Methods: 
Plate was removed from the incubator at 8:30 AM
MIC graph: MIC results /LVS and ∆rpsu2-∆rpsu3/200205_TA_strep/200205_TA_MIC.xlsx
	[bookmark: OLE_LINK4]Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	50
	0.064
	0.061

	25.0
	0.062
	0.061

	12.50
	0.063
	0.062

	6.25
	0.065
	0.062

	3.13
	0.080
	0.063

	1.56
	0.202
	0.064

	0.78
	0.256
	0.076

	0.39
	0.266
	0.102

	2.0E-01
	0.273
	0.097

	9.8E-02
	0.268
	0.116

	4.9E-02
	0.260
	0.121

	0.0E+00
	0.241
	0.124



LVS MIC: 6.25 µg/mL 					∆rpsu2-∆rpsu3 MIC: 1.56 µg/mL 
I am a little skeptical about these results and think the difference in the MIC is due to the growth defect. I also think there was some contamination since the blank wells had a higher OD600 reading. 

[bookmark: _Toc34488999]Sunday, February 9th,2020 
To do: 
1. Streak LVS and ∆rpsu2-∆rpsu3 for MIC
[bookmark: _Toc34489000]Monday, February 10th,2020 
To do: 
1. Perform an MIC on LVS and ∆rpsu2-∆rpsu3 with streptomycin 
Results and Methods:
MIC protocol: MIC Protocol for two strains (96- well plate assay)
Streptomycin Stock: 

Measuring OD600 for LVS: OD600 LVS= .332 A 
C1V1=C2V2 			1.66*V1=.005*8,000 
V1= 24.10 μL 
Measuring OD600 for ∆rpsu 2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3= .170 A 
C1V1=C2V2 			0.85*V1=.005*8,000 
V1= 47.06 µL
Plate was placed in the incubator at 11:25 AM 
[bookmark: _Toc34489001]Tuesday, February 11th,2020 
To do: 
1. Lab tasks 
[bookmark: _Toc34489002]Wednesday, February 12th,2020 
To do: 
1. Read MIC results 
2. Make kasugamycin and ciprofloxacin aliquot (from Dr. Gregory)
Results and Methods: 
Plate was removed from the incubator at 8:30 AM 
MIC results: MIC results /LVS and ∆rpsu2-∆rpsu3/200210_TA_strep/200210_TA_MIC.xlsx
	[bookmark: OLE_LINK5]Streptomycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu2-∆rpsu3

	50
	0.062
	0.062

	25.0
	0.062
	0.062

	12.50
	0.062
	0.062

	6.25
	0.064
	0.063

	3.13
	0.084
	0.066

	1.56
	0.218
	0.069

	0.78
	0.280
	0.073

	0.39
	0.293
	0.078

	2.0E-01
	0.308
	0.079

	9.8E-02
	0.310
	0.081

	4.9E-02
	0.305
	0.078

	0.0E+00
	0.307
	0.074



LVS MIC: 6.25 µg/mL 					∆rpsu2-∆rpsu3 MIC: 6.25 µg/mL 
I will start using culture tubes for ∆rpsu2-∆rpsu3 MIC assay due to poor growth. 

[bookmark: _Toc34489003]Friday, February 14th,2020 
To do: 
1. Make 2.5% iron pyrophosphate 
2. Refill tip boxes 
[bookmark: _Toc34489004]Monday, February 17th,2020 
To do: 
1. Streak LVS for Kasugamycin MIC
2. Supplement MHB
[bookmark: _Toc34489005]Tuesday, February 18th,2020 
To do: 
1. Perform an MIC on LVS using kasugamycin 
2. Refill tip boxes
Results and Methods:
Measuring OD600 for LVS: OD600 LVS= .241 A 
C1V1=C2V2 			12.05*V1=.005*28,500 
V1= 11.83 μL 
I transferred 5,700 µL into 5 tubes and then added antibiotic as shown in the table: 
	Tube 
	Antibiotic added (µL)
	Plain MHB added (µL)

	1
	300
	0

	2
	150
	150

	3
	75
	225

	4
	37.5
	262.5

	5
	0 
	300



I then transferred 3 mL from those tubes to new tubes as a replicate. 
Culture tubes were incubated at 12:09 PM
[bookmark: _Toc34489006]Wednesday, February 19th,2020 
To do: 
1. Read MIC results 
Results and Methods: 
MIC results: MIC results /LVS/200218_TA_kasugamycin/200218_TA_MIC.xlsx
	Kasugamycin Concentration (µg/mL)
	Avg OD600 of LVS 

	2500
	0.056

	1250.0
	0.059

	625.0
	0.066

	312.50
	0.078

	0.00
	0.262



LVS MIC: 1250 µg/mL 

[bookmark: _Toc34489007]Monday, February 24th,2020 
To do: 
1. Streak LVS and ∆rpsu1-∆rpsu3 for MIC 
2. Streak ∆rpsu2-∆rpsu3 for growth assay
3. Prepare kasugamycin antibiotic dilutions 
4. Wash hemoglobin flasks 
Results and Methods:
Kasugamycin stock: 
[image: ]
I pipetted 100 µL of the stock directly into the first antibiotic tube. 
[bookmark: _Toc34489008]Tuesday, February 25th,2020 
To do: 
1. Perform an MIC on LVS and ∆rpsu1-∆rpsu3 using Kasugamycin 
2. Growth assay for ∆rpsu2-∆rpsu3 to figure out best starting OD600
3. Refill tip boxes 
4. Clean hemoglobin flasks 
Results and Methods:
MIC assay:
MIC protocol: MIC Protocol for two strains (96- well plate assay)
Measuring OD600 for LVS: OD600 LVS= .203 A 
C1V1=C2V2 			10.15*V1=.005*8,000 
V1= 3.94 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 3: OD600 ∆rpsu1-∆rpsu3= .285A 
C1V1=C2V2 			14.25*V1=.005*8,000 
V1= 2.81 µL
Plate was placed in the incubator at 9:39 AM 
Growth Assay: 
Measuring OD600 for ∆rpsu2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3: .213 A (1:5 dilution)
Desired OD600 0.005:       1.065*V1=.005*5000             V1= 23.47 µL
Desired OD600 0.01:	        1.065*V1=.01*5000               V1= 46.95 µL
Desired OD600 0.05:	        1.065*V1=.05*5000               V1= 234.8 µL
I had to measure the OD600 again because I ran out of cells and had to make more
Measuring OD600 for ∆rpsu2-∆rpsu 3: OD600 ∆rpsu2-∆rpsu3: .208 A (1:50 dilution)
Desired OD600 0.1:            10.4*V1=.005*5000               V1= 48 µL

Measuring OD600 for LVS: OD600 LVS: .201 A (1:5 dilution)
Desired OD600 0.005:       1.005*V1=.005*5000             V1= 24.88 µL
Culture tubes were incubated at 10:22 AM 
[bookmark: _Toc34489009]Wednesday, February 26th,2020 
To do: 
1. Read MIC results 
2. Read growth assay results 
3. Lab presentation 
4. Supplement MHB 
Results and Methods:
MIC graph: MIC results /LVS and ∆rpsu1-∆rpsu3/200225_TA_Kasug/200225_TA_MIC.xlsx
	Kasugamycin Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu3

	1250
	0.066
	0.067

	625.0
	0.077
	0.078

	312.50
	0.107
	0.100

	156.25
	0.148
	0.152

	78.13
	0.179
	0.188

	39.06
	0.186
	0.209

	19.53
	0.194
	0.214

	9.77
	0.197
	0.227

	4.9E+00
	0.212
	0.224

	2.4E+00
	0.207
	0.228

	1.2E+00
	0.200
	0.224

	0.0E+00
	0.206
	0.217



LVS MIC: >1250 µg/mL 				          ∆rpsu1-∆rpsu3 MIC: >1250 µg/mL 

Plate was removed from the incubator at 12:34 PM
Growth assay day 1: Growth Assays/∆rpsu2-∆rpsu3/200226_TA_∆rpsu2-∆rpsu3_growth assay.xlsx
	Strain
	Initial OD600
	Final OD600 tube 1
	Final OD600 tube 2
	Blank MHB

	LVS
	.005
	.42
	--
	.06

	∆rpsu2-∆rpsu3
	.005
	.066
	.064
	.06

	∆rpsu2-∆rpsu3
	.01
	.071
	.072
	

	∆rpsu2-∆rpsu3
	.05
	.133
	.131
	

	∆rpsu2-∆rpsu3
	.1
	.188
	.197
	



 Reading was done at 12:49 PM 
[bookmark: _Toc34489010]Thursday, February 27th,2020 
To do: 
1. Read growth assay results 
2. Refill tip boxes 
Results and Methods: 
Growth Assay Day 2: Growth Assays/∆rpsu2-∆rpsu3/200227_TA_d2-d3_growth assay.xlsx
	Strain
	Initial OD600
	Final OD600 tube 1
	Final OD600 tube 2
	Blank MHB

	LVS
	.005
	.631
	--
	.063

	∆rpsu2-∆rpsu3
	.005
	.072
	.07
	.063

	∆rpsu2-∆rpsu3
	.01
	.077
	.083
	

	∆rpsu2-∆rpsu3
	.05
	.145
	.148
	

	∆rpsu2-∆rpsu3
	.1
	.196
	.205
	



Reading was done at 1:48 PM 
[bookmark: _Toc34489011]March 2020 
[bookmark: _Toc34489012]Monday, March 2nd,2020 
To do: 
1. Streak LVS and ∆rpsu1-rpsu2
2. Make tetracycline antibiotic dilutions 
3. Clean flasks 
Results and Methods: 
Tetracycline MIC:
MIC protocol: MIC Protocol (Two strain Culture tube assay)
Antibiotics dilutions were made according to this table: 
	Tube
	Final tetracycline concentration (µg/mL)
	Final volume (µL)
	Concentrated tetracycline concentration
	Final volume MHB in 2 mL tubes
	MHB in tubes (-tetracycline)
	Stock tetracycline concentration (µg/mL)
	Volume stock tetracycline to add (µl)

	1
	8
	5000
	160
	1500
	1476.0
	10000
	24.0

	2
	4
	5000
	80
	1500
	1488.0
	10000
	12.0

	3
	2
	5000
	40
	1500
	1494.0
	10000
	6.0

	4
	1
	5000
	20
	1500
	1470.0
	1000
	30.0

	5
	0.5
	5000
	10
	1500
	1485.0
	1000
	15.0

	6
	0
	5000
	0
	1500
	1500
	 -
	0


[bookmark: _Toc34489013]Tuesday, March 3rd,2020 
To do: 
1. Perform an MIC on LVS and ∆rpsu1-∆rpsu2 
Results and Methods: 
Measuring OD600 for LVS: OD600 LVS= .276 A 
C1V1=C2V2 			1.38*V1=.0053*70,000 
V1= 269 μL 
Measuring OD600 for ∆rpsu 1-∆rpsu 3: OD600 ∆rpsu1-∆rpsu3= .228A 
C1V1=C2V2 			1.14*V1=.0105*70,000 
V1= 644 µL
Culture tubes were placed in the incubator at 10:30 AM 
[bookmark: _Toc34489014]Wednesday, March 4th,2020 
To do: 
1. Refill tip boxes 
[bookmark: _Toc34489015]Thursday, March 5th,2020 
To do: 
1. Read MIC results 
2. Discuss TSA and TSB protocol with Dr.Ramsey 
Results and Methods:
MIC results: MIC results /LVS and ∆rpsu 1-∆rpsu2/200303_TA_tet/200303_TA_MIC.xlsx
Reading was done at 11:00 AM 
	Tetracycline Conc. (µg/mL)
	Avg OD600 of LVS 
	Avg OD600 of ∆rpsu1-∆rpsu2

	8.0
	0.066
	0.070

	4.0
	0.083
	0.068

	2.0
	0.163
	0.076

	1.0
	0.217
	0.077

	0.5
	0.835
	0.091

	0
	0.521
	0.143



I will repeat this assay again as these results didn’t align with the previously obtained data. 

[bookmark: _Toc34489016]Friday, March 6th,2020 
To do: 
1. Make TSA and TSB 
2. Pour TSA plates 
Results and Methods: 
To make TSA and TSB: 
Tryptic soy broth  15g 
Agar		     7.5g 
Final pH 7.3 +/- 0.2. 
*Omit agar for broth medium.
Final broth pH 7.23 
Final agar pH 7.13 
I autoclaved both broth and agar @liquid 30. I stored the broth in the cold room. I poured the agar and made 20 plates and labeled them. 
[bookmark: _GoBack]Monday, March 16th,2020 
To do: 
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MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	5.7735026918962634E-4	5.7735026918962634E-4	1.0000000000000009E-3	1.1547005383792527E-3	3.2145502536643214E-3	5.7735026918962634E-4	4.5092497528228916E-3	5.686240703077332E-3	7.0237691685684847E-3	1.539480431834065E-2	1.10151410945722E-2	7.0945988845975815E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.0000000000000009E-3	1.1547005383792527E-3	3.2145502536643214E-3	5.7735026918962634E-4	4.5092497528228916E-3	5.686240703077332E-3	7.0237691685684847E-3	1.539480431834065E-2	1.10151410945722E-2	7.0945988845975815E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	8.6499999999999994E-2	7.2666666666666657E-2	6.6000000000000003E-2	6.3333333333333339E-2	6.6333333333333341E-2	8.9333333333333334E-2	0.11366666666666665	0.1525	0.20166666666666666	0.2145	0.22966666666666666	0.23733333333333331	Average of Replicates A-C for ∆rpsu1-∆rpsu2	3.6055512754639865E-3	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	0	1.1547005383792525E-3	5.7735026918962634E-4	1.1547005383792525E-3	1.5275252316519479E-3	1.0000000000000009E-3	3.4641016151377583E-3	5.5075705472860982E-3	3.6055512754639865E-3	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	0	1.1547005383792525E-3	5.7735026918962634E-4	1.1547005383792525E-3	1.5275252316519479E-3	1.0000000000000009E-3	3.4641016151377583E-3	5.5075705472860982E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	8.3000000000000004E-2	7.1499999999999994E-2	6.4666666666666664E-2	6.133333333333333E-2	6.0999999999999999E-2	6.0333333333333329E-2	6.0999999999999999E-2	6.2333333333333331E-2	7.6333333333333322E-2	9.7000000000000017E-2	0.106	9.9666666666666681E-2	Tetracycline Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu 1-∆ rpsu2  

Average of Replicates of A-C for LVS 	5.7735026918962634E-4	1.1547005383792525E-3	0	1.1547005383792525E-3	2.5166114784235852E-3	7.8102496759066614E-3	8.5440037453175244E-3	4.7258156262526127E-3	4.0414518843273836E-3	5.8594652770823201E-3	1.3000000000000012E-2	1.5373136743466954E-2	5.7735026918962634E-4	1.1547005383792525E-3	0	1.1547005383792525E-3	2.5166114784235852E-3	7.8102496759066614E-3	8.5440037453175244E-3	4.7258156262526127E-3	4.0414518843273836E-3	5.8594652770823201E-3	1.3000000000000012E-2	1.5373136743466954E-2	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	5.9499999999999997E-2	6.0666666666666667E-2	6.0999999999999999E-2	6.2333333333333331E-2	7.9333333333333325E-2	0.18600000000000003	0.23099999999999998	0.23699999999999999	0.23933333333333331	0.2455	0.25	0.25466666666666665	Average of Replicates A-C for ∆rpsu1-∆rpsu2	5.7735026918962634E-4	5.7735026918962634E-4	0	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792525E-3	5.7735026918962634E-4	2.5166114784235852E-3	3.2145502536643131E-3	5.7735026918962634E-4	5.7735026918962634E-4	4.0414518843273758E-3	5.7735026918962634E-4	5.7735026918962634E-4	0	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792525E-3	5.7735026918962634E-4	2.5166114784235852E-3	3.2145502536643131E-3	5.7735026918962634E-4	5.7735026918962634E-4	4.0414518843273758E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.0333333333333329E-2	6.0499999999999998E-2	0.06	6.0666666666666667E-2	6.0666666666666667E-2	6.133333333333333E-2	7.1499999999999994E-2	8.9666666666666672E-2	0.10300000000000001	0.10366666666666667	9.9333333333333343E-2	9.9333333333333329E-2	Streptomycin Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	1.0000000000000009E-3	2.3671361036774644E-2	0	1.1547005383792525E-3	1.1547005383792525E-3	1.5275252316519479E-3	3.4641016151377574E-3	1.0148891565092215E-2	7.0237691685684995E-3	1.0535653752852736E-2	1.2503332889007365E-2	8.7368949480540973E-3	1.0000000000000009E-3	2.3671361036774644E-2	0	1.1547005383792525E-3	1.1547005383792525E-3	1.5275252316519479E-3	3.4641016151377574E-3	1.0148891565092215E-2	7.0237691685684995E-3	1.0535653752852736E-2	1.2503332889007365E-2	8.7368949480540973E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	7.5499999999999998E-2	7.9666666666666663E-2	6.3E-2	6.0333333333333329E-2	6.1666666666666668E-2	7.6333333333333322E-2	9.7000000000000017E-2	0.11	0.15233333333333332	0.16849999999999998	0.19433333333333333	0.20533333333333337	Average of Replicates A-C for ∆rpsu1-∆rpsu2	0	0	1.1547005383792527E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792486E-3	5.7735026918962634E-4	1.0000000000000009E-3	9.2376043070339052E-3	2.0816659994661348E-3	1.0000000000000009E-3	8.0829037686547603E-3	0	0	1.1547005383792527E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792486E-3	5.7735026918962634E-4	1.0000000000000009E-3	9.2376043070339052E-3	2.0816659994661348E-3	1.0000000000000009E-3	8.0829037686547603E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	7.5999999999999998E-2	6.6000000000000003E-2	6.2333333333333331E-2	6.0333333333333329E-2	5.9666666666666666E-2	5.9333333333333328E-2	6.1499999999999999E-2	6.3E-2	7.4333333333333348E-2	7.5333333333333322E-2	8.3000000000000004E-2	9.6666666666666665E-2	Tetracycline Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu 1-∆ rpsu2  

Average of Replicates of A-C for LVS 	1.1547005383792486E-3	0	1.0000000000000009E-3	1.9999999999999983E-3	5.7735026918962634E-4	3.2393414968683351E-2	8.0208062770106368E-3	9.5043849529221642E-3	1.662327685305558E-2	6.2449979983984034E-3	2.6457513110645929E-3	5.7735026918962632E-3	1.1547005383792486E-3	0	1.0000000000000009E-3	1.9999999999999983E-3	5.7735026918962634E-4	3.2393414968683351E-2	8.0208062770106368E-3	9.5043849529221642E-3	1.662327685305558E-2	6.2449979983984034E-3	2.6457513110645929E-3	5.7735026918962632E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	5.7999999999999996E-2	5.8999999999999997E-2	0.06	0.06	6.7333333333333342E-2	0.18266666666666667	0.20333333333333334	0.20950000000000002	0.22366666666666665	0.22	0.22	0.24466666666666667	Average of Replicates A-C for ∆rpsu1-∆rpsu2	5.7735026918962233E-4	1.1547005383792525E-3	0	1.0000000000000009E-3	1.0000000000000009E-3	1.5275252316519405E-3	4.0414518843273758E-3	1.0000000000000009E-3	3.2145502536643214E-3	4.0414518843273775E-3	5.7735026918962634E-4	4.5825756949558361E-3	5.7735026918962233E-4	1.1547005383792525E-3	0	1.0000000000000009E-3	1.0000000000000009E-3	1.5275252316519405E-3	4.0414518843273758E-3	1.0000000000000009E-3	3.2145502536643214E-3	4.0414518843273775E-3	5.7735026918962634E-4	4.5825756949558361E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	5.8666666666666666E-2	5.8999999999999997E-2	5.8999999999999997E-2	0.06	6.2E-2	7.0333333333333345E-2	8.4499999999999992E-2	8.8000000000000009E-2	9.35E-2	9.8333333333333342E-2	9.5333333333333339E-2	0.10100000000000002	Streptomycin Concentration (µg/mL) 


OD600




MIC of Kanamycin in LVS Strain and ∆rpsu2-∆rpsu3  

Average of Replicates A-C for LVS 	5.7735026918962634E-4	0	0	9.9999999999999742E-4	1.1547005383792486E-3	5.7735026918962634E-4	1.5275252316519479E-3	5.5075705472861069E-3	5.5075705472860921E-3	6.5574385243019912E-3	6.244997998398393E-3	8.0208062770106368E-3	5.7735026918962634E-4	0	0	9.9999999999999742E-4	1.1547005383792486E-3	5.7735026918962634E-4	1.5275252316519479E-3	5.5075705472861069E-3	5.5075705472860921E-3	6.5574385243019912E-3	6.244997998398393E-3	8.0208062770106368E-3	200	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	0	5.733333333333334E-2	5.8000000000000003E-2	5.8999999999999997E-2	5.7999999999999996E-2	5.7666666666666665E-2	5.9333333333333328E-2	7.566666666666666E-2	0.12566666666666668	0.13733333333333334	0.14100000000000001	0.14399999999999999	0.14766666666666667	Average of Replicates A-C for ∆rpsu2-∆rpsu3	0	5.7735026918962233E-4	9.9999999999999742E-4	5.7735026918962222E-4	0	1.0000000000000009E-3	5.7735026918962634E-4	1.0000000000000009E-3	1.1547005383792527E-3	5.7735026918962634E-4	0	1.1547005383792447E-3	0	5.7735026918962233E-4	9.9999999999999742E-4	5.7735026918962222E-4	0	1.0000000000000009E-3	5.7735026918962634E-4	1.0000000000000009E-3	1.1547005383792527E-3	5.7735026918962634E-4	0	1.1547005383792447E-3	200	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	0	5.8999999999999997E-2	5.8666666666666666E-2	5.8999999999999997E-2	5.8333333333333327E-2	5.8999999999999997E-2	0.06	6.3666666666666663E-2	6.6000000000000003E-2	6.8333333333333343E-2	6.9666666666666668E-2	7.0000000000000007E-2	6.9666666666666668E-2	Kanamycin Concentration (µg/mL) 


OD600




MIC of Hygromycin in LVS Strain and ∆rpsu2-∆rpsu3

Average of Replicates A-C for LVS 	4.1633319989322652E-3	2.0816659994661343E-3	5.7735026918962634E-4	1.7320508075688789E-3	5.2915026221291859E-3	9.073771725877474E-3	1.0598742063723106E-2	6.2449979983983878E-3	3.2145502536643214E-3	6.4291005073286427E-3	1.5275252316519479E-3	2.5166114784235852E-3	4.1633319989322652E-3	2.0816659994661343E-3	5.7735026918962634E-4	1.7320508075688789E-3	5.2915026221291859E-3	9.073771725877474E-3	1.0598742063723106E-2	6.2449979983983878E-3	3.2145502536643214E-3	6.4291005073286427E-3	1.5275252316519479E-3	2.5166114784235852E-3	675	337.5	168.75	84.375	42.1875	21.09375	10.546875	5.2734375	2.63671875	1.318359375	0.6591796875	0	6.1666666666666668E-2	6.2333333333333331E-2	6.2333333333333331E-2	6.2E-2	7.8E-2	0.15433333333333332	0.18833333333333332	0.20499999999999999	0.21133333333333335	0.21433333333333335	0.22866666666666668	0.23133333333333336	Average of Replicates A-C for ∆rpsu2-∆rpsu3	2.3094010767585049E-3	0	2.0816659994661348E-3	1.0000000000000009E-3	5.7735026918962634E-4	1.5275252316519479E-3	1.1547005383792444E-3	1.1547005383792527E-3	1.0000000000000009E-3	1.5275252316519479E-3	2.4542480178933287E-2	5.7735026918962634E-4	2.3094010767585049E-3	0	2.0816659994661348E-3	1.0000000000000009E-3	5.7735026918962634E-4	1.5275252316519479E-3	1.1547005383792444E-3	1.1547005383792527E-3	1.0000000000000009E-3	1.5275252316519479E-3	2.4542480178933287E-2	5.7735026918962634E-4	675	337.5	168.75	84.375	42.1875	21.09375	10.546875	5.2734375	2.63671875	1.318359375	0.6591796875	0	6.433333333333334E-2	6.3E-2	6.2666666666666662E-2	6.2E-2	6.3333333333333339E-2	6.6666666666666666E-2	7.1333333333333346E-2	7.8333333333333324E-2	8.4000000000000005E-2	8.8666666666666671E-2	0.10366666666666667	9.1666666666666674E-2	Hygromycin Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu 1-∆ rpsu2  

Average of Replicates of A-C for LVS 	1.1547005383792525E-3	0	0	1.5275252316519481E-3	1.1547005383792525E-3	1.7320508075688791E-3	6.557438524302006E-3	4.7258156262526127E-3	4.3588989435406778E-3	2.6457513110645929E-3	3.6055512754639774E-3	6.9282032302755165E-3	1.1547005383792525E-3	0	0	1.5275252316519481E-3	1.1547005383792525E-3	1.7320508075688791E-3	6.557438524302006E-3	4.7258156262526127E-3	4.3588989435406778E-3	2.6457513110645929E-3	3.6055512754639774E-3	6.9282032302755165E-3	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	0	6.0999999999999999E-2	6.0999999999999999E-2	6.0999999999999999E-2	6.0666666666666667E-2	6.1666666666666668E-2	7.4999999999999997E-2	0.158	0.21049999999999999	0.22	0.23050000000000001	0.23100000000000001	0.23	Average of Replicates A-C for ∆rpsu1-∆rpsu2	0	5.7735026918962634E-4	1.0000000000000009E-3	5.7735026918962634E-4	2.5735837529276873E-2	6.5574385243020068E-3	1.7320508075688789E-3	1.5275252316519479E-3	2.6457513110645929E-3	4.3588989435406778E-3	2.5166114784235852E-3	1.5275252316519479E-3	0	5.7735026918962634E-4	1.0000000000000009E-3	5.7735026918962634E-4	2.5735837529276873E-2	6.5574385243020068E-3	1.7320508075688789E-3	1.5275252316519479E-3	2.6457513110645929E-3	4.3588989435406778E-3	2.5166114784235852E-3	1.5275252316519479E-3	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	0	6.0999999999999999E-2	6.1499999999999999E-2	6.0999999999999999E-2	6.1666666666666668E-2	6.4500000000000002E-2	7.6999999999999999E-2	9.1499999999999998E-2	0.10966666666666668	0.1205	0.129	0.13166666666666668	0.13433333333333333	Streptomycin Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	1.1547005383792527E-3	5.7735026918962634E-4	0	3.6055512754639926E-3	1.1547005383792527E-3	1.5275252316519479E-3	5.7735026918962634E-4	1.0000000000000009E-3	1.1789826122551606E-2	4.7258156262526127E-3	3.4641016151377583E-3	2.0816659994661348E-3	1.1547005383792527E-3	5.7735026918962634E-4	0	3.6055512754639926E-3	1.1547005383792527E-3	1.5275252316519479E-3	5.7735026918962634E-4	1.0000000000000009E-3	1.1789826122551606E-2	4.7258156262526127E-3	3.4641016151377583E-3	2.0816659994661348E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	9.0999999999999998E-2	7.7333333333333323E-2	6.9000000000000006E-2	6.6000000000000003E-2	6.3666666666666663E-2	7.3666666666666658E-2	9.7333333333333341E-2	0.115	0.161	0.2	0.218	0.23233333333333336	Average of Replicates A-C for ∆rpsu 1-∆ rpsu 3 	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792527E-3	1.5275252316519479E-3	5.7735026918962634E-4	3.0550504633038958E-3	5.7735026918962634E-4	5.7735026918962634E-4	4.5092497528228985E-3	4.5825756949558439E-3	6.2449979983984034E-3	4.5092497528228838E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.1547005383792527E-3	1.5275252316519479E-3	5.7735026918962634E-4	3.0550504633038958E-3	5.7735026918962634E-4	5.7735026918962634E-4	4.5092497528228985E-3	4.5825756949558439E-3	6.2449979983984034E-3	4.5092497528228838E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	8.9666666666666672E-2	7.5499999999999998E-2	6.7333333333333342E-2	6.3666666666666663E-2	6.1666666666666668E-2	6.3666666666666663E-2	6.4500000000000002E-2	6.9333333333333344E-2	9.0666666666666673E-2	0.111	0.125	0.13633333333333333	Tetracycline Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	2.8284271247461927E-3	2.1213203435596346E-3	7.0710678118654816E-4	0	1.7677669529663684E-2	5.6568542494923853E-3	4.2426406871192892E-3	1.9091883092036802E-2	2.8284271247461927E-3	2.1213203435596346E-3	7.0710678118654816E-4	0	1.7677669529663684E-2	5.6568542494923853E-3	4.2426406871192892E-3	1.9091883092036802E-2	16	8	4	2	1	0.5	0.25	0	7.4999999999999997E-2	6.9500000000000006E-2	7.4499999999999997E-2	0.13800000000000001	0.19350000000000001	0.32100000000000001	0.438	0.58450000000000002	Average of Replicates A-C for ∆rpsu 1-∆ rpsu 3 	2.1213203435596446E-3	2.8284271247461927E-3	7.071067811865383E-4	2.8284271247461927E-3	7.0710678118654816E-4	4.2426406871192892E-3	2.1213203435596446E-3	4.2426406871192892E-3	2.1213203435596446E-3	2.8284271247461927E-3	7.071067811865383E-4	2.8284271247461927E-3	7.0710678118654816E-4	4.2426406871192892E-3	2.1213203435596446E-3	4.2426406871192892E-3	16	8	4	2	1	0.5	0.25	0	7.7499999999999999E-2	7.2999999999999995E-2	7.0500000000000007E-2	6.8000000000000005E-2	8.1500000000000003E-2	0.106	0.1125	0.14899999999999999	Tetracycline Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu 1-∆ rpsu2  

Average of Replicates of A-C for LVS 	1.7320508075688789E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.0000000000000009E-3	1.0000000000000009E-3	2.8867513459481312E-3	6.6583281184793989E-3	1.1846237095944585E-2	7.8102496759066614E-3	9.5393920141694649E-3	1.3316656236958798E-2	5.0332229568471705E-3	1.7320508075688789E-3	5.7735026918962634E-4	5.7735026918962634E-4	1.0000000000000009E-3	1.0000000000000009E-3	2.8867513459481312E-3	6.6583281184793989E-3	1.1846237095944585E-2	7.8102496759066614E-3	9.5393920141694649E-3	1.3316656236958798E-2	5.0332229568471705E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.3500000000000001E-2	6.3666666666666663E-2	6.4666666666666664E-2	6.5000000000000002E-2	7.9000000000000001E-2	0.21033333333333334	0.24633333333333332	0.2485	0.25	0.2465	0.25233333333333335	0.25866666666666666	Average of Replicates A-C for ∆rpsu1-∆rpsu2	1.5275252316519479E-3	1.1547005383792527E-3	1.0000000000000009E-3	5.7735026918962634E-4	2.0816659994661343E-3	1.527525231651942E-3	2.6457513110645929E-3	5.5075705472860999E-3	2.3094010767584971E-3	3.0550504633038902E-3	3.0550504633038962E-3	3.0550504633038958E-3	1.5275252316519479E-3	1.1547005383792527E-3	1.0000000000000009E-3	5.7735026918962634E-4	2.0816659994661343E-3	1.527525231651942E-3	2.6457513110645929E-3	5.5075705472860999E-3	2.3094010767584971E-3	3.0550504633038902E-3	3.0550504633038962E-3	3.0550504633038958E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.2666666666666662E-2	6.3E-2	6.3E-2	6.533333333333334E-2	7.9500000000000001E-2	0.10233333333333333	0.11	0.11533333333333333	0.11899999999999999	0.11966666666666666	0.12366666666666666	0.13166666666666668	Streptomycin Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	1.4142135623730963E-3	1.4142135623730963E-3	2.8284271247461927E-3	0.41436457377531688	3.1112698372208099E-2	1.2020815280171239E-2	1.4142135623730963E-3	1.4142135623730963E-3	2.8284271247461927E-3	0.41436457377531688	3.1112698372208099E-2	1.2020815280171239E-2	8	4	2	1	0.5	0	6.9000000000000006E-2	6.7000000000000004E-2	7.2999999999999995E-2	9.8000000000000004E-2	0.22999999999999998	0.56950000000000001	Average of Replicates A-C for ∆rpsu 1-∆ rpsu 3 	7.0710678118654816E-4	0	0	2.1213203435596446E-3	7.1417784899841255E-2	1.3435028842544395E-2	7.0710678118654816E-4	0	0	2.1213203435596446E-3	7.1417784899841255E-2	1.3435028842544395E-2	8	4	2	1	0.5	0	7.1499999999999994E-2	7.0000000000000007E-2	6.9000000000000006E-2	7.2499999999999995E-2	0.13150000000000001	0.1095	Tetracycline Concentration (µg/mL) 


OD600




MIC of Kanamycin in LVS Strain and ∆rpsu2-∆rpsu3  

Average of Replicates A-C for LVS 	3.2145502536643175E-3	2.645751311064589E-3	2.309401076758501E-3	1.9999999999999983E-3	2.8867513459481273E-3	2.6457513110645929E-3	8.3864970836060818E-3	1.7009801096230768E-2	1.6653327995729061E-2	1.8502252115170557E-2	1.550268793897798E-2	1.4977761292440646E-2	3.2145502536643175E-3	2.645751311064589E-3	2.309401076758501E-3	1.9999999999999983E-3	2.8867513459481273E-3	2.6457513110645929E-3	8.3864970836060818E-3	1.7009801096230768E-2	1.6653327995729061E-2	1.8502252115170557E-2	1.550268793897798E-2	1.4977761292440646E-2	200	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	0	5.8666666666666666E-2	0.06	6.0666666666666667E-2	0.06	6.0333333333333329E-2	6.5000000000000002E-2	0.12466666666666666	0.21066666666666667	0.23933333333333331	0.24166666666666667	0.24533333333333332	0.24666666666666667	Average of Replicates A-C for ∆rpsu2-∆rpsu3	5.7735026918962634E-4	0	1.0000000000000009E-3	5.7735026918962634E-4	1.0000000000000009E-3	0	5.7735026918962634E-4	1.7320508075688709E-3	1.0000000000000009E-3	3.0000000000000027E-3	1.5275252316519479E-3	2.8867513459481233E-3	5.7735026918962634E-4	0	1.0000000000000009E-3	5.7735026918962634E-4	1.0000000000000009E-3	0	5.7735026918962634E-4	1.7320508075688709E-3	1.0000000000000009E-3	3.0000000000000027E-3	1.5275252316519479E-3	2.8867513459481233E-3	200	100	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	0	6.1666666666666668E-2	6.0999999999999999E-2	6.0999999999999999E-2	6.133333333333333E-2	6.2E-2	6.3E-2	6.6666666666666666E-2	7.0000000000000007E-2	7.5999999999999998E-2	8.2000000000000003E-2	8.1333333333333327E-2	8.2666666666666666E-2	Kanamycin Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu2-∆rpsu3

Average of Replicates of A-C for LVS 	1.0000000000000009E-3	1.7320508075688789E-3	0	5.7735026918962634E-4	1.1547005383792527E-3	1.5275252316519479E-3	3.5118845842842497E-3	2.0000000000000018E-3	3.7859388972001696E-3	3.0550504633038958E-3	2.0816659994661191E-3	1.0016652800877822E-2	1.0000000000000009E-3	1.7320508075688789E-3	0	5.7735026918962634E-4	1.1547005383792527E-3	1.5275252316519479E-3	3.5118845842842497E-3	2.0000000000000018E-3	3.7859388972001696E-3	3.0550504633038958E-3	2.0816659994661191E-3	1.0016652800877822E-2	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	0.10050000000000001	8.1000000000000003E-2	7.0999999999999994E-2	6.6666666666666666E-2	6.5666666666666665E-2	7.6333333333333322E-2	9.7666666666666679E-2	0.121	0.16866666666666666	0.20899999999999999	0.23266666666666666	0.25033333333333335	Average of Replicates A-C for ∆rpsu2-∆rpsu3	1.1547005383792527E-3	1.0000000000000009E-3	5.7735026918961832E-4	1.1547005383792527E-3	5.7735026918962634E-4	0	0	4.0414518843273758E-3	0	1.5275252316519479E-3	5.7735026918962634E-4	1.5275252316519479E-3	1.1547005383792527E-3	1.0000000000000009E-3	5.7735026918961832E-4	1.1547005383792527E-3	5.7735026918962634E-4	0	0	4.0414518843273758E-3	0	1.5275252316519479E-3	5.7735026918962634E-4	1.5275252316519479E-3	64	32	16	8	4	2	1	0.5	0.25	0.125	6.25E-2	0	9.866666666666668E-2	7.9500000000000001E-2	7.0666666666666669E-2	6.6333333333333341E-2	6.433333333333334E-2	6.4000000000000001E-2	6.7000000000000004E-2	7.1333333333333346E-2	7.3999999999999996E-2	7.7333333333333323E-2	7.9666666666666663E-2	8.3333333333333329E-2	Tetracycline Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu2-∆rpsu3  

Average of Replicates of A-C for LVS 	1.5275252316519479E-3	5.7735026918962634E-4	0	5.7735026918962634E-4	1.1547005383792527E-3	4.5092497528228838E-3	6.3508529610858894E-3	9.7125348562223188E-3	4.0414518843273836E-3	6.0277137733417132E-3	9.1651513899116879E-3	2.0207259421636901E-2	1.5275252316519479E-3	5.7735026918962634E-4	0	5.7735026918962634E-4	1.1547005383792527E-3	4.5092497528228838E-3	6.3508529610858894E-3	9.7125348562223188E-3	4.0414518843273836E-3	6.0277137733417132E-3	9.1651513899116879E-3	2.0207259421636901E-2	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.3500000000000001E-2	6.2333333333333331E-2	6.3E-2	6.4666666666666664E-2	8.0333333333333326E-2	0.20233333333333334	0.25633333333333336	0.26550000000000001	0.27333333333333337	0.26750000000000002	0.26	0.24066666666666667	Average of Replicates A-C for ∆rpsu2-∆rpsu3	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	3.7859388972001857E-3	8.9628864398325018E-3	5.1961524227066283E-3	3.4641016151377496E-3	5.7735026918962634E-4	8.5049005481153839E-3	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	5.7735026918962634E-4	3.7859388972001857E-3	8.9628864398325018E-3	5.1961524227066283E-3	3.4641016151377496E-3	5.7735026918962634E-4	8.5049005481153839E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.133333333333333E-2	6.0999999999999999E-2	6.1666666666666668E-2	6.1666666666666668E-2	6.25E-2	6.3666666666666663E-2	7.5999999999999998E-2	0.10166666666666668	9.7000000000000003E-2	0.11599999999999999	0.12066666666666666	0.12433333333333334	Streptomycin Concentration (µg/mL) 


OD600




MIC of  Streptomycin in LVS Strain and ∆rpsu2-∆rpsu3  

Average of Replicates of A-C for LVS 	1.0000000000000009E-3	0	0	1.5275252316519479E-3	4.0414518843273767E-3	3.6055512754639926E-3	1.0115993936995657E-2	1.7953644012660301E-2	9.8657657246325036E-3	4.5092497528228985E-3	1.0066445913694341E-2	5.0332229568471705E-3	1.0000000000000009E-3	0	0	1.5275252316519479E-3	4.0414518843273767E-3	3.6055512754639926E-3	1.0115993936995657E-2	1.7953644012660301E-2	9.8657657246325036E-3	4.5092497528228985E-3	1.0066445913694341E-2	5.0332229568471705E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.1499999999999999E-2	6.2E-2	6.2E-2	6.3666666666666663E-2	8.3666666666666667E-2	0.218	0.28033333333333338	0.29300000000000004	0.30833333333333335	0.3095	0.30466666666666664	0.30733333333333329	Average of Replicates A-C for ∆rpsu2-∆rpsu3	5.7735026918962634E-4	1.0000000000000009E-3	1.7320508075688789E-3	1.0000000000000009E-3	1.5275252316519479E-3	5.7735026918962634E-4	1.0000000000000009E-3	2.0816659994661348E-3	2.8867513459481312E-3	4.1633319989322687E-3	3.5118845842842493E-3	4.5825756949558379E-3	5.7735026918962634E-4	1.0000000000000009E-3	1.7320508075688789E-3	1.0000000000000009E-3	1.5275252316519479E-3	5.7735026918962634E-4	1.0000000000000009E-3	2.0816659994661348E-3	2.8867513459481312E-3	4.1633319989322687E-3	3.5118845842842493E-3	4.5825756949558379E-3	50	25	12.5	6.25	3.125	1.5625	0.78125	0.390625	0.1953125	9.765625E-2	4.8828125E-2	0	6.2333333333333331E-2	6.2E-2	6.2E-2	6.3E-2	6.5500000000000003E-2	6.8666666666666668E-2	7.2499999999999995E-2	7.7666666666666662E-2	7.85E-2	8.0666666666666664E-2	7.8333333333333324E-2	7.3999999999999996E-2	Streptomycin Concentration (µg/mL) 


OD600




MIC of Kasugamycin in LVS Strain

Average of Replicates A-C for LVS 	1.4142135623730963E-3	7.0710678118654328E-4	1.4142135623730963E-3	7.0710678118654816E-4	2.6870057685088829E-2	1.4142135623730963E-3	7.0710678118654328E-4	1.4142135623730963E-3	7.0710678118654816E-4	2.6870057685088829E-2	2500	1250	625	312.5	0	5.6000000000000001E-2	5.8499999999999996E-2	6.6000000000000003E-2	7.7499999999999999E-2	0.26200000000000001	Streptomycin Concentration (µg/mL) 


OD600




MIC of Kasugamycin in LVS Strain and ∆rpsu 1-∆ rpsu 3  

Average of Replicates of A-C for LVS 	1.7320508075688791E-3	1.5275252316519479E-3	5.7735026918962634E-4	2.6457513110645929E-3	6.0277137733417132E-3	1.0214368964029706E-2	1.0214368964029701E-2	8.0829037686547516E-3	2.6457513110645929E-3	2.6457513110645929E-3	3.78593889720017E-3	2.8867513459481312E-3	1.7320508075688791E-3	1.5275252316519479E-3	5.7735026918962634E-4	2.6457513110645929E-3	6.0277137733417132E-3	1.0214368964029706E-2	1.0214368964029701E-2	8.0829037686547516E-3	2.6457513110645929E-3	2.6457513110645929E-3	3.78593889720017E-3	2.8867513459481312E-3	1250	625	312.5	156.25	78.125	39.0625	19.53125	9.765625	4.8828125	2.44140625	1.220703125	0	6.7500000000000004E-2	7.8333333333333324E-2	0.10733333333333334	0.15	0.18533333333333335	0.19766666666666666	0.20566666666666666	0.20400000000000001	0.20899999999999999	0.20899999999999999	0.20433333333333334	0.20766666666666667	Average of Replicates A-C for ∆rpsu 1-∆ rpsu 3 	1.0000000000000009E-3	2.0000000000000018E-3	5.6862407030773242E-3	4.1633319989322695E-3	3.7859388972001857E-3	9.6090235369330427E-3	8.1445278152470681E-3	1.3012814197295422E-2	1.2583057392117914E-2	1.5885003409925137E-2	1.3999999999999997E-2	1.2288205727444502E-2	1.0000000000000009E-3	2.0000000000000018E-3	5.6862407030773242E-3	4.1633319989322695E-3	3.7859388972001857E-3	9.6090235369330427E-3	8.1445278152470681E-3	1.3012814197295422E-2	1.2583057392117914E-2	1.5885003409925137E-2	1.3999999999999997E-2	1.2288205727444502E-2	1250	625	312.5	156.25	78.125	39.0625	19.53125	9.765625	4.8828125	2.44140625	1.220703125	0	6.8000000000000005E-2	7.9000000000000001E-2	0.10633333333333334	0.15066666666666664	0.18366666666666664	0.19866666666666666	0.20650000000000002	0.21366666666666667	0.21150000000000002	0.20966666666666667	0.20799999999999999	0.20299999999999999	Kasugamycin Concentration (µg/mL) 


OD600




MIC of Tetracycline in LVS Strain and ∆rpsu 1-∆ rpsu2

Average of Replicates of A-C for LVS 	1.4142135623730963E-3	7.0710678118654719E-3	6.3639610306789329E-3	1.8384776310850233E-2	0.83721442892487241	3.5355339059327407E-3	1.4142135623730963E-3	7.0710678118654719E-3	6.3639610306789329E-3	1.8384776310850233E-2	0.83721442892487241	3.5355339059327407E-3	8	4	2	1	0.5	0	6.6000000000000003E-2	8.299999999999999E-2	0.16250000000000001	0.217	0.83499999999999996	0.52049999999999996	Average of Replicates A-C for ∆rpsu 1-∆ rpsu 3 	7.0710678118654816E-4	1.4142135623730963E-3	4.2426406871192892E-3	4.2426406871192892E-3	5.6568542494923853E-3	4.9497474683058177E-3	7.0710678118654816E-4	1.4142135623730963E-3	4.2426406871192892E-3	4.2426406871192892E-3	5.6568542494923853E-3	4.9497474683058177E-3	8	4	2	1	0.5	0	6.9500000000000006E-2	6.8000000000000005E-2	7.5999999999999998E-2	7.6999999999999999E-2	9.0999999999999998E-2	0.14250000000000002	Tetracycline Concentration (µg/mL) 


OD600
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