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[bookmark: _Toc152928362]Month

Thursday, September 20, 2018
To Do:
1. Explain lab notebook formatting
2. Media prep
Results and Data:
For each day, copy the previous entry headers and update the date. Save the same ongoing copy of the lab notebook to the lab google drive ONLY. Do not save separate physical copies. At the 1st of each new month, a read-only PDF file of the lab notebook must be saved and given to Dr. Ramsey electronically. 

File contents converted to PDF MUST NOT BE EDITED after PDF conversion. Continue to keep using the same word file until the end of the calendar year. New lab notebook files run in 6 month intervals. 
For the To do list, update this each day with new tasks, as tasks are done, use the strikethrough font on the day they are completed and leave them out of the list on the next day.
[image: ]
[bookmark: _Toc152928363]Figure 1
Figures are inserted as inline .png files when possible, .jpg, .gif, .tif otherwise are acceptable. Figure legends are always inserted in Word (right click – ‘insert caption’) and use “Heading 2” text to properly format in the TOC. Table legends are handled the same way. Figure images must be saved in a separate folder where the source data is saved. 

[bookmark: _Toc152928364]Thoughts or questions. When you have a significant observation, question, confusing point or contradiction that you have identified in your data or protocol, use the “Heading 3” text heading on a descriptive brief title or single word heading so you can refer to it in your TOC later. 
[bookmark: _Toc152928365]Protocol 1
1. This is the format for a protocol in your notebook. 
2. The protocol title must be formatted in “Heading 2.”
3. Reagents which must be made for a specific protocol (buffers, solutions) should be listed in a “Reagents” Section, formatted in “Heading 3.”
4. The protocol must be in numerical steps.
5. Use standard notation and carefully describe units for your protocol.
6. Use ½” indent for protocol text. 
[bookmark: _Toc152928366]Reagents
	Specific buffers 
For initial lab notebooks, write as much detail as possible. As time goes by you will be able to refer to written protocols by their heading and/or page number within the document. If you make any modifications to a protocol you must state how and why. 
[bookmark: _Toc152928367]File Formatting Protocol
1. Filenames begin with your initials, an underscore, and the date, formatted as the last 2 digits of the year, the month, then the day, ex: “KMR_180920_Sample_file1v1.xls” 
2. This ensures all files will be sorted by their creator and by their date. You must use this file formatting system for all data files (including photos) that will be shared with the lab. 
Bibliography data will be saved as (author/date) and using Mendeley at this time with the TOC inserted by order cited at the end of the lab notebook in the Bibliography section. 
Example is a recent publication (Ramsey and Dove, 2016).




[bookmark: _Toc152928368]November 2023

[bookmark: _Toc152928369]Tuesday, November 14th, 2023
To Do:
1. Patch out RPSU-2 on CHA plates in duplicate






















November 2023

[bookmark: _Toc152928370]Wednesday, November 15th, 2023
To Do:
1. Patch out RPSU-2 on CHA plates in duplicate
2. Patch out LVS-pf, LVS-RPSU-2, LVS-RPSU-2-pf, and LVS-RPSU-2-vsvg in duplicate 






















November 2023
[bookmark: _Toc152928371]Thursday, November 16th, 2023
To Do:
1. Patch out LVS-pf, LVS-RPSU-2, LVS-RPSU-2-pf, and LVS-RPSU-2-vsvg in duplicate 
2. Begin growth curve using LVS-pf and LVS-RPSU-2 in duplicate 

[bookmark: _Toc152928372]Protocol For LVS-pf and LVS-RPSU2-pf Growth Curve
1. On November 15th, freezer aliquots of LVS-pf and LVS-RPSU2-pf were patched out onto CHAH plates and incubated at 37 ° C overnight. 
2. For both LVS-pf and LVS-pf--RPSU2, 500 µl of MHB were pipetted aseptically into a microcentrifuge tube. Both plates were scrapped into separate tubes and resuspended into the media. 
3. Beginning OD600 readings were taken for each sample, then diluted down to reach a desired OD600 of .008 for resuspended cells in a 9 ML sample. 
4. The volume of resuspended cells, individualized per sample, was first taken out of the 9 ML tube, and then that volume of resuspended cells was added to each tube. 
5. The samples were placed in the shaker at 37 ° C, and OD600 was taken at T2, T4, T6, and T24, which was done the following day. 
6. This data was plotted and graphed. 

Results and Data:
[bookmark: _Toc152928373]Figure 1: OD600 readings for LVS-pf and LVS-RPSU2-pf
	Sample #
	OD600 at T0
	OD600 at T2
	OD600 at T4
	OD600 at T6
	OD600 at T24

	MC-1.1
		0.092



	.177
	.297
	.467
	1.472

	MC-1.2
	.098
	.190
	.323
	.485
	1.600

	MC-2.1
	.072
	.137
	.202
	.316
	.698

	MC-2.2
	.132
	.141
	.203
	.316
	.734



Where MC-1.1 and 1.2 are LVS-pf, and MC-2.1 and MC-2.2 are LVS-pf-∆RPSU2




November 2023
[bookmark: _Toc152928374]Monday, November 20th, 2023
To Do:
1. Take 24 hr Growth curve data 
2. Analyze and plot growth curve data
3. Make electrocompetent cells with ∆rpsU2 and WT 
4. Streak to isolation on CHAH plates: LVS-∆rpsU2-pf, LVS-∆rpsU2-vsvg
5. Spread plate: LVS-pf, LVS-∆rpsU2
6. Patch out on CHAH: 2 plates LVS-∆rpsU2, 2 plates FLAG-tagged cells, 1 plate LVS-pf, 1 plate lvs-∆rpsU2-vsvg 
[bookmark: _Toc152928375]Protocol For Plate Patching
1. Using aseptic technique, the separate strains were patched out onto Kan+ CHAH plates to create a bacterial lawn 
2. They will be incubated at 37C overnight

Results and Data:
Got appropriate growth on electrocompetent cell spread-plating

[bookmark: _Toc152928376]Thoughts or questions
-Saw contamination on 20 µl electrocompetent cells spread plate, and appropriate amounts of breakthrough colonies on negative controls 
-Will be performing a growth curve tomorrow, Nov 21, of LVS-∆rpsU2-pf, LVS-∆rpsU2-vsvg, flag-tagged cells, LVS-pf, and LVS-∆rpsU2










November 2023
[bookmark: _Toc152928377]Tuesday, November 21st, 2023
To Do:
1. Take 24 hr Growth curve data 
2. Analyze and plot growth curve data
3. Make electrocompetent cells with ∆rpsU2 and WT 
4. Streak to isolation on CHAH plates: LVS-∆rpsU2-pf, LVS-∆rpsU2-vsvg
5. Spread plate: LVS-pf, LVS-∆rpsU2
6. Growth Curve in duplicate: LVS-pf, LVS-pf-∆RPSu2, LVS-∆RPSu2-vsvg, FLAG

[bookmark: _Toc152928378]Protocol For LVS-pf and LVS-RPSU2-pf Growth Curve
See page 6. 
Results and Data:
[bookmark: _Toc152928379]Figure 1: OD600 Readings for 11/21 Growth Curve
	Sample #
	OD600 at T0
	OD600 at T2
	OD600 at T4
	OD600 at T6
	OD600 at T24

	MC-1.1
	.057
	.139
	.253
	.398
	.490

	MC-1.2
	.071
	.154
	.313
	.489
	.490

	MC-2.1
	.112
	.206
	.330
	.458
	.950

	MC-2.2
	.097
	.159
	.265
	.376
	.930

	MC-3.1
	.081
	.156
	.264
	.405
	.870

	MC-3.2
	.085
	.172
	.295
	.432
	.930

	MC-4.1
	.087
	.158
	.248
	.372
	1.610

	MC-4.2
	.087
	.158
	.246
	.359
	1.620



	Where, 
	

	Sample #
	Strain

	MC-1.1
	LVS-pf

	MC-1.2
	LVS-pf

	MC-2.1
	LVS-pf-△RPSU2

	MC-2.2
	LVS-pf-△RPSU2

	MC-3.1
	LVS-∆RPSu2-vsvg

	MC-3.2
	LVS-∆RPSu2-vsvg

	MC-4.1
	FLAG

	MC-4.2
	FLAG

	
	




November 2023
[bookmark: _Toc152928380]Monday, November 27th, 2023
To Do:
1. Growth Curve in duplicate: LVS-pf, LVS-pf-∆RPSu2, LVS-∆RPSu2-vsvg, FLAG
2. Make glycerol stocks of the following strains: LVS-pf, LVS-pf-∆RPSu2, LVS-∆RPSu2-vsvg, FLAG

[bookmark: _Toc152928381]Protocol For Making Glycerol Stocks
Taken from the “Making Glycerol Stocks” protocol 
1. Make 3 cryovials for each strain (permanent stocks), label! 
2. Prepare 2.4mL of MHB in a 50mL conical (adjust if you are also making single use stocks) 
3. Take at least half of a thickly spread plate and add cells to the MHB tube
4. Resuspend until there are no clumps in the MHB 
5. Add 600ul of 75% glycerol to the 2.4mL mix by pipetting  
6. Aliquot 1mL per cryovial, freeze at -80  

Made permanents stocks for each strain, as well as 5 single-use stocks per strain. Located in Box 6C in 
-80C freezer. 










November 2023
[bookmark: _Toc152928382]Tuesday, November 28th, 2023
To Do:
1. Make glycerol stocks of the following strains: LVS-pf, LVS-pf-∆RPSu2, LVS-∆RPSu2-vsvg, FLAG
2. Patch out plates for ∆RPSU2 and VSVG in prep for growth curve

[bookmark: _Toc152928383]Protocol For Patching Out Plates
See page 7. 




















November 2023
[bookmark: _Toc152928384]Wednesday, November 29th, 2023
To Do:
1. Patch out plates for ∆RPSU2 and VSVG in prep for growth curve
2. Patch out plates for LVS-pf and FLAG strains 
3. Patch out strain 123 VSVG

[bookmark: _Toc152928385]Protocol For Patching Out Plates
See page 7. 

[bookmark: OLE_LINK1]Results and Data:
Saw no growth on VSVG CHAH plate. Kira thought I may have accidentally used Strain 124, which is RPSu3, rather than Strain 123, which is RPSu2. Patched out a new VSVG plate, will note difference in growth tomorrow. Saw appropriate growth on the ∆RPSU2 plate. 














November 2023
[bookmark: _Toc152928386]Thursday, November 30th, 2023
To Do:
1. Patch out plates for LVS-pf and FLAG strains 
2. Path out strain 123 VSVG
3. Run growth curve with LVS, ∆rpsU2, VSV-G, and FLAG

[bookmark: _Toc152928387]Protocol For LVS-pf, LVS-RPSU2-pf, and VSV-G Growth Curve
See page 6. 
FLAG did not grow overnight as expected, so growth curve was run with just controls to acquire more data. Another growth curve will be run tomorrow including FLAG. 
[bookmark: OLE_LINK2]Results and Data:

These results are in line with prior data 
From Hannah. 




















December 2023
[bookmark: _Toc152928388]Friday, December 1st, 2023
To Do:
1. Run growth curve with LVS, ∆rpsU2, and VSV-G
2. Run growth curve with LVS, VSV-G, and FLAG

[bookmark: _Toc152928389]Protocol For LVS-pf, VSV-G, and FLAG Growth Curve
See page 6. 
Results and Data:

Curve was run without ∆rpsU2 as it would not have grown in time. This data suggests that FLAG maybe in interfering with ribosomal function in some way. I think another curve could be helpful!














December 2023
[bookmark: _Toc152928390]Monday, December 3rd, 2023
To Do:
1. Run growth curve with LVS, VSV-G, and FLAG
2. Analyze data and prep presentation

Results and Data:
Data was looked at altogether and 2-4 hr doubling time analyzed. 

P-value for FLAG was .009 using a two-tailed TTest. Further suggests that the FLAG tag is inhibiting ribosomal function in some way. 





December 2023
[bookmark: _Toc152928391]Tuesday, December 4th, 2023
To Do:
1. Analyze data and prep presentation
2. Meet with Dr. Ramsey and correct slides 
3. Patch out ∆rpsU2, VSV-G, and FLAG
[bookmark: _Toc152928392]Protocol For Patching Out Plates
See page 7. 
Patched out ∆rpsU2, VSV-G, and FLAG onto CHAH plates in preparation for growth curve on Thursday. Will patch out LVS-pf tomorrow. 




























December 2023
[bookmark: _Toc152928393]Wednesday, December 5th, 2023
To Do:
1. Present slides 
2. Patch out ∆rpsU2, VSV-G, and FLAG
3. Patch out LVS-pf
[bookmark: _Toc152928394]Protocol For Patching Out Plates
See page 7. 
Patched out LVS-pf onto a CHAH plate in preparation for growth curve tomorrow. 
[bookmark: OLE_LINK3]Results and Data:
Saw expected growth on CHAH plates from Tuesday. 


























December 2023
[bookmark: _Toc152928395]Thursday, December 6th, 2023
To Do:
1. Patch out LVS-pf
2. Growth curve with LVS-pf, ∆rpsU2, VSV-G, and FLAG
[bookmark: _Toc152928396]Protocol For LVS-pf, VSV-G, and FLAG Growth Curve
See page 6. 
Results and Data:


4 hr data is wonky, did a 1:10 dilution and absolutely should not have, which affected overall data. However looking at every other doubling time and overall growth curve, FLAG appears to grow better than ∆rpsU2, but not as well as VSV-G. 















[bookmark: _Toc152928397]Bibliography
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OD600




Generation time 2-4 hr

Avg 2-4 hr	1.1034410481414529	3.3464555688814426	8.9954190178997635	1.1034410481414529	3.3464555688814426	8.9954190178997635	LVS pF	LVS ∆rpsU2-pF-∆rpsU2-VSV-G	LVS ∆rpsU2-pF-∆rpsU2-FLAG	95.293000849073763	124.73292116427555	164.92071285909668	


Average 2-4 hr Generation Time Across Trials

GT	N=4
N=3
N=3
N=2

3.7594801247794845	11.309248857806082	3.4083956536667634	5.6986229382428526	3.7594801247794845	11.309248857806082	3.4083956536667634	5.6986229382428526	LVS pF	LVS ΔrpsU2-pF	LVS ∆rpsU2-pF-∆rpsu2-VSV-G	LVS ∆rpsU2-pF-∆rpsu2-FLAG	94.889630564933015	167.04275692513906	125.53644013960404	176.17122710894654	
Time (min)



LVS pF	0	2	4	6	24	7.1500000000000008E-2	0.16399999999999998	0.23499999999999999	0.39949999999999997	1.95	LVS ΔrpsU2-pF	0	2	4	6	24	7.1500000000000008E-2	0.15200000000000002	0.17499999999999999	0.24099999999999999	0.58499999999999996	LVS ∆rpsU2-pF-∆rpsu2-VSV-G	0	2	4	6	24	9.1999999999999998E-2	0.13700000000000001	0.19500000000000001	0.3175	1.3900000000000001	LVS ∆rpsU2-pF-∆rpsu2-FLAG	0	2	4	6	24	6.8500000000000005E-2	0.126	0.13500000000000001	0.26150000000000001	1.0350000000000001	Time (hours)
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Generation time 4-6 hr

Avg 2-4 hr	4.022288162479339	13.848582597465921	13.588445706925658	26.689417475755338	4.022288162479339	13.848582597465921	13.588445706925658	26.689417475755338	LVS	ΔrpsU2	VSVG	FLAG	118.73354862584259	261.79368347071579	172.18309764781031	128.25683319281399	


Generation time 2-4 hr

Avg 2-5 hr	0.29128017773881815	14.210528518452948	4.0859430528528149	0.29128017773881815	14.210528518452948	4.0859430528528149	LVS pF	LVS ΔrpsU2-pF	LVS ΔrpsU2-pF-∆rpsU2-VSV-G	67.731212566275246	107.63371928417284	94.696160164315643	
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