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Procedure 

2. Set up and Preparation of Media and Plates

2.1. To begin, put on laboratory gloves, and a lab coat [1-WIDE]. Next, sterilize the work space using 70% ethanol [2-MED-over-the-SHOULDER-TXT]. Before starting, ensure that agar plates, metal or plastic inoculation loops, pipette tips, 70% ethanol and bacterial samples, are close at hand. [3-MED].

2.1.1. Talent puts on gloves, lab coat
2.1.2. Talent sprays the bench with 70% ethanol and wipes it using a paper towel. TEXT: After finishing each procedure, change gloves and repeat sterilization of the work space
2.1.3. Pan over the materials placed on the bench 

2.2. Next, select a suitable medium that will sustain the utilized bacterial species or strain and begin preparing the media [1-WIDE/MED]. Here, common LB agar is prepared by weighing out 10 g of pre-formulated, powdered media [2-MED-over-the-SHOULDER-TXT]…and 7.5 g of agar [3-CU]. 

2.2.1. Talent places chemicals needed to make media, and an empty bottle, onto the bench
2.2.2. Talent weighs out pre-formulated, powdered LB media
2.2.3. Talent weighs out agar powder

2.3. Add the weighed dry components to a glass bottle which is able to hold twice the final volume to avoid overflow [1-MED] Then, add 500 mL of water to the bottle and cap it semi-tightly [2-MED].

2.3.1. Talent adds powdered components to bottle
2.3.2. Talent adds water to bottle, and caps semi-tightly

2.4 Sterilize the media by placing the bottle in an autoclave set to 121°C for 20 min [1-WIDE-TXT]. After completion, use heat-proof gloves or a hot pad to remove the media from the machine, and then immediately twist the bottle cap to close it tightly [2-MED].

2.4.1 Talent transfers the prepared media bottle into an autoclave, shuts the door and changes the settings (TEXT: 121°C for 20 min).
2.4.2 Talent takes out the media from the autoclave wearing heatproof gloves or with a hot pad, places it on the working area and twists the cap to tighten it. 

2.5 For the same day use, let the media cool down by placing the bottle into a water-bath heated to 45°C, to preserve the media in a liquid state [1-MED]. Alternatively, the media can be left at room temperature to store at solid state. [2-CU/CU]. When needed, reheat the bottle to melt the media using a water bath [3-WIDE-TXT].

2.5.1 Talent walks towards a water bath with the autoclaved media bottle and places it into a water bath already set at 45°C (Show the water bath setting 45°C and show the readings on the TEXT).
2.5.2 Shot of melted agar in bottle on desk and a SECOND bottle next to it on the desktop, which is solidified. EDITOR – label one “melted” and the other “solid” 
2.5.3 Talent picks a bottle of solidified media bottle from the bench and places it into the water bath set at 45°C. TEXT: Alternatively, media can be re-melted in a microwave with lid slightly open

2.6 Next, take a sleeve of sterile Petri dishes [1-MED], and with a permanent marker, label them with the investigator and media names, as well as the date [2-CU]. 

2.6.1 Talent takes several clean plates from stack and lays them on bench
2.6.2 Talent marks the back side of a Petri dish using a permanent marker.

2.7 Then, transfer the required volume of media into a sterile vessel and add antibiotics or other sensitive components if necessary [1-MED]. Here, 50 ml media is mixed with 100 l Kanamycin for a final concentration of 25 g/mL [1-CU-TXT]. Swirl the tube to ensure even distribution of the added components throughout the media [2-MED-over-the-SHOULDER]. 
 
2.7.1 Talent removes cap of the media bottle and pours 50 ml into a falcon tube.
2.7.2 Talent adds antibiotic using a pipette. TEXT: Any heat-sensitive components such as blood or antibiotics should be added at this time, if required
2.7.3 Then puts back the cap and swirls the tube gently to ensure proper mixing.

2.8 Slowly, so as to avoid bubble formation, pour 20-25 ml of 45°C culture medium into each of the plates [1-CU]. If bubbles or foam appear, swiftly remove using a regular pipette and a sterile tip [2-ECU]. Then, immediately replace all lids to prevent contamination [3-CU].

2.8.1 Talent pours medium into a petri dish.
2.8.2 Talent removes the bubbles using a sterile pipette tip.
2.8.3 Talent places back the lid/s. 

2.9 Allow the agar to solidify at room temperature for at least 2 h, or overnight [1- MED]. Once solidified, store the culture plates up-side-down [2-WIDE] at 4°C to minimize condensation on the medium surface [3-WIDE].

2.9.1 Talent pushes the plates to the back of the bench, and presses start on a timer set to 2h. 
2.9.2 Talent comes to the bench and stacks several plates (now containing solidified agar) while turning them upside down. 
2.9.3 Talent opens the fridge and places a stack of plates inside and closes the door. 

3 Streak Plating

3.1 To streak the culture of choice, first take a clean culture plate and remove the lid [1-MED]. Working quickly, submerge a disposable sterile loop into the desired inoculum [2-ECU-TXT], and then immediately swab the loop over the first quadrant of the plate using a zig-zag motion [3-CU]. 

3.1.1 Talent selects a culture plate and removes lid
3.1.2 Talent emerges loop into inoculum TEXT: Alternatively, a reusable wire loop can be used, and flame sterilized between steps
3.1.3 Talent swabs loop over first quadrant 

3.2 Replace the lid of the dish, discard the used inoculation loop [1-MED-over-the-shoulder], and then select a new sterile loop [2-CU]. 

3.2.1 Talent closes plate lid and discards the used inoculation loop
3.2.2 Talent retrieves and opens a new inoculation loop 

3.3 Using the new loop, make 3-4 strokes crossing the original swab line radiating from the first quadrant – which should contain a relatively dense bacteria population – into the second quadrant [1-CU]. Close the lid once more and discard the loop [2-MED].

3.3.1 Talent swabs from quadrant one into quadrant two, slowly so we can see
3.3.2 Talent closes lid and discards the used loop

3.4 With a new loop repeat this action again, but this time streaking from the second into the third quadrant [1-CU]. Then, with a new loop again, [2-MED-over-the-shoulder] make another streak from the third into the fourth section of the plate [3-CU].

3.4.1 Talent streaks from quadrant two into three
3.4.2 Talent discards the old loop and retrieves a new one
3.4.3 Talent streaks from third to fourth quadrant

3.5 Finally, with a fresh loop, make one last stroke in a zig-zag pattern from the fourth quadrant towards the center of the plate [1-ECU]. The bacterial prevalence will be lower in this area, ideally allowing individual colonies to be established from a single, viable mother-cell [2-LM].

3.5.1 Talent selects a new loop, then performs final streak to center of plate
3.5.2 Figure 1 – streak pattern on 4 quadrants of plate – highlight the FINAL squiggle as “in this area” is read by VO.

3.6 Replace the plate lid and, if appropriate for the bacterial species, seal the plate with parafilm to prevent air flow [1-MED]. Turn the culture plate upside down to prevent condensation drips [2-MED], and then place at a suitable temperature for growth – here, an incubator set to 37 C [3-MED-over-the-shoulder].

3.6.1 Talent replaces plate lid and seals plate with parafilm
3.6.2 Talent turns plate upside down
3.6.3 Talent places plate into incubator set to 37 C

3.7 Allow the plate to incubate until bacterial colonies are visible [1-MED-TXT]. 

3.7.1 Talent removes plate from incubator and holds it and examines [TEXT: For many bacterial species, overnight is sufficient]
3.7.2 Added shot: CU of the action shown in 3.7.1.

3.8 To generate a clonal bacterial population, select one discrete colony from this plate. [1-CU]. Now, with a sterile loop, touch the target colony, and as before, make a streak in the first quadrant of a new plate [2-MED]. 

3.8.1 Talent points to colony
3.8.2 Talent picks colony with loop, and streaks onto a quadrant of new plate

3.9 Continue to alternately sterilize the loop and streak the remaining quadrants of the plate as previously demonstrated, ending with the zig-zag to the center [1-CU]. Close the plate and place it to incubate until discrete colonies form [2-MED-over-the-shoulder]. 

3.9.1 Talent streaks the rest of the plate and sterilizes between steps. Capture the whole thing as one shot, we will take a clip.
3.9.2 Talent closes plate, seals if appropriate, and then places into incubator
3.9.3 Added shot CU:  and then places into incubator

3.10 Once these colonies are grown, they will typically represent pure clonal strains [1-CU]. 

3.10.1 Talent holds and shows plate with discrete colonies to the camera.

4 Results and data analysis

4.1 The initial streak-plate may contain colonies originating from cells from different bacterial species or cells with different genetic makeup, depending upon the sample purity [1-Figure 2A].

4.1.1 See storyboard (Figure 1 [2A])

4.2 Through subsequent isolation of a single colony, where all units are derived from a common mother-cell, the second streaking procedure generates a relatively clonal bacterial population, suitable for further characterization or inoculation into broth [2-Figure 2B].

4.2.1 See storyboard (Figure 2 [B]) 

