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Short Abstract: should include a general description of the article (10 words minimum, 50 words maximum)
Addgene (www.addgene.org) is a non-profit plasmid repository dedicated to making it easier for scientists to share plasmids.  This video details our plasmid processing procedures for storage and distribution.

Long Abstract: (150 words minimum, 400 words maximum)
Addgene (www.addgene.org) is a non-profit plasmid repository dedicated to making it easier for scientists to share plasmids.  Scientists have deposited over 10,000 plasmids to Addgene, and the organization has shipped over 100,000 plasmids to scientists around the world.  Addgene has optimized procedures for plasmid tracking, storage, and distribution.  Each plasmid deposited to Addgene receives a unique Plasmid ID and barcode and is tracked in our Laboratory Information Management System (LIMS) at every step.  Addgene transforms deposited plasmids into bacteria and stores them in triplicate as bacterial glycerol stocks in barcoded tubes.  After the plasmids pass quality control, they become available on our website, where scientists can search for and request the samples they need for their experiments.  When a plasmid is ordered through our website, the LIMS software directs Addgene technicians to the appropriate tubes in the freezer for each order. The plasmids are grown as bacterial stabs overnight and shipped the next day. The barcodes are scanned during every step of this process.

Protocol Text: 

1) Depositing Plasmids to Addgene 
1.1) Scientists deposit plasmids to Addgene to archive them and to share them with the research community.  [Close up of Addgene banner?] To begin, scientists provide plasmid cloning data online or on paper forms.   The forms can be found on our website, www.addgene.org, by clicking on “Deposit Plasmids”.  [Show scientists filling out paper forms and going online to fill out deposit forms]
1.2) The submitted information is used to create plasmid datasheets, and to generate a unique Plasmid ID for each plasmid.   [ Screenshot of datasheet]
1.3) Addgene will ship a deposit kit to the scientist for transfer of the physical DNA samples.  The deposit kit includes barcoded stickers displaying the plasmid name and Plasmid ID for the scientist to label the samples, and shipping materials for sending the samples to Addgene.  Addgene requests 10uL of miniprep quality DNA, or enough for transformation.  Scientists can also send bacterial streaks, but are responsible for their own shipping in that case.  [Show our deposit kit, and a scientist shipping materials.]
2) Plasmid Storage

2.1) Addgene receives the plasmids and scans them into our Laboratory Information Management System, or LIMS.  The plasmid is barcoded throughout the entire storage process, and each plasmid processing step is tracked on LIMS to ensure accuracy. [Addgene scientist receiving plasmid and scanning it in]

2.2) For plasmids that are received as DNA, Addgene transforms the plasmids into DH5alpha, or the appropriate bacterial strain.  The barcode on the eppendorf tube is scanned along with the barcode on the LB agar plate to ensure accurate plating.  [Transformation shot, with barcode scanning.]
2.3) Plasmids that are received as bacterial plates are restreaked to obtain single colonies if needed.  [Image of restreaking plate]
2.4) A single bacterial colony for each plasmid is then used to inoculate a 96-well deep-well plate. Each well contains 1ml of LB with the appropriate antibiotic for that plasmid.  As each colony is inoculated, the barcode from the plate is scanned, and LIMS creates a map of the plasmid contents in the deep-well plate.  The cultures in the deep-well plate are grown overnight.  [Show inoculation and plate map on LIMS.  Tech puts D/W plate into incubator.] 
2.5) The contents of the deep-well plate are then used to create 3 glycerol stock plates of frozen bacteria in Micronic 2D barcoded tubes.  Two plates are stored at -80oC at Addgene, and one plate is sent to an off-site backup facility.  Each Micronic tube has a unique barcode on the bottom, and this barcode is associated with the appropriate Plasmid ID on LIMS.  Thus, Addgene can accurately determine the contents of any tube.   [Robot to transfer samples.  Close up of Micronic tubes.  Maybe a LIMS shot.]
2.6) Each freezer is on back-up power and is linked to a calling system that will alert Addgene staff in the event of a freezer failure. [Picture of our freezers.   Maybe picture of one of us getting a call.]
3) Quality Control

3.1) Addgene’s tracking system ensures the accurate storage of each plasmid, but how do we know that the stored plasmid matches the cloning information? Addgene removes an aliquot of the bacterial glycerol stock for DNA sequencing from the same deep-well plate that was used to grow the plasmids for storage, and sends it to a sequencing company for analysis.  [Show scientist preparing sequencing plate, and sending it off.]
3.2) Addgene’s senior scientists then verify important regions of the plasmid by DNA sequencing.  The sequencing results are available on our website for the convenience of depositing and requesting scientists.  However, for practical reasons, Addgene is not able to sequence the entire plasmid.  We therefore encourage scientists to conduct their own quality control upon receipt of the sample.  [Show scientist analyzing sequencing data on the computer]
3.3) Once a plasmid has been verified by sequencing, the plasmid goes online at Addgene.  Each scientist who deposits plasmids at Addgene will get his or her own webpage.  The depositing scientist can send this link to requestors in response to future plasmid requests. [Screenshot of depositor page]
4) Plasmid Distribution

4.1) Scientists visit Addgene’s website to search for plasmids they need for their research.  By clicking on the “Add to Cart” button, scientists will be walked through the steps needed to place the order online.  Orders must be placed through the Addgene website.  [Screenshot of search and add to cart]
4.2) The plasmid request then goes into a queue on the LIMS software so that Addgene’s technicians will know that the sample needs to be grown for shipment.  [Screenshot of LIMS]
4.3) Each plasmid is shipped as a bacterial stab.  The technicians match the 2D barcode on the glycerol stock tube with the Plasmid ID on the bacterial stab to ensure that the correct sample is shipped to the requesting scientist.   A small amount of bacteria is moved from the glycerol stock tube to the stab using a sterile toothpick.  The glycerol stocks remain on dry ice during the entire procedure to prevent samples from undergoing freeze-thaw cycles.  [Technicians picking samples.  Close up of barcodes on stabs.]
4.4) The bacterial stabs are then incubated overnight, and checked in the morning to verify bacterial growth.  [Taking stabs out of incubator, and looking for growth.]

4.5) Addgene prints a shipping label and plasmid information for each order.  The barcode on the shipping label is scanned along with the appropriate bacterial stabs to make certain that the correct samples are being shipped to each scientist.  Addgene ships to universities and non-profit research institutions all over the world.   [Packing and scanning.  Google map of everywhere we’ve shipped to.]
5) Recovering Plasmids from Addgene’s Bacterial Stab

5.1) Scientists receiving plasmids from Addgene should store their bacterial stabs at 4oC.  [Scientist opening box and putting stabs in refrigerator.]

5.2) Within 2 weeks, the bacteria should be streaked on LB agar plates with the appropriate antibiotic to obtain single colonies.   [Streak for single colonies]
5.3) The bacteria should then be grown in liquid LB with the appropriate antibiotic to create bacterial glycerol stocks for long term storage and/or prepped to obtain plasmid DNA.  [Creating glycerol stocks from a culture and doing a maxiprep.]
5.4) Scientists should then verify the identity of the plasmid through restriction digestion and additional sequencing as needed.  Important information regarding the growth and identity of each plasmid can be found online at Addgene.  [Running a gel.  Screenshot of Addgene plasmid datasheet.]
Addgene’s goal is to serve the research community by helping scientists archive and share plasmids and by providing high-quality plasmid samples to those who need them.  We hope this video gave you a better understanding of Addgene’s processes.  As you can see, we take quality control very seriously.  If you have any questions or would like to deposit plasmids, feel free to contact us.  We look forward to working with you.  [Video of one of us talking to camera.]
Representative Results: – What happens when the protocol is done correctly?  What is the purity of your nucleic acid sample?  After performing a cell culture prep, how will the cells look in optimal conditions? What do your labeled cells look like when imaged in vivo using 2-photon laser microscopy? Please add a “representative” outcome to the protocol to show a viewer what a “good” or even “bad” result looks like.  
N/A
Tables and Figures:  Please make sure that text in all tables or figures is made in Arial font.  Figures should be submitted separately as layered .tiff or .psd files at 300 dpi.   All tables and figures should be given an appropriate title and should have a corresponding figure legend.    
N/A

Discussion: Short discussion on critical steps, possible modifications, applications, significance, etc…  

Maybe we can write this later if they think we need it…
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