Thin Layer Chromatography (TLC) Protocol:
Materials:
TLC plates (Glass backed, Plain Silica gel60)
Drummond Micropipettes (1-5, 10µl, 25µl , glass pippetes, pipette aid, glass graduate cylinder (50ml), small glass beakers, 

Soft Pencil, Ruler
TLC spotting guide

Organic Solvents: Chloroform, Methanol, MiliQ water, Hexanes, Ether( diethylether), Acetic acid

Iodine crystals in Iodine chamber 

TLC Tanks

Filter Papare 
Gloves

Plate holder

Timer
Method:
· Always handle the TLC plate with gloves on

· Never Touch the surface of the plate even with gloves

· Always Prewash the plate in methanol  and activate it before doing an experiment
· When using organic solvents always work under the hood!
· Before using each solvent system, saturate the tank with that solvent
· Always Remove the remainder of the solvent from the TLC tank and transfer it to the proper waste bottle 
Prewashing the plates:
Note: Step #1-3 can be done the night before.

1. Fill the TLC tank with 50-60ml of methanol and place the plate in plate holder and put it in the tank , close the lid and wait until the methanol ascend to the top of the plate ( usually 3hrs depending on the room temperature)

2. After prewashing the plate let it to be dried under the hood (a few minutes)
3. Activate the plate by putting the plate in plate holder in oven (130ºC) for 30 min, setting 10.
Saturate the tank with the appropriate solvent system:

4. Mix the solvents immediately before use in a graduate cylinder.

5. Before using each solvent system first  saturate the TLC tank with that solvent

6. For saturating the tank, line one of the larger sides of the tank with a filter paper and pour the prepared solvent system in the tank and cover the tank with the lid. (Usually it will take 20-30 min to saturate the tank or until filter paper is saturated).
Spotting the samples:
(This can be done well the tank is being saturated)
7. Use a soft pencil to mark the origin line (the line you will spot the samples) 2 cm from the bottom of the plate and the first development line at 15 cm from the bottom of the plate
(note: it is only necessary to mark the outer edges of TLC plate because the pencil may interfere with the samples and solvent)
8. Spot the samples on the prewashed, activated and marked TLC plate with the help of TLC spotting guide.

9. Use glass Drummond  micropipettes and spot the samples at least with 1Cm distance from each other 

10. After spotting, use hair drier to dry the spots
11. Then place the plate in its appropriate saturated tank very fast to prevent the solvent vapor elusion from the tank

TLC for separation of both polar and non-polar (neutral) lipids 
The first solvent system:
Chloroform(32.5): Methanol(12.5): water (2) by volume 
1. Allow the tank to saturate for 30 minutes

2. After the tank has been saturated with the solvent system, develop the plates to the first developing line 
3. (DO NOT put plate in plate holder)- development usually takes 1 hour and 30 min.

4. Take out the plate from the tank and dry in the hood using a hair drier.
Prepare the second solvent system:

Hexane (4): Ether (1) by volume
Use this proportion:  Hexanes (36): Ether (9) ml
1. After the tank has been saturated with the solvent system, place the dried plate in the tank and cover it with the lid immediately. (DO NOT put plate in plate holder)
2. Develop the plate in 2nd solvent to the top of the plate (1 hour and 30min)
3. Take out the plate from the tank, and let it to be dried under the hood (usually 30min) (Note: Ether is Flammable!! Do NOT use hair drier)

4. When the plate is dried completely, place the plate in Iodine chamber to visualize the bands (usually after 2 hrs the band will be appeared) for better detection keep the plate in iodine chamber overnight.  (if necessary add half a teaspoon of iodine crystals)
5. Use scanner to take a picture and save it on computer
6. After you take the picture, put the plate under the hood (but not inside the Iodine chamber) and allow the iodine to evaporate under the hood, then dispose the plate in broken glass container.
