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1.0 Chromatographic Conditions:
	Column Name
	: ________________________________
   ________________________________
 (Packing L1 C18 (e.g: Inertsil ODS-3V or   
  equivalent)

	Column dimension
	: __________________(4.6 x 250mm, 5µm)

	Column ID
	: __________________

	Flow rate(mL/min)
	: ____________(1.0)

	Detection (Wavelength)
	: ____________(254nm)

	Injection Volume (µL)
	: ____________(10)

	Column oven Temperature
	: ____________(40°C)

	Auto sampler Temperature           
	: ____________(5°C)

	Needle wash
	: ____________(Methanol (100%))

	1.0% Standard preparation
	: ____________(25-30 minutes)

	0.05% Standard preparation
	: ____________(25-30 minutes)

	Blank
	: ____________(45 minutes)

	Placebo
	: ____________(45 minutes)

	Samples
	: ____________(45 minutes)
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2.0 Preparation of solutions:
Concentrated Standard preparation (Concentration 0.5mg/mL):
	Weighed and transferred ___________ (25 mg) of 5-Aminoimidazole-4-carboxamide into a ____________(50mL) volumetric flask. Added _________( 30mL) of diluent, shake to dissolved, diluted to volume with diluent and mixed.
		1.0% Standard preparation (Concentration 0.005mg/mL):
	Pipette out ___________(2.0mL) of the concentrated standard preparation into a ________(200 mL) volumetric flask, diluted to volume with diluent and mixed well.
	0.05% Standard preparation (Concentration 0.00025mg/mL):
	Pipette out ________(5.0mL) of the 1.0% Standard preparation into a ________(100 mL) volumetric flask, diluted to volume with diluent and mixed well.
Preparation of  5-Amino-4-Imidazole carboxamide lactose adduct Solution for 100% specification level: 
Step-1: Weighed and transferred ________(10.0mg) of 5-Amino-4-Imidazole carboxamide lactose adduct in to _________(20 mL) volumetric flask contained _________( 5mL)  diluent, sonicated to dissolve and made up to volume with diluent and mixed well.
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Preparation of Spiked sample solution for 5mg: 
Empty, weighed and thoroughly mixed the contents of not less than twenty capsules. Weighed and transferred _________mg equivalent to about 50mg of Temozolomide (about 1000mg of blend) into a _________(100mL) volumetric flask. Added _______ 
(80mL) of diluent and _______(0.5mL) of 5-Amino-4-Imidazole carboxamide lactose adduct Solution for 100% specification level, stirred for 30minutes.Diluted to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
Preparation of Spiked sample solution for 250mg: 
Empty, weighed and thoroughly mixed the contents of not less than twenty capsules. Weighed and transferred _________mg equivalent to about 250mg of Temozolomide (about 450mg of blend) into a _________(500mL) volumetric flask. Added _______ 
(400mL) of diluent and _______(2.5mL) of 5-Amino-4-Imidazole carboxamide lactose adduct Solution for 100% specification level, stirred for 30minutes.Diluted to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
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Preparation of Sample  solution for 5mg (0.50mg/mL):
Empty, weighed and thoroughly mixed the contents of not less than twenty capsules. Weighed and transferred _________mg, equivalent to about 50mg of Temozolomide (about 1000mg of blend for 5mg strength) into a ________(100mL) volumetric flask. Added _______ (80mL) of diluent, stirred for ________(30minutes).Diluted to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
Preparation of Sample  solution for 250mg (0.50mg/mL):
Empty, weighed and thoroughly mixed the contents of not less than twenty capsules. Weighed and transferred ________mg equivalent to about 250mg of Temozolomide (about 450mg of blend for 250mg strength) into a _______(500mL)  volumetric flask. Added _________(400mL) of diluent, stirred for 30minutes.Diluted to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
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Preparation of Placebo solution for 5mg: 
Weighed and transferred ________mg  placebo powder (about 50mg of equivalent to Temozolomide) (about 1000mg of blend for 5mg strength) into a ___________(100mL) volumetric flask. Added______ (80mL) of diluent, stirred for _________ (30minutes). Diluted to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
Preparation of  Placebo  solution for 250mg: 
Weighed and transferred ___________ mg placebo powder (about 250mg of equivalent to Temozolomide) (about 450mg of blend for 250mg strength) into a _________(500mL) volumetric flask. Added  ________(400mL) of diluent, stirred  for ___________(30minutes).Diluted  to volume with diluent, mixed and centrifuge. Collected the supernatant solution in HPLC vial.
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3.0 OBSERVATION:
	Sample name
	Area

	Standard solution-1
	

	Standard solution-2
	

	Standard solution-3
	

	Standard solution-4
	

	Standard solution-5
	

	Standard solution-6
	

	Avg.
	

	Std. Dev.
	

	% RSD
	

	Bracketing Standard-1
	

	% RSD
	

	Bracketing Standard-2
	

	% RSD
	

	Bracketing Standard-3
	

	% RSD
	

	Bracketing Standard-4
	

	% RSD
	

	Bracketing Standard-5
	

	% RSD
	


		% Recovery of the 0.05% standard preparation_________________
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4.0 RESULTS:
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5.0 ACCEPTANCE CRITERIA: 
· The %RSD for area responses of 5-Aminoimidazole-4-carboxamide hydrochloride peak in six replicate  injections of  standard solution should not be more than 5.0 
· % Recovery of the 0.05% standard preparation throughout the analysis between 50.0% - 150%
6.0 CONCLUSION:
The observed values are within / not within the limits of acceptance criteria for Robustness actual.	
7.0 DETAILS OF ATTACHED DOCUMENTS :
	S.No.
	Details of attached documents
	No. of Pages
	
Sample Set No.:
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8.0 CROSS REFERENCES:
	S.No.
	Particulars / Details
	Reference parameter

	
	
	

	
	
	

	
	
	

	

	
	

	
	
	

	
	
	

	
	
	



9.0 INCIDENTS/DEVIATIONS (IF ANY):




10.0 OTHER INFORMATION (IF ANY):
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