Supplementary File:
Detailed descriptions of all biochemical estimation procedures, including the source and preparation of chemical reagents and standard curve protocols for chlorophyll, carotenoids, protein, flavonoids, phenolics, and antioxidant activity, are provided in this file.
1. Estimation of chlorophyll and carotenoids content
Chlorophyll and carotenoid content were estimated by the method of Hiscox and Israel Stam (1979). 
Reagent
Dimethyl sulfoxide (DMSO)
To estimate chlorophyll and carotenoid content 50 mg of fresh young and mature leaf tissues were taken in test tubes and 10 ml of dimethyl sulfoxide (DMSO) was added. These test tubes were incubated at 65oC for three hours in hot air oven. After, three hours of incubation absorbance of DMSO containing chlorophyll and carotenoid content was observed at 480 nm, 649.1 nm and 665.1 nm by using a multiple wavelength of spectrophotometer. Pure DMSO was used as blank. The chlorophyll a, chlorophyll b, and carotenoid were calculated using the formula given by Wellburn, 1994.     




Where,
wt.= weight of sample taken in grams
V= volume of DMSO used in ml
A480 = Absorbance at 480 nm
A 649.1 = Absorbance at 649.1 nm
A665.1 = Absorbance at 665.1 nm

2. Determination of Protein Content
Protein in leaf of cucumber is determined by method given by Bradford, 1976 with slight modifications.
Material and Reagents 
a. Bradford reagent: Dissolve 100 mg of Coomassie Brilliant Blue G 250 in 50 ml of ethanol, add 100 ml of 85% phosphoric acid and make the volume to 1 L with water.
b. M Phosphate buffer (pH 7.5)
c. [bookmark: _Hlk113208135]Standard Protein solution: Dissolve 5 mg of bovine serum albumin in 50 ml of 0.1 M phosphate buffer. This solution contains 100 µg protein/ml.
Procedure
1. Take 0.1 ml of sample solution and make the volume to 1 ml with 0.1 M phosphate buffer (pH 7.5)
2. Pipette appropriate aliquots of bovine serum albumin solution. Make the volume to 1 ml with 0.1 M phosphate buffer in all tubes.
3. Add 5 ml of Bradford reagent to all the tubes and mix thoroughly.
4. Record the absorbance at 595 mm Against the reagent blank.
5. Plot a standard curve of A595 vs µg of protein in the standard.
6. Determine the protein content in the sample extract from standard curve.

Figure S1. Standard curve of bovine serum albumin

7. Calculate the amount of protein per ml of the sample preparation.
3. Determination of total flavonoid content (TFC)
	Total flavonoid content in plant tissues was determined by the method used by Crozier et al., 1997 with some modifications.
Reagents
1. 80 % ethanol: 80 ml ethanol was taken and volume was made up to 100 ml with distilled water.
2. 2 % Aluminium chloride (AlCl3): 2 g AlCl3was dissolved in 80 % ethanol and volume was made up to 100 ml with same.
3. Quercetin stock solution: 10 mg quercetin was dissolved in 80 % ethanol and volume was made up to 100 ml with 80 % ethanol.
[bookmark: _Hlk113208260]Quercetin standard curve
Quercetin working solution was prepared by diluting the quercetin standard stock solution to different concentrations (0, 20,40,60,80 and 100 µl) and the final volume made up to 3 ml by adding 1.5 ml of 2% AlCl3 ethanol solution. The mixture was incubated for one hour at room temperature till yellow colour appears. Blank was prepared by adding 1.5 ml water and 1.5 ml 2% AlCl3.The absorbance was measured at 420 nm.

Figure S2. Standard curve of Quercetin
Procedure
Fresh young and mature leaf tissues (500 mg) of bottle gourd were crushed in 2 ml of 80 % ethanol with the help of mortar and pestle. The homogenate was centrifuged at 10,000 rpm at 4oC for twenty minutes and supernatant was filtered with the help of Whatman filter paper No. forty- two and collected in culture tubes. The collected supernatants were dried through evaporation in a water bath at 68°C. The dry residue was dissolved in 2 ml of distilled water. 1 ml of supernatant was taken in test tubes and same procedure was followed as for quercetin standard curve preparation. Total flavonoid content was calculated as quercetin equivalent (mg g-1) using the equation obtained from the curve Y = 0.255x, R2 = 0.9812, where x is the absorbance and Y is the quercetin equivalent.
4. Determination of total phenolics content (TPC)
	Total phenols are secondary metabolites that play an important role in plant defence to oxidative stress. Total phenolics content was determined in the plant tissues following the method given by Kaur and Kapoor (2002) with some modification.
Reagents
1. 80 % Ethanol: 80 ml ethanol was taken and volume was made up to 100 ml with distilled water.
2. 20 % Sodium carbonate (Na2CO3): 20 g of Na2CO3 was dissolved in distilled water and volume was made up to 100 ml. 
3. Folin-Ciocalteau (FC) reagent (0.5ml)
Catechol stock solution (1000 ppm):10 mg catechol was dissolved in 10 ml distilled water. 
[bookmark: _Hlk113208395]Catechol Standard curve: The standard curve was prepared by taking 0, 5, 10, 20, 30, 40, 50, 60,70,80, 90, 100 µl catechol from stock solution and final volume made up to 3 ml by adding double-distilled water.  Then freshly prepared 0.5 ml Folin – Ciocalteau reagent was added, to it and the solution was incubated for 5 minutes at room temperature.  After 5 min, 2 ml of twenty per cent sodium carbonate solution was mixed thoroughly and placed in warm water bath (58oC) for one to two minutes. It was then cooled to room temperature and absorbance was recorded with the help of spectrophotometer at 750 nm using Folin-Ciocalteau reagent as blank. The values expressed as mg g-1 fresh wt. The standard curve was prepared and used for total phenolic content estimation.

Figure S3. Standard curve of Catechol
Procedure
Fresh young and mature leaf tissues (500 mg) of bottle gourd were crushed in 2 ml of 80 % ethanol with mortar and pestle and then it centrifuged at 10,000 rpm at 4oC for twenty minutes. The supernatant was filtered with the help of Whatman and collected in culture tubes. The collected supernatants were dried by evaporation in a water bath at 68°C. The residue was dissolved in 2 ml of distilled water. Then 1 ml of supernatant was taken and same procedure was followed as for standard curve preparation. The total phenolic content was calculated in the test sample by using a standard curve and was calculated using the following formula:

Where, 
C = Concentration of catechol in mg ml-1
V = Volume of plant extract in ml
W = Weight of the plant material in g
5. Total antioxidant:
The DPPH radical scavenging activity of young and mature leaf was evaluated by the method of Blois (1958) with some modification. Fresh pulp tissue (3.0 g) from each treatment was mixed with 30 mL ethanol (SD Fine Chemicals Ltd., India) for forty-five minutes and then centrifuged at 4°C in a refrigerated centrifuge (Remi, India) at 18000g for twenty minutes. The supernatant (0.1 ml) was mixed with 2.9 mL of 0.1mM DPPH that was dissolved in methanol. The reaction mixture was incubated for thirty minutes at 25°C in the dark. The control was containing all reagents without the sample and was used as the blank. The absorbance at 517 nm was measured by using a spectrophotometer (Shimadzu UV-VIS, 04834, India).  The DPPH radical scavenging activity (%) of the sample was calculated as the following formula:

Where,
AC = Absorbance of control			
AS = Absorbance of sample
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