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S-Table 1. Phenotypic characteristics of Streptomyces sp. R2
	Characteristics
	Results

	Micromorphology
	

	Aerial mycelium
	Present 

	Substrate mycelium
	Present

	Spore chain morphology
	Rectus flexibile, non fragmented

	Spore surface
	Hairy 

	Cultural characteristics
	

	Colony consistency
	Powdery 

	Aerial mass colour
	Ash white 

	Reverse side pigment
	Yellow

	Soluble pigment 
	Yellow 

	Melanoid pigment
	Absent 

	Growth on Different media
	

	ISP1
	Moderate

	ISP2
	Good

	ISP3
	Good

	ISP4
	Good

	ISP5
	Moderate

	ISP6
	Moderate

	ISP7
	Good 

	Carbon utilization
	

	Glucose
	Good 

	Arabinose
	Poor

	Sucrose
	Poor

	Xylose
	Moderate

	Inositol
	Poor

	Mannitol
	Good

	Fructose
	Moderate

	Rhamnose
	Moderate

	Raffinose
	No Growth

	Cellulose
	No Growth

	pH tolerance
	

	5
	No growth

	7
	Good

	9
	Good

	11
	Moderate 

	Growth at 
	

	200C
	Poor

	300C
	Good 

	400C
	Good

	500C
	Moderate 

	NaCl tolerance (%)
	

	0
	Poor

	1
	Good

	2.5
	Good

	5
	Good 

	7.5
	Poor 

	10
	No growth

	Susceptibility to
	Tetracycline, chloramphenicol, erythromycin, gentamicin, vancomycin

	Resistant to
	Penicillin, nystatin, nalidixic acid















 (
S-Table 2. Effect of solvents on the extraction of Transitmycin
)
	Solvents
	Quantity of extracts
	Antibacterial activity against S. aureus MTCC 96
	Anti TB activity
(% reduction in RLU)

	Methanol
	40
	14
	58.31

	Chloroform
	41
	9
	18.07

	Dichloromethane
	40
	13
	22.71

	Diethyl ether
	10
	14
	74.23

	Ethyl acetate
	9
	19
	83.40

	n-hexane
	-
	-
	-
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Fig. S1. Characteristic microbial strain and its morphological arrangement. a Cultural morphology and microscopic visualization. b SEM image (3,500X) of Streptomyces variabilis R2 on ISP2 agar medium. c Phylogenetic dendrogram obtained by distance matrix analysis of 16s rRNA gene sequences, showing the position of strain R2 among its phylogenetic neighbours.

[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC00176.jpg] (
(a)
)[image: C:\Documents and Settings\Lab209\Desktop\2.JPG]                                                 
 (
(
b
)
) (
R2
) (
Transitmycin (R1)
)
 (
R3
)						
	
[image: D:\syntheticsenthil\4\DSC00170.JPG]      Solvent system for TLC: Ethyl acetate /Methanol, (9.5:0.5)	
 (
(
c
)
)          Rf value of Transitmycin (R1) = 0.8
            Rf value of R2 = 0.6   
            Rf value of R3 = 0.3  
Solvent system for TLC: Ethyl acetate/Methanol, (9.5:0.5)      (a) TLC of Ethyl acetate extract of Streptomyces sp. R2 in UV light (b) Long UV (c) Short UV
[image: C:\Documents and Settings\Lab209\Desktop\3.JPG]                                                          
                                                       
         


                                     Solvent used for Preparative TLC: Ethylacetate:methanol, (9.5:0.5) 
          Figure S2. Purification of EA extract of Streptomyces sp. R2 by Preparative Thin-Layer Chromatography
Extraction and Isolation
Purification of compounds were performed by preparative thin layer chromatography (TLC) using Merck silica gel 60 (GF254) pre coated aluminium (6x8 cm size) plates.The crude pigment was purified by using preparative thin layer chromatography commercially available pre coated silica gel chromatography sheets (6×8 cm size) were used. To find out the best solvent system to separate the crude compound, the solvents were used in different proportions, among all solvent systems used, Ethylacetate: methanol (9.5:0.5) showed good separation. The crude pigment (2 g) was dissolved in 5 mL of ethyl acetate. With the help of capillary tube, the sample was spotted at the bottom of silica gel coated sheet (6 x 8 cm) and then it was placed in the developing 100 mL beaker containing mobile phase (Ethyl acetate/ Methanol, 9.5:0.5) 5 mL, covered with the watch glass in order to prevent the evaporation of the solvents. The solvent was allowed to run till it reaches about half a centimetre below the top of the plate. After running, the 200 sheets were kept at room temperature for the complete drying of the plate. Spots on TLC were detected under UV light (254 and 365 nm) and by spraying with concentrated H2SO4 followed by heating at 105 ºC for 5 min. After drying, the yellow pigment spot was scrapped, mixed with ethyl acetate and filtered using funnel fitted with what man filtered paper and Ethyl acetate was evaporated to dryness under vacuum to afford the pure compound Transitmucin R1 (10 mg), R 2 (10 mg), R3 (5 mg). Rf value of the spot separated on the TLC plate was determined. The solvent system Ethyl acetate: methanol (9.5:0.5) was found to have good separation with single spot when compared to all the solvent systems used for TLC.
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 (
Column chromatography was carried out on Neutral Alumina (230-400 mesh) and Column size: (id 30m 
× 
90 cm).
The crude ethyl acetate extract 
Streptomyces 
sp
 (R2) was purified using column chromatography packed with neutral alumina 
using a gradient of 1% 
Methanol/Chloroform mixture (CH
3
OH/ CHCl
3
) was used as the eluent. 
Fractions were collected and concentrated under vacuum to afford pure compounds. 
The desired product was monitored in a TLC with pre coated alumina sheet silica. 
The isolated compounds were obtained Transitmycin (R1) (200 mg), R2 (100 mg), R3 (50 mg).
)
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Figure S3. Scheme of purification of EA extract of 
Streptomyces 
sp. R2
 
by
 column chromatography
) (
Figure S3 (a) 
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             Figure S4. RP HPLC of the crude ethyl acetate extract of Streptomyces sp. R2 (Batch II)Analytical HPLC condition: Luna 5u C18 (2) 100 (150 X 4.6 mm) Solvent system: A: B (35: 65 v/v); flow rate 2 ml/min, 254 nm Solvent            A: Acetonitrile; Solvent B: Water, Detection: PDA, Injection volume: 20µl, Column Temperature: 30 0C
[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC09922.jpg] (
(
b
)
) (
(a)
)[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC00489.jpg][image: ][image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC09922.jpg][image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC00488.jpg][image: C:\Users\Guest\Desktop\desktop\MALDI\Marfey analysis\R1F\R1.1.JPG]                                  

 

 (
S-Table 
3
. 
RP-HPLC Retention time of R1, R2, R3
) (
(
c
)
)[image: C:\Users\Guest\Desktop\desktop\MALDI\Marfey analysis\nR2F\nR2F.JPG]
[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC00491.jpg][image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\DSC09922.jpg]                                       
	a
	Ret. Time of R1
	5.807 min

	b
	Ret. Time of R1
	3.062 min

	c
	Ret. Time of R2
	1.100 min


                                                         
                                             

  
Figure S5. Purity of Transitmycin R1, R2, R3 were checked by RP HPLC method 
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      Figure S6:  UV/Vis Spectrum of R2 in methanol [UV: (MeOH) λ max, (log ε) 205, (1.25), 240 (0.63), 425 (0.39), 442(0.42) nm]
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Figure S7. UV/Vis Spectrum of R3 in methanol [UV (MeOH) λ max (log ε) 206 (1.90), 240 (0.69) 424 (0.191), 442.2 (0.19) nm]
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Figure S8. Circular Dichroism Spectrum of Transitmycin (R1) in methanol CD: [MeOH, [nm], (mdeg)]: λmax(ε) 195 (+11.1), 210 (-21.0), 242 (+4.7)                                     
[image: E:\FLEXI Work  I\Transitymycin\CD 209\JPEG of cd spectrum-1\JPEG of cd spectrum\CD of R2\R2-4.jpg]   











 Figure S9. Circular Dichroism Spectrum of R2 in methanol   CD: [MeOH, [nm], (mdeg)]: λmax, (ε) 195 (+8.8), 210 (-22.0), 240 (+4.3) nm 
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Figure  S10. Circular Dichroism Spectrum of R3 in methanol CD:  [MeOH, [nm], (mdeg)] λmax(ε) 195 (+24.0), 210 (-21.5), 241 (+1.7) 
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                                  Figure S11. FT-IR Spectrum of Transitmycin (R1), R2, R3
[image: E:\FLEXI Work  I\Transitymycin\Transitmycin-B-2.jpg]
     









                                      Figure S12. FT-IR Spectrum of R2
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Figure S13. FT-IR Spectrum of R3
	
R1
	 IR (KBr cm-1), 3435 cm-1 for  NH, 2958, 2924 cm-1 (m, -CH str, asym, CH3 and CH2), 2872 cm-1, 2853 cm-1 (m, -CH str, sym, CH3 and CH2),1746 cm-1  (s, C=O str,  lactone ring ), 1642 cm-1(s, -C=O str, 20 amide), 1524, 1503 (m, -NH bend, 20 amide), 1466 (m, CH bend (scissoring), CH2), 1379 cm-1 (s, -CH bend, isopropyl group), 1268 (s, C-O str, ester), 1194 ( C-O-C of lactone )  1099, 1059, 1017 (s, C-O  or C-N ), 720, 712, 694, 689 (s, -CH bend, oop, aromatic ring), 909 (w, CH3 rocking).

	
R2
	IR (KBr cm-1), 3436 cm-1 for  NH, 2961, 2924 cm-1 (m, -CH str, asym, CH3 and CH2), 2872 cm-1, 2853 cm-1 (m, -CH str, sym, CH3 and CH2),1744 cm-1  (s, C=O str, lactone ring ), 1650 cm-1 (s, -C=O str, 20 amide),1565, 1503 (m, -NH bend, 20 amide), 1415 (m, CH bend (scissoring), CH2), 1318 cm-1 (s, -CH bend, isopropyl group), 1268, 1204 (s, C-O str, ester),1140 ( C-O-C of lactone ), 1045, 1019 (s, C-O or C-N ), 720, 712,  653 (s, -CH bend, oop, aromatic ring), 929 (w, CH3 rocking).

	
R3
	 IR (KBr cm-1), 3415 cm-1 for  NH, 2957, 2924 cm-1 (m, -CH str, asym, CH3 and CH2), 2872 cm-1, 2853 cm-1 (m, -CH str, sym, CH3 and CH2),1745 cm-1  (s, C=O str, lactone ring ), 1642 cm-1(s, -C=O str, 20 amide), 1583, 1507 (m, -NH bend, 20 amide), 1464 (m, CH bend (scissoring), CH2), 1384, 1301 cm-1 (s, -CH bend, isopropyl group), 1266, 1228 (s, C-O str, ester),1193 ( C-O-C of lactone ) ,1093, 1078, 1017 (s, C-O or C-N), 909 (w, CH3 rocking) 720, 712, 694, 689 (s, -CH bend, oop, aromatic ring).


 
                        Table S4. IR Absorption Frequencies of Functional Groups Present in Transitmycin (R1), R2, R3  
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                                       Figure S14. 1H-NMR (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                               Figure S15. Expansion of 1H-NMR (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                          Figure S16. Expansion of 1H-NMR (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                    Figure S17. Expansion of 1H-NMR (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                    Figure S18. Expansion of 1H-NMR (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                        Figure S19. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                              Figure S20. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                              Figure S21. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                           Figure S22. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                           Figure S23. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                      Figure S24. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                            Figure S25. 13C-NMR (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                  Figure S26. DEPT135 (125 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                   Figure S27. COSY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                     Figure S28. DQF-COSY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                     Figure S29. Expansion of DQF-COSY (500 MHz) Spectrum of Transitmycin (R1)
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                                    Figure S30. Expansion of DQF-COSY (500 MHz) Spectrum of Transitmycin (R1)
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                                                     Figure S31. Expansion of DQF-COSY (500 MHz) Spectrum of Transitmycin (R1)
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                                         Figure S32. Expansion of DQF-COSY (500 MHz) Spectrum of Transitmycin (R1)
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                                                     Figure 33. HMBC (500 MHz) Spectrum of Transitmycin (R1)
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                                                  Figure S34. Expansion of   HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                       Figure S35. Expansion of   HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                              Figure S36. Expansion of   HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
[image: C:\Users\Senthil-PC\Desktop\NOSEY\HMBC\HMBC-8.tif]   



[image: C:\Users\Senthil-PC\AppData\Local\Microsoft\Windows\INetCache\Content.Word\cosy-tocsy-hmbc.gif]




                                                 Figure S37. Expansion of HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                           Figure S38. Expansion of HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                           Figure S39. Expansion of HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                            Figure S40. Expansion of HMBC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                    Figure S41. HSQC (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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              Figure S43. Expansion of TOCSY (500 MHz, CDCl3) Spectrum of Transitmycin [image: C:\Users\Senthil-PC\AppData\Local\Microsoft\Windows\INetCache\Content.Word\cosy-tocsy-hmbc.gif](R1)
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                                   Figure S44. Expansion of TOCSY (500 MHz, CDCl3) Spectrum of Transitmycin [image: C:\Users\Senthil-PC\AppData\Local\Microsoft\Windows\INetCache\Content.Word\cosy-tocsy-hmbc.gif](R1)
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                                            Figure S45. Expansion of TOCSY (500 MHz, CDCl3) Spectrum of Transitmycin [image: C:\Users\Senthil-PC\AppData\Local\Microsoft\Windows\INetCache\Content.Word\cosy-tocsy-hmbc.gif](R1)
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                                Figure S46. NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
[image: C:\Users\Senthil-PC\Desktop\NOSEY\NOSEY-5.tif]
[image: C:\Users\Senthil-PC\Desktop\chemdraw of transitmycin\nosey (2).gif]                            
[image: C:\Users\Senthil-PC\Desktop\chemdraw of transitmycin\nosey.gif]













                                                   Figure S47. Expansion of NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                   Figure S48. Expansion of NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                                   Figure S49. Expansion of NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
[image: C:\Users\Senthil-PC\Desktop\NOSEY\NOSEY-2.tif]

          


[image: C:\Users\Senthil-PC\Desktop\chemdraw of transitmycin\nosey (2).gif]


	


                                      Figure S50. Expansion of NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                    Figure S51. Expansion of NOESY (500 MHz, CDCl3) Spectrum of Transitmycin (R1)
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                                              Figure S52. ROESY (500 MHz) Spectrum of Transitmycin (R1)

                                Table S5: NMR data of Trasitmycin (R1) in CDCl3 (1H: 500 MHz 13C: 125 MHz)
	α- ring
	position
	δC
	δH
	J (Hz)
	COSY
	TOCSY
	HMBC
	ROSEY

	Thr
	1
	168.8
	-
	
	
	
	
	

	
	2
	54.6
	4.60
	d , 10.0
	3, 4, -NH
	3, 4
	1, 3, 13
	3, 4, 2-Val,  Val-NH

	
	3
	74.7
	5.13
	m
	2, 4,- NH
	2, 4,
	4
	2, 4, Val-NH

	
	4
	17.0
	1.10
	d, 6.5
	2, 3
	2, 3, -NH
	2, 3
	2, 3, Val-NH

	
	NH
	-
	7.29
	d, 7.0
	2, 3, 4
	2, 3, 4
	1, 3, 13
	2, 4

	
	
	
	
	
	
	
	
	

	L-Val
	1
	173.4
	
	
	
	
	
	

	
	2
	58.7
	3.58
	dd, 10.5,6.5
	3, 4, 5, -NH
	3, 4, 5, -NH
	1, 5, 1-Thr
	3, 4, 5, 2-Pro

	
	3
	31.7
	2.08
	m
	2, 4, 5
	2, 4, 5
	2,5
	4, 5, 4-Thr

	
	4
	19.0
	0.89
	d, 7.0
	2, 3
	2, 3, -NH
	2,3,5
	2, 3, 5

	
	5
	18.9
	1.13
	d, 6.5
	2, 3
	2, 3, -NH
	2,3,4
	2, 3, 2-Val, Val-NH

	
	NH
	-
	7.74
	d, 5.5
	2, 3, 4, 5
	2, 3, 4, 5
	2, 3, 1-Thr
	2, 3, 4, 5
2- Thr, 3-Thr

	
	
	
	
	
	
	
	
	

	Pro
	1
	173.1
	-
	
	
	
	
	

	
	2
	56.4
	5.93
	d,  9.5
	3a,3b,4a,4b
	3a,3b 4a, 4b
	3, 4, 5,
1-Val
	3a, 3b,
2a-Sar,2b-Sar,              Sar-NMe

	
	3
	31.6
	2.73
1.84
	dd, 17.5,7.0
dd, 19.5, 6.5
	3b, 4a, 4b
3a, 4a,
	3b, 4a, 4b
3a, 4a,
	1, 2, 4
1, 4, 5
	3b, 2a-Sar, 2b-Sar
3a, 4a, 4b

	
	4
	23.3
	2.26
2.01
	d, 16.5
d,   8.0
	3a, 3b, 4b
3b, 4a
	3a, 3b, 4b
3b, 4a
	3, 5
3, 5
	4b, 5a, 5b
4a, 5a

	
	5a
5b
	47.8
	3.86
3.67
	d, 18.5
d, 18.5
	3a, 4a, 4b
3a, 4a, 4b
	3a, 4a, 4b
3a, 4a, 4b
	4, 1-Val
	5b

	
	
	
	
	
	
	
	
	

	Sar
	1
	166.2
	-
	
	
	
	
	

	
	2
	51.2
	2a, 4.70
2b, 3.64
	d, 17.5
d, 17.5
	2b
2a
	2b, NMe
2a, NMe
	1, NMe,1-pro
1, NMe,1-Pro
	2b, NMe, 2-Pro
4-MeVal,
5-MeVal, NMe

	
	N-Me
	34.9
	2.87
	s
	
	2a, 2b
	2, 1-Pro
	2b, 3-MeVal

	
	
	
	
	
	
	
	
	

	MeVal
	1
	167.4
	-
	
	
	
	
	

	
	2
	71.3
	2.70
	d, 9.0
	3, 4, 5
	3, 4, 5
	1, 3,4,NMe
	4, 5

	
	3
	26.9
	2.62
	d, 7.0
	2, 4, 5
	2, 4, 5
	1, 3, 4, 5, NMe
	4, 5

	
	4
	21.6
	0.96
	d, 6.0
	2, 3
	2, 3, 5
	2, 3, 5
	3

	
	5
	19.2
	0.72
	d, 6.5
	2, 3
	2, 3, 4
	2, 3, 4
	3

	
	N-Me
	39.2
	2.89
	s
	-
	2, 3
	2, 1-Sar
	2, 3, 5, 2a-Sar, 
2b-Sar












	β- ring
	position
	δC
	δH
	J (Hz)
	COSY
	TOCSY
	HMBC
	NOESY

	Thr
	1
	168.9
	-
	
	
	
	
	

	
	2
	54.9
	4.50
	d, 9.0
	3,4, -NH
	3, 4
	1, 3, 14
	3, 4, 2-Val, Val-NH

	
	3
	74.6
	5.23
	m
	2,4,- NH
	2, 4
	4
	2,4, Val-NH

	
	4
	17.6
	1.20
	d, 6.0
	2, 3
	2, 3, - NH
	2, 3
	2,3, Val-NH

	
	NH
	-
	7.68
	d, 6.0
	2, 3, 4
	2, 3, 4
	1, 3, 14
	2, 4

	
	
	
	
	
	
	
	
	

	L-Val
	1
	173.9
	-
	
	
	
	
	

	
	2
	57.1
	3.71
	dd, 10.5, 6.5
	3, 4, 5, -NH
	3, 4, 5, -NH
	1, 3, 5, 1-Thr,
	3, 4, 5, 2-Oxo pro

	
	3
	31.8
	2.20
	m
	2, 4, 5
	2, 4, 5
	2, 5
	4, 5, 4-Thr

	
	4
	19.0
	0.86
	d, 7.0
	2, 3
	2, 3, -NH
	2, 3, 5
	2, 3, 5

	
	5
	18.8
	1.14
	d, 7.0
	2, 3
	2, 3, -NH
	2, 3, 4
	2, 3, 2-Val, Val-NH

	
	NH
	
	8.23
	d, 6.0
	2, 3, 4, 5
	2, 3, 4, 5
	2, 3, 1-Thr
	2, 3, 4, 5
2-Thr, 3-Thr

	
	
	
	
	
	
	
	
	

	Oxo-Pro
	1
	172.7
	-
	
	
	
	
	

	
	2
	54.2
	6.55
	dd, 10.0, 2.0
	3, 5
	3, 5
	3, 1-Val
	3, 5
2a-Sar, 2b-sar
NMe

	
	3
	41.8
	2.32
2.13
	d , 18.5
d, 13.0
	2, 5
2, 5
	2, 5
2, 5
	1
1
	2, 5
2, 5

	
	4
	208.0
	-
	-
	
	
	-
	

	
	5
	53.7
	3.83
3.90
	d, 18.5
dd, 18.5 12.0
	2, 3
2, 3
	2, 3
2, 3
	1, 2
1, 2
	2, 3
2, 3

	
	
	
	
	
	
	
	
	

	Sar
	1
	166.4
	
	
	
	
	
	

	
	2
	51.28

	2a, 4.54
2b, 3.95
	d, 19.5
d, 19.0
	2b
2a
	2b, NMe
2a, NMe
	1, NMe, 1-Pro
1, NMe, 1-Pro
	2b, NMe,          2- oxopro
4-MeVal , 5-MeVal, NMe

	
	N-Me
	34.7
	2.88
	s
	
	2a, 2b
	2, 1-Pro
	2b, 2MeVal

	
	
	
	
	
	
	
	
	

	MeVal
	1
	167.4
	-
	-
	
	
	
	

	
	2
	71.1
	2.67
	d, 8.5
	3, 4, 5
	3, 4, 5
	1, 3, 4, 5, NMe
	4, 5

	
	3
	26.8
	2.60
	d, 8.0
	2, 4, 5
	2, 4, 5
	1, 3, 4, 5, NMe
	4, 5

	
	4
	21.5
	0.93
	d, 6.0
	2, 3
	2, 3, 5
	2, 3, 5
	3

	
	5
	19.1
	0.73
	d, 6.0
	2, 3
	2, 3, 4
	2, 3, 4
	3

	
	N-Me
	39.0
	2.91
	s
	-
	2, 3
	2, 1- Sar
	2, 5, 2a-Sar, 2b-Sar


                                                                                     Chromophore
	Position
	δC
	δH
	J (Hz)
	COSY
	TOCSY
	HMBC
	NOESY

	1
	101.8
	-
	
	
	
	
	

	2
	147.3
	-
	
	
	
	
	

	3
	179.0
	-
	
	
	
	
	

	4
4a
	113.4
144.9
	-
	
	
	
	
	

	5
5a
	-
140.3
	
	
	
	
	
	

	6
	127.6
	-
	
	
	
	
	

	7
	130.2
	7.34
	d, 8.0

	8, 11
	8, 11
	5a, 9, 11-Me
	11

	8
	126.0
	7.56
	d, 7.5
	7, 11
	7, 11
	9a, 5a, 13
	11

	9
9a
	132.1
128.4
	-
-
	
	
	
	
	

	10
	-
	-
	
	
	
	
	

	11
	14.9
	2.52
	s
	7, 8
	7, 8
	5a, 6, 7
	7, 8

	12
	7.6
	2.18
	s
	-
	-
	3, 4, 4a
	-

	13
	166.0
	-
	
	
	
	
	

	14
	165.8
	-
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                                                   Figure S53. 1H-NMR (500 MHz, CDCl3) Spectrum Of Compound R2
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                                              Figure S54. 13 C NMR (125 MHz, CDCl3) Spectrum Of Compound R2
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                   Figure S55. DEPT135&90 (125 MHz, CDCl3) Spectrum of Compound R2
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                        Figure S56. Expansion of  DEPT135 &90 (125 MHz, CDCl3) Spectrum of  Compound R2
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                        Figure S57. Expansion of DEPT135 &90 (125 MHz, CDCl3) Spectrum of Compound R2
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                                  Figure S58. COSY (500 MHz) Spectrum of Compound R2
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                                                    Figure S59. DQF-COSY (500 MHz) Spectrum of Compound R2
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                                                                       Figure S60. HMBC (500 MHz) Spectrum Compound of R2
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                             Figure S61. HSQC (500 MHz) Spectrum of Compound R2
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                                                           Figure S62. TOCSY (500 MHz) Spectrum of Compound R2
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                                         Figure S63. NOESY (500 MHz) Spectrum of Compound R2
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                                                  Figure S64.  1H-NMR (500 MHz, CDCl3) Spectrum of Compound R3	
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                                                         Figure S65. DQF-COSY (500 MHz, CDCl3) Spectrum of Compound R3
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                                                                Figure S66. HMBC (500 MHz) Spectrum of Compound R3
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                            Figure S67. HSQC (500 MHz) Spectrum of Compound R3
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                                                          Figure S68. TOCSY (500 MHz, CDCl3) Spectrum of Compound R3
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                          Figure S69. NOESY (500 MHz) Spectrum of Compound R3
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                         Figure S70. MALDI-TOF MS Spectrum of Transitmycin (R1) (Molecular ion peak) (positive mode)
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         Figure S71. Expansion of MALDI-TOF MS Spectrum of Transitmycin (R1) (Molecular ion peak) (positive mode)
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              Figure S72. Expansion of MALDI-TOF MS Spectrum of Transitmycin (R1) (Molecular ion peak) (Negative mode)
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                             Figure S73. MALDI-TOF MS Spectrum of R2 (Molecular ion peak) (positive mode)
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                              Figure S74.  Expansion of MALDI-TOF MS Spectrum of R2 (Molecular ion peak) (positive mode)
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                                    Figure S75.  Expansion of MALDI-TOF MS Spectrum of R2 (Molecular ion peak) (Negative mode)
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                                     Figure S76. MALDI-TOF MS Spectrum of R3 (Molecular ion peak) (positive mode)
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                                  Figure S77. MALDI-TOF MS Spectrum of  R3 (Molecular ion peak) (Negative  mode)
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                                           Figure S78. MALDI-TOF MS Spectrum of Transitmycin (R1) (Positive mode)
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                                   Figure S79. MALDI-TOF MS Spectrum of Transitmycin (R1) (Negative mode)

       Table S6.  MALDI-TOF MS Spectral Fragmentation of Transitmycin (R1) (Positive mode)
	211- β-Ring-Val-Oxo-Pro
233- α -Ring-Val-Pro
[image: C:\Users\Home laptop\Downloads\Trasitmycin-Masss spectrum\final mass fragementation.tif]294-β-Ring-Oxo-Pro-Sar-NMeVal
295-Chromophore
297- β-Ring-Thr-Val-Oxo-Pro
357-α-Ring-Val-Pro-Sar-MeVal
371-β-Ring-Val-Oxo-Pro-Sar-MeVal 
412-β-Ring-Val-Oxo-Pro-Sar-NMeVal
412-α-Ring-Val-Pro-Sar-NMeVal+859 (Y ion)
495-β-Ring-Thr-Val-Oxo-Pro-Sar-NMeVal
496-α-Ring-Thr-Val-Pro-Sar-NMeVal
464 α - Ring-Thr-Val-Oxo-Pro-Sar-NMeVal
746-Y-113 (MeVal)
747- α-Ring-Val-Pro-Sar-NMeVal+Y-MeVal+545.6
1291-495
1291=746-545
1291=651+621
1291=495+775
1291=859+432
1291=920+371
1291=796+495
495= β-Ring-Thr-Val-Oxo-Pro-Sar-NMeVal
495-371=124-23=101 MeVal (β-Ring-Thr-Val-Oxo-Pro-Sar)
371(β-Ring-Thr-Val-Oxo-Pro-Sar)
294 (β-Ring-Thr-Val-Oxo-Pro)
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                                      Figure S80. MALDI-TOF MS Spectrum of R2 (Positive mode)
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                                            Figure S81. MALDI-TOF MS Spectrum of R2 (Negative mode)
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                                   Figure S82.  MALDI-TOF MS Spectrum of R3 (Positive mode)
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                                   Figure S83.  MALDI-TOF MS Spectrum of R3  (Negative mode)
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                                      Figure S84.  QTRAP MS/MS  Transitmycin (R1) (Molecular ion peak) (Positive mode)
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                                   Figure S85 QTRAP MS/MS Transitmycin (R1) (Molecular ion peak [M+H]2+ (Positive mode)
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                           Figure S86.  QTRAP MS/MS of Transitmycin (R1) (Molecular ion peak ) (Negative mode)
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                                               Figure S87.  QTRAP MS/MS of R2 (Molecular ion peak) ((Positive mode)
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                                                    Figure S88.  QTRAP MS/MS of R2 [M+H]2+ ion peak (Positive mode)
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                                                 Figure S 89. QTRAP MS/MS of R2 (Molecular ion peak (Positive mode)
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                                             Figure S90. QTRAP MS/MS of R3 Molecular ion peak (Positive mode)
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                                Figure S91. QTRAP MS/MS of R3 (Molecular ion peak (Negative mode)
 (
[M + Na]
+
[M + K]
+
[M + 2H]
2+
[M + H]
+
)











                                 Figure S92. HR-ESI-MS Spectrum of Transitmycin (R1) (Positive mode) 
 (
[M + Na]
+
[M + K]
+
)
                
	









                                  Figure S93. HR-ESI-MS Spectrum of Transitmycin (R1) (Molecular ion Peak) (Positive mode)
 (
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]
+
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]
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                                                               Figure S94. HR-ESI-MS Spectrum of R2 (Positive mode)
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                                 Figure S95. HR-ESI-MS Spectrum of R2 (Molecular ion Peak) (Positive mode)
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                                                             Figure S96. HR-ESI-MS Spectrum of R3 (Positive mode)
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                                                     Figure S97. HR-ESI-MS Spectrum of R3 (Molecular ion Peak) (Positive mode)
 (
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+
)                         

LC-ESI-MS Spectrum of CompoundR1(Positive mode)









                  Figure S98. LC-ESI-MS Spectrum of Transitmycin (R1) (Molecular ion peak) (Positive mode)

 (
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                              Figure S99. LC-ESI-MS Spectrum of Transitmycin (R1)  (Positive mode)
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+
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)              











                          Figure S100. LC-ESI-MS Spectrum of Trasitmycin (R1) (Positive mode)
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                                      Figure S101. LC-ESI-MS Spectrum of Trasitmycin (R1) (Positive mode)
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                                                         Figure S102. LC-ESI-MS Spectrum of R2 (Positive mode)

[image: C:\Users\Guest\Desktop\MALDI\LC_ESI_MS\LC-R2.jpg]                   
 (
 [M+Na]+
)[image: C:\Users\Guest\Desktop\desktop\MALDI\Final Actinomycetes\Actionomycin D\actinomycin D2.gif]



[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\formula actinomycin D.GIF]





                                            Figure S103. LC-ESI-MS Spectrum of R2 (Molecular ion) (Positive mode)
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	                                            Figure S104. LC-ESI-MS Spectrum of R3 (Positive mode)
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                                       Figure S105. LC-ESI-MS Spectrum of R3 (Positive mode)












                                      Figure S106.  EI-MS Spectrum of Transitmycin (R1) (Positive mode)
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                                     Figure S107.  EI-MS Spectrum of (R1) (molecular ion peak) (Positive mode)
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                                                      Figure S108.  EI-MS Spectrum of (R2) (Positive mode)
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                                                   Figure S109   EI-MS Spectrum of (R3) (Positive mode)
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                                     Figure S110.  CHN analysis data of Transitmycin (R1), R2, R3
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                        Figure S111. 3200 QTRAP LC/MS/MS Spectrum of Transitmycin (R1) (Negative mode)
[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\R! pos ms2 1269.8.tif]















                              Figure S112. 3200 QTRAP LC/MS/MS Spectrum of Transitmycin (R1) (positive mode)
[image: C:\Users\Guest\AppData\Local\Microsoft\Windows\Temporary Internet Files\Content.Word\R! pos.tif]

 











                              Figure S113. 3200 QTRAP LC/MS/MS Spectrum of Transitmycin (R1) (positive mode mode)
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                                Figure S115. 3200 QTRAP LC/MS/MS Spectrum of Transitmycin (R1) (positive mode)
[image: C:\Users\Admin\Desktop\TR manuscript final Figure\Final Figures\Journal of Antibiotic\Figure 7.tif]
                      








Figure S115 a-b Structural characterisation of Transitmycin (R1) obtained by QTRAP LC-MS/MS. b Product ions [MS2] the [M+Na]+ ions Transitmycin (R1) obtained by QTRAP LCMS/MS [MS2] of 1291.6, 1291.6 [M+H]+, 1178.5 Loss of H-MeVal-OH, 1065.5 Loss of 2XH-MeVal, 994.2 Loss of Sar-2XH-MeVal-OH, 923.4 Loss of 2XSar-2XH-MeVal-OH, 851.3 Loss of 2XSar-2XH-MeVal-OH, 796.4 Loss of H-Thr-Val-Oxo-Pro-Sar-MeVal-OH, 683.2 Loss of H-Thr-Val-Oxo-Pro-Sar-MeVal-OH + Loss of H-MeVal-OH, 657.5 Loss of H-Val-Pro- Sar-MeVal-OH + Loss of H-Pro- Sar-MeVal-OH, 639.4 Loss of H-Val-Pro- Sar-MeVal-OH + Loss of H-Pro- Sar-MeVal-OH (18), 518.3 Loss of H`-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH, 518.3 Loss of H`-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH, 487.0 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH (32), 443.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH (32), 405.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH, 334.4 Loss of H-Th-Val-Oxo-Pro-Sar-MeVal-OH + Loss of H-Th-Val-Pro- Sar-MeVal-OH.
Table S7a. Structural characterisation of Transitmycin (R1) obtained by QTRAP LCMS/MS  
	             Product ions of [MS2] the [M+H]+ ions of Transitmycin  (R1) obtained by QTRAP LCMS/MS 

	[MS2] of 1269.7  
1269.7 = [M+H]+
1269.7-313.2 = 956.5 Loss of H-Oxo-Pro-Sar-MeVal-OH
1269.7-412.5 = 857.2 Loss of H-Val-Oxo-Pro-Sar-MeVal-OH
1269.7-612.3 = 657.4 Loss of H-Val-Oxo-Pro-Sar-MeVal-OH + Loss of Sar-MeVal-OH
1269.7-711.3 = 558.4 Loss of H-Val-Oxo-Pro-Sar-MeVal-OH + Loss of Pro- Sar-MeVal-OH
1269.7-739.3 = 530.3 Loss of H-Val-Oxo-Pro-Sar-MeVal-OH + Loss of Pro- Sar-MeVal-OH (-28)
1269.7-810.4 = 459.3 Loss of H-Val-Oxo-Pro-Sar-MeVal-OH + Loss of Val-Pro- Sar-MeVal-OH
1269.7-870.4 = 399.3 Loss of H-Val-Pro- Sar-MeVal-OH 
1269.7-969.7 = 300.2 Loss of H-Pro- Sar-MeVal-OH 
1269.7-1007.5 = 262.2 Loss of H-Pro- Val-Sar-OH 
1269.7-1066.3 = 203.4 Loss of H-Sar-MeVal-OH 
1269.7-1100.4 = 169.3 Loss of H-Pro-Sar-OH 


 
            
Table S7b. Structural characterisation of Transitmycin (R1) obtained by QTRAP LCMS/MS  
	               Product ions of [MS2] the [M+Na]+ ions of Transitmycin (R1) obtained by QTRAP LCMS/MS   

	 [MS2] of 1291.6]
1291.6 = [M+H]+
1291.6-113.1 = 1178.5 Loss of H-MeVal-OH
1291.6-226.1 = 1065.5 Loss of 2XH-MeVal 
1291.6-297.4 = 994.2 Loss of Sar-2XH-MeVal-OH
1291.6-368.2 = 923.4 Loss of 2XSar-2XH-MeVal-OH
1291.6-440.3 = 851.3 Loss of 2XSar-2XH-MeVal-OH
1291.6-495.2 = 796.4 Loss of H-Thr-Val-Oxo-Pro-Sar-MeVal-OH
1291.6- 608.4 = 683.2 Loss of H-Thr-Val-Oxo-Pro-Sar-MeVal-OH + Loss of H-MeVal-OH
1291.6- 634.1 = 657.5 Loss of H-Val-Pro- Sar-MeVal-OH + Loss of H-Pro- Sar-MeVal-OH
1291.6-652.2 = 639.4 Loss of H-Val-Pro- Sar-MeVal-OH + Loss of H-Pro- Sar-MeVal-OH (18)
1291.6-772.7 = 518.3 Loss of H`-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH
1291.6-772.7 = 518.3 Loss of H`-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH
1291.6-804.0 = 487.0 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH (32)
1291.6-848.3 = 443.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH (32)
1291.6-886.3 = 405.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-Pro- Sar-MeVal-OH 
1291.6-957.2 = 334.4 Loss of H-Th-Val-Oxo-Pro-Sar-MeVal-OH + Loss of H-Th-Val-Pro- Sar-MeVal-OH


 The Transitmycin A (3.0 mg) dissolved in 6N HCl (1 mL) and heated at 110 0C for 24 h. The solvent was removed under reduced pressure, and the resulting material was subjected to further derivatization. The hydrolysate mixture (3.5 mg) or the amino acid standards (0.5 mg) were dissolved in 0.1 mL of water and treated with 0.2 mL of 1% 1-fluoro-2,4-dinitrophenyl-5-Lalaninamide (FDAA) in acetone and 0.04 mL of 1.0 M sodium bicarbonate. The vials were heated at 50 0C for 90 min, and the contents after cooling at room temperature were neutralized with 1 N HCl. After degassing, an aliquot of the FDAA derivative was diluted in MeOH and purified by chromatography using a RP C-18 column (250 X 4.6 mm) and a linear gradient of acetonitrile and water containing 0.05% trifluoroacetic acid from 20:80 to 50:50 in 20 min and then isocratic. The flow rate was 1 mL/min, and the absorbance detection was at 340 nm. The chromatogram was compared with those of amino acid standards treated in the same conditions. The above same procedure for other two compounds B and C were done.	
                                                                                   Transitmycin (R1) (3.0 mg)  	

                                                         6N HCl (1mL)   110 0C  24 h
                                                 Hydrolyzed Residue was dissolved in 0.1 mL of distilled water
                                      0.04 mL of 1.0 M sodium bicarbonate            0.2 mL of 1% 1-fluoro-2,4-dinitrophenyl-5- alaninamide (FDAA)
 (
    
10 mg/mL solution
)                                                                                                                            in              acetone                                                     
                                                                                Residue was neutralized with 1 N HCl

                                                            Residue was analyzed by, HPLC, LCMS, MALDI-TOF, ESI-MS
                               

                       Figure   S116. Hydrolysis of Amino Acid Residue of Transitmycin (R1), R2, R3 
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Figure S117a. 
HPLC analysis of standard L-FDAA-D/L-Valine
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Figure S117 b. 
HPLC analysis of standard L-FDAA-D-Valine
) (
          Figure S117c. 
HPLC analysis of standard L-FDAA-L-Valine
)
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              Figure S118 (a).   
HPLC analysis of standard L-FDAA-D/L-Proline
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 (b)
 
HPLC analysis of standard L-FDAA-D-
Proline
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      Figure S118c. 
HPLC analysis of standard L-FDAA-L-Proline
)
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                  Figure S119a.   
HPLC analysis of standard L-FDAA-D/L-Threonine
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Figure S119b. 
HPLC analysis of standard L-FDAA-D-Threonine
) (
Figure S119c.
HPLC analysis of standard L-FDAA-D-Threonine
)
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Figure S120a.
HPLC analysis of standard L-FDAA-D/L-N-Methyl Valine
) (
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a
)
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Figure S120c.
HPLC analysis of standard L-FDAA-D-N-Methyl Valine
) (
 
Figure S120b. 
HPLC analysis of standard L-FDAA-D-N-Methyl Valine
)
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       Figure S121b.  
HPLC analysis of standard L-FDAA-L-Valine
) (
   Figure S121a.
HPLC analysis of standard L-FDAA-D-Valine
) (
Standard L-FDAA-L-Valine
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Figure 122
a.HPLC analysis of standard L-FDAA-D-Valine
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Figure S122b. 
HPLC analysis of standard L-FDAA-L-Valine
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                                                        Figure S122c. HPLC Analysis of L-FDAA Derivatives of acid hydrolysates of R2
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Figure S123b.
HPLC analysis of standard L-FDAA-L-Valine
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Figure S123a. 
HPLC analysis of standard L-FDAA-D-Valine
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                                                    Figure S123c. HPLC Analysis of L-FDAA Derivatives of acid hydrolysates of R3
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                                             Figure S124. HPLC Analysis of L-FDAA Derivatives of acid hydrolysates of (R2)
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                                                  Figure S125. HPLC Analysis of L-FDAA Derivatives of acid hydrolysates of R3
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                              Table 8a. Analysis of L-FDAA derivates of acid hydrolysate of R2 by HPLC
	
     Amino acids
	HPLC retention times
Marfey’s derivatives of standard amino acids
	HPLC retention time
Marfey derivatives of acid hydrolysate of Transitmycin R2
	  Assignment

	
	D
	L
	
	

	Threonine
	15.682
	13.987
	14.000
	L

	Proline
	17.035
	16.519
	16.529 & 16.960
	D & L

	Valine
	21.244
	19.248
	19.300
	L

	N-methyl valine
	22.089
	20.814
	21.255
	L


                                        Table 8b. Analysis of L-FDAA derivatives of acid hydrolysate of R3 by HPLC
	
     Amino acids
	HPLC retention times
Marfey’s derivatives of standard amino acids
	HPLC retention time
Marfeyderivatives of acid hydrolysate of Transitmycin R3
	  Assignment

	
	D
	L
	
	

	Threonine
	15.682
	13.987
	13.988
	L

	Proline
	17.035
	16.519
	              16.512 & 17.000
	D & L

	Valine
	21.244
	19.248
	19.235
	L

	N-methyl valine
	22.089
	20.814
	21.242
	L
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                                             Figure S126. ESI- MS Spectrum of Marfey’s Derivatives of Transitmycin (R1) (Positive mode) 
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                            Figure S127. ESI- MS Spectrum of Marfey’s Derivatives of Transitmycin (R1) (Positive mode) 
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                              Figure S128. LCMS analysis of Standard L-FDAA-D-Proline (Positive mode)
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                                      Figure S129. LCMS analysis of Standard L-FDAA-D-Proline (Negative mode)
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                      Figure S130  LCMS analysis of Standard L-FDAA-L-Proline (Positive mode)
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                    Figure S131. LCMS analysis of Standard L-FDAA-L-Proline (Negative mode)
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                               Figure S132. LCMS analysis of Standard L-FDAA-D/L-Proline (Positive mode)
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                   Figure S133. LCMS analysis of Standard L-FDAA-D/L-Proline  (Negative mode)
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                                 Figure S134.. LCMS analysis of Standard L-FDAA-D-Valine (Positive mode)
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                        Figure S135. LCMS analysis of Standard L-FDAA-D-Valine (Negative mode)
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                                   Figure S136.  LCMS analysis of Standard L-FDAA-L-Valine (Positive mode)
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                            Figure S137. LCMS analysis of Standard L-FDAA-L-Valine (Negative mode)
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                          Figure S138. LCMS analysis of Standard L-FDAA-D/L-Valine (Positive mode)
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                  Figure S139. LCMS analysis of Standard L-FDAA-D/L-Valine (Negative  mode)
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                                      Figure S140. LCMS analysis of Standard L-FDAA-D/L-Valine (Positive mode)
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                           Figure S141.  LCMS analysis of Standard L-FDAA-D/L-Valine (Negative mode)
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                     Figure 142. LCMS analysis of Standard L-FDAA-D-Threonine (Positive mode)
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                            Figure S143.   LCMS analysis of Standard L-FDAA-D-Threonine (Negative mode)
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                          Figure S144.  LCMS analysis of Standard L-FDAA-D/L Threonine (Positive mode)
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                         Figure 145. LCMS analysis of Standard L-FDAA-D/L Threonine (Negative mode)
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                   Figure S146. LCMS analysis of Standard L-FDAA-D/L N-Methyl valine (Positive mode)
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                                Figure S147. LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Positive mode)
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                    Figure S148. LCMS analysis of Standard L-FDAA-L N-Methyl valine (Positive mode)
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                Figure S149. LCMS analysis of Standard L-FDAA-L- N-Methyl valine (Positive mode)
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                         Figure S150. LCMS analysis of Standard L-FDAA-L N-Methyl Valine (Positive mode)
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                       Figure S151. LCMS analysis of Standard L-FDAA-L N-Methyl Valine (Positive mode)
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                            Figure S152. LCMS analysis of Standard L-FDAA-L N-Methyl Valine (Negative mode)
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                          Figure S153. LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Positive mode)
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                                   Figure S154. LCMS analysis of Standard L-FDAA-L N-Methyl Valine (Positive mode)
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                  Figure S155. LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Positive mode)
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                Figure S156. LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Negative mode)
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                  Figure S157. LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Negative mode)
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           Figure S158.  LCMS analysis of Standard L-FDAA-D/L N-Methyl Valine (Negative mode)
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              Figure S159. LCMS analysis of L-FDAA derivatives of Transitmycin (R1) ( Positive mode)
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                                    Figure S160. LCMS analysis of L-FDAA derivatives of R1 (Negative mode)
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                       Figure S161. LCMS analysis of L-FDAA derivatives of R3 (Positive mode)
         Table S9a. Analysis of L-FDAA derivates of acid hydrolysate of Transitmycin R2 by HPLCMS
	
     Amino acids
	LCMS retention times
Marfey’s derivatives of standard amino acids
	HPLC retention time
Marfey derivatives of acid hydrolysate of Transitmycin R1
	      M+H]+
          m/z
	      [M-H]-
        m/z
	  Assignment

	
	D
	L
	
	Positive mode
	Negative mode
	

	Threonine
	9.90
	13.50
	13.73
	372.13
	370.13
	L

	Proline
	15.16
	14.31
	14.23 &15.36
	366.13
	363.07
	D&L

	Valine
	19.65
	17.65
	18.02
	370.13
	368.07
	L

	N-methyl valine
	20.33
	19.25
	19.96
	384.20
	382.20
	L


                        Table S9b. Analysis of L-FDAA derivates of acid hydrolysate of R3 by HPLCMS
	
     Amino acids
	LCMS  retention times
Marfey’s derivatives of standard amino acids
	HPLC retention time
Marfey derivatives of acid hydrolysate of R3
                   minutes
	         [M+H]+
            m/z
	         [M-H]-
            m/z
	  Assignment

	
	D  minutes
	L minutes
	
	Positive mode
	Negative mode
	

	Threonine
	9.90
	13.50
	12.45
	372.13
	370.13
	L

	Proline
	15.16
	14.31
	14.25
	366.13
	363.07
	D & L

	Valine
	19.65
	17.65
	17.49
	370.13
	368.07
	L

	N-methyl valine
	20.33
	19.25
	19.93
	384.20
	382.20
	L
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Colour:             Red colour amorphous powder 

Yield:               100 mg, 10%

m.p:                  250-252oC


TLC:                  Rf = 0.6 (Ethyl acetate/Methanol, 95:5)     

[α]D25:                -24o (c = 0.2, MeOH)

 Solubility:        Soluble in Chloroform, Dichloromethane, Ethyl acetate, Methanol,Ethanol, Acetonitrile,   
DMSO, water.Insoluble in Hexane.


UV:                 (MeOH) λ max, (log ε) 205, (1.25), 240 (0.63), 425 (0.39), 442 (0.42) nm
 
 CD:                   [MeOH, [nm], (mdeg)]: λmax, (ε) 195 (+8.8), 210 (-22.0), 240 (+4.3) nm 
 
IR:                    (KBr), νmax= 3436, 2961, 2924, 2853, 1744, 1650, 1565, 1415, 1204, 1140, 1045, 1019 cm-1


HRESI-MS:       m/z(pos.ions)    650.3413 [M+2H]+2,  1277.8245 [M + Na]+   1293.8735 [M + K]+

                           C62H86N12O16Na [M + Na]+ calc. 1277.61824,   found. 1277.8245 



MALDI-TOF-MS:   m/z (pos.ions)   1279.94914 [M + Na+2H]+ m/z (neg.ions)   1255.38052[M-H]-   [M + Na+2H]+ calc. 1279.63424,   found. 1279.94914

LCESI-MS:              m/z (pos.ions) 1277.8245 [M + Na]+  C62H86N12O16Na [M + Na] + calc. 1277.61824,   found. 1277.8245 


EI-MS:  (70 ev)        m/z (pos.ions: 739.9827, 616.9573, 547.2778, 434.2708, 391.5160, 200.1560, 146.7755, 
11.2256

CHN:                                       Anal. calcd for C62H86N12O16:C, 59.32; H, 6.90; N, 13.39.
                                                 Found:        C, 61.05; H, 7.25; N, 11.32.
 








[image: ]Table S11. Physico-chemical properties of R3

Colour:              Orange colour amorphous powder (50 mg)

Yield:                50 mg, 5%

m.p:                   220-222oC

Rf:                                 0.3        (Ethyl acetate-Methanol 95:5)     

 Solubility:         Soluble in Chloroform, Dichloromethane, Ethyl   acetateMethanol, Ethanol, Acetonitrile,       
DMSO, water.  Insoluble in Hexane 

[α]D25:                      -27 o (c = 0.2, MeOH)

UV (MeOH)           λ ma  x(log ε) 206 (1.90), 240 (0.69) 424 (0.191), 442.2 (0.19) nm

 CD:                       [MeOH,[nm], (mdeg) ]λmax(ε) 195 (+24.0), 210 (-21.5), 241 (+1.7) 

 IR:(KBr),νmax         3415, 2957, 2924, 2853, 1745, 1642, 1583, 1464, 1384, 1193, 1093, 1078 cm-1.


HRESI-MS:              m/ z (pos.ions)    663.4698 [M+2H]+2,  1271.7159 [M + H]+

                                 C62H86N12O17 [M + H]+ calc. 1277.6312,   found. 1271.7159 



MALDI-TOF-MS:   m/z (pos.ions)   1292.24097 [M + Na]+  m/z(neg.ions)   1268.48582[M-H]-

                                 C62H86N12O17Na [M + Na]+ calc. 1293.61316   found. 1292.24097

LCESI-MS:              m/z (pos.ions) 1277.6149 [M-OH+Na+H]+ C62H85N12O16 [M – OH+Na+H] + calc. 1277.61416,   found. 1277.6149 


EI-MS: (70 ev)       m/z (pos.ions): 98, 956.7713, 900, 9470, 859.8045, 771.227, 708.0386, 562.4686, 
                                                          515.1946, 446.3967, 351.8868, 1\230.2476, 94.2476 

CHN:                      Anal. calcd for C62H86N12O17:C, 58.57; H, 6.82; N, 13.22.
Found:                     C, 58.75; H, 7.13; N, 11.59.










Supplementary Table 12: Drug resistant profile of the clinical isolates of Mycobacterium tuberculosis used to determine the anti TB activity of Transitmycin. R: Resistant; S: Susceptible. The drug resistant profile was determined by LJ based Proportion sensitivity method. 
	Culture No.
	Isoniazid
	Rifampicin
	Kanamycin
	Ofloxacin

	1-49
	S
	S
	S
	S

	50
	R
	S
	S
	S

	51
	R
	S
	S
	S

	52
	S
	R
	S
	S

	53
	R
	S
	S
	S

	54
	S
	S
	S
	R

	55
	R
	S
	S
	S

	56
	R
	S
	S
	R

	57
	R
	S
	S
	S

	58
	R
	S
	S
	S

	59
	R
	S
	R
	R

	60
	R
	R
	R
	S

	61
	S
	S
	R
	S

	62
	R
	S
	S
	R

	63
	R
	S
	S
	R

	64
	R
	S
	R
	R

	65
	R
	S
	S
	S

	66
	R
	S
	S
	R

	67
	R
	S
	S
	R

	68
	R
	S
	R
	R

	69
	S
	S
	S
	R

	70
	S
	S
	S
	R

	71
	R
	S
	S
	S

	72
	R
	S
	S
	R

	73
	R
	R
	S
	S

	74
	R
	S
	S
	S

	75
	R
	R
	S
	S

	76
	R
	R
	R
	S

	77
	R
	R
	S
	R

	78
	R
	R
	S
	R

	79
	R
	S
	S
	S

	80
	R
	S
	S
	R

	81
	R
	S
	S
	S

	82
	R
	R
	S
	S

	83
	R
	R
	S
	S

	84
	R
	R
	S
	R

	85
	R
	R
	S
	S

	86
	R
	R
	S
	R

	87
	S
	R
	S
	R

	88
	R
	R
	S
	S

	89
	R
	R
	S
	S

	90
	S
	R
	S
	R

	91
	S
	S
	S
	R

	92
	R
	R
	S
	S

	93
	R
	R
	S
	R

	94
	S
	R
	S
	R

	95
	R
	S
	S
	R

	96
	R
	R
	S
	S

	97
	R
	S
	S
	R












S - Table 13. Anti-HIV activity of Transitmycin on various HIV-1 subtypes

	HIV-1 subtype
	IC50 values at various concentration of Transitmycin
(in µg/mL)
	EC50 Value (µM)


	
	0
	0.01
	0.1
	1
	10
	

	SUB A
	4624.7 ± 348.34
	2600.31 ± 212.27
	1413±84.36
	116.00 ± 13.61
	133.32 ± 13.33
	0.263

	SUB B
	9123.78 ± 495.29
	8419.48 ± 549.73
	7470.78 ± 3208.54
	4222.52 ± 138.79
	1693.95±35.38
	2.347

	SUB C
	11652.5 ± 1339.97
	10962.821± 729.96
	11005.35±144.9
	3435.69 ± 75.80
	578.46 ± 65.77
	2.167

	SUB D
	10170.22 ± 1572
	10761.7 ± 576.85
	7405.783±303.46
	1339.49±287.06
	306.53± 27.43
	0.447

	SUB E
	3976.34 ± 68.35
	3726.96±590.53
	2120.49±155.83
	970.25 ±38.08
	258.84 ± 3.87
	0.78

	SUB A/C
	5871.52 ± 51.10
	5562.45±396.06
	4654.15 ±262.26
	589.52 ± 133.80
	154.45 ±30.20
	0.685

	NEV RES
	3325.76 ± 259.01
	3636.10 ±743.95
	3278.46 ±329.16
	627.37 ±69.58
	341.00 ±7.88
	0.771

	AZT RES
	3031.83 ± 821.87
	3040.03±703.81
	2213.102± 48.17
	1066.38 ± 17.34
	786.32 ±37.46
	0.388
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Chemical Formula: CgzHgeN1zNaO47
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Molecular Weight: 1294.40621
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Chemical Formula: CgpHgsN1;017
Exact Mass: 1268.60774
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Chemical Formula: CozHgeN1zNaO17
Exact Mass: 1291.59751
Molecular Weight: 1292.39033




image144.jpeg
[@QTOF MICRO o
‘EXT—RZ 5 (0.093) Sb (3,40.00 ); Sm (Mn, 2x4.00); Cm (1:7)

DEPARTMENT OF CHEMISTRY IITM

15-Sep-201216:26:05|
TOF MS ES+

| 100+ 1277.8245 227
|
Y%
1278.8401
301.1876
‘ 650.3413
‘ 50.8604 11279.8562
217.1399 | 3152115 1,3 3504 658.3559 | 1293.8735
: | [ ( | L
Ot bt \LUL_ il ‘J‘A‘ e : ; : : L, : y . ‘ miz
200 600 800 Lo 3008 41500 . TEee - S800 - 1800 2000





image145.jpeg
‘QTOF MICRO DEPARTMENT OF CHEMISTRY IITM

1 5-80p-201216:26:0q

EXT-R2 5 (0.093) Sb (3,40.00 ); Sm (Mn, 2x4.00); Cm (1:41) TOF MS ES+ |
1277.8245 668
100
! [
|
|
|
|
| |
; ‘l
| 1
% ?‘
1278.8594
[
|
‘\‘\
\f‘
I
uf\
|
[ 11
N
| | | 1279.8562
|}
| 1293.8929
| ’ V \\
| \ J\\
[o} N - - it - 7 v - — r - - r m/z
1255 1260 1265 1270 1275 1280 1285 1290 1295 1300 1305 1310 1315 1320 1325 1330 1335





image146.jpeg
QTOF MICRO ' " Dept of chemistry - ITM - Chennai 13-Feb-201210:58:07

EXT-BIO-R2-3 47 (0.408) Sm (Mn, 2x4.00); Cm (44:163) TOF MS ES+ |
100 199.1247 363.1749 Mx4 969
301.1812
389.2369
1271.7159
| % |
|
773.6221
1272.7472
685.5283
413.3323
507.3485
‘ ‘ ‘ 774.6211
‘ 663.4698
| 786.6133 1348.9270
l 956.7258 |
[
bbbl L h e \

sndlad i

100 200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900





image147.jpeg
'QTOF MICRO

Dept of chemistry - ITM - Chennai

EXT-BIO-R2-3 47 (0.408) Sm (Mn, 2x4.00); Cm (44:163)

100‘

%

1269.7117

1270

1271.7159

13-Feb-201210:58:07

TOF MS ES+
125
1272.7472
1273.7217
1274.6968
— = s T - = — m/z
1272 1273 1274 1275 1276 1277 1278




image148.png
Sample Name  PROF M DOBLE Position Vial 19 Instrument Name  Instrument 1

User Name

IRM Calibration Status

Acquired Time

1Inj Vol 1 InjPosition SampleType Sample
Data Filename INTERNAL_R-1-6988-04 ACQ Method 100-1700 ISOCRATIC_J Comment
10 5 | *ESI Scan (0.120 min) Frag=125.0V INTERNAL_R-1-6988-043A.d
a4 1291.5995
4.2
a
3.8
3.6
S 1292.6009
a:2
3
2.8
2.6
2.4 i
2.2
2
1.8
1.5
14 1293.6042
1.2-
i
o.s
o6
% 1204.6058
0.2
o L LU L

Success
6/15/2012 8:27:08 PM

Counts vs."Mass-to-Charge (m/z)

1289 1290 1291 1292 1293 1294 129!

5

1296

1297

1298





image149.png
Sample Name  PROF M DOBLE Position Vial 19 Instrument Name Instrument 1 User Name
Inj Vol 1 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename  INTERNAL_R-1-6988-04 ACQ Method ~  100-1700 ISOCRATIC_) Comment Acquired Time 6/15/2012 8:27:08 pM{
x10 5 [+ESI Scan (0.120 min) Frag=125.0V INTERNAL_R-1-6988-043A.d o = )
Ak 1291.5995
4.2
o
3.8
3.6
3.4
3.2 |
3 |
|
2.8 1
2.6 |
2.4
2.2
2
1.8
1.6
1.4 1
1.2
1 i
0.8 [
0.6
0.4 288.2895 835,‘3123
0.2 | | ! “1
o Mlushul] i FYIORTT 101 SRR P M
300 400 500 600 700 800 S60 1000 _ 1100 1200 1300 1400 1500 1600
Counts vs. Mass-to-Charge (m/z)





image150.png
DNBOT B\EXtorNARARTNSG AT R amant 1

AT 6.00 - 66.00

S1S/2012 22 17 PN

5

/=

1408
2200000
2000000
1800000
1800000
1400000
= 1200000
1000000
sc0000
so0000
400000
2080
200000
. 2e2e 2ooe az.as as.se asos 40.5a  44.05 45.6a 4m.s7 Szi0 ss.2z
° - —— e e e R e A O T A e —
o s Jo Js o ds do & &o
Time cmin)
AT wesEEeE AT
TR
100
oo
s0
g 7° 70334
g eo
2 so
£ a0
& Lo ses.00
20
sat.as
10 N e R
° N (FesaT pee 214 127707 1a7z.07 198007
=b0 prs ebo ado 100 1950 100 2000
e
AT #G24-555 AT 18981604 AVI 56 NLI 17567
B RS R E (58:88 2855 08
S o700
s
s0
70
= 12es.63
£ eo
2 so
£
F *°
a0
20 om0 sos.7a
asa.ss ssz.et as7 40
1957410 21019 50024 i £ { 7as.s0 |7 | esc.as 1201.62
NER 1 oo = 7 ) 1241.64, 0|, 18341.55 147120 1839.60 1959.31
=50 prs b =5 Tdo0 1300 1400 2000





image151.jpeg
D:\2012\ExternalApril\Sentil Kumar\R1 4/19/2012 2:24:17 PM R1

RT: 0.00 - 60.00
14.95 NL:
2.30E6

] Spectrum

2200000 Maximum

_ nm=200.0-

2000000 %?0'0 ROA
1800000
1600000
1400000
< 1200000
< ]
1000000
800000
600000
400000

] 20.80
200000
] 1256
1078 663 8.11 26.97 30.87 34.75 37.43 4053 4405 46.01 49.82 53.75
L0 e e e e e e e e e e e e e e
0 5 10 15 20 25 30 35 40 45 50 55 60
Time (min)

R1#471-495 RT: 20.21-21.22 AV: 13 NL: 2.88E7
F: + ¢ ESI Full ms [50.00-2000.00]

100 733.83

@0 © ©
a O O

D =N N @
g o o O
1

(20N e>]
o O

@

o

=

[+

©

=

3

< 50
2 455
©

@
o

1044.15

1030.12

1269.50

279.02 343.35

| | Soods TIRIR[74071  a7300 || 1071 04 l | 137046 1762.61

ottt gl sido oo, TEPRINETIO | | 137046 166020 ; 1989.0
200 400 600 800

A laldidbd
0 L—— L IS R S B Iy S By B |
1600 1800 2000

f L T L AL T
1000 1200 1400

m/z




image8.jpeg




image152.jpeg
Sample Name PROF M DOBLE Position Vial 20 Instrument Name Instrument 1 User Name
Inj Vol 1 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename  INTERNAL_R-2-6988-04 ACQ Method 100-1700 ISOCRATIC_] Comment Acquired Time 6/15/2012 8:33:12 PM

x10 5 | *ESI Scan (0.132 min) Frag=125.0V INTERNAL_R-2-6988-044A.d

& ] 1277.6193

4.2

4
3.8
3.6
3.4 1
3.2+

3
2.8
2.6
2.4
2.2

2
1.8+
1.6
1.4+
1.2

1 4

0.8+ ¢ b s e M S

0.6
0.4
0.2 ; |
o -t ol o ol i "1

200 300 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600
Counts vs. Mass-to-Charge (m/z)

504.2807 639.3099





image153.jpeg
Sample Name

* Inj Vol

Data Filename

1

PROF M DOBLE

Position
InjPosition
INTERNAL_R-2-6988-04 ACQ Method

Vial 20

Instrument Name Instrument 1
SampleType Sample

100-1700 ISOCRATIC_J Comment

User Name
IRM Calibration Status
Acquired Time

Success
6/15/2012 8:33:12 PM

x10 5

4.4
4.2

4 |
3.8
3.6
3.4
A1

3
2.8
2.6
2.4
2.2

2-
1.8-
1.6-
1.4
1.2

1.
0.8
0.6
0.4
0.2

o

+ESI Scan (0.132 min) Frag=125.0V INTERNAL_R-2-6988-044A.d

1277.6193

1278.6230

1279.6249

!HHH "IHH 1|lllll4J L 111 P b o

1280.6277

1275

1276

1277

1278 1279 1280
Counts vs. Mass-to-Charge (m/z)

1281 1282

1283




image154.jpeg
Sample Name PROF M DOBLE Position Vial 41 Instrument Name Instrument 1 User Name
Inj Vol 1 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename  INTERNAL_R-3-6998-04 ACQ Method 100-1700 ISOCRATIC_J Comment Acquired Time 6/15/2012 8:39:14 PM

x10 5 | +*ESI Scan (0.111 min) Frag=125.0V INTERNAL_R-3-6998-045A..d

6 356.3522

G (R Y™ Y SRPNT QL. (S R
9]
|

0.5 . 468.4776

1277.6149

ki
N
1

Ll T I ‘ ; ! . . ) ; , "
3(50 400 500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600
Counts vs. Mass-to-Charge (m/z)





image155.jpeg
Sample Name PROF M DOBLE Position Vial 41 Instrument Name Instrument 1 User Name

~ InjVol 1 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename  INTERNAL_R-3-6998-04 ACQ Method 100-1700 ISOCRATIC_] Comment Acquired Time 6/15/2012 8:39:14 PM

x10 4 |+ESI Scan (0.111 min) Frag=125.0V INTERNAL_R-3-6998-045A.d
2.5

1277.6149

7. 1278.6214

S . GRS (R R VI
4]
|

1276.6 1276.8 1277 1277.2 1277.4 1277.6 1277.8 1278 12782 1278.4 1278.6 1278.8 1279 12795
Counts vs. Mass-to-Charge (m/z)





image156.png
RAMAL BISWA FT

can: 55 TIC-3659632 Base=1.1%FS Hions=1745 RT=28

108

80

60

a0

6697

1385079

2025464

2476111

4239243

483,507

6148185

6631462

743.2058

886.0243

1023.6241

1224.7363

11918994

13481437

1342

41

1393 4690





image157.png
1291 a17=
11325320

1=32=2.5137

T T
1100 12200 1 =200





image158.png
RAMAL BISWA A2
can: 264 TIC=3458208 Base=.7%FS Hions=1671 RT=1.35

100 1487785

68493

o

60

1112256

2881580

391 5160

4342708

547.2778

189573

7389827

700





image159.png
RAMAL BISWA A3
can 67 TIC-7103904 Base=37FS Hions=1508 RT=34

1007

o

60

947018

2302476

]

1249543 154 6368

351.906682.1391
132166

2812118

5624683

4463967480 2760515.1346

500

00

6622168 708036

700

M
RIS o

792.4509

800 900

907728

w73





image160.jpeg
Eio bl

R





image161.tiff
Wax

T

s0e <

a0e -

206

Intensity, cps

206

108+

oo

el T (TameSamaTalD) T

T

ST i (Tt Wax 5545 cps [T W 20 MCA seans from

oss

i e

2882

sae7

s0e7

a0er

2067

2007

Intensity, cps

1087

00

[

[ [

[
Time, min

T Tz e 200

3mple 1 (TumaSamplall] of MT201207 0152685

7l 5304

=

sos

05,

7308

agpts

o fuh B st07

i

12679

12488

Pt

TS yagay

T

E

B 1000 1200

miz, amu

100

1600

sae7

s8er

s0e7

aser

a0er

a8e7

2067

Thtenaty, cis

2807

2007

1897

1087

50

e94

2882

1993

248

2012

[ B G720 MCA scans fram Sample 1 (TunaSampIeiD) of MTZ01207 10154436 wiff (T urbo Spray)

a1z

L 08 91375277 a730 tos181eSs 11020

12679

1038

12579

reg1glisgien, | 191901as20 18141

e 587 ope

1894 41008.1

i e 1000
miz, amu

100

1200

200

T2

=

1600

00|





image9.jpeg




image162.tiff
B TIC of +hS2 (1268.80) from Sample 1 (TuneSampleiD) of MT20.

ase
a0
a8
206

286

Intensity, cps

206

1808

108

50

Max. 5525 cps.

o /\/\/\/vm\/\/\r
soe

00
o2 o o o i

Time, min

T2

Ta

Intensity, cps

+MS2 (1258 20): 20 MCA scans from Sample 1 (TuneSamplelD)

a8

206

286

206

1808

108

s0es

200

a3

002

ssaa

503 5874 g5 5
el | W e

12087

Max. 3828 cps.

oo o tooo
miz, amu

1200

1400

1200





image163.tiff
B 71C o1 +ai: fiom Sample 1 (TuneSamplelD) of MT20120710153. Max 5,325 ops

0 e

a0

206

Intensity, cps

00
[ [ [ [ T Tz Ta

Time, min

B 1021:20 MCA s0ans from Sample 1 (TuneSamplelD) of MT2012 Max 4527 ops

aser
a0er

2067

2007

Intensity, cps

1087

a

12019

133 732

97 s35s

95911800 18381

P T R R )
miz, amu

[ O 27 20 WA soans from Sample 1 (TuneSamplaiD) of MT201207 10153828 wiff (Turba Spray)

aser
aaer

azer
a0er
a6e7
2667
2ae7
a2e7
2067
2607
2607
2407] %3

2247

Thtenaty, cis

2007

1207

1807

133 1732
1007

1207
1087
0
0
a0

206

100 200 E 00 B et 700 a0

e 45T opa

12019

1200,

dore

=5

12803y
10750 2102 19140 18381 _1s7sa

JEE=T)

Moo iz0 a0 tao mo | deo | 47io





image164.tiff
B 71C o1 +ai: fiom Sample 1 (TuneSamplelD) of MT20120710153. Max 5,325 ops

Intensity, cps

0 e

a0

206

00
[ [ [ [ T Tz Ta

Time, min

B 1021:20 MCA s0ans from Sample 1 (TuneSamplelD) of MT2012 Max 4527 ops

aser
a0er

2067

2007

Intensity, cps

1087

a

133 732

2.

w0 oo

12019

7 aws

95911800 18381
S0 oo 1z id0 10

miz, amu

Thtenaty, cis

e

TG 20 MCA scans flam Sample 1 (TunesamplalD) o MT201207 10153025 wi (Turbo Spray),

aser
aaer

azer
a0er
a6e7
2667
2ae7
a2e7
2067
2607
2607
2407
2247
2007

1207

1807
133 1732

1007

1207

1087

0

0

a0

206

100 200 E 00 B et 700 a0

12

1200,

12803y

10750 2102

e 45T opa

ata

dore

=5

JEE=T)

19140 18381 _1s7sa

oo 1200

o a0 10 o 7o





image165.tiff
B Tic o152 (1291 505 fom Sample 1 (ToneSampleio) o MTZ5 War 11508 aps]| | I +M2 (128150 60 MCA sars fam Sample 1 Tanesamplely Mo 4758 s
oo n91s
ases
ra b
120 a8
£ 1o 2 3o
. 2 2ae
5 2 z0s
£ oo H
= S s
a0
10e8
2088 5004
0o
D R P e S S e B R T =
Tine. min iz am
TV 1257507 50 MEA sars T Sampte T (FameSamptely o MY 207207 186730 W T 510 P
w918
ases
a0
a8
g 3o
2 wres
2 z0s
H o 1005
1505 R
105 3344 Ale3eama, 2942
3083, 7304753
500 a1
w0 wpazas 1] el | e o e
R R . . R . R R R R

0

200

iz, amu





image166.tiff
STRUCTURAL CHARACTERISATION OF PRODUCT IONS OF [MS2] THE [M+NA]+ IONS OF TRANSITMYCIN

a) TRANSITMYCIN (R1) OBTAINED BY
QTRAP LCMS/MS

Intensity, cps

+MS2 (1291.80): 60 MCA scans from Sample 1 (TuneSamplelD) ...

4.5e5 4
4.0e5 4
3.5e54
3.0e54
25e5

2.0e54
1.5e5 4
1.0e5 4
5.0e44

600

12816

i
1400

b) (R1) OBTAINED BY QTRAP LCMS/MS [MS2] OF 1291.6]
1291.6 = [M+H]|+

1291.6-113.1 = 1178.5 Loss of H-MeVal-OH

1291.6-226.1 = 1065.5 Loss of 2XH-MeVal—

1291.6-297.4 = 994.2 Loss of Sar-2XH-MeVal-OH

1291.6-368.2 = 923.4 Loss of 2XSar-2XH-MeVal-OH

1291.6-440.3 = 851.3 Loss of 2XSar-2XH-MeVal-OH

1291.6-495.2 = 796.4 Loss of H-Thr-Val-Oxo-Pro-Sar-MeceVal-OH

1291.6- 608.4 = 683.2 Loss of H-Thr-Val-Oxo-Pro-Sar-McVal-OH + Loss of H-
MeVval-OH

1291.6- 634.1 = 657.5 Loss of H-Val-Pro- Sar-McVal-OH + Loss of H-Pro- Sar-
MeVal-OH

1291.6-652.2 = 639.4 Loss of H-Val-Pro- Sar-MeVal-OH + Loss of H-Pro- Sar-
MeVal-OH (18)

1291.6-772.7 = 518.3 Loss of H -Val-OXO-Pro-Sar-MeVal-OH + Loss of H-
Val-Pro- Sar-MeVal-OH

1291.6-772.7 = 518.3 Loss of H -Val-OXO-Pro-Sar-MeVal-OH + Loss of H-
Val-Pro- Sar-MeVal-OH

1291.6-804.0 = 487.0 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-
Pro- Sar-MeVal-OH (32)

1291.6-848.3 = 443.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-
Pro- Sar-MeVal-OH (32)

1291.6-886.3 = 405.3 Loss of H-Val-OXO-Pro-Sar-MeVal-OH + Loss of H-Val-
Pro- Sar-MeVal-OH

1291.6-957.2 = 334.4 Loss of H-Th-Val-Oxo-Pro-Sar-MeVal-OH + Loss of H-
Th-Val-Pro- Sar-MeVal-OH




image167.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\DL-Valine.lcd
mAU

25
g PDA Multi
3 2
204 -
15
104
5]
A i Ly L LN
T T T T T T T
18 19 20 21 22 23 24
min

1 PDA Multi 1/340nm 4nm




image168.jpeg
<Chromatogram>

mAU

D:\Users\senthil\04.11.12\D-Valine lcd

20 FOA MUt 1
3
5
104
4
o T T T T T T
195 200 205 210 215 220 2
min

1 PDA Multi 1/340nm 4nm




image169.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\L-Valine lcd
mAU 200-

PDA Multi 1]

19.248

1504

1004

0 T T T —
175 18.0 1

=
o
@
b=
3
o
n
S
°
»
=8|
o

min
1 PDA Multi 1/340nm 4nm




image170.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\D-L Proline.lcd

mAU
% N PDA MUl
3 =
104
=
.
T ’ T ;
14 15 16 17 18
min

1 PDA Multi 1/340nm 4nm




image171.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\L-Proline.lcd

mAU e

8 PDA Multi

204

15

104

¢ T T T
16.00 16.25 16.50 16.75

min
1 PDA Multi 1/340nm 4nm




image10.jpeg




image172.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\D-Proline.lcd
mAU

PDA Multi

17.035

10.04
7.5
5.0
2.5

0.0 -
T
15.0 165 16.0 165 17.0 175 18.0 185

min
1 PDA Multi 1/340nm 4nm




image173.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\D-L Threonine.lcd

mAU g
DA Multi
A% g 8
15
10] 8
z
5] =
8
4 ¢ Ao N
s T T T T T
12 13 14 15 16 17
min

1 PDA Multi 1/340nm 4nm




image174.jpeg
<Chromatogram>

mAU

D:\Users\senthil\04.11.12\L-Threonine.lcd

10.04

7.5

5.0+

2.5

987

PDA Multi

0.0

i

T
13.00 13.26

1 PDA Multi 1/340nm 4nm

T
13.50

T
13.76

T
14.00

T
14.25

T
14.50

T
14.76
min




image175.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\D-Threonine.lcd

mAU
DA Multi
50- H
251
4
5 T T T T T T T
15.00 15.25 15.50 16.75 16.00 16.25 16.50 16.75
min

1 PDA Multi 1/340nm 4nm




image176.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\N-Methyl DL-Valine.lcd
mAU

20 § - PDA Multi
g g

1.5
1.0+
0.5+
00 : . . \ .

19 20 21 22 23 24

min

1 PDA Multi 1/340nm 4nm




image177.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\N-Methyl-L-Valine1.lcd

mAU
PDA Multi

5.04 =

2.5

0.0 §

T T T T
19.6 200 205 21.0 215
min

1 PDA Multi 1/340nm 4nm




image178.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\R1HM-1.lcd
mAU

PDA Multi

14.866
16.520

21.263

T

125 16.0 17.6 20.0 225
min

1 PDA Multi 1/340nm 4nm




image179.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\R2HM.Icd
mAU.

b PDA Mult
2
1.25] g @
s
1.00
0.78]
0.50
0.28]
T T , T T
125 15.0 175 20.0 25
min

1 PDA Multi 1/340nm 4nm




image180.jpeg
<Chromatogram>

D:\Users\senthil\04.11.12\R3HM.Icd
mAU

5.0

PDA Multi

17.009

min
1 PDA Multi 1/340nm 4nm

PeakTahle




image181.jpeg
'QTOF MICRO DEPARTMENT OF CHEMISTRY IITM 02-Nov-201213:43:36

EXT-BT-R1MF 150 (2.804) Sm (Mn, 2x4.00); Sb (3,40.00 ); Cm (96:174) TOF MS ES+
100 301 x4 413 » 1.35e3
315
%
| 329
380 |
1
‘ |
\ [ |
| N
343 E414
|
| 149 | 493
[, i 281 422,44 |
| TZ o 5o 248252 | ‘ | | 8 1‘494 s ol ¥ 2 6s0
| i 1 i1 e | i W I |
0 L M M» st bbbl L\JL\.L‘ bl o bl i b kil “m Mﬂ‘l L " | i I S -

150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 900





image11.jpeg




image182.emf
 

Sarco s ine


image183.jpeg
QTOF MICRO DEPARTMENT OF CHEMISTRY IITM 19-Dec-201213:23:40
EXT-R3HMF 94 (1.769) Sb (3,40.00 ); Sm (Mn, 2x4.00); Cm (5:113)

TOF MS ES+

100 132.1236 3.74e3

301.2036
%
295.1092
390.1824
116.0900
233.1867
306.1877
178.1445 ST 364.1614 4121720
166.1154 279.2009 ' ‘ ] 1
‘ | 205.1246 | i | [349_2520‘\ i 440.2202
OE“ “\I“M,.hu Ll “l‘“ il ettt ol lillon, Lo uas s ‘m‘. “"MMMW&“‘M inculld Ll 0 ST | O O o | Al |

m/;
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 ‘





image184.gif
oy

Ny B

Chemical Formula: CysHygNsOg
Exact Mass: 385.13353
Molecular Weight: 365.24126
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Chemical Formula: CysHigNsOg

Exact Mass: 385.13353
Molecular Weight: 265.34126
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Chemical Formula: CysHygNsO7
Exact Mass: 369.12845
Molecular Weight: 360.22996
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Chemical Formula: CysHygNsO7
Exact Mass: 369.12845
Molecular Weight: 360.22996
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Exact Mass: 371.10771
Molecular Weight: 371.20278
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Molecular Weight: 283.: 35654
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