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2.	Characterization	of	peptides	1	‐	5		

	
Table	S1.	Summary	of	analytical	data	for	peptides	1	–	5	
	

Peptide	 Mol.	Weight	[g/mol] Mass	found	[g/mol] retention	time	tR*

Peptide‐1‐MPAA	 1020.11	 1020.25	(M+H)+,	510.95	(M+2H)2+	 16.01	min

Peptide‐1‐CoA	 1619.43	 1618.60 (M‐H)‐,	808.50 (M‐2H)2‐ 13.37	min

Peptide‐2‐MPAA	 993.04	 993.35	(M+H)+ 15.67	min

Peptide‐2‐CoA	 1592.37	 1591.50	(M‐H)‐ 12.74	min

Peptide‐3‐MPAA	 1089.17	 1089.65	(M+H)+ 17.42	min

Peptide‐3‐CoA	 1688.49	 1687.70	(M‐H)‐,	842.60	(M‐2H)2‐ 16.06	min

Peptide‐4‐MPAA	 1091.15	 1091.50	(M+H)+ 16.53	min

Peptide‐4‐CoA	 1690.47	 1689.25	(M‐H)‐,	844.00	(M‐2H)2‐ 13.98	min

Peptide‐5‐MPAA	 1128.21	 1128.70	(M+H)+ 17.39	min

Peptide‐5‐CoA	 1727.53	 1726.60	(M‐H)‐,	862.50	(M‐2H)2‐ 15.37	min

*	Analytical	reversed‐phase	HPLC;	Gradient:	0	–	2	min	95	%	solvent	A,	2	–	25	min	up	to	25	%	

solvent	B,	flow	rate	1	mL/min.	
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Peptide‐5‐CoA	

1H‐NMR	(400	MHz,	1H‐1H‐COSY,	DMSO‐d6):	δ	=	10.82	(s,	1H,	Trp2IndolNH),	8.86	(d,	1H,	3J	=	8.0	Hz,	

Tyr6NH),	8.76	(d,	1H,	3J	=	8.2	Hz,	HpgNH),	8.66	(d,	1H,	3J	=	7.5	Hz,	Trp2NH),	8.60	(d,	1H,	3J	=	8.0	Hz,	

HpgNH),	8.56	(d,	1H,	3J	=	7.7	Hz,	HpgNH),	8.39	(s,	1H,	H8‐CoA),	8.26	–	8.21	(m,	1H,	NHCH2CH2S‐

CoA),	8.16	(s,	1H,	H2‐CoA),	8.00	(bs,	2H,	NH2),	7.84	–	7.79	(m,	1H,	NHCH2CH2CO‐CoA),	7.60	(d,	

1H,	3J	=	8.0	Hz,	Trp2IndolH4),	7.32	(d,	1H,	3J	=	8.1	Hz,	Trp2IndolH7),	7.26	(bs,	2H,	NH2),	7.12	(s,	1H,	

Trp2IndolH2),	7.07	–	6.94	(m,	10	H,	Har,	{6.94}	Trp2IndolH5,	{7.04}	Trp2IndolH6),	6.89	–	6.85	(m,	2H,	Har),		

6.72	–	6.68	(m,	2H,	Har),	6.64	–	6.58	(m,	6H,	Har),	6.57	–	6.52	(m,	2H,	Har),	5.93	(d,	1H,	3J	=	5.4	Hz,	

H1’‐CoA),	5.54	–	5.49	(m,	3H,	3	x	Hpgα),	4.91	(m,	1H,	H3’‐CoA),	4.82	(m,	1H,	Trp2α),	4.70	(m,	1H,	

H2’‐CoA),	4.37	–	4.31	(m,	3H,	H4’‐CoA,	Tyr6α),	4.15	–	4.08	(m,	2H,	H5’‐CoA),	3.87	–	3.79	(m,	

under	water	peak,	OCH2aC(CH3)2‐CoA,	Tyr1α),	3.45	(m,	under	water	peak,	OCH2bC(CH3)2‐CoA)	

3.34	–	3.31	(m,	under	water	peak,	CH(OH)CO‐CoA,	NHCH2CH2CO‐CoA),	3.12	–	3.00	(m,	under	

water	peak,	NHCH2CH2S‐CoA,	Trp2βa),	2.98	–	2.63	(m,	NHCH2CH2S‐CoA,	Tyr	βa,b,	Trp2βb),	2.33	–	

2.78	(m,	2H,	NHCH2CH2CO‐CoA),	0.94,	0.74	(s,	2	x	3H,	2	x	gem‐CH3‐CoA)	ppm.	

Numbering	of	Coenzyme	A	accords	to	reference	[1].	

HRMS	(ESI):	m/z	calc.	for	C74H83N13O27P3S	(M‐2H)2‐	862.22483,	found:	862.22339,	Δ	=	1.7	ppm;	

calc.	mass	for	C74H82N13NaO27P3S	(M‐3H+Na)2‐	873.21580,	found:	873.20838,	Δ	=	8.5	ppm;	calc.	

mass	for	C74H82KN13O27P3S	(M‐3H+K)2‐	881.20277,	found:	881.19707,	Δ	=	6.5	ppm.	
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6.	In	vitro	studies	

6.1	Sfp‐catalyzed	loading	of	PCP	domains	

Table	S3.	MALDI	results	of	peptide‐loaded	PCPs.	

	 GB1‐PCP7cep	 Trx‐PCP7sta	 Trx‐PCP7com	

	
MH+	

calc.	

mass	

observed	
�a	

MH+

calc.	

mass	

observed	
�a	

MH+	

calc.	

mass	

observed	
�a	

apo‐PCP	 18854	 18827	 ‐27	 22804 22782 ‐22 23354	 23334	 ‐20

Peptide‐1	 20046	 20021	 ‐25	 23996 23987 ‐9 24547	 24536	 ‐11

Peptide‐2	 20019	 20008	 ‐11	 23969 23962 ‐7 24520	 24512	 ‐8

Peptide‐3	 20115	 20093	 ‐24	 24065 24047 ‐18 24616	 24597	 ‐19

Peptide‐4	 20117	 20096	 ‐21	 24067 24044 ‐23 24618	 24593	 ‐25

Peptide‐5	 20154	 20134	 ‐20	 24104 24120 +16 24655	 24667	 +12

a	Mass	differences	can	be	attributed	to	the	presence	of	salt	in	each	sample	(50	mM	Hepes,	50	mM	NaCl,	10	

mM	MgCl2)	and	to	deviations	due	to	the	3‐point	calibration	of	the	mass	spectrometer.	
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cleavage	 peptide‐methylhydrazides	 (R2,	 Z2)	 as	 well	 as	 hydrolyzed	 peptides	 (R1,	 Z1)	 are	

generated;	 the	 later	 due	 to	 a	 concomitant	 rise	 in	 pH	 on	 methylhydrazine	 addition.	 For	 the	

peptide	methylhydrazides	two	peaks	are	detected	due	to	the	generation	of	two	regioisomers	of	

the	methylhydrazides.	For	the	crosslinked	peptides	additional	peaks	can	be	detected,	which	can	

be	ascribed	to	diastereomer	formation	due	to	enhanced	racemization	of	crosslinked	C‐terminal	

tyrosine	(such	an	observation	has	been	previously	reported).	2,3		
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Figure	SS18.	ESI‐MSS/MS	of	peptide	2‐Z2:	m

S22 

m/z	871.36,	ccalc.	mass	(CC43H51N8O12))	871.36	(M

	

+H)+.	



Figure	SS19.	ESI‐MSS/MS	of	peptide	3‐Z2:	m
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m/z	967.40,	ccalc.	mass	(CC52H55N8O11))	967.40	(M

	

+H)+.	



Figure	S

	

S20.	ESI‐MSS/MS	of	peptide	4‐Z2:	m

S24 

m/z	969.38,	ccalc.	mass	(CC51H53N8O12))	969.38	(M

	

+H)+.	



Figure	S

	

S21.	ESI‐MSS/MS	of	peptide	5‐Z2:	m

	

S25 

m/z	1006.41,,	calc.	mass	(C54H56N9O111)	1006.41	

	

(M+H)+.	
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Figure	S22.	Typical	fragments	observed	for	the	C‐O‐D	part	of	all	crosslinked	peptides.	



Figure	SS23.	ESI‐MSS/MS	of	peptide	6‐Z2:	m
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m/z	896.40,	ccalc.	mass	(CC45H54N9O11))	896.39	(M

	

+H)+.	



Figure	SS24.	ESI‐MSS/MS	of	peptide	7‐Z2:	m
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m/z	869.40,	ccalc.	mass	(CC45H49N8O11))	869.35	(M

	

+H)+.	



Figure	SS25.	ESI‐MSS/MS	of	peptide	8‐Z2:	m

S29 

m/z	965.38,	ccalc.	mass	(CC52H53N8O11))	965.38	(M

	

+H)+.	



Figure	SS26.	ESI‐MSS/MS	of	peptide	9‐Z2:	m
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m/z	967.36,	ccalc.	mass	(CC51H51N8O12))	967.36	(M

	

+H)+.	



Figure	S
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.	

S/MS	of	peptide	10‐Z2:	m

	

S31 

m/z	1004.39,	calc.	masss	(C54H54N9OO11)	1004.39
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7.	NMR	
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Figure	S28.	1H‐NMR	of	p
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eptide‐5‐CooA	in	DMSO‐‐d6	(400	MHHz).	
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