SUPPLEMENTARY MATERIAL

Supplementary Figure 1. DDAH/ADMA regulation of nNOS and inhibitory action of L-291 

(a) NOS converts L-arginine to NO and L-citrulline. ADMA is structurally similar to L-arginine is produced endogenously following the post-translational methylation of arginine residues within proteins and the subsequent proteolysis of these arginine-methylated proteins. Thus, ADMA can act as an endogenous competitive inhibitor of NOS and decreases generation of NO.  ADMA itself is regulated and metabolized by DDAH. Thus, activity of DDAH indirectly modulates NOS activity by relieving endogenous inhibition by ADMA and so increasing generation of NO.
(b) L-291 (NG-[2-methoxyethyl] arginine methyl ester) is a selective small molecule inhibitor of DDAH-1 (IC50 = 20 µM) while L-456 is its mirror image inactive D-enantiomer and therefore serves as a control. Both compounds were dissolved in 0.9% saline.
Supplementary Figure 2. Intrathecal L-291 reduces both active licking and biting and reflexive lifting and flinching pain-related behaviors following intraplantar formalin  
(a) Time course of formalin-induced (5%, 50 µl) licking and biting behavior following intrathecal pre-treatment with L-456 (24 µg, n = 6) or L-291 (24 µg, n = 6).  

(b) Total licking and biting behavior during the 1st (0-10 min) and 2nd phases (10-60 min) of the formalin response following intrathecal L-456 or L-291 (2nd phase, ( p < 0.01 versus L-456; one-way ANOVA followed by Bonferroni post-tests).  

(c) Time course of formalin-induced lifting and flinching behavior following intrathecal pre-treatment with L-456 or L-291.  

(d) Total lifting and flinching behavior during the 1st and 2nd phases of the formalin response following intrathecal L-456 or L-291 (2nd phase, ( p < 0.01 versus L-456; one-way ANOVA followed by Bonferroni post-tests). Note that due to the lower incidence of lifting and flinching behaviors the vertical axes are scaled differently. Data presented as mean ( s.e.m.
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Supplementary Figure 2

	 
	L-456 (n = 8)
	L-291 (n = 9)

	C-fiber threshold          (mA)
	0.68 ± 0.21
	0.63 ± 0.10

	Depth                             (µM)
	934 ± 58
	922 ± 45

	Aβ-fiber evoked response     (No. of APs)
	153 ± 22
	142 ± 13

	Aδ-fiber evoked response (No. of APs)
	216 ± 31
	172 ± 22

	C-fiber evoked response (No. of APs)
	512 ± 37
	495 ± 48

	Postdischarge               (No. of APs)
	668 ± 81
	564 ± 61

	Input                               (No. of APs)
	327 ± 46
	368 ± 64

	Wind-up                          (No. of APs)
	940 ± 91
	776 ± 62


Supplementary Table 1. Pre-drug control responses induced by transcutaneous electrical stimulation of the hindpaw receptive field of WDR neurons in rats treated with L-456 or L-291 

C-fiber threshold, cell depth, afferent-evoked responses, input and wind-up are expressed as mean ( s.e.m. There were no differences between cells recorded in each treatment group for any measure prior to drug delivery; Student’s unpaired t-test.
	 
	L-456

(n = 14)
	L-291

(n = 10)

	C-fiber threshold          (mA)
	0.60 ± 0.11
	0.54 ± 0.09

	Depth                             (µM)
	859 ± 26
	886 ± 31

	Aβ-fiber evoked response     (No. of APs)
	139 ± 9
	162 ± 16

	Aδ-fiber evoked response (No. of APs)
	168 ± 19
	250 ± 33

	C-fiber evoked response (No. of APs)
	481 ± 74
	536 ± 70

	Postdischarge               (No. of APs)
	518 ± 78
	488 ±75

	Input                               (No. of APs)
	489 ± 122
	424 ± 75

	Wind-up                          (No. of APs)
	602 ± 69
	665 ± 99

	48oC                                (No. of APs)
	1295 ± 164
	1450 ± 138


Supplementary Table 2. WDR cell characteristics from L-291 neuronal formalin test

Cells were characterized prior to drug administration and formalin injection. C-fiber threshold, cell depth, afferent-evoked responses, input, wind-up and response to 48(C are expressed as mean ( s.e.m. There were no differences between cells recorded in each treatment group; Student’s unpaired t-test.
