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Introduction 
The Transforming Growth Factor beta (TGF-β) superfamily includes three isoforms 

designated TGF-β1, β2 and β3. All three isoforms are secreted as latent complex where the TGF-

β cytokine is non-covalently associated with an isoform specific latency-associated peptide 

(LAP). Mature cytokine binds cell surface receptors only after release from its LAP making 

extracellular activation a critical regulatory point for TGF-β bioavailability. Proposed activation 

mechanisms include proteolysis and conformational changes. Previous work from our laboratory 

showed that latent TGF-β1 (LTGF-β1) is efficiently activated upon exposure to reactive oxygen 

species (ROS). 

ROS activation is restricted to the LTGF-β1 isoform. Because of the amino acid sequence 

differences between the three LAPs, we postulate that the specificity of this activation 

mechanism lies within the LAP. Furthermore, we hypothesize that the presence of a metal in the 

latent complex could provide a redox active center for this process. 

Redox mediated activation provides a novel mechanism for TGF-β participation in 

tissues undergoing oxidative stress. Moreover, this would allow TGF-β1 to act both as a sensor 

of oxidative stress within tissues as well as a transducer of that signal by binding to its cellular 

receptors. 

Specific Aims: 
1. To characterize the interaction between reactive oxygen and latent TGF-β 

2. To identify and localize the redox-metal center within the latent TGF-β 

3. To determine the three-dimensional structure of latent TGF-β 

Progress: 

Aim 1. To characterize the interaction between reactive oxygen and latent TGF-ββββ 

We have collected data to show that activation by ROS is restricted to the LTGF-β1 

isoform. Due to the high degree of similarity between the amino acid sequences of the three 

cytokines (TGFβ-1, β2 and β3), it is not likely that the redox center resides within the cytokine 

region. However, amino acid sequences of the three LAPs are not highly conserved suggesting 

that the redox center specific to LTGF-β1 may reside within LAP-β1. Methionine residues are 

particularly susceptible to oxidation, and there are two non-conserved methionine residues within 

LAP-β1. In collaboration with Dr. Dan Rifkin at NYU, we have developed a series of mutants 

where methionine residues in LTGF-β1 have been mutated to alanine. These mutants have been 

transiently expressed in mammalian cells and conditioned medium has been collected and 

characterized for ROS activation using the PAI-luciferase assay to measure the amount of active 

TGF-β. Results from these experiments suggest that methionine 253 is critical in the ROS 

activation mechanism. This work has recently been accepted for publication in Radiation 

Research.  

Aim 2. To identify and localize the redox-metal center within the latent TGF-ββββ 

We conducted site-specific mutation of methionine to alanine at position 253 to generate a 

redox-insensitive LTGF-β1 (see attached, Jobling et al. 2006).  Together these data define the 
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chemical and structural determinants of a redox switch.  Substitution of alanine for methionine at 

position 253 produced functional LTGFβ1 (i.e. still activated by heat) that was no longer 

susceptible to ROS, this suggests that methionine 253 may reside at or near an oxidative center 

and its substitution with alanine disrupts the sensitivity of LAP-β to ROS activation.  

Alternatively, methionine 253 may be the direct target of the ROS where its side chain is 

oxidized leading to conformational changes resulting in the activation of LTGF-β1.  

Interestingly, although substitution of alanine for methionine at position 132, a methionine 

unique to LAP-β1, did not confer resistance to ROS mediated activation nor did the substitution 

of a conserved methionine at position 112, these two mutants were more efficiently activated by 

ROS.  Full understanding of the biochemical events triggering the oxidative switch in LAP-β1 

and how methionine 253 participates in this switch, requires further investigation. The 

observation that oxidation of LAP-β1 was reversible in a mild reducing environment has 

interesting biochemical and biological implications.  Reversibility indicates that ROS modifies 

LAP-β1 in a manner that is flexible and not denaturing and that these modifications are restricted 

events.  This hypothesis was supported by circular dichroism measurements.  Currently, we are 

pursuing experiments to elucidate the detailed structural requirements of this oxidative switch.   

These data supporting a redox switch provide further support for the potential role of 

transition metals in the latent complex. Future studies to Subject LTGF-β analogues to 

biophysical analysis to detect the presence of various metals, and degree of binding affinity, such 

as IMAC-HPLC and EPR to determine whether transition metals are involved will be carried out 

in collaboration here at LBNL and possibly with investigators at other institutions.   

Aim 3. To determine the three-dimensional structure of latent TGF-ββββ 

In collaboration with Dr. Peter Walian here at LBNL, the crystal structure of LTGF-β1 is 

being determined. Currently in the laboratory, we have a large amount of expressed and purified 

LTGF-β2. We have been using this material to test crystallization conditions. Because LTGF-βs 

are glycosylated proteins, the sugar moieties can interfere with crystallization. LTGF-β2 has 

been methodically deglycosylated in a manner that retains latency and native conformation as 

assessed by activation studies. Crystallization trials are underway to determine conditions 

necessary for crystal formation. Conditions determined for LTGF-β2 will be the starting 

conditions for crystallization of LTGF-β1.  To begin characterization of steps needed for LTGF-

β1 crystallization, we have determined that deglycosylation of LTGF-β1 does not induce 

activation, as has previously reported in the literature by others. Therefore, removal of the sugar 

moieties will be performed so that crystallization trials can begin when sufficient quantities of 

LTGF-β1 are available. In order to obtain the quantities of LTGF-β1 needed for crystallization 

studies, HEK-293 cells have been stably transfected with LTGF-β1 containing a substitution of 

cysteine 33 with alanine. This was required because LTGF-β1 can be covalently bound to latent 

TGF-β binding protein via Cys 33. Because we are expressing only LTGF-β1, this cysteine 

residue would be unpaired and potentially cause problems by forming inappropriate disulfide 

bonds. We have the capacity to scale up production of this protein to obtain the quantities needed 

for crystallization studies and we have devised a preliminary purification scheme.  
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Key Research Accomplishments 
1. Stable expression of LTGF-β1 and development of a preliminary purification scheme in 

order to obtain quantities of the protein needed for biochemical and structural studies. 

2. Deglycosylation of LTGF-β2 and LTGF-β1 in a manner that retains the latency of the 

cytokine.  This step is important in order to prepare for crystallization studies 

Reportable Outcomes 
Jobling, MF, Mott, JD, Finnegan, M.T. Jurukovski, V., Erickson, A.C., Walian, P.J., 

Taylor, S.E., Ledbetter, S., Lawrence, C.M. Rifkin, D.B. and Barcellos-Hoff, M.H. Isoform-

Specific Activation of Latent Transforming Growth Factor β (LTGF-β) by Reactive Oxygen 

Species.  Radiation Research (in press)  Proof Attached 

Additional Comments 
Since departure of Dr. Michael Jobling, Dr. Joni Mott has been overseeing the 

continuation of these experiments.  We requested a change in primary trainee, which was 

approved.   In April, Dr Irineu Illa-Bochaca arrived and began required training to work on this 

project by learning TGFβ biology.   



 

7 

 Appendix 

 



 

8 

 



 

9 

 



 

10 

 



 

11 

 



 

12 

 



 

13 

 



 

14 

 



 

15 

 



 

16 

 
 


	COVER.pdf
	TITLE: Bioavailability of TGF-Beta in Breast Cancer




